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Alzheimer’s disease (AD) is a progressive neurodegenerative disorder for which there 

is no cure. At the neuropathological level, AD is characterized by the presence of large 

numbers of amyloid-beta containing plaques (Aβ-plaques), and neurofibrillary tangles 

comprised mostly of hyperphosphorylated aggregated protein tau.  Both types of 

deposit are associated with neuroinflammation, synaptic and neuronal cell loss.  

Accumulating evidence indicates a role for metabolic dysfunction in the pathogenesis 

of AD.  Type 2 diabetes increases the risk of developing AD and several post-mortem 

analyses have reported evidence of insulin resistance in Alzheimer brain tissue. 

Insulin-based therapies have emerged as potential strategies to slow cognitive decline 

in AD, these include the use of insulin sensitizers, such as rosiglitazone, which 

mediates its effects on insulin sensitivity via the peroxisome proliferator-activated 

receptors-gamma (PPAR-γ) receptor.  While the results of insulin sensitizers on 

cognition in animal models of AD have been largely positive, the impact of these 

compounds on cognitive decline in AD patients has been variable.  

Animal experiments provide a unique opportunity to examine the specific 

conditions and mechanisms by which insulin sensitizer’s impact on AD-related 

pathology. This thesis details experiments conducted in a popular Amyloid Precursor 

Protein overexpressing transgenic mouse model of amyloid pathology that over-

produces human Aβ.  The aim of these experiments was to determine if chronic 

dosing with rosiglitazone ameliorated phenotypic behavioural deficits in transgenic 

mice, and lowered specific biomarkers associated with Aβ over-production. The 

results indicate that rosiglitazone largely does not reverse phenotypic behavioural 

alterations in these mice, nor does it reduce total Aβ levels.  From this preclinical data, 

it is concluded that rosiglitazone is likely not a suitable therapeutic treatment for use 

in human patients with AD. 
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1. GENERAL  INTRODUCTION:  AETIOLOGY  OF  AD  

LZHEIMERS DISEASE is considered as a complex, progressive and 

irreversible neurodegenerative disease of the brain, and represents the most 

common form of dementia in the elderly population.  Emerging data 

demonstrate pivotal roles for brain insulin resistance and insulin deficiency as 

mediators of cognitive impairment and neurodegeneration, particularly AD.  In this 

context AD is increasingly being referred to as type of brain diabetes in which 

endogenous brain-specific impairments in insulin and Insulin like growth factor 

signalling account for the majority of AD-associated abnormalities. However, AD 

emerges from a complex background of genetic, psychological and environmental 

factors, all of which can influence its expression and development.  

 This introductory chapter has two principal aims.  The first is to set the general 

context by providing a review of the aetiology of AD, including its prevalence and 

incidence, genetics, clinical features, molecular pathology, diagnosis and treatment.  

When discussing the clinical manifestation of AD, special consideration will be given 

to examining the nature of memory loss in AD, as well as impairments related to 

behavioural disinhibition and anxiety as these form the context to specific experiments 

detailed in Chapter 3 of this thesis.  Indeed, understanding the memory deficits 

experienced by patients is essential to designing and assessing the efficacy of novel 

pharmaceuticals for the treatment of such impairments [1], one of the principal 

concerns addressed by this thesis.  Thus, the second aim is the take what may at first 

glance seem to be the jangling discords of AD aetiology, and relate them to the 

concept of AD as a metabolic disorder.  In this context, the focus of discussion revolves 

around recent attempts to use rosiglitazone (an insulin sensitizer) as a means of 

ameliorating cognitive (learning and memory) deficits, and similar deficits in 

preclinical animal models of select pathological components of AD. Indeed, of 

particular concern throughout this chapter is how the concept of AD as a metabolic 

disorder relates to the overproduction and aggregation of the amyloid-beta protein in 

A 



 

2 

 

the context of the amyloid cascade hypothesis (ACH).  This is important because the 

ACH is still regarded as the dominant theory of AD causation, and as such, forms the 

basis for many preclinical treatments for AD, including the use of insulin sensitizers.  

In this way I hope to achieve a symphony of words that captures something of the 

immense and sprawling complexity that is AD.  I believe this to be the correct context 

within which to fully appreciate the specific experiments detailed in Chapters 3 and 4 

of this thesis.  These experiments test the hypothesis that rosiglitazone ameliorates 

specific behavioural and neuropathological deficits associated with a popular 

preclinical animal model of mutated Amyloid Precursor Protein, which is linked to a 

rare familial (inherited) form of AD in humans. Discussion of preclinical animal 

models in AD and the specific phenotypic alterations associated with the model used 

in experimental studies in this thesis is discussed in Chapter 2. Finally, Chapter 5 

provides a discussion of the main experimental findings from this thesis, and considers 

these in relation to the wider scientific literature. 

 

1.1 PREVALENCE  AND  INCIDENCE 

In 1906, the German physician Alois Alzheimer gave a seminal lecture to his peers in 

Tübingen, Germany on the first case of the neurodegenerative disease that Kraepelin 

some years later named Alzheimer’s disease (AD) [2, 3]. In this single case, Alzheimer 

described the results of his clinical observations and post-mortem studies on a 56-year-

old-female patient known as Auguste D, who at the age of 51 had been  admitted to the 

state asylum in Frankfurt suffering from memory and language deficits, auditory 

hallucinations, delusions, paranoia, and aggressive behaviour [4].  When Auguste D 

died in April 1906, her brain was sent to Alzheimer for examination where he duly 

observed an atrophic brain with striking neurofibrillary tangle (NFT) pathology, as well 

as the presence of unusual deposits in the cerebral cortex that were refractory to 

staining; now known as amyloid-beta plaques (Aβ-plaques).  In the following year, 

Alzheimer published his findings in a short paper that marked the start of our 

understanding of the disorder.  However, being exclusively associated with dementia 

before the age of 65 years (early-onset), a diagnosis of AD remained a relative rarity for 

many years after Alzheimer. In the early 1970’s the disorder was recognised as a major 

cause of dementia in those over the age of 60/65 years (late-onset), and  eventually, a 

diagnosis of AD was formally adopted in medical nomenclature to describe individuals, 
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of all ages who displayed a characteristic symptomatic pattern based on cognitive 

deficits typified by memory and language impairment [5].  Today this unitary concept 

of AD has fragmented into an increasing number of genetic and clinical subtypes.   

According to Alzheimer’s Disease International, nearly 36.5 million people 

worldwide had a form of dementia in 2010, with the overall predicted increase in 

prevalence over the next 30 decades estimated to reach approximately 66 million by 

2030, and then 115 million by 2050 [6].  Much of this increase is considered to reflect 

demographic ageing, a process that shows the successes of improved health care over 

the last century in many countries [7].  The fastest growth in the elderly population is 

taking place in low and middle income countries such as China, India, and their south 

Asian and western Pacific neighbours [7].  Because the prevalence of dementia doubles 

about every five years after age 65, and after age 85 the risk reaches nearly 50 %, it is 

estimated that there will be significant disparity in the regional prevalence of dementia 

by 2030, with developing regions showing a 40% increase, Europe, 63%, North 

America, between 77-146%, and in the different regions of Latin America, 107%, and 

Asia 111% increase [6].  Indeed, whilst approximately 58% of the world's dementia cases 

currently reside in these countries, by 2050, low and middle income countries are 

expected to account for 71% of the world’s prevalent dementia cases [6].  Currently the 

number of new dementia cases (i.e. its incidence), is estimated to be around 7.7 million 

annually [6], with this figure predicted to increase further as populations age.  About 

3.6 million (46%) of these new cases are expected to impact in Asia, 2.3 million (31%) in 

Europe, 1.2 million (16%) in the Americas, and 0.5 million (7%) in Africa [8, 9]. 

Although there are many different subtypes of dementia, AD is considered the most 

prevalent, accounting for between 60-80% or more of the total, with a greater 

proportion in the higher age ranges [10-12].  However, the pathological hallmarks 

belonging to more than one subtype can also be co-present within many patients, 

particularly those with advanced late-onset dementia, making mixed dementia fairly 

common in this population [13].  Most cases of mixed dementia still reflect the 

pathological hallmarks of AD together with vascular dementia [14].  Presently, the 

number of persons believed to have AD worldwide is approximately 26.6 million, with 

the overall prevalence of the condition predicted to quadruple in line with dementia 

generally, to 106.2 million by 2050 [15].  Currently, about 48% of all AD cases reside in 

low and middle income countries, most of which are set to see the largest increases in 

AD over the next several decades [6, 15].  Although AD is more common in women 
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than men in late-life, this is usually attributed to the longer lifespan of women 

compared to men [16]. Over 90% of AD cases are late-onset (LOAD), where the 

condition affects people over the age of 60-65 years [13]. Age appears to be the most 

influential risk factor for AD (and other dementias). The prevalence of AD increases 

exponentially with age, rising from 3% among those 65–74 years to almost 50% among 

those 85 years or older [17, 18].  

Less than 10% of cases AD are early-onset (EOAD), developing between the ages of 

30-60, or 65 years [19]. Approximately 60% of EOAD cases are classed as familial 

(EOFAD) [20].  Of these early-onset familial cases, approximately 13% are inherited in 

an autosomal dominant manner with at least three generations affected [21, 22]. 

Autosomal dominant AD is mostly associated with a number of single gene disorders 

involving specific point mutations or single base substitutions all of which are 

extremely rare and account for less than 1% of AD cases overall [23] (see section 1.1.2).  

Although there is evidence for genetic factors affecting disease risk in many 

Alzheimer’s cases [24], and first-degree relatives of patients with the late-onset disease 

have approximately twice the expected lifetime risk for developing AD, most cases are 

said to be of sporadic (SAD) origin because they are rarely consistent with a pattern of 

Mendelian transmission [25]. Rather, the risk of developing SAD appears to be 

modulated by an interaction between multiple risk factors, including age, 

susceptibility genes, and environmental factors [26, 27].   

 

1.2 GENETIC  DETERMINANTS  AND  RIS K  FAC TORS  

Three causative genes have been associated with autosomal dominant familial AD; the 

gene on chromosome 21 for the Amyloid Precursor Protein (APP) [28 , 29], and the 

genes on chromosome 14 and 1 for the Presenilin 1 and Presenilin 2 genes (PSEN1, and 

PSEN2 respectively)[30-32]. Within the APP gene there is a specific region which 

encodes the Aβ peptide, with mutations in this gene shown to alter the subsequent 

processing of Aβ or its propensity to undergo fibrillogenesis, leading to early 

deposition of the peptide and EOFAD  [29].  Mutations in the presenilin genes that 

cause EOFAD also lead to changes in Aβ processing and its deposition [29].  It has 

been hypothesised that presenilin protein comprises a key component of the catalytic 

site in γ-secretase [33], one of the protease enzymes involved in the production of Aβ, 

although this process is tightly gated by at least two other membrane proteins [34]. 
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Taken together these observations strongly support the hypothesis that the generation 

of Aβ is central to AD pathogenesis. Indeed, whilst the identification of specific genes 

related to autosomal dominant AD has only had a minimal impact clinically, in terms 

of basic research aimed at understanding underlying disease mechanisms, the 

identification of these mutations has had greater impact and led to the creation of the 

Amyloid Cascade Hypothesis (see section 1.6.1).  However, it should be said that 

kindreds with autosomal dominant AD have also been described with none of the 

point mutations associated with the above genes, indicating that other factors may be 

causally related to the disorder in some cases [35, 36].   There are also alternative 

theories of AD causation.  Thus, research has shown that familial APP mutations may 

confer a gain or loss of function that in the presence of trophic factor withdrawal, 

resulting in the amino-terminal fragment of APP (N-APP) binding to the Death 

Receptor-6 (DR6), the induction of caspase-6-dependent neuronal axon pruning,  

Wallerian degeneration and thus, neuron death [37]. Identification of mutated genes 

isolated from FAD kindreds has also enabled the development of various transgenic 

animal models [38-41].  Although none of the models fully replicates the full human 

disease [42], each has contributed significant insights into the pathophysiology of Aβ 

in AD, as well as the testing of pre-clinical therapies.   

 

1.2. 1 Production  and  Clear anc e  of  Aβ 

1.2.1.1 Production of Aβ 

Aβ derives from the Amyloid Precursor Protein (APP), a large transmembrane protein 

expressed in many tissues and concentrated in the synapses of neurons [43].  APP is 

found in most cell types, including neuronal and glial cells, and contains a large 

extracellular region, a single transmembrane domain, and a small cytoplasmic tail [44].  

Like other members of its protein family, APP can undergo regulated intra-membrane 

proteolysis by α, β and γ secretases to generate secreted and cytoplasmic fragments 

[43, 45].  However, only APP has a transmembrane Aβ forming region, allowing it to 

produce Aβ peptides [46].  APP is cleaved via two main pathways.  Cleavage of APP via 

α-secretase represents a non-amyloidogenic pathway, and involves APP being cleaved 

in the middle of its Aβ region to produce a soluble APP fragment (sAPPα) which has 

neuroprotective properties [47].  This process leaves a membrane-bound C-terminal 

fragment (C83), that can be further cleaved by the intra-membrane γ-secretase 

complex (of which the presenilins form key components to yield a 3-kDa Aβ fragment 
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(P3) [48].  Under normal circumstances this non-amyloidogenic pathway accounts for 

about 95% of APP processing [49].  In the amyloidogenic pathway, β-secretase 

provides the initial (potentially neurotoxic) cleavage of APP in its extracellular domain 

(N-terminus), which generates a non-amyloidogenic fragment (sAPPβ), and a 

membrane bound C-terminal fragment of 99 amino acids in length (C99). C99 is then 

susceptible to a second intra-membrane cleavage by γ-secretase, which generates the 

4-kDa Aβ peptide and an intracellular domain (AICD) product, both of which are 

released from the membrane into the cytosol [50, 51].  

In non-neuronal cells, α-secretase cleavage predominates whereas in neurons the β-

cleavage pathway predominates [52]. Depending on the point of cleavage by γ-

secretase, three principal forms of Aβ are produced that have a chain of 38, 40, or 42 

amino acid residues (Aβ38, Aβ40, and Aβ42, respectively).  This along with research 

showing that the production and release of Aβ into the extracellular space positively 

correlates with the level of neuronal and synaptic activity [53-56], suggests that brain 

Aβ may be largely neuronal in origin.  Furthermore, it has been suggested that synaptic 

vesicle recycling through coupled endoexocytosis may be the primary mechanism 

mediating the activity-dependent production and release of Aβ in the brain [54, 57].  

The relative amount of Aβ42 formed is noteworthy because it is far more prone than 

the more abundantly produced Aβ40 to aggregate, and form the insoluble amyloid 

protofibrils and fibrils common to some forms of senile plaque [58-60].  Aβ peptides 

are capable of aggregation and self-assemble into dimer, trimer and higher-order 

soluble oligomers [46, 60, 61] (also called ADLLs or "Aβ-derived diffusible ligands" 

[62]).  Soluble Aβ describes any form of Aβ that is soluble in aqueous buffer, and 

remains in solution following high speed centrifugation. Whilst the formation of Aβ 

oligomers has been extensively studied by using synthetic forms of Aβ, research 

relating to endogenous formation has been limited [60, 63-65].  Nevertheless, 

endogenous soluble Aβ is considered to have the same potential for forming different 

assembly species, which may be produced via different pathways [64, 66]. The 

mechanisms of formation may even differ between pathways [46].  If soluble 

aggregates are not degraded or cleared from the brain, they form the "seeds" from 

which Aβ-plaques develop [67, 68].  However, both APP and Aβ are normal 

constituents of many cells; they have been implicated in a number of important 

physiological roles in the periphery, and central nervous system (CNS). 
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Nominal  Funct ion of APP and Aβ 
APP functions as a receptor since its homologues bind both extracellular ligands and 

intracellular adaptor proteins [69].  Consequently, APP has been implicated as a 

regulator of synapse formation [70], a regulator of neural plasticity [71], and as a bona 

fide iron oxidase [72].  As a natural product of cellular metabolism, Aβ is present in the 

interstitial and cerebrospinal fluid (CSF) of humans throughout life [60], where its 

normal physiological role is uncertain.  However, several potential physiological 

activities have been suggested for Aβ, including the activation of kinase enzymes  

involved with phosphorylation processes [73, 74], (antioxidant) protection against 

oxidative stress [75, 76], regulation of cholesterol transport [77, 78], anti-microbial 

activity potentially associated with the peptides pro-inflammatory activity [79], and as 

a transcription factor for AD-associated genes [80], and apoptotic genes [81].  Although 

higher Aβ concentrations have been postulated to boost synaptic glutamate in the 

hippocampus [82, 83], it is not clear whether this effect can also occur at nominal 

physiological concentrations.  However, research suggests that in low concentrations, 

Aβ does enhance neuronal activity via its ability to act as a regulator of release 

probability at hippocampal synapses [84].  Indeed, research conducted in animals 

suggests that low doses of Aβ enhance memory retention in behavioural tasks (T-maze 

foot-shock avoidance), as well as the in vivo enhancement of acetylecholine 

production in the hippocampus [85].  Furthermore, at sub-nanomolar doses, Aβ 

markedly enhances Long Term Potentiation (LTP) in hippocampal slices [85, 86], with 

LTP being a cellular process that many consider to underpin memory consolidation 

[87].  However, higher concentrations of Aβ have the opposite effect; depressing LTP 

and promoting LTD or ‘Long Term Depression’ (see review, [50]).  

 

1.2.1.2 Clearance of Aβ 

At any given time the amount of Aβ in the brain is thought to be determined by the 

steady-state balance between its in vitro production and release, and its degradation 

and clearance [88].  The canonical view is that any chronic imbalance between its 

production and clearance will result in the accumulation of Aβ in the interstitial fluid 

(ISF) [89], and eventually its deposition in the brain parenchyma as senile plaques [49, 

88, 90, 91].  In terms of its in vitro degradation, several metallopeptidase protease 

enzymes have been implicated, the most important of which are probably neprilysin 

(NEP) [92], and insulin degrading enzyme (IDE) [92], both of which possess a zinc-
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binding motif.  NEP is the most dominant protease, and due to its presynaptic 

localization and extracellular position of its catalytic site [93, 94], may be the best 

candidate for regulating the amount of Aβ in the synaptic cleft.  NEP is capable of 

degrading monomeric and oligomeric forms of Aβ [95], and examination of human 

post-mortem tissue suggests that the expression of NEP is inversely related to the 

extent of AD pathology [96-98].   

IDE is the principle protease responsible for the clearance and inactivation of 

insulin, and as such is ubiquitously expressed in the body where it has a subcellular 

localization, being primarily located in the cytosol and peroxisomes [99-101].  The 

highest expression of IDE occurs in the liver, testes, muscle and brain [102], where in 

the latter it is found in multiple neurons, but particularly in neocortical pyramidal cells 

[103].  Structurally IDE is composed of four homologous domains which together 

resemble a clamshell-like arrangement enclosing a large central chamber for engulfing 

the substrate. Substrates must enter the chamber, and it is believed that a hinge-like 

conformational change allows substrate binding and product release [104]. IDE exists 

as an equilibrium mixture of monomers, dimers, and tetramers, with dimers thought 

to be the predominant and most active state [105, 106]. In addition to its central 

involvement in insulin metabolism, IDE degrades other small peptides, including 

glucagon [103], insulin-like growth factors I and II  (IGF1 and 2 respectively) [107], 

transforming growth factor alpha (TGF-α) [105], and in a non-selective manner, 

extracellular forms of monomeric Aβ [108, 109].  Nevertheless, IDE does not apparently 

metabolise Aβ dimers and trimers [109], and incubation of these secreted oligomeric 

species with the enzyme does not rescue the inhibition of synaptic plasticity [110].  

Furthermore, given its subcellular location, IDE would not appear to be appropriately 

placed to degrade monomeric Aβ.  However, a small but significant proportion of IDE 

is secreted from cells through an unconventional protein secretion pathway [111], and it 

is this component of IDE that is functional in relation to Aβ degradation where it 

appears to be routed via detergent-resistant membrane complexes into exosomes for 

secretion along with Aβ [112].  IDE is also unusual among zinc metallopeptidases in 

that it exhibits allosteric kinetic behaviour in which small peptide substrates such as 

Aβ may increase the activity of the enzyme toward the same or other small peptides 

[106].  Animal research has indicated that IDE expression responds to Aβ accumulation 

in the brain [113], and mice with a homozygous deletion of IDE have elevated 

endogenous brain Aβ [114, 115].  Indeed, in post-mortem tissue obtained from AD 
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patients, levels of neuronal IDE are reduced in the hippocampus [116, 117].  However, 

whilst in the cortex IDE protein levels normally diminish with of age, for unknown 

reasons, cortical IDE expression in AD is elevated [118].   

Aβ can be cleared from the brain parenchyma through the interstitial fluid and 

Virchow–Robin perivascular space, a space surrounding perforating arteries and veins 

that is considered to play the role of a lymphatic vessel [88] (see review [119]). Aβ also 

likely interacts with the low-density lipoprotein receptor-related protein (LRP) [119], or 

with P-glycoprotein [120] in order to cross the blood brain barrier (BBB).  There is also 

an efflux of Aβ from the blood into the cerebral parenchyma mediated by the receptor 

for advanced glycation end products (RAGE) [121].  In addition to these processes, glial 

cells may also have a role in clearing Aβ deposits from the brain (see section 1.5.4). 

 

1.2. 2 APP  Gene  Mutations  

Mutations within the APP gene on chromosome 21, account for 10-to-15% of EOFAD 

cases [35, 122], with several different missense mutations having been discovered in 

exons 16 and 17 [123]. All these mutations alter APP processing, Aβ production, or alter 

the propensity of Aβ to aggregate into β-sheet amyloid fibrils.  Missense mutations are 

often referred to as ‘point mutations’ because they involve a single nucleotide being 

changed, resulting in a codon that then codes for a different amino acid.  Examples of 

point mutations in the APP gene include the "Dutch" (E693Q) [124], London (V717I) 

[28], "Indiana" (V717F) [125], "Florida" (I716V) [126], "Iowa" (D694N) [127], "Arctic" 

(E693G) [128], and "Swedish" (K670N/M671L) mutations [129]. The Swedish mutation 

is located just outside the N-terminus of the Aβ domain of APP, it favours β-secretase 

cleavage in vitro [130], and is associated with an increased level and deposition of Aβ42 

in AD brains [131]. The Dutch and Iowa mutations are both located in the Aβ forming 

domain of APP, and accelerate Aβ40 fibril formation in vitro [132, 133].  Both these 

mutations are also associated with "cerebral amyloid angiopathy" (CAA), a condition 

associated with the deposition of Aβ in cerebral blood vessels and to a lesser extent, 

veins [134].  The Dutch APP mutation, in particular, is known to result in cerebral 

haemorrhages and dementia in patients with AD [124], whereas the Iowa mutation is 

associated with severe CAA and widespread NFT formation as well as an unusually 

extensive distribution of Aβ40 in Aβ-plaques in the AD brain [127]. The Arctic 

mutation is also located inside the Aβ domain, but makes APP less available to α-

secretase cleavage, and thus increases β-secretase processing of APP, favouring 
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intracellular Aβ production in vitro [135, 136]. Whilst this mutation is likewise 

associated with severe CAA, this is generally in the absence of cerebral haemorrhage, 

abundant parenchymal Aβ deposits, and NFTs [137].  The London mutation is located 

in the transmembrane domain of APP, altering γ-secretase cleavage to produce an 

increase in the level of Aβ42 and/or, the ratio of Aβ42/Aβ40 in vitro [138]. The London 

mutation is associated with extensive parenchymal Aβ deposition, moderate CAA, and 

abundant Aβ-plaques and NFTs in AD brain [139, 140].  Both the Indiana and Florida 

mutations are also located in the transmembrane domain of APP, with the former 

associated with mild CAA, and large numbers of NFT’s and Aβ-plaques in the AD brain 

[141], and the latter affecting γ-secretase cleavage causing an increased Aβ42 

concentration and Aβ42/Aβ40 ratio in vitro [126, 138].  In summary, mutations close to 

the β-secretase site enhance the production of both Aβ40 and Aβ42, whereas 

mutations close to the  α-secretase site result in impaired  α-secretase activity, an 

increase in γ-secretase activity, and thus, an increase in secreted Aβ [142]. Mutations 

next to the γ-secretase site lead to a selective increase in Aβ42 over the Aβ40.   

Additional evidence implicating the APP gene in the parthenogenesis of AD comes 

from the fact that nearly all those with Down syndrome (DS) develop the 

neuropathological hallmarks of AD after the age of 40 years, with more than half 

showing clinical evidence of cognitive decline [143].  The development of DS is caused 

by the presence of an extra copy of human chromosome 21 [144, 145], with the 

presumed association between DS and AD being the lifelong overexpression of the APP 

gene and thus the resultant overproduction of Aβ [20].  However, recent research 

suggests that people with DS are also trisomic (having three copies) for a gene that 

produces a protein called "Regulator of Calcineurin 1" (RCAN1), leading to excess 

production of this protein.  In DS this can initiate a chain reaction which results in the 

death of neurons in the hippocampus [146], leading to disrupted memory for events 

and autobiographical experiences, as well as impairments in spatial navigation [147-

149].  In addition to the loss of hippocampal neurons, RCAN1 also results in the loss of 

cortical neurones [146].  Despite only having the usual two copies of the RCAN1 gene, 

some AD patients also have elevated levels of the RCAN1 protein, perhaps in response 

to stroke or hypertension [150].  Although the mechanisms by which RCAN1 mediates 

its deleterious effects remain unclear, research has suggested a possible role in 

mitochondrial degradation [151].   
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1.2. 3 Presenilin  Gene  Mutations  

Over 176 different missense mutations in the PSEN1 gene have been identified in 

approximately 390 families with a familial history of AD [152], and represent the most 

common cause of EOFAD accounting for between 18 and 50% of all autosomal 

dominant cases [153]. Defects in the PSEN1 gene are known to cause the most severe 

forms of AD, with most mutations displaying complete penetrance and an age of onset 

around 30 years, but can be greater than 58 years [25].  By contrast, only 12 missense 

mutations have presently been identified in the PSEN2 gene [154], with these 

mutations being a rare cause of EOFAD [25].  Missense mutations in the PSEN2 gene 

may be of lower penetrance than those relating to PSEN1, with the former possibly 

being subject to the modifying action of additional genes or environmental influences 

[26, 155].  The clinical features of PSEN2-affected families appear to differ from the 

clinical features of PSEN1 in that the age of onset in PSEN2 family members is 

generally older than some family members with PSEN1 mutations, ranging from 45-to-

88 years [25].  Thus, a minority of late-onset cases appear to be associated with PSEN2 

mutations [156], a fact further supported by recent research showing that some genetic 

polymorphisms of the PSEN2 gene may confer an enhanced risk of sporadic AD [157]. 

PSEN genes are expressed mostly in neurones and glia; their exact function and role 

in AD is uncertain [25]. However, because both PSEN1 and PSEN2 genes encode for 

transmembrane presenilin proteins that form the major components of the atypical 

aspartyl protease complexes responsible for the γ-secretase cleavage of notch proteins 

and APP [158, 159], PSEN mutations are normally assumed to confer pathogenesis in 

AD by affecting the production of Aβ. For example, a gain of-function phenotype has 

been suggested with some PSEN1 mutations due to the observed increase in Aβ42 

production, accompanied or not, with reduced Aβ40 production, thereby leading to an 

increased Aβ42 vs. Aβ40 ratio in mice and humans  [160, 161].  Concordant with this, 

the deposition of Aβ42 in Aβ-plaques has been suggested to be an early preclinical 

event that occurs in PSEN1 mutation carriers [161].  However, it also appears that some 

disease-causing PSEN1 mutations do not increase production of Aβ42 or affect the 

production ratio of Aβ42/Aβ40 [162], suggesting that different PSEN1 mutations 

mediate pathological effects via Aβ-independent means.  Indeed, recent research using 

cell cultures has demonstrated that PSEN1 mutations associated with EOFAD can 

cause defective lysosomal proteolysis/autophagic function in fibroblasts  providing one 

possible mechanism by which the abnormal accumulation and deposition of proteins 
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can occur in the AD brain [163].  Additionally, PSEN1 mutation may introduce 

aberrations in the intracellular Ca2+ mobilization in astrocytes [164], possibly 

contributing to aberrant neural-glial communication in AD.  PSEN2 is expressed in a 

variety of tissues; in the brain, is expressed primarily in neurons [165]. The cause of 

pathogenesis in PSEN2 mutations is less clear, particularly since this presenilin protein 

is a less efficient producer of Aβ than PSEN1 [166].  However, although not well 

understood, PSEN2 mutations linked to EOFAD have been reported to modify the way 

in which γ-secretase processes APP, with some mutations having been linked to an 

increase in the rate of Aβ production [167].  Nevertheless, a truncated version of the 

PSEN2 protein derived from differentially spliced mRNA exons does not apparently 

affect the ratio of Aβ peptides produced [168].   

 

1.3 RI SK FACTORS  RELATE D TO SAD  

Although advancing age is the most significant risk-factor for SAD, the relationship 

between aging and disease risk remains unclear. Physiological function declines with 

aging, even among the most robust sectors of the older population, although the 

degree to which this decline is attributable to true biological factors or social or 

lifestyle factors that accompany older age is not entirely clear [169].  However, it is 

certainly true that there is substantial heterogeneity in patterns of aging [170].  That is, 

while many older people continue to show expected patterns of decline in health and 

functional ability with advancing age, others appear more resilient to various 

physiological (e.g., infection, neuropathology), emotional (e.g., bereavement), or 

environmental challenges [169].  Thus, in relation to dementia, it may not simply be 

the number of years lived that matters most, but rather a person’s resiliency in the face 

of various challenges or perturbations that act to bring about the dementia state 

sooner rather than later.  Indeed, the resilience argument seems to make sense of the 

perplexing observation that in aged individuals neuropathological examination has 

detected those in whom the microscopic features typically associated with AD are 

present, and yet a clinical history of dementia is absent.  In 2010 the U.S. National 

Institutes of Health (NIH) published an independent state-of-the-science conference 

report [171], which was aimed at providing healthcare providers, patients, and the 

public with an assessment of currently available data on prevention of AD and 

cognitive decline with age.  Amongst other things, this report included a systematic 
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review of the risk factors associated with cognitive decline and AD, with one of the 

main summary points being that that firm conclusions cannot be drawn about the 

association of any modifiable risk factor with cognitive decline or AD [171]. Current 

epidemiological views of AD regard age, family history of AD, and specific inheritable 

genetic factors as non-modifiable risk factors for dementia, whereas potentially 

modifiable factors include those related to cardiovascular disease (smoking, 

hypertension, diabetes, and obesity), lifestyle and psychosocial factors (depression, 

physical activity and alcohol consumption), and cognitive reserve (education and 

occupational attainment).  It is clear that mild cognitive impairment (MCI) also 

represents a risk factor for dementia, although the degree to which this entity 

represents a non-modifiable/modifiable risk factor is uncertain. 

 

1.3. 1 Genes  Associated  with  SAD  

In comparison with EOFAD, the genetic basis of LOAD appears more complex; 

probably because the aetiology of these cases depends on genetic susceptibility at 

multiple gene levels, as well as the interaction between these and the various non-

genetic risk factors already discussed (see reviews, [25, 26, 172]). Recently, genome-

wide association studies (GWAS) have had considerable successes in identifying a 

number of gene variants with single nucleotide polymorphisms (SNPs) that may 

increase the risk of developing LOAD. These include specific gene loci relating to 

"Clusterin" (CLU), "Phosphatidylinositol-binding clathrin assembly protein" 

(PICALM), and "Complement receptor 1" (CR1) [173, 174], as well as "bridging integrator 

1" (BIN1) [175].  All of these genes have been independently replicated by subsequent 

research confirming their status as risk modifier genes for LOAD [176-178].  However, 

all SNPs associated with these genes in the above studies have had small estimated 

effect sizes, with odds ratios reported in the range of 1.1 to 1.5 (with little overlap 

among studies).  Nevertheless, such odds ratios are likely to be inaccurate, and the true 

effects may be much smaller [179].  How the contributions of CLU, CR1 and PICALM 

loci potentially add up to AD in late life remains to be clarified, although current 

research supports existing hypotheses about the roles of Aβ, lipid, chaperone and 

chronic inflammatory pathways in AD pathogenesis (see review, [180]).  It is evident 

that scientists still know very little about the roles of many of these genes, including 

how they relate to AD.  For example, whilst BIN1 and PICALM have been implicated in 

APP processing and Aβ toxicity [180, 181], other studies have suggested a link with 
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tauopathy [182], although a recent study of biomarkers related to cerebrospinal fluid 

(CSF) Aβ42 fragments, and phospho-tau (the pathological state of tau), has failed to 

find a correlation with these biomarkers and gene variants [183].   

 

1.3.1.1 Apolipoprotein E Gene Polymorphisms 

Despite the continued successes of GWAS, only one gene, "apolipoprotein E" (APOE) 

on chromosome 19, has the unequivocal status of a "susceptibility" gene for LOAD in 

multiple patient populations [184-186].  APOE exists in three different isoforms 

(epsilon; 2, 3 and 4), with the frequencies of these three alleles being highly variable in 

different populations [187-189]. Carrying the APOEε4 allele is a risk factor for AD [190], 

and in particular LOAD [191-194], whereas the APOEε2 allele is associated with 

decreased risk [195].  Indeed, even within in the GWAS studies reported above, the 

association between APOEɛ4 and AD dominates the results [26].  Furthermore, even 

SNPs near the APOE gene had larger effect sizes in these studies compared to CLU, 

PICALM and CR1. Nevertheless, APOEɛ4 has incomplete lifetime penetrance, even in 

the highest-risk APOE genotypes [196], and the fraction of genetic variance for risk in 

LOAD attributed to APOE is estimated to be only 10 to 20% [197, 198].  Given that 

oligogenic segregation analyses (i.e. the prioritizing for whole-exome sequencing 

studies to identify families more likely to harbour rare variants), support the presence 

of at least 4 to 6 additional major genes [199, 200], it is likely that additional risk loci 

remain to be discovered.   

APOEε4 acts in a dose-dependent manner: carriers of two APOEε4 alleles have a 

higher risk and earlier onset of AD compared to heterozygous subjects [184, 186, 201, 

202]. However, whilst these studies help to explain some of the variation in the age at 

which AD develops, how APOE ε4 confers this risk is not known. APOE is one member 

of a family of proteins that help carry cholesterol and other types of fat in the 

bloodstream. Prevailing evidence suggests that the differential effects of APOE 

isoforms on the brain in AD are multifactorial, containing Aβ dependent, and 

independent effects (see review, [203]).  For example, it is evident that Aβ aggregation 

and clearance play the major role in AD pathogenesis. APOE colocalizes with 

parenchymal (brain) and vascular Aβ deposits, with numerous studies having 

demonstrated that it can physically interact with Aβ peptides in an isoform-specific 

manner, affecting the physical/conformational properties of Aβ and thus potentially 

enhancing plaque formation [204, 205].  Alternatively, the physical interaction 
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between APOE and Aβ likely affects the efficiency of Aβ clearance from the brain, 

either across the BBB [206], or by modulating cellular uptake through receptor-

mediated endocytosis [207].  Indeed, in vivo studies using functional neuroimaging 

methods such positron emission tomography (PET) in conjunction with amyloid (Aβ) 

tracers such as 11C-Pittsburgh Compound B (PiB), have shown an APOEɛ4 dose-

dependent increase in fibrillar Aβ burden in cognitively healthy individuals [208].  

Subsequent research has also found that Aβ burden measured using PiB-PET correlates 

with a family history of LOAD, perhaps accounting for the known increased risk [209]. 

It is unclear whether increased Aβ deposition is an early initiating event in LOAD 

[210], although longitudinal studies of those with MCI suggest an increase fibrillar Aβ 

burden is predictive for future conversion to AD [211-213].   

APOE likely modulates disease risk for AD through pathways not directly linked to 

Aβ. As the major apolipoprotein of the brain, APOE is important for cholesterol 

homeostasis by serving as a ligand in receptor-mediated endocytosis of cholesterol-

containing lipoprotein particles (see review, [214]). Cholesterol is a major constituent 

of the neuronal membrane and the synapse, and impaired redistribution of lipids and 

cholesterol might affect neuronal plasticity [180].  There is increasing evidence that 

abnormal cholesterol metabolism may be a key component of a pathological cascade 

leading to AD [215]. Moreover, APP processing through γ-secretase takes place in the 

cholesterol-rich membrane, with high intracellular cholesterol favouring the 

amyloidogenic processing pathway of APP [180]; the degree of lipidation of APOE 

seems to affect the clearance rate of Aβ [206].  Taken together this suggests that 

APOEε4 likely contributes to AD pathogenesis by modulating the metabolism and 

aggregation of Aβ by directly regulating brain lipid metabolism and synaptic functions 

through APOE receptors (see, [216]).  APOE is also associated with circulating levels of 

cholesterol as well as atherosclerosis, and might serve as a common convergence point 

with other risk factors such as diabetes through a vascular component [215].  However, 

since recent research in elderly individuals has reported  high APOE concentrations in 

the blood irrespective of allele type indicate an increased risk of death from 

cardiovascular disease [217], it is difficult to see how APOEε4 may confer a differential 

impact on increased risk of AD in this singular regard.   

APOE has also been implicated in neural injury and repair processes long before its 

association with AD [214].  In this regard, transgenic animal studies of native murine 

APOE knockout mice which express similar levels of human APOEε3 or APOEε4 in the 
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brain, has shown that expression of APOEε3, but not of APOEε4, was protective 

against age-related excitotoxic-induced neuronal damage [218] (but see, [219]).  This 

may possibly explain the long-standing association between APOEε4 and poor 

outcome after brain to injury in humans [220].  Indeed, following brain injury, the 

expression of APOE is increased in both neurons and glial cells [219], and in clinical 

studies possession of an APOEε4 allele is associated with poorer outcome after head 

injury [221], as well as after acute stroke (see review, [222]). Interestingly, recent 

research has shown that even in healthy elderly adults, cortical thickness is associated 

with different APOE genotypes with significantly greater cortical thickness associated 

with  APOEε2 carriers [223].  Indeed, one could speculate that part of the protective 

role of APOEε2 may be mediated by greater brain reserve.  Cytokine and nitric oxide 

(NO) mediated neuroinflammation is also a significant pathological component of AD 

(1.7.4), and in cell culture and animal experiments APOE has been shown to be capable 

of suppressing pro inflammatory cytokine and NO production via a hithero unknown 

pathway [224].  This may represent another means by which different APOE alleles 

may modulate disease risk in Alzheimer’s [203], and may be particularly relevant given 

that cardiovascular disease and diabetes are associated with chronic low-grade 

inflammation [225, 226].  Taken in aggregate, APOE clearly mediates its effects on AD 

risk via a range of mechanisms, none of which may be mutually exclusive. 

 

1.3.1.2 Cardiovascular Risk Factors 

Several reports in the literature suggest that cardiovascular risk factors predispose 

individuals to developing dementia, and more specifically AD, and vascular dementia 

(see review, [227]). Recent reviews of cohort studies suggest that smoking increases the 

risk for developing all forms of dementia, including AD [228-231]. However, recent 

reviews of the associations between dementia and hypertension [229, 232, 233], 

cholesterol [234], and obesity [229, 235, 236] reveal complex relationships, because 

although hypertension, increased cholesterol, and obesity in midlife all increase the 

risk for late-onset of dementia, blood pressure levels, cholesterol and body mass index 

decrease progressively before disease onset [237]. Thus, people with dementia often 

have lower blood pressure levels, cholesterol and body mass compared to non-

demented persons at diagnosis.  Although early primary prevention may be the most 

effective intervention with respect to these risk factors, it is clear from recent Cochrane 

reviews that neither statins [238] nor antihypertensive treatment [239] lower the 
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incidence of late-life dementia, although long-term trials from midlife onwards are 

lacking.  Indeed, a recent Cochrane review has provoked controversy by concluding 

that there is insufficient evidence to recommend the widespread use of statins in the 

primary prevention of heart disease [240], although this is disputed by others [241]. 

 

1.3.1.3 Diabetes and Dementia 

Diabetes is a group of metabolic diseases characterized by hyperglycemia resulting 

from defects in insulin secretion, insulin action, or both [242]. The majority of diabetes 

cases fall into two broad categories.  Type 1 diabetes (T1D) is the uncommon form, and 

results from autoimmune destruction of insulin-producing pancreatic islets [243].  T1D 

usually appears before the age of 40, and accounts for around 10% of all people with 

diabetes [244].  Type 2 Diabetes (T2D) is the most common form; it results from 

peripheral insulin resistance — a condition in which peripheral tissues such as muscle, 

liver, and the pancreas become resistant to the physiological actions of insulin [242].  

Insulin resistance is central to metabolic syndrome, a cluster of high adiposity, 

abnormal glucose level, dyslipidaemia, hypertension, and high inflammation, which in 

the long-term is associated with poor health outcomes, including heart disease, stroke, 

and cancer [242, 245].  In most cases insulin resistance is linked to being overweight 

and morbidly obese (i.e. body mass index or increased abdominal obesity) [242, 243]. 

T2D usually appears in people over the age of 40, though South Asian people have a 

particular vulnerability in relation to developing insulin resistance where it often 

appears after the age of 25 [242, 244]. Both insulin resistance and diabetes result in 

primary hyperglycemia.  Although insulin resistance in the absence of diabetes may 

not generate clinical symptoms, it is still often sufficient to cause pathologic and 

functional changes in various target tissues [242]. If increased insulin secretion (i.e. 

hyperinsulinemia), cannot overcome the insulin resistance, pre-diabetes or T2D 

usually ensues [242]. Acute life-threatening consequences of uncontrolled diabetes are 

hyperglycemia with ketoacidosis or the non-ketotic hyperosmolar syndrome [242].  

Long-term complications include retinopathy, renal failure, peripheral neuropathy, 

sexual dysfunction, autonomic neuropathy and cardiovascular disease [242].  In the 

advanced stages of T2D there may also be damage to pancreatic islets leading to 

insulin deficiency and T1D. A number of prospective observational studies have 

reported an age-related association between T2D and dementia, showing that diabetes 
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increases the risk of late-onset dementia 1.3-to-3.4 fold (see, [229, 232, 246-248]).  

However, not all studies have confirmed the link between AD and diabetes [249].  

 

1.3. 2 Other  Risk  Facto rs  Associated  With  SAD  

1.3.2.1 Lifestyle and Psychosocial Factors 

In Western countries lower socioeconomic status (SES) tends to correlate with lifestyle 

choices typically associated with the development of cardiovascular disease and 

metabolic impairment, including behaviours such as smoking, larger food portions, 

reduced physical activity, and increased alcohol consumption [250, 251].  However, in 

Asia, Latin America and Africa, chronic conditions such as cardiovascular disease, 

obesity and metabolic disorders such as T2D are all more likely to be associated with 

higher SES [252, 253].  For example, whilst in China medical services and economic 

prosperity have improved life expectancy, people are not necessarily healthier as 

improved SES in China is associated with a shift toward an unhealthy diet 

characterized by higher fat levels and greater amounts of added sugar as well as less 

exercise [254, 255].  In addition, some Asian and other ethnic populations have an 

increased susceptibility for developing metabolic disorders with age [256-259], 

although the basis for this remains unclear. Worldwide, the number of persons 

diagnosed with diabetes and in particular T2D, is on the increase, particularly in those 

low-to-middle income countries such as Asia, Latin America, and Africa which are also 

predicted to see the largest increases in the number of AD cases [6, 253].  Indeed, apart 

from demographic aging, the increase in diabetes may provide additional support for 

concerns regarding the projected rates of AD in these countries over the next several 

decades. There is also evidence to suggest that dietary intake of homocysteine-related 

vitamins (vitamin B12 and folic acid); antioxidants such as vitamin C and E; 

unsaturated fatty acids; and also moderate alcohol intake (especially wine) —could 

reduce the risk of AD [260, 261].  However, on the basis of the current data, it is not 

possible to make any general dietary recommendations [262].   Several cohort studies 

suggest that physical activity has a strong protective effect against dementia [229, 263, 

264].  Making positive life-style changes (eating a healthy diet; engaging in regular 

exercise) may be the most effective way of protecting against age-related cognitive 

decline and dementia [27, 262, 265-267]. These likely reduce other risk factors 

associated with cardiovascular disease and stroke [268-270], as well as T2D [270-274]. 
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1.3.2.2 The Metabolic Reserve Hypothesis 

The metabolic reserve hypothesis (MRH), has been proposed in which a high 

metabolic brain reserve characterized by the presence of neuronal circuits which 

respond adaptively to perturbations in cellular and somatic energy metabolism, is 

posited to protect against declining cognition [275].  Lifestyle determinants of 

increased metabolic reserve are generally the same factors which protect against the 

development of metabolic disorders and cardiovascular disease (e.g. exercise, reduced 

caloric intake, and intake of specific dietary components that can promote 

neuroprotection).  However, sedentary lifestyles and the effects of excessive caloric 

intake are well known in relation to the development of these disorders, and dementia 

[276] and decrease metabolic reserve in the brain [275]. The MRH postulates that the 

bidirectional relationship between metabolism and cognition is primarily mediated by 

alterations in central insulin and neurotropic factor signalling as well as central 

glucose metabolism, with downstream consequences for accumulation of 

neurohistologic lesions such as Aβ-plaques and NFTs [275].  MRH is supported by a 

range of epidemiological findings as well as the spectrum of individual cognitive 

trajectories during aging, with additional data from animal models identifying 

potential mechanisms for this relationship [275]. Identification of biomarkers for 

metabolic reserve may assist in generating a predictive model for the likelihood of 

cognitive decline with aging [275, 277].  Indeed, assessment of regional cerebral 

glucose metabolism via the radioactive labelled tracer (18F)Fluorodeoxyglucose (FDG) 

for use with PET (FDG-PET), has revealed that  impaired cerebral glucose metabolism 

in temporoparietal association cortices is a reliable predictor of rapid progression to 

dementia in patients who show above expected levels of cognitive decline in aging (i.e. 

mild cognitive impairment), and could serve as a biomarker for the diagnosis of pre-

symptomatic AD [278].  Frontal and temporoparietal metabolic impairment are also 

closely related to the progression of cognitive impairment in longitudinal studies; 

multi-centre studies suggest its use as an outcome parameter to increase the efficiency 

of therapeutic trials [275, 278]. 
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1.4 CLINIC AL  PROGRESSION  

Although the biological correlates of variability in relation to temporal progression 

have been investigated by many groups, including in relation to genetics [279-282], 

vascular factors [283, 284] and cerebrovascular disease [285-287], as well as MRI 

volumetric analysis of cortical atrophy [288-293], metabolic function [294, 295], and 

other factors [296, 297],  the underlying reasons for such variations remain largely 

uncertain. This variability poses difficulties in relation to the treatment and assessment 

of patients over the duration of AD, although it can still be useful to consider its 

progression in terms of generalised stages. Currently the 7 stage Global Deterioration 

Scale (GDS) is the most popular means of charting the progressive decline of people 

with AD since it measures the cognitive, behavioural, and functional impairments of 

patients [298, 299].  GDS stages 1-2 do not deal with dementia, but deal with normal 

cognition, and normal aged forgetfulness respectively.  Current diagnostic guidelines 

indicate that a portion of people at these stages will have prodromal dementia marked 

by the presence of abnormal biomarker patterns in the brain (e.g. those related to CSF 

levels of Aβ and phospo-tau), which may occur decades before more insidious 

symptoms appear [300].  Since there are no established diagnostic criteria currently in 

use for these biomarkers, these stages are not considered further here. GDS stage 3 

represents the clinical construct known as Mild Cognitive Impairment (MCI) 

introduced by Flicker and colleagues [301] and the Mayo Clinic group [302-304], as a 

clinical adjunct for an intermediate stage of impairment between successful ageing and 

dementia [305].  MCI is briefly summarised here because many consider the particular 

animal model used in experiments in Chapters 3 and 4 of this thesis to most closely 

model the overproduction of Aβ in the very earliest stages of AD related, and thus, 

aspects of aMCI.  Stages 4-7 then chart the general clinical progression of full blown 

AD.  These are referred here as Mild (early), Moderate (mid), and Advanced (late) 

stage-AD, and are not considered in depth (see, [306]), although these stages are  

referred to when considering the nature of  memory deficits and other affective and 

behavioural impairments in AD.  

 

1 .4.1  Mild Co gnitive  Impairm ent 

According to popular guidelines by the Mayo Clinic, MCI can be divided into two 

broad subtypes: amnestic MCI (aMCI), and non-amnestic MCI (nMCI). As the most 
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common subtype, aMCI patients predominantly display impaired recall for recent 

events in relation to personal facts and autobiographical incidents in their spatio-

temporal (i.e. episodic memory) [307].  The second (less common) subtype is non-

amnestic MCI (nMCI), where instead of memory deficits the dominant impairment is 

in a non-memory domain such as attentional-executive function [302-304]. Both 

categories of MCI can be further subdivided into single and multi-domain.  For 

example, patients could present with impairment in a single cognitive domain such as 

memory, but also have impairments in language and/or attentional-executive function. 

Whilst persons diagnosed with MCI have an increased risk of developing dementia 

compared to those without the condition [301, 304, 308], it is those with aMCI who are 

generally considered to be at highest risk of developing AD [308-310], whereas those 

diagnosed with nMCI are at risk of developing other forms of dementia [311].  Patients 

with objective memory loss (as verified via a psychological test), and/or impairments 

in multiple cognitive domains, have been shown to have less chance of improvement 

overall and thus a greater propensity to progress to AD within an assessment period 

[301, 302, 304, 308-310, 312, 313].  However, it remains unclear whether some nMCI 

cases may represent the early stages of atypical AD, where there is a slowly progressing 

focal syndrome characterised by impairment in one or more non-memory domains.   

Consideration of MCI as a clinical adjunct for an intermediate dementia remains a 

controversial topic [314]. There are several definitions of MCI that are now used in the 

literature, many of which require rigorous field testing [303, 314]. Consequently, the 

frequency of MCI in the population has been found to vary considerably, both between 

and within definitions [315].  A more fundamental issue is the fact that numerous 

studies have now reported findings consistent with the view that most instances of 

MCI likely do not represent very early-stage dementia since most patients diagnosed 

with MCI either stay stable (i.e. non-progressers) or revert to baseline on follow-up 

assessment (e.g., [308, 312, 313, 316, 317]).  However, in studies showing a return to 

baseline levels of cognition, the assessment of cognition has sometimes been limited to 

only a few domains.  It could also be argued that the reason why so many MCI patients 

stay stable, is that some have mild disease and/or a higher cognitive/metabolic reserve, 

and thus, may take longer to transition from MCI to dementia [275, 318, 319].  It is also 

unclear in those MCI patients who do recover, whether or not the condition is 

intermittent, with essentially normal function interspersed with multiple relapses. 

Only longer assessment periods of two decades or more with incremental assessment 
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will likely resolve these issues.  The pathologic substrate of MCI is not completely 

understood (see review, [311]).  Nevertheless, it is generally accepted that many 

dementia patients do pass through a very early stage of the disorder marked by 

symptoms similar to those of MCI.  

 

1.4. 2 C linical  Syndrome  o f  AD 

1.4.2.1 Diagnosis and General Symptomology 

More than 30 years have passed since the National Institute of Neurological and 

Communicative Disorders and Stroke, and the Alzheimer’s disease and Related 

Disorders Association (now called the Alzheimer’s Association), established the most 

common criteria for AD [320]. Recently, expert international workgroups convened by 

the Alzheimer's Association and the National Institute on Aging (NIA), an agency of 

the U.S. National Institutes of Health (NIH), jointly issued four new criteria and 

guidelines for clinicians and researchers in relation to the diagnosis of AD [321]. These 

new criteria update, refine and broaden previous widely used guidelines so that they 

remain in line with research findings, particularly neuroimaging studies and studies 

relating to new biomarker patterns [300, 322-325].  Three of the new guidelines focus 

on the major stages of AD whilst the fourth updates the criteria for documenting and 

reporting Alzheimer's-related histopathological changes observed during an autopsy 

[326, 327].  Although these guidelines are expected to have a significant impact on AD 

research and clinical practice making a diagnosis, they have been criticised for being 

biased in favour of a specific theory of the pathophysiological origins of AD [328, 329].  

The diagnosis of AD remains a difficult process that necessarily involves a number of 

different assessments, including  a clinical review of the patient’s medical history, 

physical examination, neuropsychological testing (i.e. via Mini-Mental State Exam), as 

well as nowadays, structural and functional neuroimaging [330].  Clinical assessment 

may take place in the home, in an outpatients department, in a day hospital over 

several weeks, or as a hospital inpatient.   

In general people with AD experience two different categories of symptoms. The 

first are referred to as cognitive symptoms, and commonly disrupt memory, language 

and attentional-executive function [331]. In its common presentation, cognitive 

symptoms in AD relate to progressive amnesia followed by various combinations of 

focal cortical deficits such as such as aphasia, apraxia, agnosia, and impaired executive 

function [332].  The above pattern of neuropsychological changes largely reflects the 
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current view regarding the progression of NFT pathology in AD, which in most cases is 

symmetrical and initially thought to involve regions of the MTL, starting with the 

perirhinal cortex (also called the transentorhinal cortex), before spreading into the 

entorhinal cortex, hippocampus, amygdala, and thereafter the rest of the temporal 

lobes and basal forebrain structures (including all cortical association areas) [333-337]. 

The second are experienced by many but not all AD patients, and relate to 

"behavioural and neuropsychiatric symptoms" (BPS) [338]. Symptoms belonging to this 

latter category are diverse and variable between patients, but often involve apathy, 

agitation, anxiety, irritability, depression, and aberrant motor behaviour, disinhibition, 

delusions and hallucinations [339, 340].  The category of BPS is only considered in 

general terms here (see review, [341]), although reference is made to specific symptoms 

throughout this thesis.  However, because behavioural disinhibition and non-

conditioned anxiety are the most directly relevant to specific experiments detailed in 

this thesis, these symptoms are discussed further in section 1.6. Many people with AD 

and their families find BPS to be the most challenging and distressing effects of the 

disease.  BPS is often a determining factor in a family’s decision to place a loved one in 

residential care [338], and within long-term care facilities BPS continues to impact on 

the care and quality of life patients [338, 342].   

  

Activit ies of  Daily  Living 
Both cognitive symptoms and BPS impact on the activities of daily living (ADL) in 

dementia patients.  Indeed, the impact on ADL is often used as a major criterion for 

the differentiation between MCI and early-stage dementia. There are two categories of 

ADL [343].  Basic ADL includes activities such as eating, bathing, dressing, toileting, 

volitional movement, and continence, and are usually intact in the early stages of AD. 

Complex (instrumental) ADL is dependent on intact memory, including attentional-

executive functions (a major component of short-term working memory), and is 

associated with abilities that allow a person to live independently, including with 

respect to food preparation, housekeeping and laundry, managing financial matters, 

shopping, and using public transport. Instrumental ADL are typically impaired in the 

early stages of AD, with the impairment forming part of the very definition of the 

dementia syndrome [344, 345].   Whilst in general MCI is associated with intact ADL 

and thus, independent living [303, 304], recent research suggests that like early-stage 

AD, complex ADL is affected [346-349].  Furthermore, in MCI and AD there is also a 
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significant positive correlation between the presence and degree of BPS and ADL 

impairment [341, 350-355].  However, despite the disruption of instrumental ADL in 

MCI and early stage AD, most patients usually manage to live independently [356].  In 

the moderate dementia stage supervision is needed for most ADL when other cognitive 

domains are affected in a more obvious manner, and BPS symptoms where present, 

put increasing stress on care givers [306, 356].  Complete dependence of the patients, 

who by this time have also frequently developed neurological disturbances and 

incontinence, is typical of the late-stage of illness [356], with patients usually requiring 

a high level of care equivalent to that of a nursing home [306].  Overall, most AD 

patients are expected to survive for between 8 and 10 years with the condition after 

diagnosis, although the actual duration can range from 2 to 25 years [20].  However, 

the temporal progression of AD shows a pattern of high variability, with patients 

reported to transit the stages of the disease with time-courses ranging from months to 

decades [279, 357].  This has been supported by recent research demonstrating that the 

mean duration of the various stages of AD is comparable with their standard deviation 

(i.e. that  that individual courses of progression may differ considerably between 

people, and from ‘textbook’ mean values [358]).  The cause of death in AD is often the 

result of pneumonia or general inanition [20].   

 

 

1.5 THE  NATURE  OF  MEMORY  LOSS  IN  AD  

Although once thought to be a simple concept, memory is now considered to be a 

collection of cognitive abilities, many of which are mediated by different systems and 

anatomical components within the brain. Memory research that began with 

neuropsychological studies of patients with focal brain lesions today also includes 

functional neuroimaging techniques such as PET, functional magnetic resonance 

imaging (fMRI), structural imaging methods such as MRI, as well as non-invasive 

electrophysiology techniques such as event-related potentials (ERPs) (see reviews, 

[359, 360]).  In aggregate studies using these techniques have provided the rationale 

for the division memory phenomena into the specific categories outlined below [359]. 

In short these relate to Long-Term Memory (LTM), and Short-Term memory/Working 

Memory (STM, WM respectively). Since progressive impairment of LTM is often seen 

as the primary hallmark of AD, most of the focus of discussion in this section will be 
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on components of LTM. However, most types of memory are implicated in the primary 

amnesia common to AD, although not all forms are affected at the same time or to the 

same degree across the various stages of the disorder.  Indeed, a large and growing 

body of research indicates that some components of WM are impaired in MCI as well 

as the early-stages of AD (see, [361, 362]), although the biological basis of these deficits 

remains poorly understood.  Whilst the WM system is not covered in depth here (see, 

[363]), some components may be of relevance to the interpretation of specific 

behavioural experiments detailed in chapter 3 of this thesis.  Thus, a short summary of 

WM in AD is provided following a discussion of LTM.   

 

1.5. 1 L ong-Term Memo ry  

LTM can be divided into two broad categories: Declarative memory for conscious 

(explicit) forms of recollection, and nondeclarative memory for unconscious (implicit) 

recall of information from previous experiences [364, 365].  Declarative memory can be 

further subdivided into episodic memory for autobiographical events in their spatio-

temporal context (i.e. "What", "When" and "Where"), and semantic memory for factual 

knowledge devoid of its context of acquisition (i.e. landmark dates or personal 

semantics such as the date of ones birthday) [366, 367].  Both of these systems are 

compromised early on in AD. It widely accepted that declarative memory is critically 

dependent on the integrity of the MTL structures [368-371], although other cortical 

and subcortical structures are also important [372, 373].  Nonetheless, in humans 

bilateral damage limited to the hippocampus (dentate gyrus, CA fields and subiculum), 

and/or adjacent cortical regions is sufficient to produce severe anterograde amnesia, as 

well as temporally graded retrograde amnesia stretching back as much as 25 years [365, 

374]. Two special types of declarative memory are also impaired in AD: spatial memory 

and recognition memory; both of these memory systems are discussed after episodic 

and semantic memory.  The major subdivisions of LTM are summarised in Figure 1.1 

 

1.5.1.1 Episodic Memory Impairments 

The ability to encode and retrieve episodic memories, is supported by the circuitry of 

the MTL, including temporal-limbic structures such as the parahippocampal region 

(perirhinal cortex, and parahippocampal cortex or postrhinal cortex in rats, and 

entorhinal cortex), and hippocampus, the latter of which interacts extensively with a 

number of specific distributed cortical and subcortical structures [372].  Neocortical 
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structures forming part of this memory network include the prefrontal cortex and 

other areas that mediate working memory, effortful retrieval, source monitoring, and 

other processing functions essential to conscious recollection [375-378], as well as the 

parietal and temporal cortex —both of which are involved in complex perceptual 

processing essential to contents of recollection [379].  Other structures that appear to 

be involved in episodic memory include the fornix [380], mammillary bodies and 

mammillo-thalamic tract [381, 382], anterior dorsomedial nuclei of the thalamus [383], 

basal ganglia [384, 385], and retrosplenial cortex [386].  In both animals and humans, 

evidence from anatomical, neuropsychological, and physiological studies indicates that 

cortical components of this system have key functions in several aspects of perception 

and cognition, whereas the MTL structures have a central role in mediating the 

organization and persistence of the network of memories whose details are likely 

stored in those cortical areas [372].  However, accumulating evidence also implicates 

the hippocampus and  perirhinal cortex in the process of perceptual binding as 

amnesic patients with damage to these structures have been shown to be impaired on 

perceptual tasks when discriminating between objects, faces and scenes with 

overlapping features [387, 388].  Nevertheless, the canonical view is that  structures 

within the MTL, and in particular the hippocampus, have distinct functions in 

combining information from multiple cortical streams supporting the ability to encode 

and retrieve the details comprising episodic memories in humans [368], and similar 

episodic-like memories in other animal species [389, 390].  Conversely, selective 

damage in the hippocampus, MTL, and other structures of this large-scale memory 

system, or deterioration of these areas in AD compromises episodic memory [372].   

Anterograde amnesia defined by the loss of recent episodic memory, is one of the 

earliest and most prominent symptoms experienced by most patients with AD [391].  

Numerous studies have shown that patients with AD are impaired on episodic memory 

tests that use a variety of cognitive procedures (e.g., free recall, recognition, paired-

associate learning) across virtually all sensory modalities (see review, [392]).  However, 

the use of supra-span word lists (e.g. those which exceed working memory span) in 

multiple learning trials, and the delayed recall of these material have been shown to be 

particularly sensitive for detecting early changes in patients with respect to verbal 

episodic memory (see review, [393]).  Evidence from many of these studies suggests 

that the episodic memory deficit of AD patients is due in large part, to ineffective 

consolidation or storage of new information [331, 393].  Episodic memory continues to 
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decline throughout the mid-stages of AD, and by the latter-stages of the disorder a 

profound retrograde amnesia for distant episodic memories is also evident [331].   In 

AD, the perirhinal cortex and entorhinal cortex are both bilateral anatomical sites 

associated with the most severe NFT deposition in the early-stages of the disorder 

[394-396].  Indeed, NFT accumulation has been shown to correlate with the degree of 

neuronal cell loss in AD [394, 397], as well as the loss of synapses [398], with the 

entorhinal cortex in particular considered to be most heavily damaged cortex in AD 

[336].  Since as part of the parahippocampal region, both the perirhinal and entorhinal 

cortex provide the main source of bidirectional connectivity between the neocortex 

and hippocampus [372, 399], the destruction of these areas likely plays a significant 

role in the memory deficits that often herald the onset of AD, and which likely 

characterize its continued deterioration throughout its clinical course [336, 400].  

However, whether NFTs are causative in this respect remains uncertain, as the degree 

of neuronal apoptosis in AD has been shown to exceed NFT load suggesting the 

influence of additional factors [401].  Indeed, research from mice expressing wild-type 

human tau suggest that both neuronal and synaptic lesions can occur independently of 

fibular NFT formation, and may correlate best with the accumulation of pre-fibrillar 

oligomeric tau [402, 403].  However, in humans [404-406], and transgenic animal 

species (see reviews, [65, 407]), soluble Aβ species also correlate strongly with the 

extent of synaptic loss. Indeed, mounting evidence from human and animal studies 

suggests both the dysfunction and subsequent loss of synapses occur prior to frank 

neuronal degeneration [408],  and that this is primarily mediated by diffusible soluble 

oligomers deriving from Aβ [60, 62-65, 408, 409] and phospo-tau [402, 403], making 

both types of aggregate attractive therapeutic targets in AD [410-412].  However, since 

the particular animal model used in the experiments detailed in Chapters 2 and 3 of 

this thesis expresses only the APPSWE mutation, the primary focus in this thesis is on 

the role of Aβ isoforms in mediating the dysfunction and subsequent loss of synapses, 

and thus, the role of rosiglitazone in slowing down or reversing these changes and 

associated impairments in learning and memory.  

Although fibrillar amyloid pathology presages the onset of symptoms in AD by 

years [413-419], it is not abundant in MTL in the early-stages of the disease, but is 

instead, more evident in the cortical regions comprising the “default mode network” 

[420, 421]. The default mode network (DMN) is comprised of a set of functionally 

interconnected cortical areas (posterior cingulate, inferior parietal lobule, lateral 
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temporal neocortex, ventromedial and dorsomedial prefrontal cortex) that project 

heavily to MTL structures [420], with abnormalities in this network associated with Aβ 

deposition [421, 422].  Ultimately the gradual degeneration and loss of synapses and 

neurons in AD results in the gross symmetrical atrophy of the cerebral cortex seen in 

end stage post-mortem brain tissue, something that can be detected and studied 

longitudinally by structural MRI [423, 424]. Additional mechanisms contributing to 

episodic memory impairment in AD stem from working memory and executive 

dysfunction deficits [425, 426], the latter of which may lead to increased sensitivity to 

interference due to decreased inhibitory processes, and thus, intrusion errors [427-

429].  Since the frontal cortex plays an important role in the initial acquisition and 

encoding retrieval of episodic information in the absence of contextual cues, the 

recollection of source information (i.e. context), and assessment of the temporal 

sequence and recency of events [430-432], dysfunction of the frontal lobes can also 

contribute to episodic memory impairment [433, 434].  The recollection of source 

information will be explored further in Chapter 3 in relation to object place memory.  

In addition to these mechanisms, defective use of semantic information to bolster 

encoding may also be a factor [435-437]. 

 

1.5.1.2 Defective Semantic Memory 

Although this thesis does not explicitly investigate semantic processing is a defining 

feature of human behaviour, central not only to language but also the capacity to 

access acquired knowledge in reasoning, planning, and problem solving tasks [438].  

Semantic memory comprises a rich store of general knowledge about the world, 

including our understanding of words, pictures, objects, sounds, faces and events 

without connection to time and place [438]. Although semantic knowledge is acquired 

from specific experiences it is thought to be abstracted from the engram and 

generalised to a variety of different contexts.  Cognitive neuroscientists have proposed 

many conceptual and mechanistic models for semantic memory storage and retrieval 

over the years, including those based on modality-specific components, attribute-

specific components, and category-specific or meaning-specific components [439].  

Most of these models have been informed by lesion/deficit observations and/or 

functional imaging studies, and less frequently by electrophysiology studies [440]. 

Each has focused on particular aspects of long-term semantic memory storage and 

retrieval; some detail multiple semantic memory subsystems (see, [441]).   
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Recent neuroimaging and neuropsychological studies are consistent with the view 

that modality-specific components of conceptual knowledge are likely involves a wide 

network of brain regions.  For example, it seems that most of the actual content of 

semantic memory for objects is represented in neural systems that overlap with (or 

even correspond to), brain regions necessary for perceiving and using those objects 

[442-444].  Thus, current theoretical models of semantic memory tend to converge on 

the likelihood that it closely relates to perception and action, and that it is represented 

in the brain regions which overlap with (or possibly even correspond to), the regions 

responsible for perceiving and acting [444].  According to this view, the knowledge of 

what a cat sounds like would be stored in the auditory cortex, whilst an ability to 

recognize and imagine the visual features of a cat likely resides in the visual cortex.  In 

support of a distributed network for semantic memory, a recent meta-analysis of 

functional neuroimaging studies by Binder et al., has suggested that long-term storage 

and recall of semantic information in the brain depends on the orchestration of a 

distributed but predominantly left-lateralized network of cortical areas, including 

posterior inferior parietal lobe, middle temporal gyrus, fusiform and parahippocampal 

gyri, dorsomedial prefrontal cortex, inferior frontal gyrus, ventromedial prefrontal 

cortex, and posterior cingulate gyrus, [445].  However, whilst specific features of 

conceptual knowledge are likely represented within a distributed network of brain 

regions, the ability to receive information in one modality and express it in another, to 

generalize across conceptually similar entities that differ in almost every specific 

modality, and to differentiate between entities that resemble each other in many 

modalities (all semantic abilities) — seem to depend on the anterior temporal lobe 

(ATL) [444].   Indeed, the ATL likely provides a major common convergence zone for 

many different types of semantic information [444]. However, recent research has also 

shown that patients with bilateral damage thought to be restricted primarily to the 

hippocampal region, acquired less factual knowledge than controls patients as well as 

exhibiting a temporally limited retrograde amnesia for factual information from the 

several years preceding the onset of memory impairment [446]. These results show 

that the hippocampus may also support semantic memory with its role in the 

acquisition and storage of semantic knowledge being time limited [446]. 

Impairments of semantic processing figure in a variety of brain disorders, including 

AD, semantic dementia, fluent aphasia, schizophrenia, and autism. In semantic 

dementia, clinicopathological studies consistently show that anterior and inferior 
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temporal regions bear the brunt of the damage across histopathological subtypes [447].  

However, the neural correlates of semantic failure in other disorders are less clear.  In 

AD, language impairment often occurs early in the course of the disorder, and 

deteriorates with progression of the illness to cause significant disability [331]. The 

impairment initially affects verbal fluency and naming (both of which require integrity 

of semantic concepts), prior to the breakdown in other facets of language [448]. Little 

is known about the underlying neuropathology of language impairments in AD.  

Semantic memory is progressively disrupted in AD, and is generally considered to 

reflect progression of neuropathology into the temporal, frontal, and parietal 

association cortices in which such semantic memories are thought to be diffusely 

stored.  However, a recent review of functional neuroimaging studies by Verma and 

colleagues [448], has reported that semantic memory loss may occur in AD several 

years prior to diagnosis, and may reflect an altered state of cortical connectivity with 

respect to language networks possibly providing the structural basis for subsequent 

failure of semantic memory.  Dysfunction of the right superior temporal cortex has also 

been implicated in AD, and may contribute to early semantic deficits [449].  Given that 

cognitively normal individuals with the APOEƐ2 allele have been reported to have 

specific thicker cortical volumes in the superior temporal cortex compared to those 

persons with the Ɛ4 allele [223], one wonders perhaps, if those persons with the Ɛ4 

allele would show a dose dependent vulnerability to early decline of semantic memory 

due to reduced cortical thickness in this region.   

Recent research has shown that patients with bilateral damage thought to be 

restricted primarily to the hippocampal region, acquired less factual knowledge than 

controls patients as well as exhibiting a temporally limited retrograde amnesia for 

factual information from the several years preceding the onset of memory impairment 

[446]. These results are interesting because they show that in addition to episodic 

memory, the hippocampus may also support semantic memory with its role in the 

acquisition and storage of semantic knowledge being time limited [446]. This probably 

explains why semantic memory deficits reportedly overlap with episodic memory 

impairments.  Indeed, Leyhe et al. [307], have recently shown that in early-stage AD, 

both personal semantics (semantic information as it relates to autobiographical 

experiences [450]), and recall of autobiographical memory have a temporal gradient in 

patients with better preservation of childhood memories compared to early adulthood 

and recent life.   
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1.5.1.3 Spatial memory 

How do we know where we are? Orientation in space and by implication, “spatial 

memory”, is a key facet of our day-to-day existence as we follow familiar routes and 

navigate to a previous location, as well as explore and new environments [147]. The 

term “spatial” is somewhat ambiguous however, as it has different meanings and has 

been considered in numerous ways. For example, ‘spatial competence’ is associated 

with the processing of geometric (or metric) properties, including those related to 

distance and size, as well as dynamic properties such as velocity and strength. Clearly, 

the ability to navigate in the environment requires an understanding of all these 

properties, thus linking intuitive geometry with that of an intuitive physics [451].  In 

addition to navigation, spatial memory also forms a fundamental building block in 

relation to the psychological mechanisms supporting episodic memory and recognition 

memory processes [452].  As mobile organisms, humans must recognise objects despite 

updating their relative positions and orientations in the surrounding environment in 

order to efficiently interact with the world.  Indeed, as the consequences of getting lost 

or poor recognition are potentially fatal, the ecological validity of spatial memory is 

highly conserved across species.  Spatial memory impairment is particularly important 

in the context of this thesis because it forms one of the key phenotypic alterations 

associated with the particular animal model used as a vehicle in Experiments 1 and 4 of 

Chapter 3 in relation to the evaluation of the therapeutic impact of rosiglitazone in 

relation to learning and memory. 

Spatial memory is supported by multiple parallel representations, including 

egocentric (body-centred) and allocentric (world-centred) representations, and those 

which update to accommodate self-motion [453].  Egocentric navigation fixates on the 

traversed direction with respect to own body (e.g. ‘go straight ahead’ or ‘turn left’), and 

involves a self-to-object representational system. A fundamental aspect of egocentric 

navigation relates to “path integration”, a form of  “online” navigational strategy that 

involves an animal (including humans) starting at a fixed point, visiting several 

locations, and then returning directly to the original start point by processing self-

movement information generated along the way [454]. However, as an individual 

moves through an environment, the positions of surrounding objects relative to the 

body constantly change. Thus, the concept of spatial updating is used to refer to the 

automatic cognitive process whereby the brain continuously computes the spatial 
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relationships between an individual and their surrounding environment as they move 

based on perceptual information about their own movements [455].   

Spatial updating contributes to object and scene recognition by predicting the 

appearance of objects or scenes from novel vantage points, so that an individual can 

easily recognize them as they move [456].  However, observer movement does not 

necessarily automatically update representations of spatial layouts of scenes in small-

scale (room-sized) environments [456, 457], raising questions about the effects of 

encoding points of view on the automatic spatial updating of representations of scenes.  

A form of viewpoint-independent spatial updating also occurs in humans (see, [458]), 

and may have a role in maintaining perceptual stability [459], as well encoding the 

spatial representations of object layouts [459, 460].  However, this may involve a fixed 

reference direction independent of the body [459], and may be an implicit learning 

process [461].  The updating of egocentric representations of location in order to 

accommodate self-motion (called path integration when the location in question is the 

start of the path), falls prey to cumulative error after relatively short paths, 

necessitating the incorporation of corrections from landmarks or celestial cues in long-

distance orientation (e.g. [462, 463]).  Allocentric navigation requires an object-to-

object representational system that encodes information about the location of one 

object (or its parts) with respect to other objects in the environment [453]. This type of 

strategy is considered most useful in large and/or unfamiliar environments, and 

involves forming a mental representation of visible cues and landmarks when encoding 

the layout of a novel environment [464]. Current research indicates complementary 

roles for both egocentric and allocentric representations, with the former being most 

useful when allocentric representations are not of high fidelity [460].  In addition,  

both types of representations likely combine across learning and navigational 

situations, particularly since environments differ in respect of their familiarity, 

intrinsic structure, loco-motor demands, and the number and size of objects they 

contain [465]. 

 

Neu ral  correl ate s of  spat ial  and object-plac e m emor y 
The hippocampus has long been implicated as a key neural correlate of spatial memory 

in both humans and animals [453], particularly since hippocampal lesions in many 

species have been shown to affect spatial recognition and memory for recently 

acquired allocentric representations [464, 466-469], as well as some allocentric 
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representations of places learned long ago (see review, [470]). At a cellular level, spatial 

recognition and spatial learning of position is supported by a subpopulation pyramidal 

cells within the hippocampus and entorhinal cortex, both of which contain a number 

of electrophysiological properties consistent with their role in forming allocentric 

representations of space, including head-direction,  place and grid cells [466, 471]. In 

the 36 years since their discovery in rats [472], place cells have been documented in 

monkeys and humans [149, 473, 474].  In the hippocampus, place cells place cells fire 

when an animal is at specific locations in an environment (the cell’s ‘place field’) [475, 

476], and as the animal explores an open environment the ensemble of cells provides a 

stable representation of the animal’s location that is independent of its orientation 

[477]. Thus, the pattern of place cell firing does not simply reflect direct sensory input 

because many of the cells continue to fire within their given place field irrespective of 

an animal changing the direction in which it is facing [478], or when the lights are 

tuned out [472].  Furthermore, the pattern of place cell firing has also been found to 

correlate with behavioural responses in some spatial memory tasks [466]. These and 

other studies show that place cells are encoding the more abstract concept of a place, 

in other words, a mental representation of where the rat “thinks” it is (see 

review,[147]).  Although speculative, such representations are likely needed for mental 

imagery [147, 464].  Nevertheless, many studies have shown that place cells form part 

of a much broader circuit for dynamic representation of self-location in the brain (see 

review, [147, 466]).  A key component of this network is the entorhinal grid cells, the 

activity of which is related to that of hippocampal place cells [479], and by virtue of 

their tessellating firing fields, may provide the neural elements of a path integration-

based strategy [466].  However, the presence of grid (like) cells in a network of brain 

regions implicated in spatial cognition and episodic memory in both humans [480] and 

rats, [481], likely reflects a wider role for these cells in memory function [480].  

Nevertheless, these two mesial temporal lobe regions have strong bidirectional 

interactions, probably explaining why they have a critical role in spatial and other 

forms of memory as well as their relation with the amygdala [482].  In summary, 

current research supports the role of the hippocampus in forming allocentric 

representations of space, whilst the entorhinal cortex likely mediates a path 

integration-based neural representation of the environment (see reviews, [464, 466]). 

In addition to location representation at the single cell level, locations are also 

represented by distinct neural assemblies [373], with studies in both humans and rats 
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having identified patterns of neuronal firing within the hippocampus that represent 

specific goal locations in both real [483] and virtual spatial environments [484].  

Consistent with the link between spatial and episodic memory, distinct patterns of 

hippocampal activation that are stable over time are have been suggested to represent   

specific episodic memories [485], although a thorough discussion of the results form 

experiments forming the basis for this are outside the bounds of this thesis.  The 

presence of neural representations of the spatial environment is also not in itself, likely 

to be sufficient for successful place learning as rats, as rats with lesions of the 

intermediate hippocampus are unable to learn new spatial locations rapidly within a 

familiar environment despite the persistence of intact spatial representations and 

neuronal plasticity in the septal hippocampus [486].  This addresses an important 

distinction between forming accurate spatial representations and the subsequent 

translation of these into behavioural actions, such as navigation [373], the latter of 

which requires the intermediate hippocampus [486].  Indeed, whilst a thorough review 

of the lesion data supporting the conclusion that the hippocampus plays a pivotal role 

in aspects of recognition memory is outside the bounds of this thesis, the net 

conclusion from such studies is that the hippocampus is required whenever such 

memory involves remembering that a particular stimulus occurred in a particular place 

or when the memory contains a temporal or object recency component (e.g. [487, 

488], but see, [489, 490]).  Indeed, such processes are of relevance to the interpretation 

of Experiment 4 in Chapter 3 which deals with object-place memory.   

Neuroimaging and other integrative methods in neuroscience now mean that it is 

possible to investigate how specific cells ‘learn’ about specific object–place or object–

context associations [373].  Indeed, there is growing evidence from animal studies for 

the automatic encoding of object–context associations within the hippocampus from 

both lesion studies [491], and studies looking at the expression of immediate-early 

genes following task performance [492].  This suggests that learning about specific 

object–place or object–context associations may not always reflect a conscious 

declarative process. Although more speculative, two recent reviews of the 

neuropsychological literature have also suggested that the hippocampus may also 

mediate multiple cognitive processes through the process of relational binding and 

comparison in the presence or absence of conscious awareness (see reviews, [493, 

494]).  Of particular interest is the fact that associative representations in the 

hippocampus are thought to be built on previously formed representations of both the 
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space and context within which learning takes place [495], further bringing together 

models of hippocampal function that emphasise the structures role in either spatial 

[453] or relational memory processes [496]. 

Finally, many modern studies of spatial and recognition memory processes have 

shifted the focus away from the more traditional approach of studying the brain in 

terms of modular brain regions, to a more integrated approach whereby the emphasis 

is on the interactions between multiple cortical regions [373].  In this paradigm, 

functional disconnections of brain regions, using crossed unilateral lesions or 

temporary in-activations, have been particularly informative for addressing these 

issues.  For example, using this approach it has been possible to determine that the 

perirhinal cortex interacts extensively with both the hippocampus [497], and medial 

prefrontal cortex to support learning about object–place associations [498].  Indeed, 

whilst the perirhinal cortex is known to play an important role in recognition memory 

generally [373, 499-501], it is worth pointing out that both the perirhinal and prefrontal 

cortex have been implicated in working memory processes [502-504], including 

executive functions in humans [505-507]  and similar processes in non-human animals 

[508, 509].  Thus, it appears that the hippocampus, perirhinal cortex and prefrontal  

cortex form part of a neural system that supports memory for items and the contexts in 

which they occur [373].  These structures may perform this role irrespective of whether 

long-term or short-term memory processes are engaged [510]. 

 

Spatial  mem ory defi cits in A D 
Visual impairment is a common symptom of AD and thus, considered to be one of the 

contributing factors to performance deficits in many visually mediated tasks (see, 

[511]). However, whilst, in general, research has shown that static visual acuity, stereo-

acuity, dynamic visual acuity and motion direction discrimination are relatively intact, 

AD patients tend to perform significantly worse on tests of static spatial contrast 

sensitivity, visual attention, shape-from-motion, colour, visuospatial construction and 

visual memory [512].  Crucially, all these deficits are thought to be related to wider 

impairments in visuospatial memory in AD [513, 514], although recent neuroimaging 

research suggests that the loss of retinal ganglion cells, nerve fibre layer loss, and 

glaucoma may also play an important role mediating visual deficits in patients [511].   

Individuals with AD exhibit deficits in a wide range of spatial, visuospatial, and 

visuoconstructual memory tasks, both in respect of immediate and long-term duration 
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(see reviews, [331, 361]).  Visuospatial difficulties in AD are often characterized as 

showing more a rapid forgetting of information in serial position tasks, with the deficit 

in serial recall often attributed to more rapid decay and proactive interference between 

items [514].  Indeed, proactive interference is a particular issue in visuospatial working 

memory tasks even in those who are cognitively intact [515]. However, defective 

monitoring of STM and LTM, has also been shown to influence performance in short 

and long-term serial recall tasks [516], a function that has been associated with 

executive function [508, 517].  Nevertheless, consistent with the notion of largely intact 

implicit function, AD patients seem to do well on tasks involving priming (e.g. 

increased sensitivity to certain stimuli as a result of inconsequential prior exposure), 

although performance may depend on whether a given task requires perceptual or 

conceptual processing resources [518]. Interestingly, although semantic 

autobiographical memory is often preserved in AD until the moderate stages, semantic 

priming studies have yielded contradictory results [519].  Patients diagnosed with aMCI 

and early-stage AD exhibit a number of visuospatial difficulties in their day-to-day life, 

including topographical disorientation (e.g. getting lost whilst navigating in familiar or 

unfamiliar environments) [331, 520]. Recent research using a novel test of spatial 

memory (the four mountains test) in aMCI patients and those with early-stage AD, 

indicates that the core spatial memory deficit in both patient populations relates to an 

inability to represent topographical layout (even for very short durations) within the 

context of more general LTM impairments [521].  Indeed, performance on the four 

mountains test also differentiates AD from frontotemporal dementia (FTD) [521], a 

finding that has parallels with MCI research in that impairments in the allocentric 

component of spatial memory may be an accurate predictor of progression to AD [522, 

523]. Taken together these findings suggest that topographical representation may be 

sensitive to the early pathological changes in AD and aMCI [514, 523]), and may be a 

consequence of MTL atrophy [521]. Together these findings suggest that evaluation of 

visuospatial processes may be a promising approach to finding predictive markers of 

AD in clinical populations.   

As discussed already, object-place memory is also sensitive to the effects of 

hippocampal damage in humans and other mammalian species such as rodents [373, 

524, 525], and in most cases this type of memory is also disrupted in early-stage AD 

with object-place deficits revealed via visuospatial tasks in which patients are asked to 

recall the spatial position of a target item [331].  This type of task is able to discriminate 



 

37 

 

between the cognitive deficits shown by patients with AD and those with depression 

[526], questionable dementia, and FTD [527]. Indeed, at least three MCI subgroups 

have been distinguished using visuospatial tasks of this nature [523].  Interestingly, the 

acquisition of these types of associations has been shown to require cholinergic 

modulation of perirhinal-prefrontal network interactions [528].  In addition, recent 

data with a transgenic mouse model exhibiting a selective elimination of the vesicular 

acetylcholine transporter in the hippocampus (which interferes with synaptic storage 

and release of acetylcholine), results in significant deficits in hippocampal LTP, as well 

as and selective deficits in a spatial memory task [529].  Indeed, since disruption of 

cholinergic signalling is known to be an early pathological change in AD due to the 

profound loss of the acetylcholine synthesis enzyme choline acetyltransferase and 

neurons in the forebrain’s nucleus basalis of Meynert (the origin of major cortical 

cholinergic projections) [530], this potentially provides a basis for understanding the 

spatial memory deficits in the early-stages of AD. 

 
Figure 1.1:  Major Divisions of Long Term Memory. Adapted from Squire, L.R. (2004). 

Memory systems of the brain: a brief history and current perspective. Neurobiology of 

Learning and Memory, 82(3), 171-7. 

 

1.5.1.4 Recognition Memory 

Recognition commonly refers to the cognitive process whereby something is identified 

as having been previously encountered (heard, seen, known, or felt) [531], but may also 

refer to a perception of truth, or the acknowledgment of something [532]. As such, 

recognition memory relates to the cognitive process of recognition, and is considered a 

subcategory of declarative memory (see review, [500]). Recognition memory can be 

subdivided into two component processes: delayed recollection (or retrieval) of the 
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details associated with the previously experienced/encountered event, object or person 

(episodic information), and an immediate familiarity for the feeling that a stimulus was 

previously experienced without explicit recollection [500]. These two processes are 

sometimes respectively referred to as "remembering" and "knowing".   

Converging lines of evidence from research conducted with humans and animals 

suggests that recognition memory depends on the integrity of structures in the MTL 

[453, 464, 466, 477, 500, 501, 533-539], although there is uncertainty as to how these 

structures may differentially contribute to recollection memory processes [535, 540].  

Currently, two different models (dual process verses single process models) potentially 

describe how recognition memory is organized across different senses.  According to 

the dual process view, recollection and familiarity are supported by different 

anatomical substrates [500, 524, 541, 542]. In line with its role in episodic memory, 

recollection is thought to be hippocampal-dependent, and to support recognition of 

specific stimuli together with the contextual features of the learning event (i.e. where), 

whilst familiarity does not require the hippocampus and can support context-

independent recognition of individual stimuli via the perirhinal cortex [500, 543-551].  

However, the single process theory denies the independence of the two processes 

within recognition memory. In this theory, both familiarity and recollection are a 

continuous process, where the former is primarily thought of as a weak memory, and 

the latter is considered to be a type of strong memory [501].  The single process theory 

of recognition also has also accumulated experimental support in its favour, (see 

review, [501]), although it cannot fully explain some data obtained from lesion studies, 

particularly in rodents [546, 551-553]. 

 

Imp airment s in AD 
There is considerable evidence that visual recognition memory is impaired in AD [331]. 

Aside from the potential impact of spatial and visuospatial memory deficits already 

discussed, these recognition deficits might concern defective strategies in relation to 

the forming, maintaining, and matching of the memory representation of the visual 

stimulus, especially when long inter-item lags occur [554].  Often this will involve a 

delayed matching to sample (DMS) recognition test.  Basically, patients are first shown 

a study list of items to memorize (sample phase), then after a delay, the individuals are 

tested on their ability to discriminate familiar target items from those which are novel 

(test phase).  Thus, the objective in DMS for the person to indicate via a simple yes/no, 
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whether or not the item was on the study list.  Alternatives to DMS relate to delayed 

non-matching to sample (DNMS) paradigms where participants have to indicate which 

of the list of items are novel rather than familiar, and immediate matching to sample 

tasks in which sample and test phases are continuous with no delay.  

 In yes/no MS and DMS tasks, patient responses fall into four classes: hits, misses, 

false alarms, and correct rejections [555].   Based on counts of these responses, persons 

with AD and those with dementia of the Lewy body type (DLBT) generally show 

impaired memory performance for test items relative to controls, although  DLBT 

patients exhibit a significant impairment relative to AD patients when DMS is used 

[556].  Indeed, further research using these and other cognitive tests in patient 

populations have shown that compared to AD, perception, attention, and working 

memory (WM: see section 1.5.3) are all disproportionately impaired in DLBT [557].  

Recently, Viggiano, et al have used an elegant experimental paradigm to study the 

effects of repetition lag in AD [558].  In this paradigm, pictures were presented to mild- 

and moderate-AD patients and normal age matched controls at different levels of 

spatial filtering, allowing for the measurement of the amount of physical information 

required for identification of stimuli as a function of prior exposure and repetition lag. 

Viggiano, et al have shown that in the elderly, the magnitude of repetition priming did 

not differ as a function of inter-item lag, but instead, repetition-lag effects interacted 

with dementia severity, with the capacity for retaining memory traces over longer 

intervals worsening as the disease progresses [558].  Indeed, Viggiano, et al suggest 

that suggest that severe cortical degeneration may render AD patients unable to 

maintain their perceptual memories, and that dementia severity is a critical variable in 

the visual recognition memory assessment [558].   

 

1.5. 2 No ndeclarative  Me mory  

Nondeclarative memory represents the second major division of LTM in mammals, 

and refers to the unconscious (implicit) recall of information from previous 

experiences.  Nondeclarative memory phenomena mostly relate to forms of procedural 

memory for performing cognitive and sensorimotor skills (e.g. riding a bicycle), as well 

as habits, priming, simple associative learning (e.g. operant and classical conditioning), 

and non-associative learning (e.g. habituation and sensitization) [559]. Whilst early 

studies of memory-impaired patients with MTL damage led to the view that this brain 

region is critically involved in declarative memory [374], they also showed that 
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nondeclarative memory, immediate STM and WM processes, —were all relatively 

intact in these patients [359].  This fostered the prevailing view that these types of 

memory are largely independent of MTL function, depending instead upon on an  

array of distributed cortical and subcortical structures that includes regions of the pre-

frontal cortex, cerebellum, and striatum [560, 561].  However, alternative formulations 

of memory systems exist which do not divide memory on the basis of consciousness 

(see, [562, 563]).  Specific MTL structures such as the hippocampus may also mediate 

some forms of implicit learning [494], as well as under some circumstances STM [510, 

564], particularly if the material to be learned exceeds the capacity of immediate 

memory, is difficult to rehearse, or if attention is diverted (see review, [510]).   

Numerous neuropsychological studies have reported that many aspects of 

procedural memory are left intact in most AD patients [565],  at least until the latter 

phases of the  neurodegenerative process (see reviews, [518, 566]).  For example, whilst 

explicit recognition of familiar or unfamiliar melodies is typically impaired in 

moderate-stage patients consistent with episodic memory impairment, implicit 

procedural memory for playing a musical instrument can be spared in musicians with 

AD [567].  Furthermore, unlike depressed patients, people with moderate AD can still 

develop a positive affective bias of judgment for previously heard melodies [568]. 

However, research has also revealed deficits in some domains, including amygdala-

dependent fear conditioning and eye-blink conditioning that may be supported by 

inputs from the entorhinal cortex to the hippocampus [569, 570].  In addition as stated 

earlier, studies of priming have reported mixed findings in AD patients [518, 571-573] 

but see, [573].  Some variability across studies reflects differences in methodology, 

where some tests may involve a greater or lesser degree of competition between 

explicit and implicit memory systems, with the final effect of learning being better 

when all of the implicit memory capacity is engaged in the learning process [566]. AD 

patients also show impairments in conceptual implicit memory [574].  Since 

conceptual implicit memory tests do not require word production [574], deficits in 

these tasks may be related to MTL damage [575].   

  

1.5. 3 Working  Memory  Defi cits  

The basis for the current view regarding the anatomical subdivision of LT and ST 

memory originates from Milner (1966), who showed that whilst patients with MTL 

damage displayed declarative memory impairment, they also showed intact non-



 

41 

 

declarative memory, and immediate STM, [374].  Indeed, this fostered the prevailing 

view that non-declarative and STM processes are largely independent of MTL function, 

depending instead on a wide array of cortical and subcortical structures which include 

amongst others, regions of the pre-frontal cortex, cortical association areas, cerebellum 

and  striatum (see reviews, [359, 360].  However, it is important to point out that 

alternative taxonomies of these systems exist which do not divide LTM on the basis of 

consciousness (see reviews, [562, 563]).   

STM is usually conceptualised in terms of WM, a model first proposed by Baddeley 

and Hitch (1974) as a response to the accumulation of experimental 

neuropsychological evidence that did not fit the previous Atkinson and Shiffrin model 

of STM [576].  Essentially WM is the system that actively holds multiple pieces of 

transitory information in the mind for a short period of time, where they can be 

manipulated in the course of completing various verbal and nonverbal tasks, and/or 

made available for further information-processing [577].  Thus, WM forms the basis for 

many day-to-day tasks, including retrieving from LTM, a familiar telephone number 

and then holding this information in mind whilst it is dialled (i.e. the initiation of a 

motor programme).  Because WM requires the active manipulation of information or 

behaviours (i.e. "monitoring") as part of completing goal-directed actions, it is not 

exactly the same concept as STM.  Nevertheless, correlational studies have not been 

able to consistently separate both constructs; there is evidence for a large or even 

complete overlap [578].  Thus, they probably refer to the system. In the original 

Baddeley and Hitch (1974) model [576], WM is comprised of  three components: the 

central executive which functions as an attentional system that monitors on-going 

mental processes, and its two slave systems: the phonological loop and visuo-spatial 

sketchpad.  These represent STM stores for phonological information and visuospatial 

information respectively  [576].  More recently Baddeley has added a third slave 

system, the ‘episodic buffer’, which is considered to be a short-term multidimensional 

store for the temporary binding of episodic information; it forms an important 

interface between the subsystems of WM, LTM and the central executive [579].   

 

1.5.3.1 Executive Dysfunction in AD  

The central executive is probably the least understood but most complex component 

of WM and is unlikely to reflect a single unitary process [363].  Putative functions of 

the central executive include the control and monitoring of WM (e.g. [517]), cognitive 
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flexibility, multi-tasking and attentional control despite distractions and changing 

demands (e.g. [580, 581]), strategic planning, execution, and evaluation of a sequence 

of thoughts/actions to achieve a desired goal (e.g. [582, 583]); inhibition of 

inappropriate responses and capacity for self-regulation (e.g. [584, 585]); ‘on-line’ 

active construction of an theory of mind [586]; rule discovery such as sorting cards 

based on specific rules and fluid intelligence (e.g. [587, 588] and concept generation 

(e.g. [589, 590]).  Perhaps, then, it is unsurprising that various neuropsychology and 

neuroimaging studies of executive processes have revealed links between many 

different brain areas, indicating a dynamic and flexible neural substrate for executive 

functions (see, [591]).  However, strong consensus exists in the literature with respect 

to the importance of the frontal regions and more specifically, regions of the prefrontal 

cortex in a range of WM and executive functions [577, 592-596]. Several studies have 

examined the role of executive function in MCI and early-stage AD, and found a 

number of disruptions in executive processes [348, 426, 516, 581, 597-624],  including in 

tasks related to response inhibition and task switching [625-627].  Indeed, multi-

domain executive impairments may be predictive for conversion to dementia [628].  

Defective self-monitoring [629], and control of attention [630] may well be predictive 

for which MCI patients will decline as opposed to stay stable across the assessment 

period. Furthermore, individual differences in executive function related to monitoring 

have been linked with memory accuracy in those over the age of 65 [517]. Deficits in 

WM [631] and in particular visuospatial executive function [632] may also distinguish 

those with MCI from persons exhibiting normal age related changes in cognition. 

Longitudinal studies investigating pre-diagnostic symptomatology and staging of AD 

also report that executive dysfunction is often present before diagnosis, with more 

rapid decline occurring 2-to-3 years before diagnosis [606, 612].  This evidence has led 

some to suggest that executive function may be the core underlying dysfunction 

associated with AD [606, 612]; others have proposed that there may be a subgroup of 

AD patients with a specific dysexecutive pattern of impairments (e.g. [599]).     

Thus, it would appear that a significant proportion of people with AD and MCI have 

discernible executive deficits which cause significant impairment in many aspects of 

day-to-day living [614, 622].  Although overt atrophy of the frontal cortex is usually not 

an early-stage pathological change in AD, executive dysfunction in patients has often 

been ascribed to brain damage of vascular origin, including white matter changes [633, 
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634]. However, recent research suggests that hippocampal atrophy may be the root 

cause of impaired executive function in early-stage AD [635, 636].   

 

1.5.3.2 Phonological Loop and Visuospatial Sketchpad in AD 

A variety of data from psychological and neuroimaging studies have converged on the 

suggestion that phonological loop function is largely intact at the preclinical and early 

stages of AD, becoming more impaired as the disease progresses (see review, [361]).  

Since phonological loop function is not central to the behavioural experiments in mice 

detailed in Chapter 3 of this thesis, this component of WM is not considered further 

here.  However, the visuospatial sketchpad may be important when considering the ST 

retention of visuospatial information in mice, particularly in Experiment 1 in relation 

to an assessment of rodent spatial WM.  Indeed, in mild AD it is commonly accepted 

that memory impairment is often apparent in patients when visuospatial function is 

assessed. However, as visuospatial tasks also require processing by the central 

executive system [363], it is difficult to know the degree to which this slave system is 

compromised [361, 637].  Additionally, the damage to MTL structures involved with 

spatial and episodic memory in the early stages of AD may also partly explain some 

deficits in visuospatial WM in AD, particularly in circumstances where the material to 

be learned has exceeded WM capacity, if the material was difficult to rehearse, or if 

attention was diverted (i.e. [510]). 

 

1.5.3.3 Episodic Buffer in AD 

The episodic buffer is considered to be a multidimensional store that forms an 

interface between the subsystems of WM, LTM and the central executive [638]. As a 

multidimensional buffer, it allows a range of different subsystems to interact, despite 

their being based on different modes, with a major function of the buffer being to 

“bind together” different sources of visual, spatial, and verbal information with time 

sequencing information into integrated chunks or ‘episodes’ [639, 640] —a process 

once assumed to depend upon executive resources [638, 641].  The episodic buffer 

shares conceptual overlap with Tulving's original concept of episodic memory [366], 

although it differs from the latter in that it represents a temporary time-limited store 

for such information [640]. Here there is agreement with Cowan that the number of 

episodes or chunks that it can hold is somewhere in the region of four [642], with 

capacity differing from one individual to another as reflected by individual differences 
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in working memory span [363].  The episodic buffer has not been extensively studied in 

AD; suitable tasks need to be developed and validated (see review, [361]).  However, 

experimental evidence indicates that both LT and ST memory binding deficits are 

evident in early-stage AD across a range of modalities [643-645].  Indeed, AD 

functional neuroimaging studies reveal large-scale functional abnormalities in brain 

networks which likely underpin deficits in relational binding [646]. 

 
Figure 1.2:  Major Divisions of Working Memory. Adapted from Baddeley, A. D., Eysenck, 

M., and Anderson, M. C. (2009). Memory. Hove: Psychology Press. 

 

1.6 ANXIE TY  AND BEHAVIOURAL  DISINHIB ITION  

Among the components of the limbic system, the amygdala is a fascinating structure 

that is involved in the processes of liking and disliking, and in the ways in which 

emotions drive actions (i.e. predicting which stimuli generate aversive events) and 

affect the salience of memories [647].  For example, the amygdala is central to the 

acquisition, storage, and expression of conditioned fear memory (i.e. Pavlovian fear 

conditioning) [648], a process that is widely accepted as dependent on LTP [649].  

Indeed, when the normal function of the amygdala is disrupted it can often manifest as 

post-traumatic stress disorder, or as an anxiety disorder [650], the latter of which are 

amongst the most prevalent of all psychiatric disorders in that about 17 % of people 

will suffer from an anxiety disorder at some point in their lives [650, 651].  Besides AD, 

amygdala function is also adversely affected in several additional neurodegenerative 

disorders which compromise the structural integrity of the MTL, the most common of 

which is AD. 
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1.6. 1 C ircu itry  and  Function  

The amygdalae are a group of nuclei (the amygdaloid complex) which are located deep 

within the rostro-medial part of each the temporal lobe in front of the HPC and 

underneath the uncus of the entorhinal cortex [652].  As such therefore, the amygdala 

has close interconnections with both cortical and subcortical areas [650], including the 

temporal cortex (perirhinal and entorhinal cortex), frontal lobe, insular, and cingulate 

association areas, with subcortical areas including the brainstem, hypothalamus, 

thalamus, hippocampus, and claustrum [653, 654]. The many components of the 

amygdaloid complex can be grouped into three principal divisions: the basolateral, 

cortical, and centro-medial nuclear groups. The largest part of the amygdala is the 

basolateral nuclear group and is reciprocally connected to many cortical areas in the 

per-frontal cortex, temporal, insular, and occipital regions [655].  Together with its 

close relations with the thalamus and projections to the striatum, the connectivity of 

the basolateral amygdalae likely belies its role in modulating memory, particularly for 

arousing or emotional events, during post-training periods of consolidation [656]. In 

particular, amygdala-pre-frontal cortex and amygdala-hippocampal circuitry has been 

broadly implicated in the processing of threatening-stimuli in humans [657], and 

conditioned fear responses in experimental mice (see review, [658].  Indeed, in 

primates the basolateral amygdalae nuclei are thought to be involved primarily in 

evaluating the emotional significance or context-dependent relevance of all stimuli, 

including social signals such as facial expressions [659].  Furthermore, recent evidence 

from electrophysiological recordings in rats has also suggested that the basolateral 

amygdalae is responsible for strengthening memories whose substrates are considered 

to be stored remotely in structures such as the hippocampus, striatum and cerebral 

cortex [652, 656].  Although there is insufficient space here to cover this topic in detail, 

recent research in rats has also supported the notion that the basolateral amygdalae 

likely plays a role in strengthening memories by increasing the number of neurons that 

come to best represent that event, and thus their cortical representations [660]. 

Furthermore, that traumatic, intrusive memories common to post traumatic stress 

disorder, might reflect abnormally extensive representational networks due to hyper-

activity of the basolateral amygdalae consequent to the release of excessive amounts of 

stress hormones [660]. The cortical amygdala receives olfactory input directly from the 

olfactory bulb and indirectly from the olfactory cortex, with the cortical amygdala in 

turn projecting to the centro-medial amygdala and the hypothalamus [650].  This 
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amygdala -olfactory circuitry has been implicated in social buffering in male rats [661, 

662], as well as odour recognition memory [663].  The centro-medial amygdala 

provides the main outputs for the basolateral complexes, and receives direct input 

from the cerebral cortex (largely restricted to fibers from the hippocampus, insula, and 

orbitofrontal cortex) [650].  However, because the amygdala is a bidirectional pathway 

that can relay information between association cortices and subcortical structures, it is 

in an optimal position to simultaneously influence the excitability of numerous brain 

regions at any given time [650].  Research has suggested that the centro-medial 

amygdala nuclei may be involved in allocating attention to stimuli of high significance 

as well as the initiation of situation-appropriate autonomic responses [659]. However, 

given the overlap in physiological and electrophysiological properties of the centro-

medial amygdala and basolateral amygdalae neurons, it is more likely that processing 

is distributed across both nuclear groups with differences reflecting processing bias 

rather than a hallmark of mutually exclusive functions [659].  

 

1.6. 2 Behaviou ral  Disin hibition  and  Anxiety  in  AD  

Anxiety and behavioural disinhibition are both emotional components typically 

associated with BPS in AD [341, 664].  Behavioural disinhibition refers to the loss of 

control or restraint over social behaviours, aggression, hyperactivity, self-destructive 

behaviour and sexual disinhibition [665].  In addition, behavioural dysfunction in AD 

patients can also present as “cognitive disinhibition” on tasks of attention and memory 

[666, 667].  Anxiety is generally considered as a psychological and physiological state 

characterized by somatic, emotional, cognitive, and behavioural components linked 

with the unpleasant feeling of fear and concern [344].  Whilst anxiety is reported to be 

increased in up to 70% of AD patients [664], research into its time-course has revealed 

that patients generally display greater levels of anxiety at an early stage of the disease 

when cognitive function is more intact, followed by a progressive pattern of decreased 

anxiety in the presence of decreased cognitive function [668].  Anxiety in AD patients 

is usually diagnosed by assessing neuropsychiatric symptoms of excessive worry, 

restlessness, irritability, muscle tension, fear behaviour, and respiratory symptoms 

[669].  However, diagnosis of anxiety is often complicated by its comorbid 

presentation with depression and apathy [341, 670]. 

In mammals, anxiety and behavioural disinhibition are both components of 

emotion typically attributed to the neural circuitry supporting the amygdala and 
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prefrontal cortex (including sub-regions of the orbitofrontal cortex) (see reviews, [664, 

671, 672]).  In a recent study spanning several neurodegenerative diseases, behavioural 

disinhibition was most significantly associated with atrophy in the orbitofrontal cortex, 

anterior cingulate, and temporal lobes [673]. In addition, damage to the orbitofrontal 

cortex has also been linked to deficits in WM, and in particular executive function 

[506].  Amygdala atrophy is prominent feature in AD (see review, [664]), particularly in 

the early stages of the disorder where it relates to symptom severity [674].  Anxiety has 

also been linked to the differential effects of human APOE isoforms as well as and 

molecular changes within the amygdala nuclei [675, 676].  Furthermore, ApoE-/- mice 

expressing ApoE ε4 have been shown to demonstrate an age-dependent increase in 

anxiety on the elevated plus maze, and had significantly lower levels of microtubule-

associated protein (MAP) 2-positive neuronal dendrites in the central nucleus of the 

amygdala [677].  AD pathology compromising the integrity of the amygdala and frontal 

regions has also been suggested as the root cause of patients inability to process fearful 

stimuli [678], as well as impairment in displaying enhanced emotional memory for 

negatively-valenced stimuli [569].  However, although severe amygdala dysfunction 

often manifests as components of Kluver-Bucy syndrome in humans and other 

primates [679] (including visual agnosia, hyperorality, hypermetamorphosis, blunting 

of fear or rage, and hypersexuality), pathological changes affecting the amygdala in AD 

rarely result in Kluver-Bucy syndrome [680].  The reasons for this are unclear although 

it is thought that the progressive functional disconnection hypothesised to occur 

between the MTL and other brain regions as AD [681, 682] may be sufficient to 

prohibit many of these abnormal behaviours from emerging in most AD patients [664].  

It is interesting that recent findings support a theory of FTD as essentially a disorder of 

frontolimbic disconnection leading to unconstrained prefrontal connectivity [683], 

whereas  AD is associated with frontal lobe hypometabolism [684], the latter of which 

has also been associated with impaired insight [684], and thus danger [685].  

Although the role of the prefrontal cortex and amygdala in anxiety and behavioural 

disinhibition are widely acknowledged, it is less commonly understood that lesions of 

the ventral hippocampus can also produce behavioural disinhibition and, interestingly, 

reduced anxiety [686, 687]. Indeed, the role of the hippocampus in emotional 

responses is further supported by lesion studies in rodents, which show that lesions to 

the ventral-medial hippocampus result in behavioural disinhibition and anxiolytic 

behaviour on unconditioned tests of anxiety, including a version of the elevated plus 
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maze [686, 687, #9410, 688-690].  Thus, whilst the amygdala and prefrontal regions are 

increasingly implicated in a range of various antisocial, violent, and psychopathic 

behaviours [691-693], the hippocampus is also likely to be complicit in mediating many 

of these behaviours.  Indeed, structural MRI has linked atypical anterior hippocampus 

asymmetries with those considered to be “unsuccessful psychopaths” (i.e. those who 

become institutionalized due to their poor behavioural control and aggressive 

tendencies) [694].  Hippocampal asymmetries in these individuals may reflect an 

underlying neurodevelopmental abnormality that disrupts hippocampal-prefrontal 

circuitry, resulting in affect dysregulation, poor contextual fear conditioning, and 

insensitivity to cues predicting capture by the ‘long arm of the law’[694].  Taken 

together these findings implicate the neural circuitry supporting the amygdala, 

hippocampus and pre-frontal cortex in a range of maladaptive outcomes associated 

with anti-social and aggressive behaviours, as well as the unconditioned expression of 

anxiety and conditioned expression of fear.  In this respect the pathological alterations 

observed in hippocampal-prefrontal circuitry in AD likely explain why affect 

behavioural dysregulation, poor contextual fear conditioning, and behavioural 

disinhibition, are all symptoms commonly experienced by AD patients. 

 

1.7 MOLECULAR  PATHOLOGY 

At the microscopic level, AD is primarily defined by the presence of large numbers of 

diagnostic Aβ-Plaques and NFTs, both lesions of which are fairly robust and easy to 

detect [88].  Plaques and tangles are further associated with a diffuse loss of synapses 

and neurons (losses), as well as neuroinflammation and deficits in insulin signalling, 

the latter of which is considered separately (see section 1.9). 

 

1.7. 1 Amyloidosis  and  Aβ-Plaques   

Amyloidosis refers to the physiological conditions wherein amyloid proteins and 

protein peptides aggregate to form plaque deposits in various organs and tissues.  

Many of these deposits contain amyloid fibrils formed from normally soluble proteins 

that have assembled into fibres dominated by a predominantly β-sheet conformation 

of their polypeptide backbone [695, 696].  Although amyloid is a naturally occurring 

protein, it is often associated with the pathological states common to ‘amyloid 

diseases’, including AD, T2D, and spongiform encephalopathies [697].  Amino acid 
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composition and sequence analysis of the proteins comprising a range of ex-vivo 

amyloid fibrils have revealed each amyloid disorder is associated with a particular 

protein or peptide [698]; AD is primarily associated with aggregation of the Aβ 

peptide.  Like other amyloid-associated proteins Aβ has the ability to self-associate 

into varied assembly forms ranging from individual monomers to large insoluble 

amyloid fibrils found in some Aβ-plaques.  Aβ can also form small intermediates 

known as soluble oligomers of varying molecular weights and sizes [46].  In addition, 

Aβ can also be deposited on the walls of cerebral blood vessels and veins during CAA 

[134].  CAA is found in approximately 25 to 90+ % of autopsied AD brains [699, 700], 

although its role in the progression of AD is not known.  However, since CAA is 

associated with an increased risk of intracerebral haemorrhage, ischemic micro-

infarcts, as well as non-haemorrhagic (white matter) lesions in the brain, it may induce 

a stepwise decline in cognition characteristic of vascular dementia [134]. 

 

1.7.1.1 Aβ-plaques and Their Topographical Distribution 

In AD, the Aβ peptide is deposited as extracellular plaques although other proteins 

such as ubiquitin and metal ions such as Zink and iron have also been localised to 

these types of brain lesion [90]. The predilection site for the deposition of amyloid as 

Aβ-plaques is the cerebral cortex, in particular the isocortex which consists of the grey 

matter, or neuronal cell bodies and un-myelinated fibres [88]. Generally speaking, Aβ-

plaques are not specific to AD, and are also found in other neurodegenerative 

disorders such as dementia with Lewy bodies, and dementia related to Down 

syndrome [49, 88, 90] as well as some persons with MCI, and aged persons evaluated 

as cognitively normal.   Aβ-plaques are commonly, classified into diffuse and dense-

cored plaques (neuritic plaques) based on their morphology and positive or negative 

staining with Thioflavin-S or Congo Red. Post-mortem identification and 

quantification of Aβ-plaques mostly relies on immunohistochemical staining methods 

utilising anti-Aβ antibody reagents [701].   

 

Diffuse and Neu rit ic  Plaq ues  
Diffuse plaques are large 10-to-100μm areas of poorly defined Aβ deposition 

(principally shorter length Aβ isoforms such as those with 40 amino acids in length i.e. 

Aβ40) which tend to lack the fibrillar amyloid more commonly found in neuritic 

plaques [49, 90].  Due to defuse plaques being poorly immunoreactive, their number in 
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the brain depends on the quality of the immunohistochemistry, although in some 

brain regions they are the only type of Aβ deposit found  [88].  Diffuse plaques do 

generally affect the structure of the surrounding neuropil tissue  and consequently are 

not usually considered directly toxic [49].  This view is further supported by the fact 

that diffuse deposits can be found in large numbers in subjects whose intellectual 

status has been evaluated as normal [702, 703].  However, since diffuse plaques are 

often considered as pre-neuritic [704], the clinical status of these cases remains 

uncertain.  Some consider persons with large numbers of diffuse plaques but whose 

intellectual status is normal —to be pre-symptomatic for full-blown AD [88, 327], 

although this view is not universally accepted [705].  Whilst it not known how long 

diffuse plaques may remain uncomplicated in the brain prior to conversion, some 

individuals are thought to have better cognitive reserve which may mask the 

subsequent signs of early dementia [88]. 

Neuritic plaques are larger (50–200μm) “focal” deposits of Aβ deposition that 

consist of a dense amyloid core with radiating fibrils that are often (although not 

exclusively), surrounded by a corona of dystrophic neuritic and glial cell processes 

together with reactive microglia and astrocytes [49].  Neuritic processes often contain 

paired helical filaments of hyperphosphorylated protein tau.  The fibrillar amyloid 

contained in neuritic plaques is often identified via the Congo red or thioflavin S 

positive methods of detection [88].  In addition to the extracellular deposition of Aβ a 

growing body of evidence also suggests that Aβ-oligomers can accumulate 

intracellularly in AD, particularly in the neuronal cell body [88].  However, this 

“intracellular pool of Aβ” is controversial [88, 706], and it remains possible that it 

results from neurons internalizing extracellular Aβ deposits [707].  Nevertheless, the 

accumulation of intracellular Aβ via the uptake of extracellular peptides may provide a 

link between Aβ generation and synaptic dysfunction in AD [708]. Neuritic plaques are 

found mostly in layers II and III of the isocortex [709], the areal topography of which is 

non-random and dependent upon on the stage of the disease.  Progression of amyloid 

pathology in the brain generally proceeds in a particular manner, which depending on 

the brain regions affected, can be classified into specific stages referred to as Braak 

stages (A-C) [710].  At Stage A, low densities of amyloid deposits are found in the 

isocortex, particularly in the basal portions of the frontal, temporal and occipital lobe. 

Very little amyloid found in the MTL and associated structures at this stage. Stage B 

shows an increase in amyloid deposits in almost all isocortical association areas with 
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only the primary sensory areas and primary motor field remaining almost devoid of 

deposits [88]. Here there is a mild involvement of the hippocampus as well as the 

entorhinal cortex. In stage C virtually all isocortical areas are affected, while deposits in 

the hippocampus generally show the same pattern as stage B although there is usually 

a sparing of the subcortical grey matter [88].   

Until recently, cerebral Aβ burden could only be measured at autopsy and it is 

possible that in some of these clinicopathological studies there may have been a time 

lag between the last cognitive assessment and autopsy.  Nowadays the build-up of 

amyloid in the brain in AD patients, those believed to be pre-symptomatic for AD, and 

in normal aged controls can be studied non-invasively by using tracers such as PiB-PET 

[711, 712].  However, whilst PiB- (negative amyloid scans) using this tracer indicate 

absence of AD with a high level of accuracy, positive amyloid scans in 10-to-30 % of 

healthy elderly volunteers (PiB+) make their predictive value less clear [713, 714].  

Overall post-mortem studies have consistently shown that the distribution and density 

of Aβ-plaques (that is both diffuse and neuritic plaques), do not correlate well with the 

local extent of neuron death, synaptic loss, nor the degree of cognitive impairment in 

AD [715, 716], although as mentioned earlier, this is likely not the case for soluble 

oligomers of  Aβ [60, 65].  Overall, the distribution of Aβ-plaques in AD does not 

correlate with that of neurofibrillary pathology [49], suggesting that these two types of 

protinaceous lesion may occur independently.   

 

1.7. 2 Neurofibrillary  Tangl es  

Although this thesis does not involve research focusing on NFTs, they are an essential 

lesion in AD, and are therefore included here for completeness.  In the CNS, tau 

proteins are best known for their ability to bind and help stabilize microtubules where 

they form vital components of the cell's cytoskeleton [717].  Axoplasmic transport (also 

called axonal transport) is a vital cellular process that involves the movement of 

mitochondria, lipids, synaptic vesicles, proteins, and other cell parts (i.e. organelles) to 

and from a neuron's cell body through the cytoplasm of its axon (i.e. axoplasm) [718]. 

In healthy neurons, microtubules guide the bi-directional transport tracts for nutrients 

and other molecules from the cell body down to the ends of the axon (anterograde 

transport), as well as from the terminals to the cell body (retrograde transport). Under 

normal circumstances tau stabilise microtubules. However, in AD individuals, tau 

molecules become hyperphosphorylated (phospo-tau) via a variety of intracellular 
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kinases, leading to their disassociation from microtubules [88]. Indeed, tangle-bearing 

neurons are said to be devoid of normal microtubules [88].  Due to malfunctions in 

axonal transport, this disrupts communication between neurons [561], and likely leads 

to the neuronal apoptosis and thus the development of dementia [41].  Like Aβ, 

dislocated phospo-tau is able to polymerize into a variety of assemblies, including 

small soluble tau oligomers [719, 720], which upon aggregation form paired bundles of 

helical filaments [717], the latter of which are the primary constituents of NFTs found 

inside the cell body (soma) of neurons, as well as in distal dendrites as neuropil 

threads [721].  However, other proteins such as actin and ubiquitin have also been 

localised to these lesions [88, 722]. A variety of silver impregnation staining 

techniques, have been typically employed to visualize NFTs, including the modified 

Bielschowski or Gallyas technique, or the fluorochrome dye thioflavin S technique. In 

addition to these, a number of immunohistochemical approaches have also been used 

to visualise NFTs, most of employing antibodies directed against fibular tau [88].   

The topographical distribution of NFT pathology uses the Braak and Braak scheme 

of staging stages I to VI, with the spatial pattern being mostly predictable [334].  In the 

early stages of AD, NFT degeneration typically originates in the perirhinal cortex 

(particularly layer II neurons), and progresses through the hippocampus and 

amygdala.  Eventually NFT pathology progresses to the association cortices, and 

finally, the deeper layers of the primary cortices [88]. However, variability in the 

staging of NFT pathology can be found in neuroimaging and neuropathological studies 

of AD patients [394, 723-726], and may reflect atypical presentations of the disorder 

[332, 727].  Although NFTs are usually conceptualised as intraneuronal lesions, when 

tangle-bearing neurons die the NFTs they contain become the extra-neuronal “ghost” 

tangles seen in the brains of individuals with advanced AD [728].  Unlike their 

intracellular counterparts, ghost tangles are glial fibrillary acidic protein (GFAP) and 

Aβ immunoreactive [729], and also contain significant amounts of blood proteins such 

as amyloid-P [730], and ubiquitin [722].  As discussed earlier, the staging pattern of tau 

pathology in most cases of AD likely helps to explain the correlation between the 

degree of amnesia and NFT burden early on in the disorder [394, 397].   

 

1.7. 3 L oss  of  Cells  and  Synapses   

In the cortex the large and middle-sized pyramidal neurons are the most vulnerable in 

AD, whereas the very large Betz cells and the small granule cells are relatively spared 
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[88].  However,  by using appropriately controlled methods with post-mortem tissue, it 

has been found that neuronal loss in AD is primarily “focal” with the global number of 

cortical neurons lost being generally insufficient to override the very high inter-

individual variation [88, 731].  Focally, however, severe neuronal loss has been 

documented in a number of cortical regions, including layer II of the entorhinal cortex 

where the loss may reach 90 % of the normal neuronal population in the most 

advanced cases [732], in both CA1 and CA3 regions of the hippocampus [733, 734], in 

the superior temporal gyrus [401], and in the supra-marginal gyrus [735].  The loss of 

neurons is considered to be less extensive in the parietal and occipital lobes in AD, 

with cell loss predominantly found in cortical layers II and III [735].  There is also a 

substantial loss of neurons in the deep grey matter in AD, including the nucleus basalis 

of Meynert (innervating the isocortex in acetylcholine), substantia nigra in the 

midbrain (involved with dopamine production), locus coeruleus in the pons (main 

source of noradrenaline in the forebrain), and the raphe nuclei of the brainstem 

(innervating the isocortex in serotonin) [49, 88, 90].  It is no surprise then that the loss 

of neurones in AD is closely paralleled by widespread neurochemical changes, 

including disturbances in the cholinergic, glutamatergic, serotonergic and 

noradrenergic systems [530].  The reason for the focal loss of neurons in AD is still 

unclear [736], although as mentioned earlier it does correlate with the distribution of 

tangle-bearing cells [88, 332].   

Dendritic spines are tiny protrusions along neuronal dendrites that constitute the 

major postsynaptic sites for excitatory synaptic transmission. These spines are highly 

motile and can undergo remodelling even in the adult nervous system [737].  

Experiments conducted in animals suggest that the extent of spine remodelling is 

correlated with behavioural improvement after learning, implicating a crucial role of 

synaptic structural plasticity in memory formation [738-742].  Furthermore, recent 

research also suggests that a small fraction of new spines induced by novel experience 

together with most spines formed early during development and surviving experience-

dependent elimination, are preserved in order to provide a structural basis for memory 

retention throughout the entire life of an animal [739, 741-743].  A loss or alteration of 

these structures has been described in patients with neurodegenerative disorders , 

including  AD, and is considered to be a much better correlate of cognitive impairment 

in AD patient than Aβ-plaque burden (see reviews, [408, 744, 745]).  As discussed 

earlier, mounting evidence from human and animal studies suggests both the 
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dysfunction and subsequent loss synapses is likely mediated by diffusible soluble 

oligomers deriving from Aβ [60, 62-65, 408, 409] and phospo-tau [402, 403], making 

both species of aggregate attractive therapeutic targets in AD [410-412].   

 

1.7. 4 Reactive  Processes  and  Neuroinflammation  

In the normal brain microglia and astrocytes have a highly characteristic morphology 

comprised of a small cell soma and thin, straight processes [746, 747]. Microglia are the 

main innate resident immunological surveillance and macrophagic cells of the CNS, 

and like peripheral macrophages comprise heterogeneous populations with distinct 

immunological and functional characteristics [748-750]. Under physiological 

conditions resting microglia poses a resting ramified morphology that does not occur 

in any other tissue related population of macrophages [747].   

The inflammatory response is an early, non-specific immune reaction to tissue 

damage or pathogen invasion. Inflammation of the CNS is characterized by increased 

glial activation (both astrocytes and microglia), and concordant with pro-inflammatory 

cytokine concentration, blood-brain-barrier permeability (and thus, leukocyte invasion 

from the periphery), and recruitment of the complement system [751].  One key player 

that is believed to drive this neuroinflammatory process is interleukin-1-beta (ILβ), a 

pro-inflammatory cytokine that is known to be up-regulated in several 

neurodegenerative disorders, including Parkinson's disease, multiple sclerosis, and AD 

[752].  ILβ signals through the type I IL-1 receptor/IL-1 accessory protein complex, 

leading to nuclear factor kappa-light-chain-enhancer of activated B cells (NFkB) 

dependent transcription of pro-inflammatory cytokines.  This then leads to the 

activation of tumour necrosis factor-alpha (TNFα), IL-6, interferons, and the 

neutrophil-recruiting chemokines (CXCL1 and CXCL2) in glia [753].  Ultimately,  ILβ 

signalling leads to the generation of reactive oxygen and nitrogen species (ROS), and 

thus, oxidative stress [754].  However, many of these processes are not inherently 

pathological since they are often form elements of the brains response to dealing with 

infection, damage, and thus recovery and repair. For example, some cytokines released 

form astrocytes have a role in restricting inflammation; protecting neurons and 

oligodendrocytes thereby helping to limit tissue degeneration and preserve function 

after CNS injury [755, 756]. Furthermore, the systemic inflammatory response 

represents a coordinated set of physiologic actions that serves to fight infection, heal 

wounds, and promote recovery from various external stressors by inducing sickness 



 

55 

 

behaviours (see review,[757]). Nevertheless, under certain conditions, such as in major 

trauma and neurodegenerative disease, an excessive pro-inflammatory response can 

auto-modulate glial phenotype with potentially disastrous consequences that can 

worsen prognosis and damage the surrounding neural tissue; including the loss of 

neurones and synapses (see review, [758]).  Indeed, prolonged and widespread 

activation of microglia and astrocytes are apparent in AD brain, in which the severity 

of glial activation correlates with the extent of brain atrophy [759], and cognitive 

decline [760]. The majority of transgenic rodent models of AD also exhibit substantial 

reactive gliosis and accumulation of activated astrocytes in affected brain regions (see 

reviews, [761, 762]). These features are often observed before the appearance of 

plaques, and in those models which display NFTs and associated apoptosis of neurons, 

tangle pathology [763, 764], and neuronal death [764, 765]. 

 

1.7. 5 C urrent  Treatmen t  

To date, only symptomatic treatments exist for AD, all of which attempt to 

counterbalance the neurotransmitter disturbance. Three cholinesterase inhibitors 

(CIs) are currently available and have been approved for the treatment of mild to 

moderate AD. A further therapeutic option available for moderate to severe AD is 

memantine, an N-methyl-D-aspartate receptor (NMDR) non-competitive antagonist 

[766]. Common treatments for BPS in AD include the use of many second-generation 

(atypical) antipsychotic drugs, and most at best only lead to a small-modest overall 

effect over placebo [341].  Indeed, many of the treatments for BPS in widespread use 

are associated with a number of adverse side-effects that present notable risks for 

people using these medications [767, 768].  The dementia antipsychotic withdrawal 

trial has also found no significant efficacy for drug versus placebo, thereby suggesting 

that people do not need to be maintained on antipsychotics [769].  Nevertheless, the 

usage of these medications is fairly widespread in many nursing homes, where the 

over-prescription of antipsychotic medications have raised concerns over their use as a 

‘chemical cosh’ for placating difficult patients [768].  Treatments capable of stopping 

or at least effectively modifying the course of AD (referred to as 'disease-modifying' 

drugs), are still under extensive research or in phase I-III clinical trials. To block the 

progression of the disease these compounds have to interfere with the pathogenic 

steps responsible for the clinical symptoms, including most commonly, the deposition 

of extracellular Aβ-plaques and NFTs, inflammation, oxidative damage, iron 
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deregulation and cholesterol metabolism and metabolic dysfunction [412]. A 

comprehensive review of each of these lies outside the bounds of this thesis (see 

reviews, [412, 766, 770, 771]).  However, a few salient points on anti-inflammatory 

therapies, anti-Aβ immunotherapies, and therapies related to insulin sensitizing drugs 

will be covered in the next section.  Most of these therapies are heavily biased towards 

cases of ‘pure’ pathology, and instances of mixed dementia are likely to pose significant 

challenges to the treatment of dementia.  Both plaque and tangle pathologies may 

themselves may represent a host response to a (as of yet) undetermined upstream 

pathophysiologic process in most cases of AD [772]. As such, the therapeutic targeting 

of these lesions, including their supposedly neurotoxic oligemeric intermediates may 

only succeed when the host response is directly deleterious [773]. 

 

1.8 PATHOGENESIS  OF  AD 

During the past 20 years or so the Amyloid Cascade Hypothesis (ACH) has largely 

dominated academic and pharmaceutical led research, and today remains the lead 

hypothesis of AD causation.  In short, the ACH which proposed that the aggregation of 

Aβ was the initial pathological event in AD that leads to the formation of Aβ-plaques 

and the subsequent induction of a deleterious biochemical cascade that initiates 

secondary pathologies such as inflammation, neurofibrillary pathology, and the death 

of synapses and neurons that ultimately results in dementia [774, 775].  This 

hypothesis is not reviewed in depth here (see, [776-782]).  However, a few salient 

points are considered below. 

 

1.8. 1 The  Amyloid  Cascad e  Hypothesis 

The identification of Aβ as the main constituent of diffuse and neuritic plaques [783], 

and genetic studies that identified mutations in the APP [28, 29], and presenilin genes 

[32, 155], leading to the accumulation of Aβ and early-onset FAD [28, 32, 784], were all 

critical findings that led to the articulation of the ACH.  As discussed earlier, the 

mutations in these three genes all share a common effect of abnormally processing 

APP, with an average age of dementia onset at 50 years for APP mutations, 45 years for 

PS1 mutations and 52 years for PS2 mutations [785].  Although several hundred 

families with EOFAD carry at least one of the mutations mentioned above, it should be 

said that in the patient populations so far studied, no mutations have ever been found 
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in the "microtubule-associated protein tau" gene on chromosome 17 (MAPT-17), which 

encodes the tau protein [25].   For this reason the ACH considers the aggregation of 

tau and the formation of NFT pathology to be a downstream consequence of Aβ 

accumulation in the brain.  Nevertheless, other neurodegenerative dementias do 

exhibit a pathological aggregation of tau (i.e. "tauopathies"), related to MAPT-17 

mutation, most notably frontotemporal dementia with parkinsonism-17 (FTDP-17) 

[786].  Indeed, FTDP-17 has been associated with more than 40 mutations in the 

MAPT-17 gene [787].  Except for the age of onset and family history, no other 

pathological features appear to distinguish FAD from SAD [788, 789], and both are 

considered to share neuropathologic features that include Aβ-plaques and NFT 

pathology as well as the associated neuroinflammation [88, 790].  Although both types 

of AD may differ clinically (largely considered a result of variations in the staging of 

pathological lesions), the ACH tends lump both together as deriving from essentially 

the same pathogenic cascade.  However, the steady state of monomeric Aβ in the brain 

is the result of a tightly controlled balance between production and removal, and SAD 

is considered to reflect defects in the clearance mechanisms for Aβ rather than in the 

enhanced synthesis which commonly occurs in EOFAD cases [782]. Indeed, it was 

recently demonstrated that the kinetics of Aβ production are similar between control 

and late-onset AD patients, the latter group of which were shown to have an 

impairment in the clearance of Aβ compared to controls, indicating that Aβ clearance 

mechanisms may be critically important in AD [791].  Among these mechanisms, 

interaction of Aβ with ApoE, decreased catabolism via reduced proteolysis, impaired 

transport across the BBB, and impaired CSF transport, all deserve special attention in 

the context of therapeutic intervention [779].  However, the ACH is not without its 

critics (see reviews, [780, 792-794]). 

 

1.8.1.1 The Soluble Aβ Cascade Hypothesis 

Over time, the ACH has undergone various alterations with respect to the description 

of the nature of Aβ as a means of initiating the deleterious events that underpin AD. 

The original idea that the plaques were pathogenic has currently fallen out of favour 

for several reasons.  First, as indicated earlier, post-mortem studies have consistently 

shown that the distribution and density of Aβ-plaques does not correlate well with the 

local extent of neuron death, synaptic loss, nor the degree of cognitive impairment in 

AD [715, 716], and many AD patients with severely impaired memory show no plaques 
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at post mortem analysis. Second, many of the mouse models that contain mutated APP 

isolated from human FAD sufferers show memory deficits long before the plaques are 

observed in the brain [795].  Third, the distribution of Aβ-plaques in AD also does not 

appear to correlate closely with that of NFT pathology [88], and in most transgenic 

mouse models deriving form FAD kindreds, the overproduction/accumulation of Aβ 

does not lead to NFT formation or overt cell loss [42].  Forth, and perhaps most 

importantly, several therapeutics that were purported to reduce amyloid-β production 

or involve delivering antibodies targeting its aggregation into plaques, (i.e. plaque 

busting drugs), have failed in Phase III clinical testing, although many others are in 

various stages of development (see review, [778, 780]).  In addition, recent advances in 

neuroimaging techniques in vivo (such as 11C-PiB retention) have shown the presence 

of robust plaques in otherwise cognitively normal people ([796, 797].  Although it is 

possible that some of these individuals may as stated be pre-symptomatic with better 

cognitive reserve, at a minimum these findings show that the presence of plaques does 

not necessarily equate with memory deficits. These observations have led to thinking 

that perhaps the insoluble plaques do not trigger the pathological events, and may be 

benign or even protective in nature [798].  However, since plaques affect the function 

of the DMN even in elderly persons who are healthy [799], and the failure to fully 

disengage this network during goal-orientated explicit memory tasks can impact on 

performance [800, 801], it remains possible that Aβ-plaques exert an effect on memory 

via this mechanism. 

Thus, the ACH has been  modified, and now suggests that synaptic toxicity and Aβ 

neurotoxicity and may be mediated by soluble species of Aβ that have self-assembled 

into dimer, trimer and higher-order oligomers [110, 802, 803] }, or the equivalent term 

of  Aβ-derived diffusible ligands (ADDLs) [62] (see review, [407].  These oligomers are 

relatively long-lived, not converting into amyloid protein over periods of several days 

[64], and many groups have now identified a number of poorly characterized, but 

biochemically distinct forms of Aβ oligomers from brain tissue derived from transgenic 

mouse models related to FAD [804], and from human AD post-mortem brain tissue 

[805].  Studies have revealed high correlations between soluble Aβ levels and cognitive 

deficits in human AD patients [404, 405, 728, 806-809], as well as in transgenic mice 

containing  one or more of the APP mutations related to FAD [810-813].  Indeed, 

species of Aβ oligomer have been found to impair memory in transgenic APP mice in 

the absence of plaques [804].  Furthermore, it has also been shown that these 
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transgenic mice have normal memory function only when behavioural testing co-

insides with an episode of reduced Aβ oligomer formation [795].  The mechanism of 

the toxicity has been studied extensively from both the experimental and theoretical 

perspectives (see review, [65]), and include: the activation of inflammatory effects by 

interacting directly with the cell membrane [814]; induction of oxidative stress [815] 

through the formation of metal-Aβ complex [816, 817]; disruption of membrane 

receptors’ function by intimate binding [818]; formation of membrane pore [819-822] 

and alteration of ionic homeostasis across the membrane [823, 824] and modification 

of the structure of deoxyribonucleic acid (DNA) by the process of attachment [825].  

Aβ oligomers have been found to bind to synapses and exhibit significant toxicity in 

vitro and in vivo model systems (see reviews, [63-65]).  More generalized neuronal 

impacts of Aβ oligomers include mitochondrial damage, proteasome inhibition, tau 

accumulation and hyperphosphorylation, impairment of fast axonal transport, 

endoplasmic reticulum  stress, cell cycle re-entry and ultimately, cell death [65, 407].  

In addition, the ability of synthetic Aβ oligomers to mimic the structure and activity of 

brain-derived species in many if not all of these components [58, 65, 185] validates 

their use for experimentation [60].  Some of these points are considered below in 

relation to impaired synaptic plasticity and synaptic loss. 

 

Aβ ol igomer s and  Imp airment s in fun ct iona l  synaptic pla st icity  
Once bound to synapses, Aβ oligomers have been found to instigate a variety of 

pathological processes, including by interfering with functional synaptic plasticity 

processes in the hippocampus [782]. At picomolar concentrations naturally secreted 

soluble Aβ oligomers can disrupt hippocampal LTP in acute brain slices and in vivo 

they can also impair the memory of a complex learned behaviour in rats [50].  

Inhibition of LTP in acute hippocampal brain slices occurs within minutes of their 

application [62], a finding that has since been confirmed by other studies [826-828].  

As a functional form of synaptic plasticity in the hippocampus, LTP is considered by 

many to underpin the process of memory consolidation [87].  Thus, the abolition of 

LTP has long been associated with memory impairment in various animal models [87, 

829].  However, since astrocytes have been also been found to support hippocampal-

dependent memory and LTP via interleukin-1 signalling [830], it is possible that 

reactive gliosis may also disrupt LTP.  Disruption of functional plasticity by Aβ 

oligomers has been shown to include Long-term depression (LTD) of synapses, which 
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is promoted rather than inhibited [805, 831].  This is important because LTD is 

generally considered to reflect an activity-dependent reduction in the efficacy of 

neuronal synapses that can last hours or longer, following a long patterned stimulus.  

Thus, the overall impact of oligomers is depressed synaptic output.   

At a morphological level, LTP is associated with dendritic spine growth, whereas 

LTD can induce the removal of postsynaptic 2-amino-3-(3-hydroxy-5-methyl-isoxazol-

4-yl) propanoic acid  (AMPA) receptors and loss of spines (i.e. synapse pruning; see 

reviews, [832, 833]).  Thus, under normal physiological conditions synaptic 

development, maintenance, and plasticity are frequently associated with changes in 

the morphology and number of dendritic spines (see reviews, [834, 835]).  Indeed, 

dendritic spines are the major postsynaptic sites for excitatory synaptic transmission in 

the CNS, and spine re-modelling and the formation of new synapses are activity-

dependent processes that provide a structural basis for memory formation [737, 836, 

837].  Since a loss or alteration of these structures is well established in AD patients 

and forms a better indicator for cognitive impairment than Aβ-plaque burden [408, 

744, 745], it was predicted that there should be a link between Aβ oligomers and 

synaptic loss in humans as well as in mouse models related to FAD kindreds [408, 831, 

838].  This prediction has been confirmed [839], as have predictions that Aβ oligomers 

cause dysfunctional trafficking of ionotropic glutamate receptors and metabotropic 

glutamate receptors [839, 840].  The concentration of soluble Aβ oligomers has also 

been shown to predict synaptic change in AD [404], and oligomers accumulate with 

age in all the transgenic models examined so far, including mouse, rat, and 

Caenorhabditis elegans [841-844].  However, what promotes oligomer accumulation in 

SAD remains uncertain.  In addition, since numerous transgenic mouse models 

overexpressing human APP FAD mutations (sometimes in combination with FAD-

linked PSEN1 mutations), do not generally display NFT pathology or neuronal cell loss, 

the relevance of these in vitro experimental paradigms has been questioned [779].  

Nevertheless, the Aβ oligomer hypothesis remains an attractive concept because it 

resolves the issues regarding the lack of correlation among deposited plaques, tau 

pathology and neuronal loss.  However, many issues of which require clarification. 

 

1.8.1.2 Aging, Senescence and Neuroinflammation 

Aging is associated with a number of functional changes in the CNS, including 

“microglial priming”, the process whereby microglial cells undergo a status change that 



 

61 

 

involves a dysregulated immune response to peripheral immune activation that results 

in an increased inflammatory profile of the CNS [845, 846]).  In this context, microglial 

activation is often amplified and prolonged in the aged brain compared to adults, with 

the cause considered to reflect impairments in several key regulatory systems with age 

that make it more difficult to resolve microglial activation [846]. This impaired 

regulation and microglial hyper-activation following peripheral immune challenge has 

consequences, including exaggerated systemic neuroinflammation, sickness behaviour, 

depressive-like behaviour and cognitive deficits [846-849]. This probably explains why 

elderly patients exhibiting the signs of cognitive dysfunction are routinely screened for 

bladder infections, and it is also interesting that elderly patients suffering from 

pneumonia often present symptoms consistent with delirium.  Work in rodents 

suggests that aged microglia are subject to replicative senescence (loss of mitotic 

ability after repeated rounds of replication), raising the possibility that old age, and 

perhaps other factors adversely affect viability and self-renewal capacity of microglia, 

resulting in the generation of senescent and/or dysfunctional cells (see review [850].  

This may suggest that in some species at least, the brain's immune system may have a 

‘best before’ date [850].  This priming may be particularly important in the context of 

Aβ accumulation in the brain since it can exacerbate the pathological mechanisms 

associated with AD (see reviews, [851, 852]. One possibility is that microglial 

senescence may drive an over-reaction to the presence of fibular Aβ in the cellular 

environment.  Indeed, it may be the non-senescent microglia that exhibit the more 

neuroprotective side of these types of glial cell by releasing neurotropic factors and 

helping to metabolise Aβ and facilitate its removal from the brain [853, 854]. 

Aging is also associated with increased oxidative stress, something that can trigger a 

senescence program in astrocytes when faced with multiple types of stress.  Astrocytic 

senescence is characterised in vivo by the expression of Cyclin-dependent kinase 

inhibitor 2A, (CDKN2A, p16INK4A), and matrix metalloproteinase-1 (MMP-1). In order 

to determine whether senescent astrocytes appear in vivo, a recent study by Bhat et al., 

used brain tissue from aged individuals, which was then examined for the presence of 

senescent astrocytes using INK4a and MMP-1 expression as markers [855]. Compared 

with foetal tissue samples, this study also reported a significant increase in p16(INK4a)-

positive astrocytes in subjects aged between 35 to 90 years.  Furthermore, the frontal 

cortex of AD patients harboured a significantly greater burden of p16(INK4a)-positive 

astrocytes compared with either non-AD adult control subjects of similar ages or foetal 
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controls, with the p16(INK4a)-positive astrocytes correlated with increased MMP-1 p16 

[855].  However, perhaps the most exciting findings were that vitro Aβ42 triggered the 

senescence of astrocytes, driving the expression of p16(INK4a) and senescence-

associated β-galactosidase [855]. Furthermore, that these senescent astrocytes 

produced a number of inflammatory cytokines, including interleukin-6 (IL-6), which 

seemed to be regulated by p38MAPK (a mitogen-activated protein kinase that is 

responsive to stress stimuli [855].  Although astrocytes have been previously shown to 

be key players in the inflammatory response in AD by releasing pro-inflammatory 

factors, Bhat et al., have been the first to link this to astrocyte senescence and have 

proposed that an accumulation of p16(INK4a)-positive senescent astrocytes may be the 

link between increased age and risk for sporadic AD [855].  However, for this to be 

more compelling it would have to be shown that astrocyte senescence precedes the 

accumulation of brain Aβ rather than just being a consequence of it.  Furthermore, in 

aged persons who are cognitively normal but who have significant amyloid load in the 

brain it would be interesting to determine the degree of astrocytic senescence.  Given 

that cellular senescence seems to be a more general facet of aging related to 

autonomous suppression of tumorigenesis as well as a means to mobilize the systemic 

and local tissue milieu for repair [856], it is also possible that the accumulation of Aβ 

in some elderly persons increases the chances of this becoming a runaway process that 

induces a neuroinflammatory cascade that ultimately results in neuronal cell death 

and dementia. Interestingly, although patients with comorbid cancer and dementia are 

more likely to die [857], limited research suggests that dementia is associated with a 

lower rate of cancer [858].  One could speculate that in AD this may be one sign of a 

possible senescence program in overdrive.  

 

1.8.1.3 Oxidative Stress 

Although reactive oxygen species (ROS) such as peroxides and free radicals are usually 

categorized as neurotoxic molecules, and typically exert their detrimental effects via 

the oxidation of essential macromolecules such as enzymes and cytoskeletal proteins, 

they are a natural by-product of cellular oxidative metabolism, and are generated in 

the mitochondria as molecules with unpaired electrons during the process of oxidative 

phosphorylation [772]. Since the brain is a metabolically active organ exhibiting high 

oxygen consumption, it has a robust production ROS such as superoxide (O2−) [859, 

860].  Indeed, in normal physiological concentrations, ROS are known to be involved 
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in the functional changes necessary for synaptic plasticity and hence, for normal 

cognitive function [860]. Under normal physiological circumstances the amount of 

ROS produced are kept in check by an elaborate network of antioxidants [860].  

However, these defensive mechanisms can fail, leading to neuronal oxidative stress.  

Thus, the detection of cellular damage to proteins, lipids, and DNA resulting from ROS 

is by definition, indicative of oxidative stress, with indirect evidence relating to the 

increased expression of (antioxidant) molecules involved in oxidant defence, including 

heme oxygenase, superoxide dismutases, glutathione transferases and catalase [859].  

However, it is important to note that neurons displaying signs of oxidative stress may 

not necessarily be succumbing to oxidative stress, but rather, may be adapting by way 

of their oxidant defences [772]. Thus, in neurodegenerative disorders such as AD where 

oxidative stress is postulated to play a causal role, the associated mechanisms may be 

involved with maintaining a balance between oxidative stress and adaptation to this 

stress, ultimately reflecting the ability of living systems to dynamically regulate their 

defence mechanisms in response to oxidants [772].   

Oxidative stress plays a major role in a number of pathological states, and has been 

clearly established as a contributor to disease and death in ischaemia-reperfusion 

injury, as well as several neurodegenerative diseases that include AD [859].  Since the 

aging process is also associated with an increase in the adventitious production of 

ROS, together with a concurrent decrease in the ability to defend against such ROS, it 

is not surprising that many studies have established oxidative stress and its associated 

cellular damage as significant contributors to neurohistologic lesions in AD, as well as 

mediators of early-neuronal vulnerabilities that place cells at risk of death [861].  

However, in AD, there may be a number of contributory sources which further add to 

the background level of age-related ROS production and reduced defence.  Most types 

of oxidative damage noted in AD (including glycation, protein oxidation, lipid 

peroxidation, and nucleic acid oxidation), result directly or indirectly from metal-

catalysed hydroxyl radical formation. Therefore, it is not surprising that the loss of 

homeostasis of iron, copper and zinc in the brain, is accompanied by severe 

neurological consequences characterized with increased oxidative damage (see 

reviews, [862, 863]). Transition metals, such as iron and copper, can facilitate the 

generation of free radicals in vivo [864], as can manganese, zinc, and aluminium [865].  

Indeed, the altered concentrations and distributions of these metals in the AD brain is 

likely suggestive of their importance in disease pathogenesis [866].  For example, Aβ 
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has an unusually high affinity for transition metal ions, which can accelerate Aβ40 and 

Aβ42 aggregation in vitro thereby contributing to their toxicity [867-869], although 

the oxidant effects of Aβ are now considered to be mediated via its interaction with 

redox-active metals such as iron and copper because chelation of Aβ significantly 

attenuates Aβ toxicity [870].  The relevance of this mechanism to disease pathogenesis 

is usually highlighted by the association of redox active metals with Aβ-plaques in AD, 

many of which contain relatively high amounts of Fe, Cu, and Zn [794, 863, 871], as 

well as iron-storage proteins such as ferritin [872].  In addition, soluble Aβ species have 

also been found to attach with specificity to particular synapses to cause oxidative 

stress, which occurs via a mechanism involving NMDAR activation and resultant 

calcium flux [873].  However, although Aβ may initiate oxidative stress at micromolar 

doses and reduce the antioxidant defence system, there is also evidence that oxidative 

stress increases the concentration of APP and thus, potentially the formation of Aβ 

peptides [874], although not all studies confirm this [875].  Indeed, it has been 

suggested that neurons respond to oxidative stress by increasing Aβ production [876], 

an increase that is associated with a consequent reduction in oxidative stress [877, 

878].  In this context, Aβ has been shown to act as a potent antioxidant similar to 

superoxide dismutase [879, 880], effectively blunting oxidative stress in vivo [878, 881].  

In addition, nanomolar concentrations of Aβ are known to block neuronal apoptosis 

following trophic factor withdrawal [75].  These and other studies (see review, [792]), 

have reported results consistent with the view that normal physiological 

concentrations of endogenous Aβ may have a neuroprotective role.  Therefore, AD 

cases with APP mutations may lose effective antioxidant capacity due to mutation-

driven protein dysfunction, while the Aβ deposits may reflect a host response to 

oxidative imbalance and an oxidative stress [772, 794, 882].  This is consistent with Aβ 

deposits beginning to appear around the age of 40 years in FAD [878].   

Viewing endogenous Aβ as a protective response element provides a heuristically 

valid mechanism for why it is that the brains of elderly individuals when redox 

alterations are first manifest [878], can contain Aβ-deposits at loads comparable to 

most AD patients and yet remain cognitively intact [883].  Thus, while the production 

and deposition of Aβ may enable these individuals to starve off age-related redox 

imbalance, the presence of a profound and chronic redox imbalance in AD [859] may 

mean that even high levels Aβ are insufficient to negate the oxidative damage [793].  

The cause of redox imbalance in AD remains unclear [862].  However, it is interesting 
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that studies of primary neuron cultures indicate a ferroxidase activity of APP, noting 

its up-regulation in response to increased iron stores [72].  Indeed, APP seems to 

facilitate the export of iron from cells likely in an attempt to minimize potential ROS 

generation by the presence of reactive iron [884].  APP has also been reported to 

prevent the release of iron (II) from heme further reducing the toxic accumulation of 

redox-active iron [885], and exogenous iron load reportedly promotes the α-secretase 

cleavage of APP, which generates a soluble, potentially neuroprotective Aβ peptide 

[862].  Thus, in addition to a less potent antioxidant effect of Aβ, it is possible that AD 

cases with APP mutations may also lose some functional ability with respect to the 

ability of APP to reduce the toxic accumulation of redox-active iron, leading to its 

accumulation in the brain and thus the generation of ROS.  Also, it has not been 

determined whether in vivo Aβ species have differential effects on mitigating such 

oxidation (i.e. intracellular vs. extracellular), or if some FAD mutations may favour the 

production of species perhaps less adept at this antioxidant function.  

Thus, from the studies summarised above, it is evident that whether or not Aβ 

levels become detrimental in the long-term, may well depend on multiple factors, 

including the production of ROS [853], and the degree of systemic neuroinflammation 

[851]. Indeed, glial cell senescence may be a key factor in this [850, 853, 855], as high 

concentrations of soluble Aβ have been shown to be sufficient to trigger a program of 

glial senescence in some individuals [855] — a process that is further associated with 

increased pro-inflammatory signalling [855], as well as further ROS production [886, 

887].  Indeed, this could form a positive feedback loop as ROS are also known to 

trigger senescence in a wide range of cell types [888], including potentially astrocytes, 

as these cells are known to be highly sensitive to oxidative stress and develop 

senescence when faced with multiple types of stress [855].  However, it is also worth 

remembering that AD may develop even in those without significant Aβ deposition 

[705], suggesting the presence of additional Aβ–independent pathological roads to AD.  

Indeed, multiple "hits" from a variety of pathological mechanisms may be required 

before AD develops [889]. This also suggests that there may be more 

clinicopathological subtypes of AD that is currently recognised.   
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1.9 CONVERGENCE:  AD  AS  A  METABOLIC  DISORDER  

Accumulating evidence now suggests that may in many ways AD may represent a 

metabolic disorder, with pivotal roles for both brain insulin resistance and insulin 

deficiency, as mediators of cognitive impairment and neurodegeneration (see reviews, 

[890-893]).  In this respect insulin resistance and insulin deficiency may both represent 

convergent age-related factors with other co-morbid health conditions such as 

metabolic syndrome and T2D, both of which are recognised as substantial risk factors 

of developing AD [890].  This final section briefly considers the roles of insulin 

resistance and insulin deficiency in the pathogenesis of AD. 

 

1.9. 1 Insulin  Signalling in  the Periphery  and  Brain   

Insulin is nearly exclusively produced by the beta Islet cells (β-cells) of the pancreas, 

where it primarily acts as a metabolic regulatory hormone to stimulate the uptake of 

glucose by liver, muscle, and adipose tissue [242].  However, in order to achieve these 

effects, insulin and its trophic IGF, must firstly bind to their respective receptors, a 

process which results in phosphorylation and activation of intrinsic receptor tyrosine 

kinases, with the interactions between the phosphorylated receptors and insulin 

receptor substrate molecules then promoting the transmission of downstream signals 

which then affect physiological function[894].  Within most tissues glucose is stored as 

glycogen, although in adipocytes it is stored as triglycerides.  The release of insulin 

from pancreatic β-cells occurs in response to peripheral blood glucose levels detected 

through the glucose transporter-2 (GLUT-2), although GLUT-2 is not itself stimulated 

or regulated by insulin [894].  From the close links that occur among insulin receptor 

sensitivity, pancreatic β-cell activity, blood glucose levels, and glucose use by insulin-

sensitive tissues, under normal physiological conditions a classic negative feedback 

loop is formed [894].  In brief, insulin secreted by pancreatic β-cells induces a 

signalling cascade which results in the insulin-sensitive glucose transporter -4 (GLUT-

4) being translocated from the intracellular vesicles inside muscle and fat cells, to the 

plasma membrane where they become available for absorbing glucose down its 

concentration gradient into muscle and fat cells fostering the lowering of blood 

glucose levels [895].  The subsequent detection of lower levels of glucose by the β-cells 

(via insulin-insensitive GLUT-2) then results in a decreased secretion of insulin [894].  

The loss of pancreatic β-cells as in T1D or in animals treated with streptozotocin, 
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results in no or deficient insulin secretion and loss of blood glucose control 

(hypoinsulinemic, hyperglycemia) [894].  However, insulin levels are also indirectly 

affected when resistance to the normal physiological actions of insulin occurs as in 

metabolic syndrome, obesity and T2D [242].  In these scenarios, insulin is inefficient in 

activating its receptors controlling the uptake of glucose by muscle and other insulin 

sensitive tissues [894].  Although the molecular basis for this is still debated, research 

has implicated the down regulation of GLUT-4 in adipose tissue and skeletal tissue, a 

process known to cause impairments in glucose transport [894, 895].  Consequently 

therefore, blood glucose levels rise, causing the pancreatic β-cells to release more 

insulin until either glucose levels return to normal, or pancreatic insulin output 

reaches its maximum [894]. However, as mentioned earlier, if increased insulin 

secretion by the pancreas cannot overcome the insulin resistance, pre-diabetes or T2D 

usually ensues [242].  Furthermore, in chronic circumstances the near maximal output 

of insulin from pancreatic β-cells can lead to their loss, and thus, an absolute insulin 

deficiency that may require insulin replacement therapy [242]. 

Insulin and IGF enter the CNS by means of a saturable transport system at the BBB 

[896], where via the same phosphorylated-receptor cascades they subserve a variety of 

important functions, including feeding behaviour, inhibition of apoptosis, stimulation 

of neurogenesis and cell survival, metabolism, and regulation of the synaptic plasticity 

activities required for learning and memory (see reviews, [894, 897]).  Insulin and IGF-

1 receptors are widely expressed throughout the mammalian brain, and are expressed 

at particularly high levels in the hypothalamus, cerebellum, hippocampus, and cortex 

[898, 899], as well as in different cell types, including glial and neuronal cells [900]. 

Thus, signalling through insulin/IGF receptors is impaired, the structural and 

functional integrity of the CNS is compromised [894]. 

 

1.9. 2 AD  as  a  ‘Type  3  Diabetes’   

Insulin and IGF signalling pathways regulate glucose utilization, metabolism, and the 

adenosine triphosphate (ATP) synthesis needed for cellular homeostasis and dynamic 

modulation of a broad range of functions in the CNS [890].  Indeed, the first step to 

understanding AD as a metabolic disorder came with the realisation that the condition 

was associated with significant impairments in cerebral glucose hypometabolism [901-

906], which worsens as the disorder progresses [907-910], and seem to represent a 

reliable marker of disease status [800, 903, 911-915].  These findings lend strong 
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credence to the view that impairments in insulin signalling likely have important roles 

in the pathogenesis of AD [916].  Indeed, a large body of evidence now indicates that 

insulin/IGF resistance [917-922], along with impaired brain energy utilization [923-926] 

are present in AD, and in particular AD brain tissue [916, 927, 928], and likely reflect 

fundamental components of AD since they can occur in early-stage AD patients even 

in the absence of T2D [897, 929].  Insulin and IGF polypeptides along with their 

associated receptor genes are all expressed in neurons [930-932], and glial cells [933-

936], in brain regions considered to play critical roles in regulating and maintaining 

many aspects of cognitive function [894].  The highest levels of CNS expression of 

insulin and IGF polypeptides are found in the frontal cortex, hippocampus and 

hypothalamus —all structures known to be targeted by the pathological progression of 

AD [937, 938].   

Insulin resistance and insulin deficiency in AD are also associated with significant 

disruption to signalling pathways regulating neuronal survival, energy production, and 

neuroplasticity [890], as well as abnormalities in the expression of genes and activation 

of kinases regulated by insulin IGF signalling [916, 924, 927, 939, 940].  For example,  

insulin and IGF regulated genes such as choline acetyltransferase, tau, and 

glyceraldehyde-3-phosphate dehydrogenase, which mediate cholinergic/cognitive, 

neuronal cytoskeletal, and metabolic functions, were all found to be suppressed in the 

AD brain in line with Braak Stage, whereas APP, GFAP, and microglial messenger 

ribonucleic acid (mRNA) transcripts all exhibited increasing expression with  Braak 

Stage [940].  Insulin resistance mediated impairments in energy metabolism also lead 

to oxidative stress in AD, and subsequently the generation of ROS, DNA damage, and 

mitochondrial dysfunction —all of which drive pro-apoptosis, pro-inflammatory, and 

pro-APP and Aβ cascades [897].  The above effects are supported by research 

conducted with experimental animals in which brain insulin receptor expression and 

function were suppressed by intra-cerebroventricular injections of streptozotocin, 

leading to cognitive impairment and neurodegeneration with features that overlap 

with AD [941-947].  In essence, AD may be the manifestation of “Type 3 diabetes” [916, 

940] with elements of insulin resistance and insulin deficiency [897].  In AD brains, 

deficits in insulin/IGF signalling are due to the combined effects of insulin/IGF 

resistance and deficiency [948].  The insulin/IGF resistance is manifested as by reduced 

levels of insulin/IGF receptor binding and decreased responsiveness to insulin/IGF 

stimulation, while the trophic factor deficiency is associated with reduced levels of 
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insulin polypeptide and gene expression in brain and cerebrospinal fluid [890, 916, 930, 

939-941, 944].  This hypothesis is not covered in depth here as several critical reviews 

have recently been published on this topic and the reader is directed to these for 

detailed discussion [891, 948-950].  A few salient points are considered below. 

 

1.9. 3 Neuromet abolic  Coupling 

Glucose metabolism fulfils important functions in adult brain related to 

neuroenergetics, neurotransmission, energy storage, biosynthesis and oxidative 

defence [894].  Indeed, compared to the rest of the body, the brain is the most energy 

demanding organ as it requires almost double the amount of energy in order to 

function correctly [894].  However, in contrast to the periphery, glucose transport into 

the CNS and the use of glucose by the majority of cells within the brain appears to be 

largely independent of insulin action in humans [894]. Insulin-insensitive GLUT-1 is 

the primary means by which glucose enters the brain across the BBB; it conveys about 

50 times more glucose into the CNS than would otherwise enter [951].  However, 

glucose transport across the BBB is saturable but not active (i.e. is not energy 

dependant), rather, GLUT-1 is a facilitated diffusion system that bi-directionally 

transports glucose from the region of highest concentration to the region of lowest 

concentration [894].  Under normal physiological conditions glucose levels are roughly 

twice as high in blood as in brain interstitial and cerebrospinal fluids, thus driving 

glucose into the brain from the blood plasma [894].  In studies in which glucose levels 

are raised in the CNS (or isotopes of glucose are introduced into the CNS), the brain-

to-blood efflux of glucose (which also occurs via GLUT1) can be demonstrated by the 

fact that any glucose not used by the CNS is returned to the blood [952].  For this 

reason glucose accumulation in the brain matches glucose use by the brain. Thus, the 

uptake, retention, and metabolism of glucose are nearly synonymous measures of CNS 

metabolic rate when glucose probes such as FDG-PET are taken up by the brain [894].  

Glycogen synthase is the only enzyme able to synthesize glycogen (the main storage 

form of glucose in the body). Muscle glycogen synthase (MGS) is expressed in most 

tissues including brain tissue [953], and phosphorylation by several kinases, including 

glycogen synthase kinase 3 (GSK3) induces the inactivation of the enzyme [954]. 

Glucose 6-phosphatase (G6Pase) is an enzyme that hydrolyses glucose-6-phosphate 

resulting in the creation of a phosphate group and free glucose.  In the periphery high 

levels of G6P allosterically activate MGS even when the enzyme is phosphorylated, this 
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being the primary mechanism by which insulin promotes glycogen accumulation in 

skeletal muscle [955].  However, due to the neuronal version of MGS being kept in an 

inactive state only astrocytes are able to store glucose in the form of glycogen in the 

healthy CNS [956].  This is important because only astrocytes can metabolise glycogen 

via aerobic glycolysis into lactate [956-958], the latter of which is believed to be the 

principal oxidative energy substrate used by cortical neurons to sustain their activity 

[959, 960], although this has been hotly debated [961, 962].  According to the 

Astrocyte-Neuron Lactate Shuttle hypothesis, glutamate overspill at tripartite synapses 

stimulates the process of aerobic glycolysis in astrocytes via the sodium-coupled 

reuptake of glutamate and ensuing activation of the Na+/K(+)-ATPase which triggers 

the uptake of glucose via GLUT1 [963], and the subsequent production and release of 

lactate (see reviews, [964, 965]). The main source of glucose for glycolysis is 

extracellular [959], although endogenous glycogen may serve as a transient source of 

glucose [965].  Lactate is exported to neurons where it is taken up by the proton-linked 

membrane carrier monocarboxylate transporter 4 (MCT4) [966], and subsequently 

used to generate the ATP necessary for synaptic activity [957, 967].   

Measures of glucose levels in extracellular fluid in the rat hippocampus during 

memory tests reveal that glucose levels are dynamic, decreasing in response to memory 

tasks and loads; exogenous glucose blocks these decreases and enhances memory (as  

reviewed in [968]).  Indeed, neural-glia metabolic coupling is known to undergo 

various plastic adaptations in parallel with the adaptive mechanisms that characterize 

synaptic plasticity. Spatial learning and working memory in rats increases the number 

of astrocytes [969, 970], and distinct sub-regions of the hippocampus are metabolically 

active at different time points during spatial learning tasks, suggesting that a type of 

metabolic plasticity (involving by definition, neuron-glia coupling), occurs during 

learning [971].  New learning initiates a cascade of events in the brain that can lead to 

short-term and long-term memories [972]. While short-term memories require post-

translational modifications to existing proteins, the consolidation of long-term 

memories depends upon the activation of a gene cascade and downstream structural 

modifications in neurons that enable them to store the acquired information [973-975].  

This includes the activation of cyclic adenosine monophosphate (cAMP) response 

element binding protein” (CREB) [972, 974, 976] as well as the translation at activated 

synapses of the immediate early gene activity-regulated cytoskeletal protein (ARC) 

[977-981].  ARC is believed to play a key role in actin cytoskeletal dynamics as well as 
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regulation of the membrane excitability via expression of AMPA receptors (see review, 

[982]).  Furthermore, LTP and memory are also accompanied by synaptic structural 

changes associated with the phosphorylation of the p21-activated kinase-cofilin 

cascade involved in F-actin dynamics in dendritic spines [983-985], as well as the 

promotion of cytoskeleton assembly, and regulation of spine morphology [985-987].  

Thus, LTM formation would appear to have a high metabolic demand within the 

underlying active neuronal network, much of which is critically dependent on the 

import of lactate into neurons [988].  Indeed, the organization of astrocytes in non-

overlapping spatial domains indicates that they are uniquely positioned to shape the 

spatial distribution of the vascular responses that are evoked by neural activity (see 

review, [989]), and thus define the local availability of energy substrates by co-

ordinating local blood flow with neuronal activity [990],  a process that helps support 

neuronal functions [991].  However, this process also requires glucose and lactate to 

reach distal brain regions, a process accomplished via the astrocytic uptake of these 

energy substrates and their subsequent distribution and release through the astrocytic 

network via gap junctions (proteins CX30 and CX43) [992].  This process appears to be 

modulated by glutamatergic synaptic activity and AMPA receptors [992].  Indeed, the 

transfer of these energy substrates via this mechanism is able to sustain synaptic 

activity in the absence of extracellular glucose [992], suggesting an activity-dependent 

intracellular pathway for the delivery of energetic metabolites from blood vessels to 

distal neurons (see review, [968]).  Cumulatively these data suggest that glial metabolic 

plasticity is likely concomitant with synaptic plasticity [964, 965], and that astrocytes 

play a central role in coupling synaptic activity to glucose utilization, a central 

physiological principle of brain function that provides a heuristically valid framework 

for experimental studies utilising FDG-PET [965, 993]. 

 

1.9.3.1 Metabolic Impairment in AD 

AD is associated with cortical metabolic deficits and, in particular, significant 

impairments in cerebral glucose hypometabolism (as assessed via FDG-PET) [901-906]. 

Furthermore, the cortical hypometabolism becomes worse as the disorder progresses 

[907-910], and involves regions of the brain associated with the DMN, including the 

posterior cingulate, precuneus, parietal, temporal, and prefrontal brain regions [907, 

994-999].  Regions comprising the hypothetical DMN are normally active during rest 

and tasks with low cognitive demand, but otherwise deactivated [1000].  Functional 
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changes in the DMN correlate with  measures of cognitive performance [1001], and in 

AD, glucose hypometabolism in these regions represents a reliable marker of disease 

status [800, 903, 911-915].  Although one explanation for FDG hypometabolic patterns 

in AD patients reflects neuronal cell loss, the detection of these hypometabolic 

patterns in at-risk persons decades before clinical symptoms of dementia are evident 

[915, 1002, 1003] means that cell loss per se cannot be the root cause [1004].  

Furthermore, in a MRI and FDG-PET study of asymptomatic individuals carrying 

mutations in the PSN1 gene for EOFAD, and normal matched controls, Mosconi et al 

[1005] reported extensive reductions in cortical glucose metabolism in the pre-

symptomatic individuals in the absence of structural brain atrophy, again suggesting 

that cell loss is not a major contributor to low FDG-PET signals.  Indeed, many studies 

have found that cortical glucose hypometabolism accurately predicts subsequent 

decline in MCI, and conversion to AD [915, 1006-1008].  For example, one recent study 

by Toussaint et al [1008], using a large cohort of normal elderly controls, aMCI 

patients, and patients with AD, reported that FDG-PET hypometabolic patterns in 

DMN regions strongly influenced the specificity of the discrimination between 

different stages of AD, progression to MCI, and conversion to AD. These findings are 

consistent with research showing that regional brain hypometabolism is likely a 

consequence of cortical disconnection, the early stages of which can occur in at-risk 

individual’s decades before clinical symptoms of dementia are evident [681, 682, 1009]. 

In addition, although most studies have concluded that APOEƐ4 is not a major factor 

in the magnitude of cortical hypometabolism [1010-1012], a recent study has suggested 

that the E4 allele may be associated with a more global impairment glucose 

metabolism [1013].   

 

1.9.3.2 Amyloid Deposition and Cortical Glucose Metabolism 

The spatial relationship between amyloid deposition and impairments in cortical 

glucose metabolism are not completely understood.  Several studies have shown an 

anatomical overlap between amyloid deposition and glucose metabolism in parieto-

temporal, posterior cingulate and precuneus regions in AD, indicating and early 

metabolic vulnerability in amyloid plaque enriched brain regions [1014-1016]. By 

contrast, amyloid deposition in the frontal cortex, striatum and the thalamus has been 

reported to coincide with relatively spared metabolism [1015].  This suggests that 

metabolic dysfunction may not be driven by amyloid deposition in all brain regions 
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implicated in AD.  Studies have also reported divergent findings with respect to 

associations between amyloid deposition and cortical metabolic dysfunction across 

clinical subtypes. For example, it has previously been shown that patients with EOAD 

show differently distributed glucose hypometabolism in the absence of a regionally 

specific pattern of amyloid deposition [1017].  Furthermore, a recent study by Lehmann 

et al [1018], of EOAD participants and those with other forms of atypical EOAD, has 

reported that hypometabolism patterns differed across AD variants (reflecting 

involvement of specific functional networks), whereas the amyloid patterns were 

generally diffuse and similar across variants. Furthermore, when compared with 

patients with typical AD, one study found that despite similar distributions of PiB 

retention in posterior cortical atrophy, these patients showed reduced FDG uptake in 

occipitotemporal regions suggesting that metabolic impairment rather than Aβ-plaque 

deposition drove the clinical presentation in these patients [1019].  However, a recent 

study by Ossenkoppele et al [1020], of 100 patients with AD and 20 healthy controls, 

reported an increase in amyloid burden via PET-PiB and modest metabolic dysfunction 

in the parietal cortex (FDG-PET) of younger patients with AD.  Parietal amyloid load in 

this study was also found to be related to visuo-spatial functioning in younger patients, 

whilst metabolic impairment in the parietal cortex of patients was related not only to 

visuo-spatial skills, executive function, and attention [1020]. By contrast, in older 

patients, memory performance was associated with metabolic activity in the posterior 

cingulate, suggesting that clinical differences between younger and older patients with 

AD are related not only to topographical differentiation in downstream processes (i.e. 

metabolic dysfunction), but may also originate from distinctive distributions of Aβ 

accumulation [1020].  These findings are consistent with a previous study in non-

demented elderly human subjects which also concluded that traceable Aβ deposition 

in the brain plays an important role in occurrence of neuronal dis-coordination in 

DMN and poor WM [1021].  However, this study found no correlation between DMN 

dis-coordination and glucose hypometabolism [1021].  

Discrepancies between the above studies may reflect differences in cohort 

characterization, sample sizes, or the use of different methods for analysing PiB-PET 

data.  However, the lack of correlation between amyloid deposition and cortical 

glucose metabolism in many studies suggests that fibrillar Aβ deposition may only 

account for a fraction of the clinico-anatomic heterogeneity in AD [1018].  This further 

suggests that processes other than fibrillar Aβ account for the region-specific 
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metabolic impairment in AD [1017].  Among the prime candidates in this regard are 

soluble Aβ oligomers, as cell culture studies have shown Aβ oligomers to impair energy 

metabolism in the brain by decreasing neuronal ATP levels and triggering hexokinase 

(HKI) detachment from mitochondria, thereby decreasing HKI activity in cortical 

neurons [1022].  Indeed, since HKI is a glycolytic enzyme that plays an important role 

in reducing mitochondrial ROS generation and apoptosis in neurons (and other cell 

types) [1023-1025].  Thus, Aβ could induce cortical metabolic function and cell death 

via increased oxidative stress [1022].  This could induce glial senescence, and more 

speculatively, perturb the normal function of astrocytes in meeting the energetic 

demands of neurons.  Indeed, recent research suggests that Aβ does cause alterations 

of astrocytic metabolic phenotype, where they have been shown to impact on neuronal 

viability [1026].  However, observations from other neuroimaging studies show 

conversion to AD in individuals who do not have significant Aβ deposition, but who do 

have cortical glucose hypometabolism [705], suggesting other Aβ-independent 

mechanisms may be responsible.   

 

1.9.3.3 Insulin Resistance and Metabolic Dysfunction in AD 

CNS insulin receptors diverge from their peripheral counterparts both in structure and 

function [1027, 1028].  For example, neuronal insulin receptors are not considered to be 

involved with glucose metabolism [1029], although some research suggests that insulin 

stimulation may lead to a 15% increase in the uptake brain glucose in humans probably 

via an astrocyte-dependent mechanism [1030].  Indeed, using cell cultures containing 

Normal Human Astrocytes (basically human astrocytes which do not derive form 

pathological tissue), Heni et al., have recently shown that human astrocytes are 

insulin-responsive at the molecular level, expressing key proteins for insulin signalling, 

including the insulin receptor β-subunit, insulin receptor substrat-1, protein kinase B, 

and GSK- 3 [1031].  However, whilst Heni et al., reported gliogenesis and cell growth to 

be dose-dependent insulin phenomena in human astrocytes [1031] (a finding consistent 

with a previous study using cell cultures of rodent astrocytes [1032]), neither increased 

glucose uptake, nor lactate secretion appeared to depend on insulin stimulation [1031].  

However, findings from rodent astrocyte-enriched cultures [1033, 1034], and some 

human clinical studies [1030] have produces inconsistent results with respect to the 

role of insulin stimulation in mediating glucose uptake and lactate secretion.  

Nevertheless, in line with previous findings [1034, 1035], Heni et al., did report that the 
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process of glycogenesis was insulin-dependent in human astrocytes in a manner 

similar to other glycogen-storing cell types [1031]. In aggregate, these results are 

consistent with the view that gliogenesis and glycogenesis are insulin dependent 

phenomena in human and rodent brain tissue, although there may be species 

differences with respect to the process of brain glucose uptake and lactate secretion.  

Together with the fact that fundamental differences between rodent and human 

astrocytes have been reported [1036], it is possible that these differences may explain 

some of the general variation between mice and men [1036].  Nevertheless, although 

speculative, insulin resistance or insulin deficiency may still impact upon the process 

of neuro-metabolic coupling in humans if astrocytic glycogenesis is impaired.  

Furthermore, the increased proliferation of astrocytes seen with higher insulin levels 

may suggest that those with hyperinsulinaemia could have greater numbers of 

astrocytes [1031], although this has not currently been verified.  However, given the 

drop in responsiveness to normal physiological levels of insulin in other bodily tissues, 

it is perhaps more likely that insulin deficiency or insulin resistance results in fewer 

astrocytes (or greater numbers of senescent astrocytes). Although not directly relevant 

to this thesis, astrocyte senescence would be worth further investigation as differences 

in cerebral functions between lean and obese persons has been reported in the 

literature [1037], and could represent an additional cause of cortical hypometabolism 

in at-risk and early-stage AD patients. 

 

1.9. 4 An ti-apo pto tic  Mechan isms  and  Neurogenesis  

Apoptotic mechanisms inhibited by insulin/IGF stimulation include the ‘inhibitor of 

Bcl-2’ (BAD), Forkhead Box O (FoxO), GSK-3β, and nuclear factor kappa B (NF-κB) 

[894]. Wnt proteins form a family of highly conserved secreted glycoproteins that act 

as regulatory signalling molecules for cell-to-cell interactions during developmental 

embryogenesis, as well as in the adult brain, experience-dependent synaptic plasticity 

[1038, 1039] via the regulation of acetylcholine receptor translocation to synapses 

[1039]. Wnt proteins bind to receptors of the ‘Frizzled’ and ‘lipoprotein receptor-

related protein’ (LRP) families on the cell surface;  via several cytoplasmic relay 

components these proteins activate beta-catenin (β-catenin), which then enters the 

cell nucleus and forms a complex with T-cell factor 1 to activate transcription of Wnt 

target genes [1040].  In the absence of Wnt proteins these target genes remain silent 

[1040].  GSK-3β is known to regulate Wnt signalling by phosphorylating β-catenin 
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thereby targeting it for ubiquitin and/or proteosome-mediated degradation [1040]. 

Both insulin and IGF-1 have equal potential to inhibit apoptosis in cells that are 

normally responsive to either IGF-I or insulin [1041].  Insulin/IGF resistance and/or 

deficiency of these, has been hypothesised to impact these functions in AD [897].  

 

1.9.4.1 IGF-1 resistance and Neurogenesis 

IGF-1 signalling is crucial for normal brain development, as well as the proliferation, 

survival, and differentiation of each of the major neural lineages, neurons, 

oligodendrocytes, and astrocytes, as well as possibly neural stem cells [1042].  

Moreover, IGF promotes the function of fibroblast growth factor 2 (FGF2), which has 

an important role in maintaining neural stem cells in the undifferentiated state; it also 

plays a major role in activating the stem proliferation [1043-1047].  The sub-granular 

zone (SGZ) of the hippocampal DG, and sub-ventricular zone (SVZ) of the lateral 

ventricles, are two of the few brain regions that display regular neurogenesis 

throughout life [1048]. Whereas in the SGZ, stem cells differentiate into hippocampal 

DG granule cells, in the SVZ of the lateral ventricles the newly produced neurons 

migrate through the rostral migratory stream to the olfactory bulb where they become 

interneurons (see reviews, [1049, 1050]).  Neuronal differentiation is initiated when the 

NeuroD1 gene is activated by paracrine Wnt3 produced by astrocytes [1051-1053].  

NeuroD1 is a transcriptional factor that directly activates the insulin gene [1054-1056], 

and neuroD1-gene-deficient mice are known to lack the hippocampal DG region — a 

phenotype which causes a fatal functional impairment of the nervous system [1056, 

1057]. Neonatal DT1 has been linked to homozygous mutations in the NeuroD1 gene as 

well as neurological abnormalities that included cerebellar hypoplasia, learning 

difficulties, sensory-neural deafness, and visual impairment [1058].  

 In aggregate, the above findings indicate a critical role of NeuroD1 in both the 

endocrine pancreas, and the CNS [894]. Although the initial claim in the 1960s that 

new neurons are critical for learning and memory [1059] is still controversial, 

subsequent analyses at the cellular, circuitry, system and behavioural levels over recent 

years has generated mounting evidence in favour of adult-born neurons providing a 

critical role in hippocampal and olfactory bulb functions (see reviews, [1060, 1061]). 

Indeed, from a functional point of view, hippocampal neurogenesis is considered to 

play an important role in structural plasticity and network maintenance with the 
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adult-born neurons likely delivering a unique processing capacity to pre-existing 

circuitry as opposed to merely replacing dying granule cells [1050].  

 

1.9.4.2 Negative regulators of neurogenesis  

As a biological process, neurogenesis is dynamically modulated by various 

physiological, pathological and pharmacological stimuli [1049, 1050].  Neurogenesis in 

the brain decreases with age (see review, [1062]), an effect that likely reflects an age-

related decrease in Wnt3 protein and the number of Wnt3-secreting astrocytes [1053].  

This suggests that the regulation of paracrine factors (or growth and differentiation 

factors), play a critical role in aging and neurogenesis [1053, 1062].  However, research 

in animals suggests that exercise may rescue impaired neurogenesis in the 

hippocampus of aged mice by increasing the de novo expression of Wnt3 [1053]. Other 

factors which serve as negative regulators of adult neurogenesis in the brain, and 

hippocampus in particular, include inflammation induced by injuries, 

neurodegenerative diseases and irradiation [1063], and insulin resistance [894].  

Indeed, the hippocampus contains substantial amounts of immunoreactive insulin and 

insulin receptors [1064], while hippocampal neurons have been shown to release 

insulin under depolarizing conditions which then participates in memory processing 

through activation through its tyrosine kinase activity receptor (Tyr) kinase activity 

[899]. However, whilst insulin receptor-defective mice have been reported to develop 

cognitive impairments [1065], brain/neuron-specific insulin receptor knockout 

(NIRKO) mice have been reported to exhibit intact learning and memory despite a 

complete loss of insulin-mediated activation of phosphatidylinositol 3-kinase (PI3K), a 

loss of inhibition of neuronal apoptosis [1066], markedly severe neuronal insulin 

resistance, and reduced phosphorylation of Akt and GSK3β that leads to substantially 

increased phosphorylation of protein Tau [1066]. Nevertheless,  whilst NIRKO mice 

develop an impaired sympathoadrenal response to hypoglycaemia [1067], these mice 

retain roughly 5% of their brain insulin receptor protein, with IGF-1 receptors 

unaffected [1066].  Furthermore, the insulin receptor and insulin-like IGF-1 receptor 

are structurally similar, with both found at the cell surface as heterotetramers that 

once activated, can phosphorylate and/or interact with the same intracellular protein 

substrates (including members of the insulin receptor substrate family) to activate 

many of the same downstream signalling molecules (including phosphatidylinositol 3-

kinase PI3K) [1068, 1069].  Thus, it is possible that NIRKO mice are not IGF-1 resistant, 
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and that intact signalling through the IGF-1 receptor is able to functionally compensate 

for the loss of neuronal insulin receptors in this model.   

Research in insulin-deficient rodents with streptozotocin (STZ) induced diabetes 

typically display learning and memory deficits [1070-1072], as well as impaired cell 

proliferation in the adult hippocampal DG [1073] due to a glucocorticoid-mediated 

mechanism [1074].  Indeed, glucocorticoids such as cortisol are increasingly recognized 

as having an important role in the pathophysiology of insulin resistance [1075-1079], 

and are associated with memory impairment in many AD patients [1080], as well as 

being predictive of hippocampal atrophy and memory deficits in AD patients [1081], 

and aged persons [1082].  Glucose tolerance also progressively declines with age in 

humans and is often accompanied by insulin resistance and a high prevalence of T2D 

[1083].  Indeed, glucose intolerance correlates with learning and memory deficits as 

well reduced vigilance and attention [1084], and numerous longitudinal studies have 

confirmed an association between T2D and cognitive impairment [1071, 1085], 

particularly in old age [1086, 1087] where it serves as a risk factor for AD [1088]. 

However, whilst T1D is also associated with cognitive impairments in humans, at least 

one longitudinal study of patients with T1D has failed to find substantial evidence of 

long-term declines in cognitive function despite relatively high rates of recurrent 

severe hypoglycaemia [1089].  However, given the fact that AD and T2D are also 

associated with insulin/IGF resistance [897], raised cortisol levels [897, 1090], and 

aberrant inflammation [752, 1091], it is perhaps not surprising that altered hippocampal 

DG neurogenesis has been reported in both conditions [897, 1092]). Indeed, 

dysfunctional neurogenesis resulting from subtle disease manifestations likely 

exacerbates early neuronal vulnerability to pathological processes common to AD 

[1092].  On the other hand, enhanced neurogenesis has been linked to environmental 

stimuli, physical activity, trophic factors and some cytokines — all of which may 

represent a compensatory response and thus, an endogenous brain repair mechanism 

[1092].  Whilst these factors can potentially enhance cell proliferation in the early 

stages of neurodegeneration, research conducted in animals has suggested that 

survival of newly generated neurons is progressively impaired in AD as pathological 

processes continue [1093]. 
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1.9. 5 Ro le  of  Insu lin  in  Plasticity  Processes  

Insulin acts as a neuropeptide in the brain to regulate food intake, body weight, mood, 

cognitive function, memory, neuronal survival and synaptic plasticity [1094, 1095].  

Indeed, the intranasal insulin administration has been associated with a number of 

positive effects on the brain, including improving learning and memory (particularly 

verbal memory), mood stabilizing effects in patients with AD and healthy volunteers 

[1096-1099].  The effect on memory in human AD patients [1100], and healthy males 

[1101] is also independent of changes in peripheral glucose levels.  The positive effect of 

intranasal insulin administration on learning and memory has also been observed in 

diabetic and non-diabetic mice [1102, 1103].  Indeed, insulin signalling in the limbic 

system and hypothalamus has also been shown to be particularly important for spatial 

memory in rats [899, 1104, 1105].  

The effects of insulin on cognition (particularly learning and memory) has also been 

supported by animal studies which show that insulin modulates the concentrations of 

neurotransmitters crucial for synaptic plasticity in the brain, promoting both 

excitatory glutamatergic and inhibitory transmissions mediated by gamma-

aminobutyric acid (GABA)’ [1106, 1107], as well as acetylcholine [1108].  In addition, cell 

culture research conducted in neurons and Xenopus oocytes expressing recombinant 

NMDARs, suggests that insulin potentiates NMDARs via delivery of new channels to 

the plasma membrane [1109].  Because insulin and insulin receptors are localized to 

glutamatergic synapses in the hippocampus, this suggests that insulin-regulated 

trafficking of NMDARs may play a role in synaptic transmission and plasticity, 

including LTP [1109].  Indeed, this is consistent with research showing that insulin 

enhances NMDAR-mediated synaptic transmission at hippocampal CA1 synapses [1110], 

as well as the regulation of AMPA receptor endocytosis to cause LTD of excitatory 

synaptic transmission in the hippocampus and cerebellum [1111-1113].  Recent research 

has also shown that neurons and synaptic plasticity in the hippocampus of mice 

lacking the insulin receptor substrate protein 2 (IRS-2) exhibit significant deficits in 

NMDA receptor-dependent synaptic plasticity [1114], and cumulatively these results 

suggest viable mechanisms for the underling memory and learning deficits associated 

with impairments in neuronal insulin signalling.  Other research indicates that insulin 

may also play a regulatory role in the synthesis of the norepinephrine transporter, 

thereby modulating activity in CNS noradrenergic pathways [1115].  Clearly, in addition 
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to Aβ levels, insulin resistance and insulin deficiency have the potential to contribute 

to the further disrupt plasticity processes in the AD brain [891, 897]. 

 

1.9. 6 Tau  and  Aβ Pathology  

Tau is inappropriately hyperphosphorylated in AD by several proline-directed kinases, 

(including GSK-3β) [88], as well as increased activation of cyclin-dependent kinase 5 

[1116]  and c-Abl kinases [1117], leading to its misfolding and self-aggregation into the 

paired helical filaments found in NFTs, dystrophic neurites, and neuropil threads [1118].  

Furthermore, besides fibrillar tau, pre-fibrillar tau (tau oligomers) can also aggregate 

[720], where in a similar manner to Aβ oligomers they contribute to 

neurodegeneration by causing synaptic and loss and neuronal death [719].   Combined 

with a dysfunctional ubiquitin-proteasome system [1119], the inflammation-driven 

process of ubiquitination of hyper-phosphorylated tau [1120] further causes its fibrillar 

accumulation, oxidative stress, and ROS generation —all of which promote neuronal 

apoptosis, mitochondrial dysfunction, and necrosis in AD [1121].  Since tau gene 

expression and phosphorylation are normally regulated by insulin and IGF stimulation 

in the brain [1122, 1123], impaired tau gene expression due to reduced insulin and IGF 

signalling [1124] and insulin deficiency (i.e. effective trophic factor withdrawal),  has a 

number of pathological consequences in AD that include a failure to generate 

sufficient quantities of normal soluble tau protein (i.e. it accumulates as hyper-

phosphorylated insoluble fibular tau instead), and attendant exacerbation of 

cytoskeletal collapse, neurite retraction, and synaptic disconnection [897].   

Insulin resistance mediated impairments in energy metabolism have been linked to 

oxidative stress in AD and subsequently, the generation of ROS, DNA damage, and 

mitochondrial dysfunction, since all of these drive pro-apoptosis, pro-inflammatory, 

and pro-APP and Aβ cascades [897].  The concept that brain insulin resistance (with 

attendant oxidative stress and neuro-inflammation), promotes Aβ accumulation and 

toxicity is supported by experimental data [897].  For example, it is known that insulin 

stimulation normally accelerates the trafficking of Aβ from its point of origin at the 

trans-Golgi network to the plasma membrane, where insulin then stimulates its 

extracellular secretion [1125] and degradation by its IDE [1126, 1127].  Central insulin 

resistance/deficiency could in principle collapse this insulin-dependent means of 

degrading monomeric Aβ, allowing it to accumulate in the brain and oligomerise 

[1128].  Indeed, along with insulin/IGF and their concordant receptors [897], neuronal 
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IDE expression in post-mortem tissue obtained from AD are found to be reduced in 

the hippocampus [116, 117], and animal research conducted in transgenic mouse models 

containing APP mutations associated with FAD, has indicated reduced expression of 

IDE in the hippocampus due to raised glucocorticoid levels, and associated  increase in 

Aβ levels [1129].  This is further supported by additional animal research which has also 

shown that IDE responds to Aβ accumulation in the brain [113], and mice with a 

homozygous deletion of IDE have elevated endogenous brain Aβ [114, 115].  However, 

whilst in the cortex IDE protein levels normally diminish with of age, paradoxically 

cortical IDE expression in AD brain tissue is found to be elevated [118], although 

longitudinal studies have not been conducted in this respect.  These differential results 

for IDE in AD remain unexplained.  However, whilst it is evident that insulin-

independent factors are  involved in the expression of IDE in the cortex, IDE 

expression itself may not be optimal in its capacity to degrade extracellular oligomeric 

Aβ [109], particularly if the oligomers form via intracellular pathways [64, 66].  More 

speculatively, it may also be the case that the increased IDE expression in the AD brain 

is a reflection of something akin to "IDE-resistance", where like T2D, higher IDE levels 

reflect a physiological rebalancing mechanism to bring escalating levels of Aβ back 

within an acceptable range.  Indeed, rising Aβ levels may themselves reflect a similar 

phenomenon in some PiB+ persons, where the "Aβ-resistance" may reflect gene 

polymorphisms that result in reduced antioxidant capacity of the peptide in the face of 

early redox imbalance and oxidative stress.  Furthermore, in some individuals who 

perhaps exhibit early glial senescence, the raised Aβ levels may be sufficient to cause 

central insulin resistance and thus the development of AD [897] (see next section). 

Conversely, it may also be the case that some PiB+ persons who do not develop AD are 

just simply ‘resistant’ to the detrimental effects of chronically high concentrations of 

Aβ [1130].  Again, although not directly relevant to the experiments detailed in chapters 

3 and 4 of this thesis, it would be interesting to see if glial senescence is one of the 

factors which differ between PiB+ and PiB- phenotypes. 

 

1.9. 7 C auses  o f in sulin  Resistance/ Deficienc y  in  AD 

Although the cause of cerebral insulin/IGF resistance in AD remains unclear, they 

likely reflect various mechanisms, none of which are likely to be mutually exclusive.  

Here I will mention two of the main factors which are considered to have a role in the 

induction of insulin resistance in AD, T2D and soluble Aβ oligomers. 
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Peripheral insulin/IGF resistance are defining features of T2D [242, 1131, 1132], as well  

as many cases of AD [890].  However, although these two diseases share some clinical 

and biochemical features suggestive common pathogenic mechanisms [1133, 1134], the 

correlation between T2D and AD [246, 1135] has yielded paradoxical results as not all 

studies have confirmed the association (e.g. [249]).  Whilst this may possibly reflect co-

morbid factors such as cerebrovascular complications and APOE genotypes [1136, 1137], 

findings in human post-mortem studies have also reported no significant increase in 

AD diagnosis among diabetics [1138], nor any significant differences in the densities of 

Aβ-plaques and NFT pathology in subjects with T2D compared with normal aged 

controls although peripheral insulin resistance is more common in AD than with 

normal aging [1139].  Thus, although diabetes is a risk factor for AD and other dementia 

T2D, these results indicate that in isolation T2D is unlikely to cause AD [897].  

However, experimental mouse and rat models of chronic high fat diet feeding and diet 

induced obesity with associated T2D, do exhibit deficits in spatial learning and 

memory [1140, 1141].  However, whilst experimental obesity with T2D also causes mild 

brain atrophy with brain insulin resistance, neuro-inflammation, oxidative stress, and 

deficits in cholinergic function [1142, 1143], an important qualifier about these studies is 

that the associated brain abnormalities were typically modest in severity, and devoid of 

NFTs [897]. Therefore, observations both in humans and experimental models suggest 

that while obesity or T2D can be associated with cognitive impairment, mild brain 

atrophy, and a number of AD-type biochemical and molecular abnormalities in brain, 

(including insulin resistance and oxidative stress), they support the contention that in 

isolation they do not cause significant AD pathology [897].  Indeed, research 

conducted in transgenic mouse models of APP mice suggests that diet-induced insulin 

resistance likely promotes and aggravates a range of pre-existing pathologies linked to 

AD, including amyloidosis and neuroinflammation [1144-1148].  One mechanism by 

which brain insulin resistance, oxidative stress, neuro-inflammation, and cell death 

can be generated in AD is via disruption of the liver-brain axis, which in T2D can 

involve the transfer of toxic lipids (including ceramides) across the BBB [890, 948].   

 

1.9.7.1 Aβ oligomers as a Cause of Insulin Resistance 

Current evidence also suggests a role for the abnormal interplay between soluble Aβ 

oligomers and insulin signalling in the brain.  Soluble Aβ oligomers inhibit insulin 

signalling [1149], and aside from their effect on plasticity and deterioration of synapse 
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function, composition, and structure leading to their loss [65].  A recent study by Zhao 

et al [1150] using mature cultures of hippocampal neurons has also reported that 

extracellular Aβ oligomers bound specifically to dendrites, leading to neuronal 

oxidative stress and a rapid but substantial loss of neuronal surface insulin receptors.  

Although the impact on IGF-1 receptors was not assessed in this study, removal of 

dendritic insulin receptors  was associated with increased receptor immunoreactivity 

in the cell body, indicating the ectopic redistribution of receptors and subsequently a 

muted neuronal response to insulin (as measured by evoked insulin receptor tyrosine 

autophosphorylation) [1150].   

A subsequent study by De Felice et al., [1151] using mature cultures of hippocampal 

neurons, has reported that soluble Aβ oligomers bind to synaptic sites on the dendrites 

of neurons, causing oxidative stress, and the removal of insulin receptors.  

Furthermore, that the down regulation of plasma membrane insulin receptors via a 

mechanism sensitive to calcium calmodulin-dependent kinase II (CaMKII) and casein 

kinase II (CK2) inhibition, occurred prior to the Aβ-mediated loss of dendritic spines 

[1151].  However, most importantly this study also showed that insulin prevented these 

effects; moreover, that rosiglitazone (an insulin-sensitizing drug used to ameliorate 

insulin resistance in T2D patients), enhanced the protective effects of insulin by 

preventing the loss of insulin receptors from dendritic plasma membranes, and thus 

the loss of synapses [1151]. Although the molecular identity of the synaptic binding sites 

for Aβ oligomers remain to be determined, they did not bind directly to insulin 

receptors in this study, nor did they compete with insulin for binding to insulin 

receptors [891, 1151].  Moreover, since insulin failed to block the binding of Aβ 

oligomers to dendrites in the presence of the insulin receptor tyrosine kinase inhibitor 

AG1024, it indicates an insulin signalling–dependent mechanism [1151].  Indeed, aside 

from its possible impact on causing the internalisation of insulin receptors (which 

within normal physiological limits may well be a natural regulatory mechanism), Aβ 

oligomers may also modulate other membrane proteins, including NMDAR by 

reducing their cell surface density [1152, 1153],  and thus by implication their 

participation in nominal neuronal communication [891].  Therefore, it is plausible that 

Aβ oligomers may interact with specific (but so far undetermined) membrane-bound 

protein complexes that contain these receptors, which are then internalized via an 

unknown mechanism [891].  At the very least, the neuroprotective effect of 

rosiglitazone in the De Felice et al. study indicates that it requires specific membrane 
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protein components as well as insulin receptor-mediated intracellular signalling events 

[1151].  Recent research using cultured primary cortical rat neurons also suggests that 

rosiglitazone increases dendritic spine density and rescues spine loss caused by 

APOEƐ4 in primary cortical neurons [1154].  Although the above findings were reported 

after the experimental work for this thesis was conducted, they do support the rational 

for the use of insulin sensitizers in ameliorating components of AD pathology in 

preclinical mouse studies. This will be discussed further in section 1.9.8. 

Two major conclusions can be drawn from the above studies. First, that the early 

neuronal damage in AD associated with Aβ oligomers may in part be triggered by the 

Aβ-related internalization of insulin receptors and a concomitant decrease in insulin 

signalling leading to insulin deficiency [891]. Second, that the effects of stimulating 

insulin signalling in neuronal cell cultures, supports the wider rational for a potential 

neuroprotective strategy involving insulin sensitizers an a therapy in AD (see next 

section).  However, intracellular Aβ oligomers can also compromise insulin/IGF 

signalling in the brain by interfering with the association between phosphoinositide-

dependent kinase 1 (PDPK1) and RAC-alpha serine/threonine-protein kinase (AKT1) to 

preclude AKT1 activation (key components of the insulin signalling cascade) [1155] (see 

review in, [891]). Indeed, Aβ peptides are generated intracellularly [1156], but can also 

be taken up into cells from an extracellular source [1157], and it is not clear which 

source of Aβ or Aβ-oligomers plays the pivotal role in mediating detrimental effects on 

neurones and insulin signalling, although it is possible that both scenarios are 

compatible with biological reality.  For example, both targets (one being an 

extracellular Aβ-binding site on neuronal dendrites, the other an intracellular 

interaction between PDK and AKT), could be relevant to AD and Aβ, since Aβ 

oligomers could act via both pathways to impair insulin signalling [891].  Thus, it is 

uncertain which of these pathways is targeted by the therapeutic impact of improving 

insulin signalling.  However, the fact that insulin treatment or activation of its 

downstream signalling pathway reduces intracellular Aβ production and increases its 

extracellular secretion by increasing competition between insulin and Aβ for IDE 

[1126], suggests that intracellular Aβ is more likely to be the key target of the insulin-

mediated protective effect [891].  This is further supported by recent animal data 

showing that targeting intracellular Aβ by a specific γ-secretase inhibitor (or by 

immunotherapy) at an early stage of the disease can prevent synaptic dysfunction in 
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mouse models of AD [1158].  However, γ-secretase inhibitors and immunotherapy have 

failed to deliver quantifiable cognitive benefits clinically [412, 1159].   

 

1.9. 8 PP AR-γ Insulin  Sensitizers:  A  Treatment  for  AD? 

The findings discussed in this section provide a mechanistic explanation for why 

concentrations of insulin well as their receptor mediated signalling, are all markedly 

reduced in the AD brain [891, 897].  However, they also show that the vulnerability to 

Aβ-oligomers can be reduced or possibly even mitigated, by the use of intranasal 

delivery of insulin [894, 948, 1095-1097], as well as treatment with insulin sensitising 

compounds such as rosiglitazone.  These are considered to mediate their beneficial 

effects in the periphery [1160] and CNS [1161], via the activation of the peroxisome 

proliferator-activated receptor-gamma (PPAR-γ).   

 

1.9.8.1 PPAR-γ Receptors and Thiazoladinediones 

PPARs represent a steroid hormone super family of ligand-inducible transcription 

factors that are expressed in fat cells, cells of the liver, muscle, heart, and inner wall 

(endothelium) and smooth muscle of blood vessels [1162].  As such, PPARs act as lipid 

sensors, enhancing insulin sensitivity by modulating whole body metabolism in 

response to dietary lipid intake, as well as the stimulation of mitochondrial function, 

and reduction of inflammatory responses [1163-1169]. There are three classes of PPARs, 

PPAR-α, PPAR-δ/β, and PPAR-γ, all of which are expressed in the adult brain, although 

PPARδ is most abundant, followed by PPAR-γ (see review, [1161]).  PPAR-α is expressed 

in the hippocampal CA1 and dentate gyrus regions.  The δ/β isoform is highly 

expressed in the dentate gyrus and CA1-3 regions of the hippocampus, and the γ 

isoform is expressed weakly in the brain but is present in the hippocampal dentate 

gyrus [1170].   

In the periphery PPAR-γ is mainly expressed in adipocytes, where they regulate 

genes involved in adipocyte differentiation, fatty acid uptake and storage, and glucose 

uptake [1162]. PPAR-γ is bound and activated by several naturally occurring 

compounds, such as the eicosanoids 9- and 13-hydroxyoctadecadienoic acids [1171], and 

more recently nitroalkenes (i.e. nitrated lipids) [1172]. In addition, several high-affinity 

synthetic PPAR-γ agonists have been synthesized, including the thiazolidinedione 

(TZD) class of compounds [1173], or which Rosiglitazone and pioglitazone are the most  

popular in research settings, and have been developed for commercially (pioglitazone, 
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Actos; rosiglitazone, Avandia) for clinical use as insulin sensitizers in patients with 

T2D [1160].  However, TZDs have been shown to improve insulin sensitivity and 

glycemic control in diabetic individuals [1160], the mechanism of action is uncertain.  

Two popular mechanisms have been elucidated and have experimental support.  

Firstly, research has shown that at the insulin receptor level, rosiglitazone increases 

insulin sensitivity as the result of two convergent mechanisms: increased insulin 

receptor expression and insulin receptor activation [1174].  These effects were 

associated with a 40% increase in insulin-stimulated glucose uptake as a result of 

increased GLUT4 translocation to the plasma membrane in adipocytes, which 

happened without changes in the expression of GLUT4 at the mRNA or protein level 

[1174].  Additional evidence shows that rosiglitazone may improve insulin resistance in 

vivo by normalizing GLUT-4 protein content in adipose tissue, and increasing GLUT-1 

in skeletal muscle and fat [1175].  Second, adipose tissue is also a source of free fatty 

acids and adipokines such as adiponectin and resistin [1176, 1177], and may have a role 

in preventing the development of insulin resistance [1178, 1179].  The production of 

adiponectin is decreased in obesity and subjects with T2D and coronary artery disease 

[1180], as well as women with polycystic ovaries [1181-1184].  Rosiglitazone stimulates 

adipocyte differentiation to adipocytes in which adiponectin is secreted leading to an 

increase in its blood plasma concentration [1185-1188].  Adiponectin improves glucose 

transport into cells and thus insulin sensitivity [1189, 1190].  Rosiglitazone has been 

shown to improve insulin sensitivity in patients with T2D, and impaired glucose 

tolerance via a mechanism that is probably related to changes in adiponectin 

production and adiponectin index [1191-1193].  Furthermore, adiponectin has also been 

shown to have anti-inflammatory properties [1194], and may be the mechanism by 

which TZDs are known to inhibit inflammatory cytokine production and thereby the 

development of atherosclerosis [1195].  However, the anti-inflammatory properties of 

rosiglitazone have also been linked to its direct activation of the PPAR-γ receptor and 

the down-regulation of early inflammatory response genes [1196]. 

TZDs have also been shown to promote mitochondrial function via PPAR-γ co-

activator 1 family of proteins, and ATP production [1197, 1198], and inhibit pro-

inflammatory gene expression via inactivation of NFkB-dependent promoters [1165, 

1199].  Furthermore, this class of drugs has also been shown to reduce β-secretase 

activity [1197, 1200], as well as promote cortical spine density (via the PPAR-γ receptor) 

[1154].  Although little is known about the physiological role(s) of PPAR-δ in the brain 
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[1161], resent studies have also shown that agonists for this PPAR isoform can reduce 

amyloid toxicity in vitro [1201], reduce Aβ-plaque deposition and astrogliosis as well as 

increase the expression of neprilysin and IDE in APP mutant mice [1202]. Recent 

studies have also suggested PPAR-α may be an important regulator of cholesterol 

trafficking in macrophages [1203]. Thus, TZDs appear to mediate a diverse range of 

actions in the CNS, including those which may mitigate amyloid pathology, making 

them potentially useful as therapeutic agents for treating cognitive impairment in AD. 

 

1.9.8.2 PPAR agonist treatments in AD 

In addition to the cell culture research already mentioned, rosiglitazone has been 

shown to improve cognitive performance (i.e. learning and memory) and/or ameliorate 

pathological indices related to inflammation, insulin resistance, and phospho tau/Aβ, 

in range of experimental animal models [1164, 1167, 1204-1210], as well as different APP 

mutant models [1129, 1200, 1202, 1211-1217].  Indeed, similar effects have also been 

reported with pioglitazone [1218-1230].  However, all of these studies have reported 

beneficial results, with only one study [1231], reporting negative outcomes in animals.   

Thus, the majority of studies all support PPAR-γ as being a viable therapeutic target in 

AD [1166].  This rational is further supported by research demonstrating that many 

non-steroidal anti-inflammatory drugs (NSAIDs), which include ibuprofen, have a 

protective effect against developing LOAD [1232, 1233], and activate PPAR-γ [1234].  

In terms of human studies with TZDs, the PPAR-γ agonist rosiglitazone (Avandia) 

has been most widely studied in human clinical trials, where in sharp contrast to 

animal studies, its effects in clinical trials undertaken with human AD patients have 

been mixed.  A preliminary trial of rosiglitazone, 4 mg daily, vs placebo in 30 subjects 

with mild AD or aMCI showed better scores on tests of delayed memory and selective 

attention after 6 months of rosiglitazone treatment [1235].  A subsequent double-blind, 

randomized, placebo-controlled study of rosiglitazone in 511 patients over 24 weeks 

revealed no significant improvement in the treated group overall; however, improved 

cognition (Assessment Scale-Cognitive: ADAS-Cog) was observed in a subset of 

patients who did not possess an APOEε4 allele [1236].  More recently, a multi-centre 

randomized proof-of-concept clinical trial has been undertaken by GlaxoSmithKline 

(GSK) pharmaceuticals (the makers of Avandia), that applied FDG-PET for evaluation 

of metabolic therapy with an extended release version of rosiglitazone (rosiglitazone-

XR) in 80 patients with mild-to-moderate AD [1237] over a 12 month period.  Whilst 
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active treatment was associated with a sustained but not statistically significant trend 

from the first month with respect to an early increase in whole brain glucose 

metabolism,  neuroimaging data indicated that active treatment did not lead to a 

significant decrease in the progressive decline in brain glucose metabolism [1237]. 

Furthermore, the rates of brain atrophy were similar between active and placebo 

groups, and measures of cognition (as assessed by the mini mental state Exam, ADAS-

Cog, and the Clinicians' Interview-Based Impression of Change – Plus), also did not 

suggest clear group differences [1237].  Thus, whilst rosiglitazone was associated with 

an early increase in whole brain glucose metabolism, this was not associated with any 

biological or clinical evidence for slowing progression over a 1 year follow up in the 

symptomatic stages of AD [1237].  These results are consistent with the findings of two 

other phase 3 studies which evaluated the efficacy and safety of rosiglitazone in an 

extended release form (2 mg, or 8 mg) over a 48 week period as an adjunctive therapy 

to on-going acetylcholine esterase inhibitor treatment in 485 patients, and treatment 

in 496 patients adjunctive to donepezil [1238].  No statistically or clinically relevant 

differences between treatment groups were observed on the a priori primary endpoints 

in these studies, including the cognitive assessment via the ‘Alzheimer's Disease 

Assessment Sub Scale’, and ‘Clinical Dementia Rating’ scale [1238].  Also, consistent 

with the known profile of rosiglitazone treatment at 8 mg, both studies reported 

adverse events related to edema, although there was no evidence of an interaction 

between treatment and APOE status  [1238].  

One potential explanation of the limited efficacy of rosiglitazone is its poor 

bioavailability to the CNS. Although rosiglitazone passes the BBB, it undergoes active 

efflux through P-glycoprotein–dependent transport, limiting its concentration in the 

brain [1239], although pioglitazone has demonstrated CNS penetration and relevant 

biological activity in a transgenic mouse model of AD [1221].  However, this does not 

explain the apparent discord between the animal data evaluating the impact of these 

drugs on cognition (see next section and Chapter 2).  Coupled with the disappointing 

results of treatment trials based on the amyloid hypothesis [1240] and yet the 

seemingly overwhelmingly positive results from animal studies of these treatments 

[412, 766], the discrepancy between human and animal studies demands urgent 

attention. Yet, it is of interest that a prospective randomized, open-controlled study of 

32 patients with mild to moderate AD (26 patients) or MCI (6 patients), treated with 

pioglitazone (30 mg daily, n=15), or not (n=17, control group), recently reported that 
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pioglitazone resulted in cognitive and metabolic improvements in patients with AD 

and MCI with diabetes [1241].  Although these results require verification in a larger 

double-blind, randomized, placebo-controlled study, it does suggest that peripheral 

insulin resistance and or T2D may be a determining factor in the efficacy of TZDs in 

the treatment of AD.  Furthermore, since none of the large phase 3 clinical trials so far 

reported with rosiglitazone were set up to track clinical changes according to whether 

individuals had concordant T2D or peripheral insulin resistance, and it is possible that 

a positive effect could have been masked in this patient population.   

 

1.9. 9 Summary  of  Strategy  and  Hypothesis  

This thesis details experiments aimed at examining the impact of rosiglitazone on 

cognition and amyloid pathology in a popular transgenic mouse model.  The mouse 

model used for these studies is generally known as Tg2576, and overexpress a genetic 

construct that contains a mutated form of the human APP (hAPP) gene associated 

with FAD kindreds [1242]. As a result, transgenic mice over-produce hAPP and 

consequently Aβ —a process that leads to the age-related development of amyloid 

pathology and cognitive deficits [1242].  Whilst not all clinical symptoms in AD 

patients find their parallel in such models, by using a variety of behavioural tasks it has 

been possible to observe some behavioural impairments in animals that exhibit 

similarities to those observed in AD patients [1243].  In addition, and importantly for 

this thesis, these mice have also been reported to develop spontaneous insulin 

resistance with age [1129, 1244] (see section 2.3.1.3).  

The behavioural experiments detailed in this thesis (see Chapter 3) all use a dual 

treatment strategy.  In the first set of experiments, a late intervention strategy was 

used to examine the impact of rosiglitazone on cognition and amyloid load in adult 

mice when drug administration was initiated at a point in adulthood when significant 

amyloid pathology, synaptic deficits, and behavioural impairment would already be 

expected in transgenic mice [1242, 1245, 1246]. Although Tg2576 mice are not 

considered to have AD, this strategy has some common ground with clinical studies in 

humans.  For example, some studies have delivered rosiglitazone to patients with mild-

to-moderate AD when pathological changes are established [1236, 1238, 1247].  

However, whilst clinical studies evaluating the effectiveness of rosiglitazone in AD 

patients have reported variable results,  pre-clinical studies conducted in Tg2576 have 

been more supportive and reported consistent findings suggesting that rosiglitazone 
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can ameliorate at least some cognitive and pathophysiological changes in hAPP mice 

when amyloid pathology is already established [1129, 1212, 1244].  However, it is 

important to point out, that the primary study upon which this thesis is based was 

conducted by Pedersen et al [1129]. In that study, rosiglitazone had only been 

administered to adult mice aged 8 months or older when amyloid pathology and 

synaptic deficits are already well established in Tg2576, and did not extend beyond a 6 

month drug administration period.  Critically, apart from the assessment of the impact 

of rosiglitazone on Aβ40 and Aβ42 levels, the behavioural assessment of these mice 

was limited to a de novo 8-arm radial maze task used to assess WM and reference 

memory errors.  This is important because it is unclear whether rosiglitazone had a 

selective or wider range impact on cognition in the same animal model.  Thus, in the 

first course of experiments, this thesis reports the outcome of late-intervention 

experiments following longitudinal administration of rosiglitazone from 8 months of 

age.  Chapter 3 details the impact of late-intervention experiments on established age-

related cognitive deficits across multiple domains (see Chapter 3).  The behavioural 

battery used for this was comprised of tasks covering typical phenotypic changes in 

Tg2576 such as spatial and object recognition memory, as well as changes related to 

anxiety.  Post sacrifice tissue analysis relating to late-intervention experiments can be 

found in Chapter 4, and relates specifically to the Elisa assessment of total amyloid 

load derived from single brain hemispheres, and Elisa assessment of plasma 

adiponectin protein levels (for drug penetrance in relation to an established 

physiological marker associated with PPARγ agonism). Based on the findings from 

Pedersen et al., [1129], the hypothesis was that longitudinal treatment with 

rosiglitazone would reverse an acknowledged spatial working memory deficit in 

Tg2576 mice, as well as reduce Aβ42 levels.  None of the subsequent studies using 

rosiglitazone in Tg2576 by Denner et al., [1212], and Rodriguez-Rivera et al., [1215]) have 

reported outcomes for the impact of rosiglitazone on behavioural impairments across 

multiple cognitive domains with longitudinal (chronic) drug-administration.   

At the time of its inception, the effects of chronic rosiglitazone on behavioural 

impairments in Tg2576 from an early age prior to the appearance of significant 

amyloid pathology were unknown.  Indeed, apart from the current thesis, this is still 

the case as none of the subsequent studies in Tg2576 using rosiglitazone [1212, 1215] 

have addressed this issue, despite the fact that concerns have subsequently been raised 

by one pre-clinical study [1215], that rosiglitazone may have a limited therapeutic 
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window for ameliorating cognitive impairment in adult transgenic mice.  Thus, in a 

second course of experiments, this thesis reports the outcome early-intervention 

experiments, all of which investigate the impact rosiglitazone on age-related cognitive 

deficits across multiple cognitive domains (using the same battery of tasks used in late-

intervention experiments) following continuous dosing with rosiglitazone from 5 

months of age (see Chapter 3).  At this time amyloid and synaptic pathology would be 

minimal in these mice, and some measures of cognition would be comparable between 

transgenic and non-transgenic mice [1245, 1246].  The hypothesis in this course of 

experiments was that rosiglitazone should delay the onset of age-related cognitive 

deficits in transgenic drug-treated mice.  Although it was not possible to conduct 

assessment of total amyloid levels for the early-intervention experiments, Chapter 4 

details an experiment which assessed the impact of longitudinal rosiglitazone 

administration on the Aβ-related loss of dendritic spines in the hippocampal dentate 

gyrus.  This has not been examined by any of the previous studies using PPAR 

treatments in preclinical mouse models of APP over-expression.   
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2. ANIMAL MODELS  IN  PRE-CLINICAL  AD  RESEARCH  

 

2.1 INTRODUCTION   

This thesis deals the preclinical assessment of rosiglitazone monotherapy, and details 

in Chapters 3 and 4 the various experimental manipulations undertaken with a popular 

transgenic (TG) mouse model of mutated human APP (hAPP) constructs associated 

with FAD kindreds.  TG mice are widely used to model human diseases, and 

commonly involve the overexpression of a particular protein.  Of these TG models, 

those that overexpress hAPP constructs are among the most frequently used and 

extensively characterised models in AD research.  This chapter discusses the relevant 

necessary background information in relation to TG models. Since it is not possible 

here to provide an in-depth review of this rapidly expanding area of research, the 

reader is directed to several published reviews on the subject [42, 1248-1250].  This 

chapter will focus on hAPP mutants, and in particular, the particular model used in 

this thesis for experimental manipulations. Section 2.2 firstly summarises the major 

hAPP models used in AD-related pre-clinical research before in section 2.3 discussing 

the pathophysiological phenotypic changes associated with the Tg2576 model, which is 

the model of choice for the PPAR-γ intervention experiments detailed in Chapters 3 

and 4.  Section 2.4 then summarises the previously published research relating to the 

effects of rosiglitazone administration on cognition and other pathological indices 

related to Aβ in Tg2576.   

The Tg2576 model was selected due to four main factors.  First, Tg2576 expresses 

aspects of early-stage neuropathology and behavioural deficits which mimic some of 

those found in AD patients. As such, Tg2576 is widely considered to be a credible 

model of amyloid-induced pathology present in the very earliest stages of AD.  Second, 

Tg2576 represents one of the most thoroughly characterised of all the hAPP mouse 

models, with fairly robust and in some cases age-related cognitive and behavioural 
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deficits [1245, 1246, 1251-1253] suitable for examining putatively therapeutic 

interventions.  Third, some studies indicate that male TG mice may have a 

vulnerability for developing spontaneous peripheral insulin resistance with age [1129, 

1244], such that these mice may provide us with a unique opportunity to examine more 

closely the specific conditions and the mechanisms by which insulin sensitizer’s 

impact on measures of AD-related pathology at a very early stage of the process.  

Indeed, a number of studies using different hAPP models have reported that aspects of 

peripheral insulin resistance may drive or significantly complicate AD-related 

pathology in mice [1144, 1146, 1244, 1254, 1255], and that rosiglitazone ameliorates some 

of these factors and leads to cognitive improvement in Tg2576 [1129, 1215, 1244], and 

other hAPP mouse models [1213, 1214, 1216].  Thus, investigating factors which could 

impact on the development of pathological alterations early-on in the disorder is of 

considerable importance clinically, as well as in terms of understanding disease 

mechanisms. Four, that the onset and development of pathology and behavioural 

deficits in this model are compatible with aims of this thesis.    

 

2.2 TG  MO DELS  REPRODUCING  AMYLOID DEPOSITION  

TG modelling has been actively pursued on the basis of the ACH in AD research and 

has taken advantage of mutations in the APP, PS1 and PS2 genes that cause FAD [38-

41]. Modelling is most often pursued in mice, for which the techniques of genetic 

modification have been particularly well developed.  There are, however, a great many 

TG and knock out rodent models used in AD research, as well as viral vector driven 

models [1256], many of which express bi- and tri-genic constructs [40].  Together these 

models mimic a range of AD-related pathologies, although none fully replicates all the 

symptomatic and pathological changes associated with the human disease [42].  

However, the failure of hAPP models to faithfully reproduce NFT pathology and 

neurodegeneration leave a question mark over the primacy of Aβ in both initiating and 

continuing to drive the pathological cascade in AD [705].  Thus, critics argue that most 

of these transgenic models are based on over-expression of exogenous APP, which does 

not apply to AD in humans [1257, 1258].  For instance, Robakis [1257] argues that since 

APP is metabolized to a large number of derivatives besides Aβ, some of which are 

reported to be neurotoxic (e.g., C-terminal fragments), disruptions of behaviour 

observed in these animals cannot unambiguously be explained by the soluble Aβ 
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oligomers.  Nevertheless, despite these limitations the majority of these models have 

contributed significant insights into the pathophysiology of AD, and in particular, the 

effects of Aβ species in pathogenic cascades.  Indeed, hAPP mouse models have been 

widely used in the preclinical testing of potential therapeutic modalities, and have 

played a pivotal role in the development of current Aβ-related immunotherapies for 

AD, some of which remain in clinical trials [42].  Thus, TG mouse modes will continue 

to play central roles in preclinical research related to AD.   

 

2.2. 1 Singl e,  Do uble  and  Triple  ‘3xTG’  models  

The first mouse models to develop Aβ-plaque pathology were generated by expressing 

human APP containing mutations associated with early-onset AD. Thus, in 1995 Games 

and colleagues published the first transgenic mouse (PDAPP) that over-expressed a 

minigene construct encoding human APP transgene associated mutation (V717F) 

[1259]. The platelet derived growth factor-β (PDGF) promoter was used in this model 

to drive the transgene containing V717F because, despite its name, it was known to be 

highly expressed in the central nervous system and to drive strong expression of 

exogenous transgenes in neurons [38]. PDAPP mice exhibited an age-dependent 

amyloid deposition in the brain along with thioflavin-S–positive plaques, including 

those resembling neuritic plaques with dense cores that were highly reminiscent of 

those seen in human AD. Dystrophic neurites, reactive astrocytes, and activated 

microglia were also found near these plaques, and the process was age-related in that 

plaque deposition was minimal at 6 months of age but readily apparent by 9 months, 

increasing dramatically by 12 to 15 months [1260].  Although PDAPP mice did not 

develop the NFTs or cell loss reminiscent of human AD, they were subsequently shown 

to develop age-related learning defects [1261] and synapse loss [1262].  Only a few years 

after the development of PDAPP, Ashe et al. [1263] taking a relatively similar approach 

published their Tg2576 (APPswe) model.  The Tg2576 mouse line is now freely 

available, and is among the most studied TG models in AD research.  Subsequently, 

many additional lines of mice expressing mutant human hAPP have been reported as 

developing similar amyloid pathology and cognitive deficits [1264-1266].  

Double mutant mouse models have been developed which cross hAPP mutant mice 

with those expressing mutant PSEN1 transgenes (PSAPP mice).  Such mice show 

accelerated amyloid deposition [1267-1269], largely due to the increase in Aβ42 

production mediated by PSEN1 mutations [1270, 1271]. The pathology seen in hAPP and 
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PSAPP transgenic mice includes diffuse amyloid deposits as well as plaques containing 

fibrillar Aβ that resemble those found in human AD [1259, 1263, 1268, 1269].  

Furthermore, the neuritic-type plaques in these transgenic mice are likewise 

surrounded by dystrophic neurites with associated reactive gliosis [1272-1274].  

However, despite the robust amyloid deposition observed in APP and PSAPP 

transgenic mice, none of these models develops the widespread neuronal loss 

associated with human AD [1272, 1275], although astrocytic apoptosis has not been 

extensively studied in these models. Both neuronal cell loss and robust tau pathology 

(NFTs and neuropil threads) are also absent in mice expressing hAPP and PSAPP alone 

[38].  APP and PSAPP transgenic mice do develop vasocentric dense Aβ-plaques with 

associated structural microvascular damage and BBB abnormalities similar to those 

found in CAA [1276].  This type of pathology is largely absent in PDAPP mice [42].  In 

summary, the common pathological features of the PDAPP and Tg2576 mice (along 

with similar models), are the production of elevated Aβ levels, the formation of Aβ-

plaques, dystrophic neurites, and gliosis.  In addition, other neuropathological, 

electrophysiological, and neurochemical changes have also been found in these mice 

similar to those seen in AD patients [40].   

When double mutant mouse models are combined with a phospho-MAPT tau 

mutation isolated from FTD kindreds, these so called triple 3xTG mutant mice display 

a much wider range of neuropathologies common to human AD (see review, [1250]), 

including dystrophic neurites surrounding neuritic plaques and more extensive NFT 

pathology and neuronal cell loss [1259, 1263, 1269].  For example, the 3xTG model 

harbouring the PS1M164V, APPswe, and TauP301L mutations, typically displays an age-

related progression of pathology that shows a regional distribution pattern of 

neurophysiological lesions similar to that seen in human AD patients, as well as Aβ 

deposits that precede tau pathology [1277].  In addition, behavioural deficits and 

synaptic dysfunction in this mouse model develops around 4 to 6 months, with NFT 

development (which occurs at a later age) associated with early intracellular Aβ 

deposition at 3 months [1277, 1278]. Nevertheless, none of the 3xTG models fully 

reproduce all of the pathological features of human AD [1279].  However, these x3TG 

models combine multiple genetic constructs from both FAD and FTD-17 in 

combinations that are not normally found in humans.  Thus, the ultimate relevance of 

these models to human AD can be questioned [1280].  No-where is this more 

important than in the field of therapeutics in relation to immunomodulation targeting 
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the aggregating proteins Aβ and tau.  This type of AD therapy is currently being 

assessed in many transgenic mouse models, and promising findings in animals have 

led to clinical trials in humans [770].  However, as mentioned in the introduction, 

there  is a discrepancy between results obtained in TG murine models and those of on-

going clinical trials [1281], highlighting the general limitations of these models.  This is 

not helped by the lack of a commercially available animal model for SAD, although this 

is not one of the aims of the current thesis. 

 

2.3 PHENOTY PIC AL  CHARACTE RISTIC S  OF  TG2576  MICE  

Tg2576 mice overexpress hAPP harbouring the double hAPP mutation K670M/N671L 

related to FAD in Swedish kindreds (hAPPSwe), on a hybrid background strain of 

C57Bl/6J with Black 6 Swiss James Webster (B6SJL) [1263].  Tg2576 mice use a hamster 

prion protein promoter in order to drive strong expression of the hAPPSwe transgene.  

This model was created by microinjecting the human APP695 gene containing the 

double mutation K670N, M671L into B6SJLF2 zygotes using a hamster prion protein 

cosmid vector (basically, plasmid vectors that contain cos sites which circularizes the 

DNA in the host cytoplasm).   The resultant mice from founder line 2576 were 

backcrossed to C57BL/6. In March 1999 Taconic Farms (Germantown, NY) received 

stock of Tg2576 from the Mayo Foundation [25], wherehence hemizygous males were 

backcrossed with C57BL/6NTac for derivation by embryo transfer. This colony is 

maintained by mating hemizygous male mice with B6SJLF1 female mice.  Taconic 

received stock of Tg2576 from the Mayo Foundation in March 1999 [1282], wherehence 

hemizygous males were backcrossed with C57BL/6NTac for derivation by embryo 

transfer. The colony is maintained by mating hemizygous male mice with B6SJLF1 

female mice. Since this time, the Tg2576 model has been made widely available to 

research institutions for non-profit research purposes enabling the formation of 

multiple Tg2576 mouse colonies, one of which is maintained by Professor M.A. Good, 

Department of Psychology, at Cardiff University.   

Tg2576 mice express hAPP at levels more than 5-fold above the levels of the 

endogenous mouse APP [1263].  Because the APPswe mutation occurs close to the APP 

β-secretase processing site, it leads to increased β-secretase mediated cleavage and 

increased production of Aβ40 and Aβ42 with age [1263].  Soluble Aβ levels begin to 

increase from approximately 4 to 5 months of age in these mice; they become 
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significant by 6 to 7 months [1245, 1263, 1283-1285].  Between 6 to 10 months of age, 

insoluble forms of Aβ start to increase exponentially, a process that is associated with a 

slight reduction in soluble forms [1283].  Like PDAPP mice, Tg2576 mice show a robust 

age-related increase in Aβ in multiple brain regions, including the frontal and 

temporal cortices, and temporal-limbic regions such as the entorhinal cortex, 

hippocampus, presubiculum and subiculum, although the cerebellum is not 

significantly affected [1263, 1272, 1285, 1286].  By 9 to 10 months of age, there is 

significant deposition of Aβ, including as thioflavin-S–positive plaques similar to those 

found in AD [1263, 1287], gliosis, dystrophic neurites, abnormal tau-phosphorylation, 

and behavioural impairments [1283, 1288-1290].  However, whilst diffuse plaques are 

fairly abundant, the neuritic-like plaques in this model are not evident until around 12 

to 23 months of age [1245, 1291].  Concordant with this, plaque associated microgliosis 

becomes evident from around 10 months of age, with reactive astrocytes present at 18 

months [1245, 1272, 1273, 1292].  Accordingly, Tg2576 mice also show an inflammation 

response that includes the up-regulation of inflammatory markers such as IL-1β, TNF-

α, Cyclooxygenase-2 (COX-2), complement protein C1q, and chemoattractant protein-1 

[1293].   Neuroinflammation can be attenuated by the administration of non-steroidal 

anti-inflammatory drugs such as ibuprofen [1294, 1295], which is a PPAR-γ dependent 

effect [1295].  Significant structural but not physiological changes in cortical neurons 

have been reported in 12-month-old Tg2576 mice [1296], including increased dendritic 

lengths and volumes.  However, extensive NFT pathology, neurodegeneration, and cell 

loss (including the loss of cholinergic neurons), is absent in this mouse model [1272, 

1273, 1297, 1298], leading some to suggest that Tg2576 mice may model the pre-clinical 

aspect of AD [804, 1299].   Section 2.3.1 discusses the physiological phenotype of 

Tg2576. Since synaptic loss and metabolic impairments are the most directly relevant 

to this thesis, these are considered in most detail.  Section 2.3.2 then briefly introduces 

the cognitive phenotype of Tg2576.  However, in order to prevent unnecessary 

repetition of material, much of the detail relating to components of most relevance to 

the behavioural experiments used in this thesis, are reserved until Chapter 3.  

 

2.3. 1 Ph ysiolo gical Phenotype  

2.3.1.1 Factors Related to Synaptic Loss 

In Aβ-depositing mice it is known that "hyperactive" neurons in the hippocampus are 

found exclusively near Aβ-plaques, and appear to be due to a relative decrease in 
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synaptic inhibition as a result of soluble Aβ [82].  Although it is unclear how soluble 

Aβ may cause the heightened activity of these neurones, one theory is that it boosts 

synaptic glutamate in the hippocampus [82, 83].  Indeed, since plaque formation is 

itself associated with a transient drop in the concentration of soluble Aβ isoforms 

[1300], it is possible that this may allow any remaining soluble Aβ species to enhance 

neuronal activity via its ability to act as a regulator of release probability at 

hippocampal synapses [84].  However, since the majority of Aβ is considered to be 

neuronal in origin [53-56], this may then lead to even more soluble isoforms being 

produced, which subsequently cause the localised loss of synapses and depressed 

synaptic output typical of higher concentrations of the peptide Aβ.  Thus, hippocampal 

neurons near plaques may "rev-up" before they eventually become hypo-active. There 

are however, likely to be multiple ways by which soluble Aβ species affect neuronal 

and synaptic activity, all of which have implications for network dysfunction [83].   

Golgi-stained sections of human AD hippocampus and cortex reveal a significant 

decrease in dendritic spine density in many brain regions when compared to age 

matched controls [1301], and recent studies suggest that a failure in synaptic function 

underlies memory deficits in AD and ageing (see reviews, [1302, 1303]).  Synapse 

dysfunction and age-related loss of dendritic spines also occur in mouse APP models 

(see reviews, [1304, 1305]), and correlate well with the earliest signs of cognitive 

impairment [1245, 1301, 1306, 1307]. Learning and memory impairments in Tg2576 mice 

in the absence of overt sensory or motor deficits also suggest that the hippocampus is 

functionally affected in APP overexpressing mice [1262, 1263], more of which will be 

discussed latter in relation to Experiments 1 in Chapter 3.  Given the status of the 

hippocampus as a model system in studies of structural and functional neuro plasticity 

[833], most studies looking at the loss of dendritic spines in hAPP mice have focused 

on this brain region, and more specifically, the dentate gyrus and CA1 region.  

However, whilst most agree that spine density (number of spines per summed unit 

length of dendrite) is significantly decreased in the hippocampi of TG mice [1245, 1308-

1312], the differences may be less obvious in other brain regions with age [838, 1303].    

 

The Effect s of  Agin g on  Syn aptic  Loss 
The loss of dendritic spines from the brain in Tg2576, particularly in the hippocampus, 

is a central component of the pathological phenotype of these mice.  As such, this is 

critically important in Experiment 7 of Chapter 4, which assesses spine densitity in the 
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hippocampal dentate gyrus. The molecular layer of the dentate gyrus is one of the 

earliest regions to show age-related amyloid deposition and synapse loss in Tg2576 

mice [1260, 1308, 1313]. Jacobsen et al. (2006) were amongst the first to report this 

[1245], where in 4 but not 2 month old TG mice, showed a significant decrease in spine 

density in the outer molecular layer of the hippocampal DG. This was also the time 

frame in which LTP deficits and contextual fear memory impairment emerged.  

Moreover, these deficits coincided with an increase in the ratio of pre-fibular Aβ42 and 

Aβ40, and remained stable between the ages of 12 to 18 months by which time, 

neuritic-like plaques and significant increases in reactive astrocytes and microglia were 

also observed [1245].  Using stereological methods at both the light and electron 

microscope level, Dong et al. [1308] reported similar findings in Tg2576 mice. Here, 

reduced synapse density (pre and post-synaptophysin-positive boutons) in the outer 

molecular layer of the DG was observed at both 6 to 9 months, and 15 to 18 months of 

age.  A significant decrease in synapse density was also observed in layers II and III of 

the entorhinal cortex at 15–18 months of age [1308].  Moreover, decreases in synapse 

density were correlated with proximity to compact Aβ-plaques, providing evidence of a 

spatial relationship between synapse loss and neuritic-like plaques at the ultra-

structural level in Tg2576 mice [1308].  However, this finding has not been confirmed 

by later studies [1303]. 

That soluble Aβ is likely the harbinger of synaptic loss in APP mutants is supported 

by several in vitro studies that have demonstrated oligomeric aggregates of Aβ 

reducing the number and/or length of dendritic spines in hippocampal neurons [1152, 

1314, 1315]. Aβ oligomers generated in vivo reduce spine density in CA1 pyramidal 

neurons [1312], although the loss of spines and synapses is variable [1308, 1310-1312].  

Using a Golgi-stain and light microscopy, Lanz et al. [1310] examined stretches of apical 

dendrites from five randomly selected completely filled CA1 pyramidal neurons in both 

PDAPP (between the ages of 2 and 11 months), and Tg2576 mice (between 2 and 20 

months of age).  This study reported that in the hippocampal CA1 region, both PDAPP 

mice and their wildtype (WT) littermates exhibited significant dendritic spine loss due 

to both age and hAPP overexpression, with both groups of mice exhibiting a significant 

loss of spines after the age of aged 2-months [1310].  Indeed, the genotype-dependent 

difference in spine density in the PDAPP mice was greatest at 2 months of age (17%), 

this was reduced to 8.8% by 5 months of age, and by 11 months no statistical difference 

in spine density was evident between the two genotypes, despite well-developed 
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plaque pathology [1310].  Like the PDAPP mice, Tg2576 mice also exhibited dendritic 

spine loss in CA1 hippocampal region due to both age and mutant hAPP 

overexpression, although a significant interaction between these variables was not 

detected [1310].  From 2 to 4.5 months of age, only the TG group showed a significant, 

albeit small reduction in spine density (6%), with the largest age-dependent loss 

occurring in both TG and WT groups between the ages of 4.5 and 11 months (18 to 19%) 

[1310].  No further reductions in CA1 spine density were observed between 11 and 20 

month-old mice of either genotype, and overall from 2 to 20 months, aging produced a 

23–26% loss of dendritic spines [1310].  Unlike PDAPP mice, the youngest age group of 

Tg2576 mice did not exhibit the largest decrease in spine density due to the APP 

transgene.  Rather, by 4.5 months a 16% reduction in spine density was observed in TG 

mice compared to age-matched WT littermates, which increased to 14% by the age of 11 

months although at 20 months both TG and WT mice had similar dendritic spine 

density in the CA1 region [1310].  This finding is consistent with the results of Dong et 

at al., (2007), who reported no significant genotypic differences with respect to CA1 

dendritic spine density in 15 to 20 month old TG2576 and WT littermate mice, [1308].  

These results are interesting for a variety of reasons.  Firstly, they suggest that the 

synaptic loss in APP mutants develops in both the DG and CA1 long before overt Aβ-

plaques are formed, confirming doubts with respect to a causal link between insoluble 

amyloid deposits, structural abnormalities of neurons and cognitive impairments [1310] 

(but see [1308].)  In addition, the fact that genotypic differences in CA1 spine loss are 

nullified by increasing age [1310], suggests that some regions of the hippocampus may 

react differentially to the effects of Aβ as well as normal age-related processes.  

The synaptic pathology in the hippocampus and in particular the DG of Tg2576 

mice, probably underpins most of the spatial memory impairments observed in this 

mouse model, although this is speculative.  As mentioned earlier, Jacobsen et al. [1245], 

has reported that Tg2576 mice exhibit an accelerated age-related decline in synaptic 

density in the DG region of the hippocampus, a process that was accompanied by a 

decline in basal AMPA receptor-mediated synaptic transmission, a deficit in the 

induction of LTP, and impairment in a contextual fear conditioning task prior to 

significant Aβ-plaque deposition.  Indeed, the data from this study indicates that the 

perforant path input from the entorhinal cortex to the DG is compromised both 

structurally and functionally in Tg2576 mice, and this pathology manifests as memory 

defects before significant plaque deposition [1245]. These findings are further 
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supported by Chapman et al. [1316], who have previously shown that aged Tg2576 mice 

exhibit normal fast synaptic transmission and short term plasticity, but are severely 

impaired when it comes to in-vitro and in-vivo LTP in both the CA1 and DG regions of 

the hippocampus.  Indeed, the disruption of LTP in this study also correlated with 

impaired performance in a spatial working memory task [1316]. As discussed 

previously, the primary pathogenic mechanism considered by most to be responsible 

for mediating these deleterious changes on hippocampal synapses and plasticity 

processes, are soluble Aβ oligomers.  Indeed, one such species of this type Aβ*56, has 

been suggested as the primary oligomeric form that mediates synaptic changes and 

memory impairments in these mice [1317].  Evidence supporting this relates to a 

previous study by Lesne et al. [804], which reported that a transient reduction in 

Aβ*56 occurs in Tg2576 mice between 11.9 and 12.4 months of age when the rates of 

accumulation of insoluble, fibrillar Aβ are transiently elevated, but memory function 

(as assessed via a spatial memory task) is intact.  Indeed, it was only when levels of 

Aβ*56 were not reduced, that memory function was impaired in Tg2576 mice [804].  

Although longitudinal studies of Aβ*56 in Tg2576 mice are lacking, it is possible that 

other periods of low Aβ*56 occur with advanced age, which may help to explain 

discrepant findings in the literature with respect to reports of intact spatial memory in 

aged TG mice despite significant Aβ pathology [1285].  Tg2576 mice have also been 

shown to exhibit age related impairment in a variety of Pavlovian tasks, including 

contextual fear conditioning (conditioning to a particular context), and cued fear 

conditioning (conditioning to a cue such as a tone) [1245, 1318-1320]. Both the spatial 

memory and cued/contextual fear conditioning impairments are consistent with the 

hypothesis that hippocampal processing and its interaction with the amygdala, is 

aberrant in aged Tg2576 mice [1320], probably as a result of synaptic/plasticity changes 

[1245, 1321]. 

 

Microanatomy of  Single Den drit ic  Sp ines in  TG2 576 
Region-specific changes in the microanatomy of single dendritic spines over time have 

also been assessed in Tg2576 and other APP mutants [1311, 1312]. Middei et al., [1311] 

studied eight fully impregnated (randomly selected) hippocampal CA1 pyramidal 

neurons, or dorsolateral striatum (DLS) spiny neurons in Tg2576 and WT littermates 

aged between 3 and 15-months.  This study reported that in each region, all mice 

showed a global reduction in the size of spines as a function of age. However, ageing 
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mutants exhibited smaller spines with shorter necks on CA1 pyramidal neurons, but 

larger spines with longer necks on DLS spiny neurons compared to their age-matched 

wild-type controls [1311].  Since robust synaptic strength is a feature of spines with large 

heads and long necks allowing accumulation of activated synaptic proteins [1322], the 

authors suggested that ageing-related alterations in size of DLS spines were likely a 

compensatory mechanism aimed at maintaining “procedural” abilities in these mice, at 

a time when cognitive abilities dependent on intact hippocampal function are 

compromised [1311].  On the other hand, the presence of spines with short necks and 

small head areas is a prominent feature that correlates with the hippocampal synaptic 

plasticity and/or basal synaptic transmission deficit in TG mice [1288, 1323], as well as 

episodic-like memory impairment [1324, 1325].  However, in contrast to other studies, 

age-related changes were exacerbated in TG mice relative to aged WT mice [1311].  

  

2.3.1.2 Oxidative Stress and Metal Dyshomeostasis 

Although not central to the research aims of this thesis, oxidative stress and metal 

dyshomeostasis are important pathophysiological components of the Tg2576 

phenotype. Similar to AD patients, Tg2576 mice exhibit oxidative stress prior to 

significant Aβ deposition [1286, 1326, 1327], the latter of which also occurs with metal 

dyshomeostasis, since deposition of Cu, Zn and Fe metals are found in areas of amyloid 

plaque pathology [1328, 1329].  Furthermore, the degree of oxidative stress in Tg2576 

mice has been shown to increase with age and correlate with the developmental 

pattern of β-secretase activity and Aβ-plaque formation [1327].  Interestingly, 

behavioural stress (via restraint stress) has also been shown to exacerbate both 

metabolic oxidative stress and other pathological hallmarks in these mice, which may 

result in an increase in corticosteroid levels [1330].  Although the increase in oxidative 

stress in these mice is usually attributed to redox interactions and increasing levels of 

soluble Aβ [873], studies assessing the temporal relationship between oxidative stress 

and soluble Aβ oligomers in Tg2576 mice are currently lacking.  Presently therefore, 

the available evidence is consistent with the proposal that like human FAD sufferers, 

Tg2576 animals may overproduce a human form of Aβ that is less efficient at its 

antioxidant role [882], and a mutated form of hAPP that induces metal dyshomeostasis 

[862].  Although not directly related to the experiments detailed in this thesis, it would 

be interesting to see if murine levels of Aβ are up-regulated at a time of acute oxidative 
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stress as a possible compensatory response, or if these mice develop significant 

numbers of senescent glial cells with age as a result of oxidative stress.    

Research suggests that therapeutic treatment of Tg2576 mice with antioxidants may 

mitigate oxidative stress and/or other pathological features associated with AD [1326, 

1331, 1332].  However, studies of antioxidant treatments in AD patients have been rather 

disappointing [1333, 1334], placing the pathogenic role of oxidative stress in AD (at least 

as a treatment target in diagnosed patients) in doubt [1335]. Various transition metal 

chelators have also been trialed as possible treatments in Tg2576 mice and other APP 

mutants, and have frequently reported positive results [1336-1339].  To date several 

chelating agents have been investigated for their potential to treat neurodegeneration, 

and a series of 8-hydroxyquinoline analogues show the greatest potential for the 

treatment of these diseases in humans (see review, [1340]). However, developing 

chelators capable of crossing the BBB that are safe for humans poses significant 

challenges, although the approach is promising (see review, [1341]).   

 

2.3.1.3 Spontaneous Insulin Resistance 

Central to the justification for using rosiglitazone monotherapy in Chapter 3 of this 

thesis is research suggesting that Tg2576 mice spontaneously develop insulin 

resistance with age.  Pedersen et al [1129, 1148, 1244] have probably provided the 

greatest single contribution to understanding the metabolic deficits in adult male 

Tg2576 mice in this context.  In their initial study, this research group showed that TG 

mice exhibit increased sensitivity to physiological stressors, which was associated with 

aberrant  hypothalamic-pituitary-adrenal (HPA) function, and regulation of blood 

glucose levels [1148].  Indeed, dysfunction of the stress responsive HPA axis is also 

evident in AD patients [1342].  More specifically, Tg2576 mice exhibited severe 

hypoglycaemia and death following food restriction, as well as sustained elevation of 

plasma glucocorticoid levels and hypoglycaemia following restraint stress [1148].  By 8 

months of age male Tg2576 mice were reported to have lower basal serum insulin 

concentrations and exhibited a delayed insulin-induced reduction in blood glucose 

levels relative to WT counterparts, although basal levels of blood glucose and % 

glycosylated haemoglobin were both found to be similar between the two groups of 

mice [1244].  However, following an overnight fasting regime, TG mice were 

subsequently shown to have a greater rise in serum corticosterone levels as well as an 

excessive reduction in serum insulin concentrations [1244].  Furthermore, by 13 months 
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of age, Tg2576 mice became hyperinsulinemic suggestive of spontaneous peripheral 

insulin resistance, an effect that was prevented by the chronic oral administration of 

rosiglitazone starting at 9 months of age [1244].  Moreover, because insulin serum and 

glucocorticoid concentrations were maintained in transgenics at levels observed in WT 

mice following an overnight fast, these results provided evidence for a possible 

relationship between insulin resistance, impaired regulation of insulin and glucose 

levels, and aberrant stress responses in Tg2576 mice [1244].  As accumulation of soluble 

Aβ had been linked to memory deficits in Tg2576 mice, [841, 1284], Pedersen et al., 

suggested that insulin resistance in Tg2576 may contribute to cognitive dysfunction 

observed in these mice by increasing Aβ burden [1129].  In essence, the raised 

glucocorticoid levels in TG mice may have caused the deletion of insulin signalling 

components in the brain thereby initiating insulin resistance.  Rational for this was 

based on experiments by Buren et al. [1343], who showed that in cultured adipocytes, 

raised glucocorticoid levels deleted components of the insulin signalling pathway 

leading to peripheral insulin resistance. Crucially, because IDE is up-regulated by 

insulin in neuronal cells [1344], Pedersen et al., hypothesised that central insulin 

resistance (involving insulin deficiency), would reduce IDE expression, and thus, cause 

a relative increase in Aβ levels that could lead to impaired learning and memory in TG 

mice [1129].  Indeed, because cortisol was previously reported to cause a reduction in 

the levels of IDE, and moreover, a specific increase in the levels of Aβ42 (but not Aβ40) 

in the brain [1345], a similar outcome was predicted in Tg2576 mice. Furthermore, by 

chronically administering rosiglitazone to TG mice, Pedersen et al., hypothesised that 

both central and peripheral insulin could be normalised along with IDE deletion, 

resulting in a reduction of Aβ42 and thus, improvement of learning and memory [1129].  

Pedersen et al. tested their hypothesis in adult male Tg2576 mice and WT-littermates 

using a novel 8-arm radial maze task [1129], the results of which will be discussed in 

section 2.4. 

Rodriguez-Rivera and colleagues [1215], have also reported age-related peripheral 

glucose-regulatory abnormalities and hyperinsulinemia in adult Tg2576 mice 

suggestive of peripheral insulin resistance.  However, another group [1144], have found 

no convincing evidence for spontaneous peripheral insulin resistance in female Tg2576 

mice.  Whilst these discrepant results with female Tg2576 mice remain without 

resolution, studies in humans have shown that the sex steroid hormone estrogen may 

be protective against metabolic syndrome by contributing to the maintenance of 
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insulin sensitivity; estrogen deficiency can lead to development of T2D and insulin 

resistance in women [1346]. Taken in aggregate, current data suggest that peripheral 

glucose-regulatory abnormalities and hyperinsulinemia (both proxies for probable 

insulin resistance), may spontaneously develop in male Tg2576 mice [1129, 1148, 1215, 

1244], but the spontaneous appearance of these physiological impairments in female 

TG mice is more uncertain [1144].  Further studies are required to robustly confirm the 

presence of an insulin resistant phenotype in male Tg2576 mice, and resolve discrepant 

data with respect to such impairment in female TG, although this is not addressed in 

the current thesis.  In addition, it is interesting to note that, in contrast to the 

characteristic hypometabolism seen in AD patients, a recent study by Luo et al. [1347], 

using a combination of FDG-PET and functional fMRI in Tg2576 mice aged 7 and 19 

months of age, has reported the presence of ‘hypermetabolism’ with respect to cortical 

glucose utilisation at the 7 month time point, which could not be accounted for by 

changes in vascular compliance.  However, this hypermetabolic activity decreased with 

age such that, 19-month-old TG mice did not differ in terms of their cortical glucose 

utilisation from age matched WTs [1347].  These data are incompatible with central 

insulin resistance being present in TG mice, although this does not preclude the 

possibility that components of it may have been present in some brain regions (i.e. IDE 

hypo-function for example). However, the initial hypermotabolism revealed in this 

study may be an adaptive change to the overproduction of Aβ [1347], and could reflect 

aberrant behaviour in astrocytes, which in Tg2576 mice, have been shown to exhibit an 

age-related synchronous hyperactivity and long-range calcium waves [1348].  The 

extent to which these effects alter neural activity in rodents akin to the DMN is 

unknown; this is not addressed further in this thesis.  

 

Diet  Ind uced Insulin Resistan ce 
Peripheral insulin resistance can be induced in rodents via dietary-induced obesity, a 

process which involves the chronic consumption of a high fat diet (see review, [1349]). 

This is much closer to the clinical situation as diet-induced obesity is a major pre-

disposing risk factor for T2D in man.  However, whilst dietary-induced obese animals 

exhibit moderate elevations in plasma insulin levels compared to control animals fed 

standard rodent chow, they do not typically develop diabetes (hyperglycaemia) [1349]. 

Both plasma glucose and insulin levels are increased following a glucose challenge i.e. 

the obesity is associated with impaired glucose tolerance and insulin resistance.  Ho et 
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al. [1144], were amongst the first to investigate dietary-induced obesity in Tg2576. In 9 

month old female TG mice, they discovered a high-fat diet led to increased levels of 

Aβ40 and Aβ42 peptide generation that corresponded with increased γ-secretase 

activities, decreased IDE activities (decreased IDE expression and activity), increased 

deposition of Aβ into plaques, and behavioural impairment in a spatial water-maze 

task relative to normal-glycemic TG mice.  Furthermore, Ho et al., also observed a 

functional decrease in cortical insulin receptor-mediated signal transduction in the 

insulin-resistant TG mice, although in control studies no detectable alteration in total 

insulin receptor expression was found in the cerebral cortex of insulin-resistant Tg2576 

mice relative to normal-glycemic TG mice [1144].  However, further exploration of the 

apparent inter-relationship of insulin resistance to brain amyloidosis revealed 

decreased insulin receptor autophosphorylation and reduced PI3K/pS473-AKT/Protein 

kinase-B (PKB) levels in the cortex. This was interesting for two reasons.  First, 

AKT/PKB has been associated with an inhibitory role of on GSK-3α activity, the latter 

of which has been shown to promote Aβ peptide generation [1350].  Indeed, GSK-3α 

and pS9-GSK-3β phosphorylation (an index of GSK activation), positively correlated 

with the generation of brain C-terminal fragment of APP in the Ho et al., study [1144], 

which the authors noted provided a valuable index of γ-secretase activity in the brain 

tissue of insulin-resistant TG mice relative to normal-glycemic Tg2576 mice.  Second, 

these results are also consistent with recent research suggesting that intracellular-Aβ 

oligomers in neurons can inhibit insulin receptor signalling in part by interfering with 

the association between phosphoinositide-dependent kinase (PDK), and AKT1, 

precluding AKT1 activation and eliminating the normally neuroprotective benefit of 

insulin [1155].  Indeed, given the aforementioned fact that total insulin receptor 

expression in the cerebral cortex was found in the Ho et al., study to be statistically 

comparable between insulin-resistant Tg2576 mice relative to normal-glycemic TG 

mice [1144], it suggests that this may have been the means by which functional insulin 

receptor deficits and thus, cognitive impairment was mediated in insulin-resistant 

Tg2576 mice.  However, the authors could also not exclude the possibility that changes 

in body fat may have disregulated estrogen balance in these mice, possibly leading 

cognitive changes [1351], and insulin resistance [1346].  Another study conducted with 

female Tg2576 mice and WT-littermates fed a high fat diet [1146], has reported that 

whilst caloric intake of high-fat-diet-fed TG mice were similar to that of normal diet-

fed TG or WT mice during 4 to 8 weeks (wk) of age, it increased sharply at 12 wk, and 
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went up further at 16 wk, which paralleled changes in the level of Aβ40 and Aβ42 in 

the brain of these mice and was associated with abnormal feeding behaviour with time.  

Indeed, the hypothalamus of high-fat-diet-fed TG mice had a significant decrease in 

the expression of the anorexigenic neuropeptide, brain-derived neurotrophic factor, at 

both the mRNA and protein levels [1146].  These findings suggest that the increased Aβ 

in the brain of high-fat-diet-fed Tg2576 mice is associated with reduced brain-derived 

neurotrophic factor expression, which led to abnormal feeding behaviour and 

increased food intake, resulting in obesity and insulin resistance in these animals[1146].  

Moreover, limiting food intake in high-fat fed TG mice by pair-feeding a caloric intake 

identical with that of normal diet-fed mice, completely prevented the obesity and 

insulin intolerance of high fat-fed TG mice [1146], further supporting concerns on the 

potentially adverse long-term effects of allowing ad lib food access by default to most 

laboratory animals [1352].  

 Finally, chronic consumption of sugar in calorically sweetened beverages in 

humans is also a risk factor for obesity, as well as insulin resistance [1353], although 

much of the research in this aria has involved animal research conducted with hAPP 

mouse models other than Tg2576.  For example, using the APPswe-PSEN1 model, Cao 

et al. [1254] have reported that a chronic 25-wk ad lib consumption of a 10% sucrose-

sweetened water in TG (but not WT) mice form the age of 2 months, was sufficient in 

~8 month old mice to induce increased body weight, glucose intolerance, 

hyperinsulinemia, and hypercholesterolemia, although frustratingly, this study did not 

report the sex of the mice used.  Furthermore, these changes in TG mice were 

associated with the exacerbation of spatial memory impairment (as assessed via the 

Morris water maze test), and a 2 to 3-fold increase in insoluble Aβ-protein levels and 

deposition in the brain, although steady state levels of IDE did not significantly change 

in these mice, whereas there was a 2.5 fold increase in brain murine APOE levels [1254].   

In aggregate, these results confirm two things.  First, compared to WT littermates, APP 

mice have vulnerabilities for developing peripheral insulin resistance with age when 

the right environmental variables co-exist.  Second, the development of peripheral 

insulin resistance in these mice can further exacerbate pre-existing amyloid 

pathologies, which may promote central insulin resistance.  A similar exacerbation of 

amyloid pathology and decrease in central insulin signalling is also observed in TG 

mice which contain the double hAPP Swedish and London mutations (APPSWE-LONDON), 

which also have a streptozotocin induced form of insulin-deficient diabetes [1145]. 
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2.3. 2 Behaviou ral  ph enotype  of  Tg257 6  

Any credible model of AD should ideally display not only key pathological 

characteristics of the disease, but also as many of the behavioural characteristics of the 

disease as possible, at least to the extent that this is realistic in a non-verbal animal.  

Whilst not all clinical symptoms in AD patients find their parallel in animal models, by 

using a variety of behavioural tasks it has been possible to observe some behavioural 

impairment’s in animals that exhibit similarities to those observed in AD patients 

[1243].  As such, behavioural tasks are usually sub-divided into groups according to the 

type of memory process being tested.  In general these fall into those assessing spatial 

memory, contextual memory (including episodic-like memory tasks), and those which 

examine working memory/novelty/loco-motor activity (see reviews, [1354, 1355]).  The 

cognitive processes assessed by particular tasks within these categories can be 

differentially affected by the pathology in Tg2576 mice across the animal lifespan [1245, 

1246, 1288, 1325, 1356]. Although the behavioural phenotype of Tg2576 mice also 

includes aspects of BPS [1250, 1252], most experimental studies fixate on cognitive 

impairments, and in particular, memory impairments.  Spatial memory impairments 

and behavioural changes related to anxiety and object recognition are phenotypic 

features associated with Tg2576 mice, and are discussed in the introductions to 

individual Experiments in chapter 3.  

 

2.4 PRE-CLINIC AL  STUDIES  USING  RO SIGLITAZONE   

Several studies have now been published on the effects of rosiglitazone treatment in 

Tg2576 and reported beneficial effects on learning and memory as well as a reduction 

in pathophysiological components related to insulin resistance and hAPPSWE over-

expression [1129, 1212, 1215, 1244].  This section briefly summarises these studies.  

However, particular emphasis is placed on the study by Pedersen et al. [1129], as this 

provides the primary impetus for the experimental work detailed in chapters 3 and 4.  

  

2.4. 1 Tg2576:  Stu dies  by  Ped ersen  and  Collea gues  

However, these studies, only Pedersen et al. [1129], has reported the effects of 

rosiglitazone on cognition and Aβ-protein levels in adult Tg2576 mice following 

continuous administration of the drug over a period of several months.  Having 

previously reported that dietary supplementation with rosiglitazone normalized the 
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insulin responsiveness of male Tg2576 mice [1244], this research group sought to test 

their hypothesis that increasing peripheral insulin sensitivity would improve the 

spatial learning and memory abilities of Tg2576 mice [1129]. Using a novel 8-arm radial 

maze task, Pedersen et al. determined the effects of rosiglitazone on the spatial 

learning and memory abilities of male Tg2576 mice using the following experimental 

design: Tg2576 mice subjected to a standard rodent diet supplemented with 

rosiglitazone (TG-R) at a concentration of 30 mg/kg, Tg2576 mice subjected to an un-

supplemented (control) diet (TG-C), and wild-type mice subjected to an un-

supplemented (control) diet (WT-C). The mice were placed on their respective diets 

beginning at 9 months of age, and by monitoring food intake and body weights over 

several weeks, they were able to determine that the TG-R mice were dosing themselves 

with rosiglitazone at ∼4 mg/kg/day, a figure consistent with their previous findings 

[1244]. The initial behavioural testing was carried out when the mice were ∼13 months 

of age, and had been subjected to their respective diets for ∼15 weeks (roughly 3.4 

months). Pedersen et al. reported that there was a significant attenuation of learning 

and memory deficits in the TG-R mice compared to TG-C counterparts, with TG-R 

mice exhibiting an improvement in spatial working and reference memory across test 

days similar to WT-C mice [1129].  In contrast, the TG-C mice made a consistent 

numbers of errors throughout the testing period, and did not exhibit improvement 

[1129]. These results suggested that rosiglitazone reversed the spatial learning and 

memory impairment Tg2576 mice.  

In terms of the physiological measures, Pedersen et al. determined that 

rosiglitazone prevented abnormally high serum corticosterone levels from being 

reached in TG-R mice that had been fasted overnight [1129]. Because their behavioural 

paradigm involved repetitive overnight fasting that initiated abnormally high 

glucocorticoid levels in TG mice [1244], they hypothesized that abnormal regulation of 

glucocorticoid levels would contribute to the spatial learning and memory deficits of 

Tg2576 mice via a mechanism of lower IDE levels and concordant increase in Aβ-

protein.  The impaired performance of TG-C mice were found to correlate with higher 

levels of serum corticosterone relative to the levels found in TG-R and WT-C R mice 

[1129]. After ∼19 weeks on rosiglitazone, Pedersen administered TG-R mice metyrapone 

(a drug that blocks glucocorticoid production).  As a result, the beneficial effect of 

rosiglitazone on cognition was abolished [1129].  Since rosiglitazone was not considered 

to penetrate the BBB [1236, 1244], these data were interpreted by authors as evidence 
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for a significant role for peripheral insulin sensitivity in cognition [1129].  Finally, 

Pedersen et al. determined if rosiglitazone attenuated known glucocorticoid-induced 

changes in the brain. These studies were carried out on mice that had been sacrificed 

at ∼16 months of age, following rosiglitazone administration for ∼7 months. Pedersen 

et al. reported a statistically significant reduction in the IDE mRNA levels in the 

dentate gyrus, CA2/3, and CA1 regions of the hippocampus in TG-C versus WT or TG-R 

mice, although there were no reported differences in IDE mRNA levels among the 

groups in the frontal cortex [1129].  However, in TG-R subjects, rosiglitazone did not 

affect overall Aβ-plaque burden (thioflavin-S staining), nor did it significantly affect 

Aβ40 levels, although this study did report a significant reduction in the levels of Aβ42 

in the frontal cortex of TG-R subjects versus TG-C mice [1129].  Pedersen et al. 

considered that due to the normalisation of glucocorticoid levels, rosiglitazone  could 

have improved hippocampal IDE levels and ameliorated the frontal cortex IDE hypo-

function in TG-R mice via increased insulin binding to its receptor and/or insulin 

receptor expression [1129].  However, the authors conceded that in TG-C mice, reduced 

uptake of insulin into the brain (itself a consequence of peripheral insulin resistance in 

humans [1357]), could have also contributed to the reduced levels of IDE observed in 

these studies [1129].  Thus, the beneficial effects of rosiglitazone on the TG learning 

and memory abilities (as well as the effects on IDE), could have been due to increased 

uptake of insulin into the brain independent of its effect on glucocorticoid levels [1129].   

A striking outcome of the Pedersen studies is the discovery that fasting serum 

corticosterone levels in the Tg2576 mice were twofold higher than in control animals 

and furthermore, that this effect could be fully reversed by rosiglitazone treatment 

[1129, 1244].  This is of major significance given the well-documented detrimental 

effects of excess corticosteroids on cognition [1358], although glucocorticoids are 

necessary for normal learning and memory in human populations [1359].  However, 

since chronically raised glucocorticoid levels have been associated with antagonism of 

insulin actions and thus, over time the subsequent development of insulin resistance 

[1075] it provides a mechanistic (albeit provocative) explanation for the beneficial 

cognitive effects of rosiglitazone that does not depend on the drug gaining access to 

the brain.  Nevertheless, several components of the work by Pedersen et al. [1129] 

demand critical appraisal, not least of which are concerns over the design and thus 

validity of the de novo behavioural task used in this study to assess spatial learning and 

memory (this is discussed in detail in section 3.3.6.1).  There are also problems with the 
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conceptual framework suggested by Pedersen et al. Firstly, the authors correctly 

acknowledge that IDE indiscriminately degrades both monomeric Aβ42 and Aβ40 

[1360], meaning that the selective reduction of Aβ42 in their study suggests a protease 

other than IDE was most likely responsible for this effect [1129].  Indeed, despite the 

recovery of IDE mRNA levels in the hippocampus of TG-R mice, this was not the 

location where a reduction in fibrilar Aβ42 was observed.  A reduction of Aβ42 levels 

was only observed in the frontal cortex of TG-R mice, where IDE mRNA levels did not 

differ from other groups and the activity of IDE was reported to be less in TG-C mice 

[1129].  Whilst these data support earlier work showing that IDE hypo-function can 

contribute to the accumulation of fibrilar Aβ AD [1361, 1362], they fundamentally 

undermine the hypothesis that reduced IDE expression would in itself, lead to an 

increase in fibular Aβ, and thus memory impairment by this means.  The authors also 

do not address why if raised glucocorticoids were responsible for the loss of IDE, 

activity of the enzyme was only significantly reduced in the frontal cortex [1129] despite 

the considerable expression of the glucocorticoid receptor in the hippocampus, and 

the established role of the latter in providing feedback to the HPA-axis [1363].  Thus, 

the exact relationship between the elevated glucocorticoid levels, IDE, and insulin 

resistance in the transgenic mice is unclear.  Furthermore, whilst the pattern of IDE 

expression by Pedersen et al. [1129], is consistent with results obtained from human AD 

post-mortem tissue in that levels of neuronal IDE are reduced in the hippocampus [116, 

117], they differ from the human studies in that IDE levels are typically elevated in 

cortical regions in AD patients [118].  Consistent with human clinical data, Leal et al. 

[114] reported a plaque-associated overexpression of IDE in the cerebral cortex of 16 

month old Tg2576 mice with the peak of IDE expression in these mice coinciding with 

a sharp accumulation of soluble Aβ and massive Aβ deposition into plaques.   

 

2.4. 2 Tg2576:  Stu dies  by  Other  Research  Groups  

Two additional studies have reported effects on cognition (learning and memory) as 

well as on pathophysiological markers in Tg2576 [1212, 1215], but following a much 

shorter drug administration time.  Using a contextual fear conditioning task, these 

studies determined the effects of rosiglitazone maleate (Avandia®, GlaxoSmithKline) 

pulverized into standard rodent diet at 30 mg/kg, on the learning and memory abilities 

of male Tg2576 mice as well as a group of WT littermates.  Across both studies, mice in 

drug-treated groups received access to rosiglitazone for a 1 month period before 



 

112 

 

behavioural testing and subsequent sacrifice.  In the first study, Rodriguez-Rivera et al. 

[1215], used the Tg2576 model to test the hypothesis that cognitive improvement in a 

contextual fear conditioning task would result following 1 month of PPARγ agonism 

with rosiglitazone, and would correlate with peripheral gluco-regulatory status. 

Rodriguez-Rivera et al. exposed Tg2576 mice and WT littermates to rosiglitazone 

initiated prior to, coincident with, or after the onset of peripheral gluco-regulatory 

abnormalities in TG mice aged  4, 8, and 12 months, respectively. Whereas in TG mice 

aged 5 months-old (peripheral gluco-regulatory abnormalities absent), and 13 months 

old (peripheral gluco-regulatory abnormalities present), rosiglitazone did not illicit 

improvement in a contextual fear conditioning paradigm after one-month treatment 

despite the drug reversing the peripheral gluco-regulatory abnormalities in the 13 

month old mice, the drug did reverse the associative learning and memory deficits as 

well as peripheral gluco-regulatory abnormalities in 9 month old Tg2576 mice [1215].  

These results suggested that the drug mediated cognitive improvement in this group 

did not correlate with peripheral gluco-regulatory abnormalities per se, but probably 

reflected age-dependent mechanistic differences underlying cognitive decline in this 

mouse model [1215]. Unfortunately, the impact of rosiglitazone treatment on total Aβ 

levels (which would have increased in the 13 month old mice) was not determined.   

A subsequent study by Denner et al. [1212], administered rosiglitazone or control 

no-drug to 8 month old Tg2576 mice WT littermates (male and female).  This study 

reported that regulation of hippocampal PPAR coincided with the extracellular signal-

regulated kinase/mitogen-activated protein kinase (ERK/MAPK) signalling following 

rosiglitazone mediated cognitive improvement in TG mice using a contextual fear 

conditioning task [1212].  Furthermore, in the hippocampal PPAR  transcriptome of the 

Tg2576 mice, the authors found significant overlap between peroxisome proliferator 

response element (PPRE)-containing PPAR target genes and cAMP response element 

(CRE)-containing ERK/MAPK CREB target genes [1212].  Using quantitative mass 

spectrometry and bioinformatics on the hippocampal dentate gyrus, this study then 

identified many proteins related to synaptic plasticity and memory formation that 

were induced concomitant with rosiglitazone-mediated cognitive rescue and activation 

of PPAR and ERK2, and that these actions were reversed when hippocampal PPAR was 

pharmacologically antagonized, revealing a coordinate relationship between PPAR 

transcriptional competency and phosphorylated ERK that is reciprocally affected in 

response to chronic activation, compared with acute inhibition of PPAR [1212]. Thus, 
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the authors of this study concluded that the hippocampal transcriptome and proteome 

induced by cognitive enhancement with rosiglitazone harnesses a dysregulated ERK 

MAPK signal transduction pathway to overcome AD-like cognitive deficits in Tg2576 

mice [1212]. This meant that whilst the PPAR signalling system may not be crucial for 

normal cognition, it can intercede to restore neural networks compromised by AD-like 

pathophysiological processes.   However, these effects in Tg2576 mice have not yet 

been replicated, and the impact of treatment on IDE or total Aβ levels was again, not 

determined.  In addition, the consumption of feed was not reported in the Denner et 

al. study, so it is not possible to say what daily dose of compound the mice were 

receiving.  Nevertheless, the authors argued that these rosiglitazone-mediated effects 

are consistent with a growing body of research which suggests that rosiglitazone is able 

to cross the BBB in small quantities where it is able to activate CNS PPARγ [1165, 1239, 

1364-1367], an effect which occurs in addition to its effects on glucocorticoid levels. 

Finally, both the Denner et al. [1212] study and that of Rodriguez-Rivera et al. [1215], 

included a WT control that was also administered rosiglitazone, and reported no 

adverse effects following 1 month of exposure.  However, the effects of longer WT 

exposure to rosiglitazone have not been reported.  This is of potential importance 

clinically, as not all AD patients have T2D, or indeed, peripheral glucose abnormalities. 

Finally, it remains an open question as to whether rosiglitazone has varied effects on 

performance in different cognitive domains in Tg2576 mice, and indeed other mutant 

APP mouse models. Currently, no studies have reported whether  rosiglitazone has 

effects across multiple cognitive domains within the same study; most evaluating 

rosiglitazone have been ‘one trick pony’s’ with respect to the assessment of memory.  

Thus, one of the aims of the current thesis is to assess rodent cognition in behavioural 

experiments (see Chapter 3) several cognitive domains, including spatial working 

memory, and anxiety. 
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Study Age (months)/ Dose Rosiglitazone 
(RSG)/ Mode of Delivery 

Sex  
(M/F) 

Methods Main Findings 

Pedersen et al.,  
(2004) 

30 mg/kg in Diet. Dosing with RSG at 9 
Months (MO), for 4 MO.  Tested at 13 MO. 

M Serum corticosterone levels: 
enzyme immunoassay kit; Serum 
insulin levels: Rat Insulin ELISA 
kit. 

At 8 MO, TG mice had lower basal serum insulin concentrations and delayed insulin-
induced reduction in blood glucose levels relative to WT mice. Basal levels of serum 
corticosterone were similar between genotypes but overnight fasting caused a greater rise in 
serum corticosterone levels and an excessive reduction in serum insulin concentrations in TG 
mice.  Deficits were absent in 13 MO RSG treated mice.  Conclusion: Evidence for 
relationship between spontaneous insulin resistance, impaired insulin/glucose levels, and 
aberrant stress responses in TG mice.  

Pedersen et al.,  
(2006) 

30 mg/kg in Diet. Testing at 13 MO after 15 
weeks of RSG dosing, and then again at 14 MO 
(on diet for 19 weeks (wks).  Final testing at 16 MO. 

M 8-arm radial maze task. Enzyme 
immunoassay (corticosterone); 
Rat Insulin ELISA (insulin); Aβ 
ELISA (Aβ40 and Aβ42) 

After 15 wks of RSG, recovery of spatial and working memory deficits was seen in 13 MO 
TG mice.  However, no difference between groups when TG control mice were given short-
term administration of the drug metyrapone at 14 MO. Evidence that increasing insulin 
sensitivity reduces Aβ load and improves the spatial learning and memory abilities of TG 
mice.  

Rodriguez-Rivera et 
al., (2011) 

30 mg/kg in Diet. TG mice assessed after 1 
month treatment with RTZ initiated prior to, 
coincident with, or after, onset of peripheral 
gluco-regulatory abnormalities (4, 8, and 12 
MO)  

M and F Fear conditioning, Glucose 
Tolerance Test, Fasted insulin 
measurement (endocrine 
multiplex assay) 

Whereas 5- MO and 13 MO TG did not gain cognitive improvement after one-month 
treatment with RTZ, 9 MO TG mice exhibited reversal of associative learning and memory 
deficits.  Peripheral gluco-regulatory abnormalities were improved in 9 and 13 MO TG with 
RTZ treatment; RTZ treatment had no effect on the normal glucose status of 5 MO TG mice. 
Conclusion: RTZ-mediated cognitive improvement does not correlate with peripheral gluco-
regulatory abnormalities per se, but reflects the age-dependent mechanistic differences that 
underlie 

Denner et al. (2012) 

 

 

30 mg/kg in Diet. RSG Dosing started at 8 
months, tested at 9 MO. 

M and F Fear conditioning In the hippocampal PPARγ transcriptome, overlap between PPAR response element-
containing target genes, and ERK-regulated cAMP response element-containing target 
genes. Within the TG dentate gyrus proteome, RSG induced proteins with structural, energy, 
biosynthesis and plasticity functions.  RSG-mediated augmentation of PPARγ and ERK2 
activity during TG cognitive enhancement reversed when hippocampal PPARγ was 
pharmacologically antagonized.  Conclusion: hippocampal transcriptome and proteome 
induced by cognitive enhancement with RSG harnesses a dysregulated ERK MAPK signal 
transduction pathway to overcome AD-like cognitive deficits in TG mice. 

Table 2.1: Major studies in Tg2576 using Rosiglitazone 
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2.4. 3 PP AR-γ Studies  Using Other  hAPP  Models  

Several studies have investigated the use of rosiglitazone in APP mouse models other 

than Tg2576, which may shed light on the mechanisms underpinning CNS metabolic 

dysfunction, as well as the means by which rosiglitazone may have a beneficial effect 

on these pathologies.  Escribano et al. [1214], have shown that APPSWE-IND mice also 

exhibit significant disruption to the HPA axis, whereby the hyper-secretion of 

glucocorticoids by 10 months of age results in a significant increase in their plasma 

corticosterone levels compared to WT littermates [1214].  Likewise, Escribano et al. 

have shown that rosiglitazone reversed an object recognition deficit in APPSWE-IND mice 

(which overexpress hAPP with the Swedish K670N/M671L and Indiana V717F familial 

AD mutations under control of the PDGF promoter) aged ~13 months, as well as 

reduced glucocorticoid levels (particularly corticosterone levels) [1214].  However, 

because rosiglitazone also reversed an object recognition deficit in young APPSWE-IND 

mice in this study when glucocorticoid levels were not increased, it suggests that the 

preventive effect of rosiglitazone on memory impairment cannot always be attributed 

to a plasma corticosterone lowering action [1214].  Indeed, PPAR-γ agonists are not 

reported to have analogous effects on glucocorticoids in humans [1368].  However, 

some studies have reported a possible relationship between the signalling associated 

with PPAR-γ activation and the glucocorticoid receptor [1369, 1370].  Furthermore, 

intra-hippocampal injection of the glucocorticoid receptor antagonist RU38486 in 

mice [1371], or in rats with glucocorticoid receptor gene deletion [1372], caused 

impairments in performance on avoidance and spatial memory tasks.   Moreover, in 

APPSWE-IND mice it is apparent that the overexpression of APP and/or the presence of 

APP-derived fragments is sufficient to induce alterations in hippocampal 

glucocorticoid receptors independently of plasma corticosterone levels, a process 

which rosiglitazone reverses at different ages (again independently of glucocorticoid 

levels) [1214].  These results suggest that mutant hAPP mice manifest memory decline 

along with an early and lasting reduction of glucocorticoid receptors in the brain and 

hippocampus in particular - a process which rosiglitazone appears to reverse [152].  

Indeed, in doing so, the drug may restore physiological control of the HPA axis to the 

benefit of learning and memory [1214].  However, this mechanism may require 

rosiglitazone to be freely available in the brain; since its bioavailability to the CNS is 

poor [1239], there may be insufficient drug in the brain to drive these glucocorticoid 

receptors effects. 
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Finally, it is interesting to note that whilst studies of rosiglitazone treatment in 

Tg2576 mice have not affected Aβ-plaque burden (by thioflavin-S staining), or Aβ40 

levels [1129], another study by Yan et al. [1230] has reported that pioglitazone caused a 

statistically significant reduction in Aβ40 but not Aβ42 in the brains of Tg2576 mice.   

(again Aβ-plaque burden was not affected).  However, in mice that express the double 

Swedish and Indiana hAPP mutations (APPSWE-IND), rosiglitazone treatment has been 

shown to not only ameliorate a recognition and spatial memory impairment, but also 

reduce Aβ burden in the brain where it almost completely removes the abundant Aβ-

plaques observed in the hippocampus and entorhinal cortex of 13-month-old 

transgenic mice, as well as reduce the number of neuropil threads containing 

phosphorylated tau [1213]. This shows that thiazolidinedione’s such as rosiglitazone 

may have markedly differing effects on AD-like pathology in different APP mouse 

models.  Recently, research has suggested that rosiglitazone, and lithium treatment 

may, in a TG mouse model that co-expresses APPswe and the exon 9 deletion of the 

PSEN1 gene (APPSWEPSN1), mediate their beneficial effects on memory, Aβ-plaque 

burden and phospho-tau, by activating Wnt signalling in the brain [1216]. This 

mechanism possibly involves the increase in β-catenin, and inhibition of GSK-3β [1216]. 

Whether activation of this pathway occurs in Tg2576 mice is uncertain, as is the reason 

for why these drugs exert varying effects across different APP mouse models.   
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Study Age/Dose/ Mode of Delivery Sex (M/F) Methods Main Findings 
Escribano et al., 
(2009) 

5 mg/kg per day RSG administered orally to 1.5 
MO APPswe-Ind mice for 10 weeks to prevent the 
cognitive impairment apparent in 4-MO Tg mice.  
In other studies, beginning at 9 months of age, 
hAPPswe-ind mice were daily treated for 4 weeks 
with rosiglitazone, at the same dose or with the 
vehicle. Age-matched non-transgenic also received 
the vehicle. 

Unknown Object recognition.  Histological assessment of 
damage by staining with thionine (Nissl 
staining).  Free floating tissue sections 
comprising the hippocampal formation were 
processed for immunohistochemistry 
(glucocorticoid receptor).  Plasma 
corticosterone levels (enzyme immunoassay 
kit). 

In mutant mice it was found that memory impairment in the object recognition 
test was prevented and reversed by chronic RSG treatment. An early down-
regulation of glucocorticoid receptors GR occurred in the hippocampus that 
was not related to elevated plasma corticosterone levels, but was prevented by 
RSG. In parallel with behavioural studies, rosiglitazone also normalized GR 
levels in older animals. This effect may contribute to explain the attenuation of 
memory decline by PPARγ activation in an AD mouse model.  No impairments 
were observed in the WT mice receiving RSG. 

Escribano et al., 
(2010) 

We treated 9-month-old transgenic mice by oral 
gavage with rosiglitazone maleate as a suspension 
in sterile water at a dose of 5 mg/kg/day or with 
vehicle for 4 weeks prior to testing (object 
recognition). Groups of animals underwent spatial 
reference learning in the Morris Water Maze test 
after 4 and 16 weeks of treatment. 

M Object recognition; Morris Water Maze test. 
Cortical Aβ42 and Aβ40 levels were measured 
by using a sensitive sandwich ELISA kit. For p-
tau staining, slides were treated with methanol 
and H2O2 to inhibit endogenous peroxidase 
activity, followed by blocking with 3% milk in 
TBS. 

Chronic treatment with RSG facilitated Aβ clearance. RSG reduced Aβ burden 
in the brain and almost completely removed the abundant Aβ-plaques observed 
in the hippocampus and entorhinal cortex of 13-month-old transgenic mice. In 
the hippocampus, neuropil threads containing phosphorylated tau were also 
decreased by the drug. RSG switched on the activated microglial phenotype, 
promoting its phagocytic ability, reducing the expression of prion 
inflammatory markers and inducing factors for alternative differentiation.  The 
decreased amyloid pathology may account for the reduction of p-tau-
containing neuropil threads, and for the rescue of impaired recognition and 
spatial memory in the transgenic mice. 

Toledo and 
Inestrosa (2010) 

9-month-old APPswe/PSEN1 were administered 
intraperitoneal (IP) injections of lithium chloride 
daily (3 mequiv. kg-1 IP, daily), dissolved in saline 
serum, or with rosiglitazone (3mgkg-1) in sterile 
water by oral gavage. Control treatments included 
IP injections of saline solution or maleate in sterile 
water by gavage (0.45mgml-1). 

Unknown Morris water maze Training was conducted up 
to 10 trials per day for a total of 4 days, until 
the criterion of 3 successive trials with an 
escape latency of < 20 s was met. 
Immunohistochemical procedures (Aβ-plaque 
quantification)/ Astroglial GFAP intensity.  
Immunoblotting (synaptic proteins). 

Both RSG and Lithium Chloride significantly reduced (1) spatial memory 
impairment induced by amyloid burden; (2) Aβ aggregates and Aβ oligomers; 
and (3) astrocytic and microglia activation. They also prevented changes in 
presynaptic and postsynaptic marker proteins. Finally, both drugs activate Wnt 
signalling shown by the increase in b-catenin and by the inhibition of the 
GSK3. Conclusion: lithium and rosiglitazone, possibly by the activation of the 
Wnt signalling pathway, reduce various AD neuropathological markers. 

O'Reilly and 
Lynch (2012) 

6mg/kg/day in 50 ul administered in maple syrup. 7 
MO APPswe/PSEN1 mice, on diet for 2 wks prior 
to testing and 2 wks during testing. 

Unknown 
Reported 

Morris Water Maze. 

Aβ ELISA (Aβ40 and Aβ42) 

Accumulation of Aβ was accompanied by deficit in the reversal phase of 
learning in the Morris Water Maze, and that treatment with Rosi for a 4 week 
period, attenuated these changes. 

Table 2.2: Major studies in other APP mouse models using Rosiglitazone 
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3. BEHAVIOURAL  EXPERIMENTS  

 

3.1 INTRODUCTION  

HE AIM of the experiments in this chapter was to evaluate the changes in 

behaviour in adult male Tg2576 mice that might arise from continuous 

rosiglitazone treatment over a period of several months.  Historically, the 

genesis of the programme of research detailed in this thesis originates from the need to 

further clarify the impact of rosiglitazone in adult male Tg2576 mice following the 

controversial 2006 publication of research by Pedersen et al. [1129].  It is important to 

clarify that, at that time no other study had yet been published on the impact of 

rosiglitazone in hAPP mutants, and only limited human clinical data was available —

all of which was generally supportive of a beneficial effect of this drug in patients with 

early to moderate AD [1235, 1236].  As such, the overall lead hypothesis for this thesis 

was that rosiglitazone should ameliorate age-related learning and memory deficits as 

well as pathophysiological changes associated with the hAPP transgene in TG mice.  

However,  subsequent to the 2006 publication or research by Pedersen et al., two other 

pre-clinical studies have been published which have also investigated the impact of 

rosiglitazone treatment on cognition and other pathophysiological measures related to 

hAPP over-expression in Tg2576 [1212, 1215].  As most of the experiments described in 

this thesis have investigated issues that have not been addressed by these recent 

studies, the results reported herein still make an original and timely contribution to 

our understanding of the impact of rosiglitazone on behaviour and amyloid load in 

adult male Tg2576 mice. 

The experiments detailed in this thesis used animals that are subject to procedures 

classified as “Mild”. The relevant ethical approval had been obtained from the Local 

Ethical Review Committee (Cardiff University), and permission from the Genetic 

Modification Safety Committee and the Home Office.  Since one of the primary 

T 



 

119 

 

objectives of this study was to determine the impact of using PPAR-γ treatments to 

modify aspects of AD-related neuropathology and behavioural impairment, no other 

alternative to the use of TG mice was deemed viable.  As stated earlier, the main 

disadvantage of the Tg2576 model is the lack of NFT development and neuron loss. 

However, this model does provide an excellent opportunity to assess the impact of 

therapeutic interventions on the pathology and behavioural changes associated with a 

theoretically early stage of AD pathogenesis and one of the leading putative cause(s) of 

AD: insulin resistance.  Behavioural variability in female Tg2576 has been reported in 

several tasks [1356, 1373, 1374], likely occurring as a function of the estrous cycle [1351].  

This is particularly true with respect to cognitive measures such as spatial memory in 

rodents [1351], as well as assessment of pathophysiological measures such as blood 

plasma insulin levels, and dendritic spine density in the DG of the hippocampus [1375, 

1376], particularly in rodents [1377]) (see Chapter 4).  Whilst the pharmacodynamics of 

many PPAR-γ compounds such as rosiglitazone are considered the same in clinical 

populations irrespective of sex [1378, 1379], variations in performance and physiology 

due to oestrogen could potentially confound the interpretation of any drug effects on 

behavioural performance or the physiological parameters being measured. For this 

reason, only male Tg2576 mice and WT littermates were used in the experimental 

studies detailed in this thesis.  

 

3.2 STRATEGIES  AND  HYP OTHESIS  

None of the pre-clinical studies assessing the impact of rosiglitazone in Tg2576 mice 

have used a battery of cognitive and behavioural assessments covering multiple 

domains [1129, 1200, 1212, 1215, 1244].  Thus, it is unclear if rosiglitazone has a selective 

or wider range benefit on cognition in these mice.  To address this issue, Experiments 

1-4 in this chapter, comprise a battery of behavioural tasks that cover established 

phenotypic cognitive and other behavioural changes in adult Tg2576 mice.  

Experiment 1 involved the use of the T-maze forced choice alternation task (T-maze 

FCA task), a well-characterised and hippocampus-dependent test of rodent spatial 

working memory [1246, 1288, 1380].  Experiments 2 and 3 respectively then detail other 

behavioural phenotypes inTg2576 mice related to non-conditioned anxiety: the 

elevated plus maze (EPM) and marble burying task [1381, 1382].  Both of these tasks are 

popular methods of assessing anxiety-like behaviours in rodents [1383]. Experiment 4 
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then involved the assessment of behavioural changes related to object recognition.  

This involved the use of a de novo recognition task the design and rationale for which 

was based on the published research of Good and Hale [1384]. A detailed rationale and 

methodological procedures relating each of the above behavioural tasks can be found 

in the appropriate sections of individual experiments.  Each of the above behavioural 

experiments is divided into two treatment strategies: a late intervention strategy and, 

an early-intervention strategy (see below).  Finally, Experiments 5, 6 and 7 are detailed 

in Chapter 4, and report post sacrifice biochemical/physiological measures.  Although 

Experiment 5 has data corresponding to the late and early-intervention conditions, due 

to time and financial constraints, it was not possible to do this for Experiments 6 and 

7.  As a result, these latter experiments relate to the late-intervention and early 

intervention strategies respectively. 

 

3.2.1.1 Late-Intervention Strategy 

Neuronal and behavioural deficits in Tg2576 mice appear to be established in a time-

dependent manner, and can be temporally clustered into early deficits observed in 4- 

to 5-month-old animals, and late deficits that occur in animals after the age of 6-8 

months [1245].  Early onset deficits in TG mice occur at ~4 months of age and include a 

decrease in hippocampal spine density in the DG, LTP, in vivo memory as measured by 

contextual fear conditioning task, and an increase in the ratio of Aβ42 compared to 

Aβ40 [1245]. Late deficits observed include spatial working memory impairment in 

tasks such as forced choice T-maze alternation [1288, 1385], which generally emerge 

between 6–8 months of age [1246, 1385].  At this time, insoluble forms of Aβ are 

increasing exponentially [1284, 1291], and hippocampal synaptic pathology is well 

developed [1245].  The initial studies in Tg2576 by Pedersen et al [1129, 1244], as well as 

most subsequent studies using this mouse model [1212] (but see [1215]), have 

administered rosiglitazone to adult mice aged 8 months or older when amyloid 

pathology and synaptic deficits are already well established. However, although all 

these have reported beneficial effects on learning and memory, the publication of 

research by Pedersen et al. [1129, 1244], has been controversial [1166].  Thus, further 

clarification of the impact of rosiglitazone in adult male Tg2576 mice was required.  To 

achieve this, in the first set of experiments involve a late intervention strategy (LINS) 

in which chronic rosiglitazone administration took place from the age of ~9 months 

through to 18 months old (see figure 3.1).    Following initial pre-drug conformation of 
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a cognitive phenotype at 8 months of age, it was predicted on the basis of findings 

from Pedersen et al. [1129, 1244], that rosiglitazone administration would then reverse 

this age-related cognitive and other behavioural deficits observed in male Tg2576 mice, 

as well as lower amyloid load.  

 

 
Figure 3.1: Summary of LINS Design. Key: MO= Month Old; RSG = Rosiglitazone.  TG and 

WT mice were allocated to one of four experimental groups at ~9 MO [TG-non-drug (TG-N), 

TG-Rosiglitazone (TG-R), WT-non-Drug (WT-N) and WT-rosiglitazone (WT-R)] following 

completion of the pre-drug stage of Experiment 1 (this experiment was comprised of three 

stages see Figure 3.3), which assessed spatial working memory via the T-Maze FCA 

paradigm.  Following the conclusion of Experiment 1 at 13 MO, the mice received 

Experiments 2 and 3 after a short break (Elevated Plus Maze and the Marble Burying task 

respectively), both of which assessed non-conditioned anxiety and behavioural disinhibition.  

The behavioural battery concluded with Experiment 4, which assessed memory for object 

recognition and object location. Following the sacrifice of the mice at the age of ~18 months, 

Experiments 5 and 6 were conducted.  Experiment 5 assessed adiponectin protein levels 

from terminal blood plasma samples, whilst Experiment 6 assessed total Aβ levels (soluble + 

insoluble) extracted from homogenates of single brain hemispheres. 
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3.2.1.2 Early-Intervention Strategy 

Some pre-clinical studies have raised concerns that rosiglitazone may have a limited 

therapeutic window for ameliorating cognitive impairments in adult hAPP mice [1215, 

1386]. For example, as discussed in chapter 2, Rodriguez-Rivera et al. [1215], used the 

Tg2576 model to test the hypothesis that cognitive improvement in a contextual fear 

conditioning task would result following 1 month of PPARγ agonism with rosiglitazone 

and would be correlated with peripheral gluco-regulatory status. Rodriguez-Rivera et 

al. reported that whilst in TG mice aged 5 months-old and a separate cohort of TG 

mice aged 13 months, rosiglitazone did not elicit learning and memory improvement 

despite reversing peripheral gluco-regulatory abnormalities in the 13 months old mice.  

However, rosiglitazone treatment did reverse both peripheral gluco-regulatory 

abnormalities and associative learning and memory deficits (contextual fear 

conditioning) in 9 month old Tg2576 mice [1215].  These results are consistent with 

those of Nicolakakis et al. [1386], who using a different hAPP mouse model reported 

that in TG mice started on the PPARγ agonist pioglitazone at ~14 months for 6–8 

weeks, physiological changes occurred (normalised glucose uptake in response to 

neuronal activity and attenuated astroglial activation), in the absence of  recovery of a 

spatial memory deficit in these mice.  Taken together these studies suggest that in 

order to be maximally effective, PPARγ agonists may have to be administered early, 

prior to the occurrence of significant amyloid pathology and synaptic deficits.  

However, to date none of the published studies conducted in Tg2576 mice have 

reported the impact of the drug on the appearance of late-stage age-related cognitive 

deficits following continuous administration of the drug from an early time point when 

amyloid and synaptic pathology in TG animals would be expected to be minimal [1242, 

1245] and some measures of cognition would be comparable between transgenic and 

non-transgenic mice [1246].  Thus, in a second course of experiments, this thesis 

reports an early-intervention strategy (EINS) to investigate the impact of rosiglitazone 

administration on the established appearance of age-dependent cogitative deficits in 8 

month old TG mice following continuous drug administration from the age of 5 

months (see figure 3.2).  It was predicted that rosiglitazone would delay the onset of 

age-related cognitive and behavioural deficits in adult TG mice.  In each experiment, 

the result of experimental manipulations is presented chronologically: LINS data is 

presented first, followed by ENIS.  To avoid repetition, discussion material related to 

each is reserved until after the presentation of both LINS and EINS results.   



 

123 

 

 
Figure 3.2: Summary of EINS Design. Key: MO= Month Old; RSG = Rosiglitazone. TG and 

WT mice were allocated to one of four experimental groups at 5 MO: TG-non-drug (TG-N), 

TG-Rosiglitazone (TG-R), WT-non-Drug (WT-N) and WT-rosiglitazone (WT-R), and run 

through the same battery of behavioural tasks used in the LINIS condition. However, in order 

to address potential concerns on T-Maze FAC performance due to the order in which this task 

and the anxiety tests were given to mice in the LINIS condition, the presentation of tasks was 

counterbalanced in ENIS such that anxiety related assessments were conducted first 

(Experiments 2B, 3B), followed after a short break by T-Maze testing (Experiment 1B) and 

then object recognition (Experiment 4B).  
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3.3 EXPERIMENT  1:  SPATIAL  WORKING  MEMORY 

3.3. 1 Introduction  

PATIAL MEMORY is assessed in rodents by a variety of means, but most 

commonly via the T-maze, Y-maze, Morris water maze, radial arm maze, radial 

arm water maze, and   Circular platform tasks such as the Barnes maze [1387].  

All of these tasks measure a range different memory types in rodents, including 

‘reference’ and ‘working’ memory. Reference memory can be thought of as retained 

information that is useful across all exposures to the task (i.e., on any day of testing).  

In the Morris water maze, for example, reference memory involves subjects learning 

the location of a fixed position platform or reward over the course of the test (e.g. a 

trial-independent representation), with successful completion of the task requiring 

amongst other things, the use of LTM in the process of navigating to the ‘goal’ location 

[1388].  In rodents, working memory is usually considered to relate to a representation 

of an object, stimulus, or spatial location that is typically used within a trial (such as T-

maze forced-choice alternation), but not between sessions, to guide behaviour [1389].  

 

3.3.1.1 Spatial Memory Impairment in Tg2576 

Most studies have found that Tg2576 mice older than 14 months have significant 

memory impairment, although disagreement exists with respect to the exact time 

these deficits first become evident [1242, 1251, 1253, 1284, 1289, 1356, 1390].  Hsiao et al. 

[1242] reported that that in 9–10 month TG mice (sex not reported), spatial memory 

impairment was revealed via decreased alternation in a Y-maze paradigm, and 

impaired performance in a Morris water-maze task, whereas there was no deficit in 

these tasks at 2–6 months of age.  This is broadly consistent with a study by Barnes et 

al. [1246], which reported that in male Tg2576 mice, deficits in a T-maze spatial 

navigation task generally emerges at approximately 6–8 months of age.  Indeed, this 

study showed that whilst mutant male mice were able to process both intra-maze and 

extra-maze stimuli, they exhibited a deficit in forming an allocentric representation of 

their environment [1246].  It is of interest that during this time period, the production 

of insoluble and soluble forms of Aβ in cortical and hippocampal areas is increasing 

[1284, 1291]. However, using equal numbers of males and females, King and Arendash 

[1356] failed to find any overall TG deficit on Morris water-maze acquisition and 

retention from 3 months to 19 months.  This finding was consistent with the outcome 

S 
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of a previous study [1391], which reported that the combined data from equal numbers 

of aged males and females failed to deliver a significant TG deficit in either Y-maze 

alternation, water maze acquisition, passive avoidance, or active avoidance testing 

between the ages of  3 to 9 months old.  However, results from other tasks in this study 

revealed substantive behavioural deficits in TG mice that were gender-dependent and 

sometimes progressive in nature.   Thus, between 3 and 9 months of age, a progressive 

spatial impairment was observed in a circular platform task by TG males, as was a 

progressive deficit in visible platform testing for all TG animals [1391].  Other 

transgenic effects included both impaired water maze retention and circular platform 

performance in 3 month old TG females.  This later effect was responsible for an 

overall (males + females) TG deficit in circular platform performance at 3 months of 

age [1391]. Further, sensorimotor testing revealed that TG males were more active in 

both open field and Y-maze at 3 months of age [1391].  Nevertheless, Westerman et al. 

[1284], reported that in Tg2576 mice aged between 4 and 25 months (sex not reported), 

a deficit in the Morris water-maze started to appear at around 6 months, whereas 

Ognibene et al. [1252]  found that in TG mice (sex not reported) spatial memory 

impairment was shown in the Y-maze at 7–12 months.  Spatial memory impairments 

have also been found in Tg2576 mice prior to 6 months when the brain is typically free 

of amyloid plaques and deposits [1356, 1391, 1392], providing one reason for seeking an 

early intervention strategy in Tg2576 mice. Thus, whilst not all studies have confirmed 

spatial memory defects in Tg2576 mice, those which have tend to report that they do 

not normally appear before 6 months but are usually present by 9 months.   

Part of the variability in these studies is that the hAPP transgene may have 

interacted with sex differences in some spatial memory and other behavioural tasks. 

Additional factors which may have affected behavioural performance of mice in some 

tasks, including differences in the genetic background in Tg2576 and WT mice, and in 

particular the proportion of SJL background strain [1381].  Using in-bread strains also 

increases the risk of inadvertently “breeding in” unfavourable behavioural traits and/or 

physical defects which may affect behavioural performance. For example, the retinal 

degeneration Pde6brd1 (RD) mutation can be a major pitfall in behavioural studies 

using Tg2576 mice bred on a B6:SJL genetic background as this can potentially 

compromise tests of spatial memory and recognition memory processes [1393].   

A previous study by Pedersen et al. in adult male Tg2576 has suggested that 

rosiglitazone is able to reverse the spatial memory deficit [1129], and is supported by 
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findings in other hAPP mouse models [1216, 1217].  In addition, rosiglitazone has also 

been shown to reverse a spatial memory deficit in aged rats fed a high fat diet [1211].  

However, with the exception of Pedersen et al. [1129], all these studies have used the 

Morris water maze to assess spatial cognition.  The Morris water maze is a classic task 

for testing spatial memory in rodents, and is acknowledged to be dependent on intact 

hippocampal function [1394-1396].  Indeed, the Morris water maze task was used in the 

original study characterizing the Tg2576 mouse [1242].  However, there are other 

popular ways of assessing spatial memory in rodents, and if rosiglitazone does reverse 

the spatial memory impairment in Tg2576 mice, it should do so whatever standard 

measure of rodent spatial memory is used.  

 

3.3.1.2 T-Maze Forced Choice Alternation 

T-Maze Forced choice alternation (FCA) and left-right discrimination tasks using the 

T-maze have been widely used to assess working memory [1389], and reference 

memory [1383, 1397, 1398], respectively in rodents.  These tasks are based on the 

premise that animals have evolved an optimal strategy to explore their environment 

and obtain food with a minimum effort [1389, 1397].  Furthermore, in the absence of 

food-deprivation, a simple T maze can be used as described to assess spontaneous 

alternation, and is based on the willingness of rodents to explore a new environment 

[1397] (i.e. they prefer to visit a new arm of the maze rather than a familiar arm). All of 

these tasks are relatively easy to administer and depend on intact alternation 

behaviour [1398].  Damage to the hippocampus causes severe a spatial memory deficit 

[453], and the T-maze FCA version is widely considered to be dependent on intact 

hippocampal and prefrontal function in rodents [1380, 1396, 1399].  Indeed, the T-maze 

FCA task has been shown to be sensitive to the hAPPSWE mutation in an age-dependant 

manner [1246], probably as a function of its sensitivity to Aβ-related hippocampal 

dysfunction [1385]. A transgene-related impairment in the T-maze FCA task has been 

reported from the age of 8 months in Tg2576 mice [1246], as well as in TG mice aged 12 

and 16 months [1246, 1251, 1288].  Furthermore, the likelihood of detecting significant 

impairment in Tg2576 mice relative to age-matched controls has been found to be 

highest with the use of T-maze FCA and the radial arm water maze tasks compared to 

other popular methods of assessing spatial memory in rodents [1400].  For all of these 

reasons the T-maze FCA task was considered a suitable means of assessing the effects 

of rosiglitazone treatment on spatial working memory in the present study.   
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3.3.1.3 Experimental Design 

Experiment 1A (LINS) aimed to assess spatial working memory in adult male Tg2576 

mice and WT littermates using the T-Maze FCA paradigm between the ages of 8 to 13 

months. It was expected that Tg2576 mice would show a persistent deficit on this task 

throughout this time [1246, 1251, 1385].  This experiment consisted of three stages: a 

single pre-drug stage and two post-drug stages (see figure 3.3).  All three stages 

involved the application of a separate T-maze FCA task.  The pre-drug stage was 

conducted when mice were aged between 8 and 9 months.  The objective here was to 

provide confirmation of phenotype on the T-maze FCA task.  Following the 

completion of the pre-drug stage, groups of TG and WT mice were immediately 

allocated to drug-treated or non-drug treated conditions and started on their 

respective diets (see section 3.3.2.1).  Post-drug 1 took place 1o days after the start of 

drug regimens, when the mice were aged between 10 and 11 months.  The objective in 

this stage was to check for any early drug effects as this had not been determined in 

the original Pederson study [1129] upon which the current thesis is based.  However, 

subsequent studies have reported effects on learning and memory in Tg2576 mice 

following 4 weeks of continued drug administration [1212, 1215].  Mice were then re-

tested at post-drug 2 after ~3 months exposure to experimental diets. This stage took 

place when the mice were aged between 12 and 13 months (see figure 3.1).  The aim of  

Experiment 1B (EINS) was to assess if rosiglitazone exhibited a protective effect in 

relation to the age-related T-maze FCA impairment in 8 month old Tg2576 mice 

following continuous access to the drug from the age of 5 months.  In both 

interventions, the same drug groups and controls were used, with the mice run in 

pseudorandom order across several staggered replications of no more than 18.   

 
Figure 3.3 Experiment 1A.  Starting with a pre-drug (no RSG) assessment at 8 MO, the mice 

were allocated to one of four experimental groups: TG-non-drug (TG-N), TG-RSG (TG-R), 

WT-non-Drug (WT-N) and WT-RSG (WT-R).  Spatial working memory was then re-assessed 

at Post-drug 1after 10 days on RSG, and again at Post-drug 2 after ~3 months RSG 

administration. 
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3.3. 2 Methods  and  Apparatus  

3.3.2.1 Animals and Drug Administration 

All mice were maintained on a 12-h light/dark schedule (lights off at 1500 hours), with 

ad libitum access to food comprised of standard pelleted rodent chow laboratory chow 

(RM1 Rodent, Expanded Pelleted, SDS, England), or the powdered equivalent (RM1 

Rodent Expanded Ground, SDS, England).  With the exception of Experiment 1, which 

required male mice to be water deprived for 22 hours prior to testing in order to 

maintain motivation to find a sucrose reward, all mice received ad libitum access to 

water.  Where mice were water deprived they were maintained at 85% of free feeding 

weight, and weighed daily in order to ensure good general health. All behavioural 

experiments began at 09:00 each day during the light phase, and were completed in 

full compliance with the U.K. Animals (Scientific Procedures) Act 1986, and Home 

Office (United Kingdom) guidelines. The running order of mice during behavioural 

experimentation was counterbalanced for genotype and diet.  

 
LINS Experimen ts   
Animals used in LINS Experiments used 68 experimentally naive heterozygous male 

Tg2576 mice and 47 non-transgenic WT littermates (cohort 1), all of which were 

purchased from Taconic (Taconic Farms, Germantown, NY).   Tg2576 mice contain a 

hamster prion protein promoter in their DNA insert in order to drive strong expression 

of the hAPPSwe transgene.  This model was created by microinjecting the human 

APP695 gene containing the double mutation K670N, M671L into B6SJLF2 zygotes 

using a hamster prion protein cosmid vector. The resultant mice from founder line 

2576 were backcrossed to C57BL/6. In March 1999 Taconic Farms (Germantown, NY) 

received stock of Tg2576 from the Mayo Foundation [25], wherehence hemizygous 

males were backcrossed with C57BL/6NTac for derivation by embryo transfer. This 

colony is maintained by mating hemizygous male mice with B6SJLF1 female mice.  

Taconic received stock of Tg2576 from the Mayo Foundation in March 1999 [1282], 

wherehence  hemizygous males were backcrossed with C57BL/6NTac for derivation by 

embryo transfer. The colony is maintained by mating hemizygous male mice with 

B6SJL F1 female mice. Animals belonging to cohort 1 were received in the laboratory at 

the age of 2 months from Taconic Farms (USA), where they were initially housed in 

standard plastic mouse cages in same genotype groups of three or four.  Each cage 

contained wood shaving bedding and cardboard tubes to provide some environmental 
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enrichment.  The mice had been ear punched by Taconic Farms for identification prior 

to their arrival.  At the age of 4 months all mice were singularly re-housed in standard 

mouse cages and their pelleted food exchanged for the powdered equivalent in 

preparation for experimental studies. Behavioural testing of mice from cohort 1 took 

place between the ages of 8 to 17 months.  Cohort 1 mice were then immediately 

sacrificed at 18 months, and the necessary tissues harvested for biochemical analysis.  

The resulting tissue samples were labelled and stored at -20°C until further use. 

Independent genotyping of mice from cohort 1 were confirmed by GSK via a 

subsequent Aβ ELISA analysis following termination.  The rationale for this was that 

any WT mice in the sample would produce a null result in the ELISA, as they 

contained no Aβ-plaques. Whilst this was an unusual means of confirming the 

genotype of these mice, it did establish that the mice had been assigned to the correct 

groups based on their genotype at receipt.   

Drug Administration: Two previous studies have assessed the impact of 

rosiglitazone in WT mice [1212, 1215], and reported no significant impact of the drug on 

behavioural performance or peripheral gluco-regulatory mechanisms, although the 

impact of chronic exposure to the drug in WT littermates has not been determined. 

LINS Mice were allocated to drug-treated or non-drug treated groups and started on 

their respective diets between the ages of ~8-9 months after the completion of each 

pre-drug replication of Experiment 1A.  Mice were allocated to experimental groups 

according to their mean pre-drug performance so that within genotype performance 

was matched across drug-treated and control groups (this would make post-drug 

performances easier to interpret). TG mice allocated to drug-treated conditions 

received powdered lab chow supplemented with research grade drug compound, 

either the partial PPAR-γ agonist GW855266X (TG-B, n=12) at 30mg/kg, PPAR-delta 

agonist GW610742 (TG-A, n=12) at 10mg/kg, or rosiglitazone at 10mg/kg (TG-R, n= 12).  

TG mice allocated to the control condition received un-supplemented powdered lab 

chow (TG-N, n=12).  WT mice in the control condition also received un-supplemented 

powdered lab chow, whereas WT mice allocated to a drug-condition received 

powdered lab chow supplemented with rosiglitazone at a concentration of 10 mg/kg 

(WT-R, n=12).  The decision to include a WR-R control was justified on the basis of 

pharmacokinetics and pharmacodynamics as both can differ among genetically 

engineered lines. Thus, the WT-R control provided a means by which target drug 

effects could be validated in relation to adiponectin levels, which should be similarly, 
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elevated across all PPAR treated groups (see chapter 4).   TG-A and TG-B groups were 

run with the experimenter blind to the identity of the compound as part of an 

outsourced pilot study for GSK, the results of which were not intended to be 

disseminated as part of this thesis. Behavioural testing of TG-A and TG-B groups was 

abandoned midway through Experiment 1A due to concerns over the poor tolerability 

of these compounds in the mice. As a result, both these groups were dropped from the 

study and are not considered further here (these conditions are mentioned here 

merely for completeness).  All mice were maintained on their respective treatment 

regimens until sacrifice.  All PPAR compounds were supplied by GSK pharmaceuticals, 

Harlow UK.  

 

EINS Experim ents  
The Tg2576 model has been made widely available to research institutions for non-

profit research purposes, enabling the formation of multiple Tg2576 mouse colonies, 

one of which is maintained by Professor M.A. Good, Department of Psychology, at 

Cardiff University.  The animals used in EINS Experiments were derived from this 

colony, and were comprised of 24 experimentally naive heterozygous male Tg2576 

mice and 25 non-transgenic WT littermates (cohort 3), all of which were specifically 

bred from the colony maintained by Professor Mark Good at Cardiff University.  The 

Tg2576 line was originally established by crossing a C57Bl/6j x SJL F3 founder twice 

into C57Bl/6j [1288]. Overexpression of the transgene was maintained in subsequent 

generations by crossing heterozygous Tg2576 to a C57Bl/6j x SJL F1 line, with each 

generation possessing differences in the relative %age of each of these background 

strains.  It is estimated that the relative contributions are ~59% to 88% of C57Bl/6j; 

12% to 41% of SJL [1288].  This cohort of mice was generated by pairing male 

heterozygous Tg2576 mice with female C57Bl/6j x SJL F1 mice, with the resulting 

offspring being either heterozygous Tg2576 mice possessing the mutation, or 

homozygous Tg2576 wild-type (WT) mice, at a ratio of roughly 50:50. Fifteen days after 

birth, the mice were ear-marked for identification (mouse ears are not normally 

thinned out sufficiently for ear punching before this time), and <0.05cm of distal the 

tail section was taken as a tail-biopsy for subsequent genotyping and PCR analysis (see 

chapter 4 for details) in order to determine genotypic status. Tail biopsies (<0.05cm) 

were removed using ethyl chloride local anaesthetic and a silver nitrate pen to seal the 

incision, with tissue samples stored at -20°C until further use.  Following PCR 
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genotyping, at approximately 6 weeks of age, litters were weaned into standard plastic 

mouse cages of same-sex same-genotype littermate groups of 2 to 4 mice.  At the age of 

4 months all male mice were singularly re-housed in to standard plastic mouse cages 

and their pelleted food exchanged for the powdered equivalent. Female mice were 

maintained on the pelleted food as these were not used in primary studies. 

 Drug Administration:  As stated previously, the TG and WT mice in the ENIS 

experiments were all allocated to experimental drug and non-drug groups at the age of 

~5 months.  The groups chosen were representative of those used in the LINIS 

condition except for the TG-A and TG-B groups. Thus, TG and WT mice allocated to 

the rosiglitazone condition received powdered lab chow supplemented with research 

grade rosiglitazone at a concentration of 10 mg/kg (TG-R, n=12; WT-R, n=13), whereas 

mice allocated to control groups again continued to receive un-supplemented 

powdered laboratory chow (TG-C, n=12; WT-C, n=12).  As indicated in figure 3.1, mice 

in the EINS condition were maintained on their respective treatment regimens until 

sacrifice between the ages of 12 and 13 months.  The necessary tissues were then 

harvested for biochemical analysis, with tissue samples again labelled and stored at -

20°C until further use. Terminal tail biopsies (<0.05cm) were taken for independent 

genotyping (see chapter 4). 

 

Prep ar at ion of  Exp erimental  Diet s an d Gen otypin g 
Batches of lab chow dosed with PPARγ compound were prepared according to GSK 

standards.  In brief, appropriate amounts of drug were weighed using an analytical 

weighing machine, and then added to a small amount of 1kg of powdered diet, and 

thoroughly mixed for 30 seconds using a standard coffee grinder.  The contents from 

the grinder were then transferred to the remainder of the 1kg batch of feed, and mixed 

for a further 30 minutes in a standard food mixer.  This ensured that the drug was 

distributed equally throughout the feed.  Several batches of 1Kg drug supplemented 

diet were prepared in advance, and stored in a fridge at 2°C until required.  All drug-

supplemented diet was replaced in mouse food hoppers every 3 days to ensure no stale 

compound was consumed by the mice.  For each mouse, the average daily food 

consumption was calculated over several weeks during periods of ad lib food and water 

access in order to determine the degree of consumption and thus, self-dosing in drug 

groups.  Daily intakes, adjusted for body weight, were derived by dividing average 

intakes by the average body weight, and then multiplying the result by 30g (the 
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approximate weight of an adult mouse).  Daily food consumption was approximately 

the same in each group across both interventions, ranging from ~4.5 to 6.3 ± 0.1 

g/day/mouse. This meant that TG-R and WT-R mice were dosing themselves between 

approximately 4.5 mg/kg/day, to 6.3 mg/kg/day.  The lower band of these figures was 

comparable with a previous report in Tg2576 using a similar delivery method [1129]. 

 

Genotyping Procedure 

Tissue biopsies from mice were genotyped using the polymerase chain reaction (PCR) 

molecular biology technique in order to determine which mice harboured the human 

double APPswe mutation. PCR selectively amplifies specific deoxyribonucleic acid 

(DNA) regions exponentially for measurement using gel electrophoresis. In the in-

house protocol used here, specific oligonucleotide primers were used to selectively 

amplify the nucleic acid sequence coding the 63 APPswe transgene.  The selective DNA 

amplification in PCR occurs through enzymatic replication, and utilises the repeated 

thermal cycling of a DNA sample containing multiple reagents that include DNA 

polymerase, deoxynucleoside triphosphates (dNTPs) and oligonucleotide primers. 

Please see section 3.3.2.1 for details of mice used for genotyping procedures. 

Methods: In preparation for the PCR DNA was first digested and extracted from the 

tissue samples. Defrosted tissue samples were digested by incubating in 600μl of TES 

cell lysis buffer (1M Tris HCl Buffer pH 8.0, 0.5M EDTA pH 8.0, 10% SDS, dH20) at 55°C 

for 20 minutes. Following this 1.5μl of 25mg/ml Proteinase K (Sigma, Cat. P2308) was 

applied to each sample, vortexed, and incubated overnight at 55°C.  DNA was then 

extracted by adding 200μl of 5M ammonium acetate, which was vortexed and 

centrifuged for 10 minutes at 14,000 rpm to pellet the proteins. 650μl of supernatant 

was removed carefully so as not to dislodge the pellet, and transferred into 600μl of 

molecular biology grade isopropanol. This solution was mixed using inversion and 

centrifuged for 2 minutes at 14,000 rpm. The supernatant was discarded, and 150μl of 

ice cold 70% molecular biology grade ethanol was applied to the DNA-containing 

pellet, and then centrifuged for 2 minutes at 14,000 rpm. Following a repeat of the 

latter process, the supernatant was then removed and the samples dried at 37 °C until 

the ethanol was evaporated. DNA was re-suspended in 60μl of TE buffer (1M Tris HCl 

pH 8.0, 0.5M EDTA pH 8.0, dH20) and incubated overnight at 55°C. PCR was then 

carried out on the DNA samples within 24 hours or stored at-20°C until use. 



 

133 

 

PCR analysis:  1 μl of DNA sample was added to 24μl of master mix to make a 25μl 

solution. The samples and master mix were maintained on ice during this process. 

Master mix was prepared using 2.5μl 10x reaction buffer, 1.25μl 50mM MgCl2, 1.25μl 

10mM dNTPs, 0.25μl Primer 1501 (50 pmol), 0.25μl Primer 1502 (10 pmol), 0.25μl Primer 

1503b (10 pmol), 1.5μl BIOTAQ Red DNA Polymerase (1μg/μl) and 16.75μl nuclease-free 

MilliQTM water (Millipore, USA). The DNA polymerase 10x reaction buffer and MgCl2 

were supplied in BIOTAQ Red DNA Polymerase kit (Bioline, Cat. BIO-21041). The 

oligonucleotide primers 1502 (5’ 600bp) and 1503b (5’ 450bp), were then used to 

amplify the APPswe transgene, while primer 1501 (5’ 600bp) amplified the endogenous 

murine prion protein (PrP) with primer 1502. The 25μl solution for each sample was 

vortexed and centrifuged for 6 seconds at 4000rpm.  Each sample was placed into the 

PCR cycle machine alongside one positive TG control (1μl of previously confirmed TG 

DNA, plus 24μl master mix), one negative WT control (also 1μl of previously confirmed 

WT DNA, plus 24μl master mix), and one blank control (comprised of 1μl nuclease-free 

water plus 24μl master mix). The blank control was a necessary means of detecting any 

potential contamination. The PRC cycler was programmed to carry out APPswe 

transgene amplification through initialisation at 72°C for 2 minutes followed by 36 

cycles of: 1) denature at 94°C for 1 minute, 2) anneal and amplify at 62°C for 1 minute, 

and 3) incubate at 72°C for 2 minutes for elongation, with 2 seconds added to the 

elongation step per cycle.  Samples were then maintained at 4°C in the PRC cycler until 

collected for electrophoresis.  

Gel electrophoresis of DNA. Gel electrophoresis was used to separate out each of the 

DNA amplification products. A 17-tooth-combed 1.5% agarose gel was made using 3g 

NuSieve® molecular grade agarose (Fisher scientific, Cat. BMA50091) in 200ml of TAE 

buffer (40 mM Tris base, 1 mM EDTA pH 8.0, 0.01% v/v glacial acetic acid, dH2O) with 

20μl of SYBR® Safe DNA gel stain (Invitrogen, Cat. S33102). Once set the gel was placed 

into a RunOne system® gel tank with TAE buffer, then 10μl of DNA marker, 8μl of each 

sample and 8μl of each control was applied into separate tooth-comb slots. The DNA 

marker was made from the following: 10μl of ‘DNA Marker’ (Promega, Cat. G3161); 2μl 

"Orange G solution" (comprised of 0.25% Orange G, and 15% Ficoll in MilliQTM 

water).  This was then vortexed thoroughly, and centrifuged for 10 seconds at 

4000rpm.  The gel tank was then run at 100V for approximately 20 minutes in order to 

drive the electrophoresis process. Results were obtained by observing and image of the 
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gel under UV light.  A representative example of a gel electrophoresis can be seen in 

Appendix 2. 

 

3.3.2.2 Apparatus 

The T-Maze was constructed from three arms made of clear Perspex, each of which 

measured 9 cm wide and 13 cm high.  The floor of the maze was made from brown 

melamine wood.  The start arm was 52 cm long, with each of the goal arms measuring 

26 cm long. The maze apparatus was housed in a quiet testing room on top of a green 

felt-covered table that was 92 cm high (see figure 3.4).  The testing room was well 

illuminated and contained a variety of extra-maze cues (posters and laboratory 

benching). Guillotine doors were used to block the start and goal arms. Mice ran for a 

reward of 50 µl of 10% sucrose solution in tap water, which was placed in a food-well at 

the end of each goal arm.  The arms of the maze were wiped down with a 1:20 dilution 

of Mr Muscle® glass cleaner with water, and dried with paper towelling, prior to 

placing each mouse in the apparatus. The experimenter wore surgical gloves 

throughout the experiment to reduce odour contamination as this could inadvertently 

provide a cue to animals during trials.  

 
Figure 3.4: T-Maze apparatus insitu. 

 

3.3.2.3 Behavioural Procedures 

Mice received an initial habituation phase comprised of one 5 minute trial per day for 3 

consecutive days, during which all arms of the maze were open and sucrose reward 

was placed only in the food wells. If the reward was not consumed within 5 minutes, 

the mice received a further 5 minutes in the T-maze. Mice were then tested over 8 

consecutive days and received 6 pairs of runs per day, each of which was no more than 

a maximum of 10 minutes duration. On the first run of each trial (sample run), both 

goal arms were baited. However, a removable opaque Perspex door blocked access to 

one of the arms.  The mouse was released from the start box and allowed to enter the 
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open goal arm and consume a sucrose reward (~50 µl 10% sucrose) for 10 seconds 

before being removed and replaced in the start box. A response was defined as an entry 

when the rear of the body (excluding the tail), passed the entrance to the arm. The 

maze (including both goal and non-goal arms) was then cleaned to obscure any 

potential intra-maze odour cues. On the second run of each trial (choice run), which 

followed within 5-10 sec of the first run, both goal arms were now open and the mouse 

was rewarded for correctly choosing the previously unvisited arm (now the only arm to 

contain a reward).  If an incorrect choice was made, the entrance to the arm was 

blocked by a Perspex door and the mouse left in the non-baited arm for 15s before 

being returned to its home cage. The location of the sample arm (left or right) was 

varied pseudo randomly across the session such that mice received three left and three 

right presentations, with no more than two consecutive trials with the same sample 

location in each session. The order of left and right presentations was counterbalanced 

across days, and in the case of the LINS, across experimental stages, with mice run in 

squads of 8 in each replication so as to maintain an inter-trial interval (ITI) of 

approximately 21 min. In both the habituation and testing stages, mice were 

transported to the test room in individual home cages and acclimatised to the room for 

10 minutes prior to each habituation and testing session taking place.   

Scoring and Exclusion Criteria:  During testing, T-maze performance was calculated 

as a %age of correct trials (successful alternations) of the six trials conducted per day. 

Mice were excluded from analysis due to morbidity/mortality, or if they spent more 

than three consecutive trials where they failed to move from the start position in the 

T-maze for the first 5 minutes (non-responsiveness).  Based on this criterion, in 

Experiment 1A, 20 TG mice (TG-C, n=3; TG-R, n=3; TG-A, n=8; TG-B, n=6), and 5 WT 

mice (WT-C, n=2; WT-R, n=3) were excluded from cohort 1 due to mortality; 1 TG (TG-

C), and 2 WT mice (WT-C, n=1; WT-R, n=1) were excluded for non-responsiveness. 

Although the mortality rate in Tg2576 is generally known to be greater over the first 12 

month of life, the mortality rate in Experiment 1A seems particularly high, and is 

driven primarily by the high numbers of mice lost in the TG-A and TG-B conditions.    

Thus, excluding TG-A and TG-B groups, the total numbers of mice in Experiment 1A 

were as follows: 17 TG mice (TG-C, n=8; TG-R, n=9), and 18 WT (WT-C, n=10; WT-R, 

n=8).  In Experiment 1B, none of the mice were excluded due to mortality or non-

responsiveness. Thus, the total numbers of mice in Experiment 1B were as follows: 24 

TG mice (TG-C, n=12; TG-R, n=12); 25 WT mice (WT-C, n=12; WT-R, n=13).  Although 



 

136 

 

one can see that strictly speaking, the rate of mortality is not comparable in the LINS 

and ENIS conditions, excluding the TG-A and TG-B groups in the LINIS condition, this 

could just have been chance as housing conditions and care remained the same across 

both cohorts of mice.  

 

3.3.2.4 Statistical Analyses  

All statistical analysis were carried out using an analysis of within-subjects variance 

(ANOVA) using the statistical package IBM SPSS Statistics v.21.00, with an alpha value 

(p) <0.05, taken as being statistically significant.  Each of the three stages of 

Experiment 1A had previously been analysed as separate ANOVAs, each of which 

involved the 8 days of performance data being arranged in and analysed as, four test 

blocks, each of which contained the number of correct trials calculated across 2 days of 

testing.  However, for the purposes of this study, Experiment 1A was analysed as a 

single three-way repeated measures ANOVA of the form: Genotype (TG or WT) and 

Treatment (drug-treated, or non-drug treated) as between-subject factors, and Stage 

(mean number correct choices calculated across the 8 days of testing) as the within-

subject factor. The conclusions of this analysis were the same as that achieved via the 

separate blocked analysis of each stage, and in an overall ANOVA, there was no effect 

of block, and no interactions involving this factor (max F).  However, since Experiment 

1B was comprised of a single stage, the data was analysed as a three-way repeated 

measures ANOVA of the form: Genotype and Treatment as between-subject factors, 

and Block (4 test blocks, each containing the number of correct trials calculated across 

2 days of testing), as the within-subject factor.  Following significant interactions, tests 

of simple main effects were carried out using MANOVA syntax as described in Kinnear 

and Gray [1401] (p. 295, 350).  Sidak correction was used for all multiple comparisons in 

order to guard against making Type 1 errors [1401].  In aggregate, these measures follow 

the conventional means for reporting statistical analysis in the sciences (p.373, [1402]).   

ANOVA Assumptions: The assumptions of each ‘within-subjects’ ANOVA were also 

tested within the statistical package, and included tests for normality, homogeneity of 

variance, and sphericity. Normality was tested using the Shapiro-Wilk test; if this 

assumption was found to be violated (p<0.05), then the kurtosis value was checked.  A 

perfect normal distribution will have a kurtosis value of ‘3.0’, with skewness close to ‘0.’ 

Kurtosis is positive if the tails are "heavier" than for a normal distribution (i.e. right 

‘positive’ skewed distribution), and negative if the tails are "lighter" than for a normal 
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distribution (i.e. left ‘negative’ skewed distribution). If kurtosis is less than 3 it is 

platykurtic (flatter), and the lower it is, the flatter the distribution will be.  If kurtosis is 

more than 3 it is classed as leptokurtoc (more peaked), with higher values representing 

a more ‘pointed’ distribution. Whilst ANOVA can tolerate data that is non-normal 

(skewed or kurtotic distributions) with only a small effect on the Type I error rate, 

platykurtosis can have a profound effect when group sizes are small [1401].  Thus, if 

platykurtosis was present, the ANOVA result was reported only after appropriate 

transformation of the data, or by using the less powerful non-parametric statistical 

tests (NPTESTS) which do not require the assumption of normality (see below).  The 

assumption of homogeneity of variance was tested within SPSS by using Levene’s test 

of equality of error variances.  If this assumption was found to be violated (p<0.05), 

then non-parametric tests were used.  However, if on these occasions the results of the 

non-parametric tests (see below) were of the same pattern of significance as reported 

by the parametric tests,  the ANOVA result would be reported as ANOVA has been 

shown to be accurate despite violation in these circumstances [1401].  Finally, the 

assumption of sphericity was also tested in SPSS by using the Mauchly’s test of 

sphericity. If this assumption is violated (p<0.05), then an epsilon correction is 

normally reported as the Greenhouse-Geisser result in the SPSS output table.  

However, if the Greenhouse-Geisser did not differ numerically from the value in 

‘sphericity assumed’ then the latter was reported in order to prevent sections becoming 

un-wieldy due to stating partial degrees of freedom.  If testing whether performance 

was above chance level in each group, one sample t-tests were used (appropriate for 

the number of conditions compared, the type of sample, and type of data). 

Non-parametric tests:  Since non-parametric tests are generally considered to be 

less powerful than parametric methods, these types of test were used when no 

parametric test was valid. The Mann-Whitney-U test was used in relation to a 

between-subjects design involving two independent groups, or the Kruskal-Wallis test 

(equivalent to the one-way ANOVA) for the comparison of data from more than two 

independent groups.  However, since the Kruskal-Wallis test is an omnibus tests that 

cannot tell you which specific groups are significantly different from each other, 

determining which groups differed was accomplished by using an appropriate post-hoc 

test adjusted for multiple comparisons. Within IBM SPSS Statistics, the NPTESTS 

procedure offers the option of stepwise post hoc tests if the Kruskal-Wallis test is 

significant.  The Wilcoxon signed-rank test was considered as appropriate test in 
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relation to a within-subjects design involving a one off comparison between two sets of 

scores from the same group (i.e. equivalent to the dependent t-test).   

 

3.3. 3 Results  

3.3.3.1 Experiment 1A: LINS 

Analysis Stage s 1-3  
Figure 3.5 shows the mean percentages of correct choices for mice in stages 1-3 of the 

T-Maze FCA task (the mean percentage of correct choices per test block in each stage 

can be found in Table 3.1). Inspection of this figure suggests that overall, Tg2576 were 

significantly impaired relative to WT controls in the FCA task in each stage, with no 

significant treatment effects.  Thus, rosiglitazone agonism for approximately 3 months 

failed to reverse the spatial working memory deficit revealed by the T-Maze.  

Inspection of this figure also suggests that despite a reduction in the accuracy of WT 

drug-treated mice across post-drug stages, this was not significant. This description 

was confirmed by ANOVA of the form:  Genotype and Treatment as between-subject 

factors, and Stage, as the within-subject factor (see section 3.3.2.4).  This showed a 

main effect of Stage F(2,60)=6.808, p=0.002, a main effect of Transgene, F(1,30)=28.701, 

p=<0.001, a no significant effect of Treatment F<1, a significant two-way interaction of 

Stage by Genotype F(1.30)=1.886, p=0.040, no significant two-way Stage by Treatment 

interaction F<1, and no significant Stage by Genotype by Treatment interaction 

F(2,60)=2.205, p=0.119.  Tests of between-subjects effects showed a non-significant 

Treatment by Transgene interaction F(1,30)=1.211, p=0.280.    A follow-up test of simple 

main effects for the significant Stage by Genotype interaction revealed that TG mice 

were impaired relative to WT mice in each stage of the experiment: Pre-drug, 

F(1,30)=7.381, p=0.011; Post-Drug 1, F(1,30)=24.125, p=<0.001; Post-drug 2, F(1,30)=31.561, 

p=<0.001.     
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Figure 3.5: LINS T-Maze (Experiment 1A): Means (±S.E.M) with asterisk denoting 

significance at the 0.05 level. Dotted line represents chance levels of performance.   

 

Table 3.1: LINS T-Maze (Experiment 1A): Mean percentage of correct choices per test block 

in each stage (each test block is the mean of 2 days data).  As one can see from the data in 

this table, the means of both TG groups remain similar throughout all three stages of 

Experiment 1A indicating that there is likely to be no significant effect of rosiglitazone 

treatment on spatial working memory.  Although this also remains the case for both WT 

groups, it is evident that there is more variability in the group means between drug-treated 

verses non-drug treated mice.  Whilst this could indicate a mild but non-significant) negative 

drug effect, this could also just reflect natural variability in performance. 

Stage/Group Test Block 1 
% Correct 

Test Block 2 
% Correct 

Test Block 3 
% Correct 

Test Block 4 
% Correct 

Pre-Drug M SEM M SEM M SEM M SEM 
TG-C 60.42 6.63 68.75 5.84 75.00 6.10 72.92 7.17 
TG-R 63.89 6.51 61.11 5.73 75.93 5.63 75.00 6.05 
WT-C 65.74 5.63 76.85 4.77 86.11 4.81 91.67 3.67 
WT-R 64.58 4.38 70.83 2.23 85.42 5.84 91.67 2.23 
Post-Drug 1         
TG-C 59.38 5.98 66.67 4.72 77.08 6.25 76.04 6.38 
TG-R 66.67 4.17 69.44 4.17 70.37 6.82 82.41 7.01 
WT-C 85.19 4.56 86.11 4.39 94.44 2.78 93.52 1.85 
WT-R 86.46 3.84 88.54 2.70 95.83 2.23 89.58 2.61 
Post-Drug 2         
TG-C 60.42 3.43 71.88 4.71 63.54 5.21 66.67 3.52 
TG-R 72.22 4.39 75.00 3.11 73.15 6.02 71.30 6.23 
WT-C 83.33 3.93 81.48 1.85 94.44 1.96 94.44 2.41 
WT-R 73.96 5.55 81.25 3.78 82.29 6.58 87.50 6.86 
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3.3.3.2 Experiment 1B: EINS 

Figure 3.6 shows the mean performance of mice in the early-intervention group (see 

Table 3.2).  These mice were given a single T-Maze FCA task (scores expressed as mean 

percentage of correct choices) following continuous drug administration from the age 

of 5 months.  Inspection of this figure suggests that a significant overall transgene 

effect is once again evident indicating that continuous rosiglitazone administration 

from the age of 5 months did not delay the onset of the forced-choice alternation 

impairment. This description was confirmed by ANOVA with Genotype and Treatment 

as between-subject factors, and Block (4 test blocks, each containing the number of 

correct trials calculated across 2 days of testing), as the within-subject factor. This 

showed a main effect of Block F(3,135)=10.726, p=<0.001, a main effect of Transgene, 

F(1,45)=6.504, p=0.014, a main effect of Treatment F(1,45)=6.504, p=0.014, no significant 

two-way interaction of Block by Genotype F(3,135)=2.611, p=0.054, a significant two-way 

Block by Treatment interaction F(3,135)=10.726, p=0.001, and no significant Block by 

Genotype by Treatment interaction F(3,135)=1.613, p=0.189. There was no significant 

two-way Treatment by Transgene interaction F<1.  A follow-up test of simple main 

effects for the significant Block by Treatment interaction revealed no significant 

differences between non-drug treated mice and drug-treated mice during any of the 

four test blocks: Test Block 1, F<1, p=0.846; Test Block 2, F(1,30)=1.916, p=0.176; Test 

Block 3, F<1; Test Block 4, F<1.  The mean percentage of correct choices per test block 

can be found in Table 3.2. In aggregate, these results suggest that continuous dosing 

with rosiglitazone from 5 months of age was insufficient to prevent the onset of TG 

behavioural impairment on the forced choice alternation task.  
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Figure 3.6: LINS T-Maze (Experiment 1B).  Mean %age of correct choices. Overall TG mice 

are still significantly impaired to WT mice. Values are means ±S.E.M with asterisk denoting 

significance at the 0.05 level.  Dotted line represents chance levels of performance.   

 

Table 3.2: EINS T-Maze (Experiment 1B): Mean percentage of correct choices per test 

block (each test block is again the mean of 2 days data). As one can see from this table, the 

means of both TG groups again remain similar throughout all three stages of Experiment 1B 

indicating that there is no significant effect of rosiglitazone treatment on spatial working 

memory.  Although this also remains the case for both WT groups, there is again evidence for 

variability in the WT-R group means relative to the WT-C mice.  Again, this could indicate a 

mild (but non-significant) negative drug effect on spatial working memory. 

 

3.3 .4 Discussion  

The results of Experiment 1A and 1B both indicate that the performance of adult 

Tg2576 mice remains significantly impaired relative to that of WT-C mice irrespective 

of when the treatment regimen is initiated.  These findings lend further support to 

previous studies showing that adult Tg2576 mice are impaired in the T-maze FCA task 

[1246, 1251, 1288, 1385], although they also show that after ~3 months continuous 

rosiglitazone administration, the drug was unable to reverse or delay the age-related 

Group Test Block 1 
% Correct 

Test Block 2 
% Correct 

Test Block 3 
% Correct 

Test Block 4 
% Correct 

 M SEM M SEM M SEM M SEM 
TG-C 57.64 3.76 56.25 3.86 70.14 4.29 69.44 3.75 

TG-R 55.56 4.02 54.86 7.21 61.11 6.10 57.64 6.52 

WT-C 62.50 3.91 84.72 3.05 90.28 2.87 92.36 1.91 

WT-R 67.31 5.12 69.23 3.70 69.87 6.23 74.36 6.22 
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spatial working memory deficit in TG mice revealed via the T-maze FCA task.  These 

results contrast with several studies in the scientific literature, which have all reported 

that rosiglitazone can restore or enhance aspects of hippocampal function known to 

deteriorate in middle-aged rats [1403], aged rats [1207], models of T2D [1210], and 

perhaps most importantly, hAPP mouse models [1214, 1216, 1217]. For example, there are 

reports that rosiglitazone can enhance learning, hippocampal place cell activity, and 

synaptic plasticity in middle aged rats [1403], and in the hAPPSWE-IND model, reverse 

hippocampal glucocorticoid receptor down-regulation [1214],  as well as removal of 

abundant amyloid plaques in adult TG mice [1213].  However, none of these dramatic 

effects on hippocampal function, have been observed in Tg2576, although studies have 

reported beneficial effects of rosiglitazone on ameliorating spatial memory deficits 

[1129], and learning and memory impairments associated with other behavioural tasks 

considered to involve recruitment of the  hippocampus [1212, 1215].  Thus, although we 

have not studied hippocampal function on a neurophysiological level (i.e. synaptic 

plasticity and glucocorticoid receptor levels), comparison with the behavioural 

findings of some of the above studies are warranted, although this will largely be 

restricted to findings in Tg2576 relating to spatial memory, as these are the most 

relevant here. I should also be briefly comment on the observation that across both 

interventions, WT-R mice showed a persistent trend towards impaired performance 

relative to WT-C mice, although this was not significant within the 3 month 

administration period. This finding is consistent with those reported by other studies 

using much shorter drug administration times [1212, 1215].  However, it will be of 

interest to the reader to see how in the current study, this profile changes drastically in 

WT mice with continued administration of the drug over a longitudinal period. 

 

3.3.4.1 Comparisons with Other Studies 

Pedersen et al [1129] have studied the effects of continuous rosiglitazone 

administration in male Tg2576 mice. This study assessed spatial memory via a de novo 

8-arm radial maze task [1129], and reported that the drug reversed a spatial learning 

and memory impairment in TG mice. Importantly, Pedersen et al. used a drug 

concentration of 10 mg/kg mixed with standard rodent laboratory chow, and delivered 

to animals in pelleted form for ~3.4 months. It is worth mentioning that this delivery 

method may have made it difficult to determine how much compound was actually 

reaching the mice (and indeed, how often it was replenished to avoid consumption of 
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stale compound), since it is possible that concentrations of the drug may have been 

unequal across food pellets.  This is why in the current study we chose to use 

powdered diet, as this allowed us greater control over the delivery process (see 

protocol for experimental diets).  In addition, unlike the current study, Pedersen et al. 

did not report any independent physiological parameters showing that the drug had 

achieved systemic circulation (i.e. adiponectin levels as in the current study).  

Nevertheless, it is noteworthy that the range of self-dosing reported in our study was 

not only comparable to that reported by Pedersen et al. [1129], but greater.  Thus, 

although one possible reason why we did not observe a reversal of the spatial working 

memory deficit in the T-Maze is that the TG-R mice may have needed longer on the 

compound, as in both early and late-intervention experiments, mice had only received 

access to the compound for ~3 months before T-maze FCA testing was terminated.  

However, this explanation is unlikely for two reasons.  First, the higher range of dosing 

in the current study would most likely have cancelled out the effects of a slightly 

shorter administration period.  Second, one recent study has reported significant 

recovery of memory deficits in Tg2576 mice using a concentration of 10 mg/kg after 

only 1 month of continuous rosiglitazone administration [1215], a finding supported by 

other studies also using short duration administration periods of rosiglitazone in 

different hAPP mouse models [1216, 1217]. 

There are concerns over the experimental design of the de novo 8-arm radial maze 

task used to assess spatial learning and memory in the Pedersen et al. study [1129].  In 

short, the mice were initially placed in the central hub of the maze with all doors 

closed. All doors were then simultaneously opened when 4 arms were baited by an 

automatic pellet feeder. Four of the arms were consistently baited with 20 mg food 

pellets (1, 2, 4, and 7), whereas the other 4 arms were never baited.  In addition to 

extra-maze cues (a door and computer), intra-maze cues included small pieces of 

white tape placed proximal to the floor of the baited arms. The mice were then allowed 

to continue exploring until all four baits in the food troughs had been consumed or 

until 5 min had elapsed. This procedure was repeated such that mice were subjected to 

4 runs per day.  During training (2 days) the mice were only allowed access to the 

baited arms, whereas during testing (3 days), the mice were allowed access to all 8 

arms.  The number of reference memory errors (entering an arm that was not baited), 

and working memory errors (entering an arm containing food that was previously 

entered), were recorded.  Pedersen et al. observed that TG-R mice exhibited spatial 
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working and reference memory abilities similar to WT mice, with continued 

improvement across test days [1129].  By contrast, TG-C mice made consistent numbers 

of errors throughout the testing period, and did not exhibit improvement across these 

measures.  The difficulty with this is that the nature of the cues controlling the 

performance of mice is uncertain meaning that it is impossible to determine what 

aspect of behaviour rosiglitazone modified the TG mice, or indeed, the nature of the 

neural systems engaged by the task.  This leaves open the question of whether 

rosiglitazone was affecting spatial memory in this study or some other component of 

performance such as general arousal, motivation/impulsivity, or habituation processes.  

For example, during the test phase it is unlikely that mice entering un-bated arms 

provided a fair measure of ‘reference memory’.  Since these arms would most likely 

have appeared as novel spatial locations to the mice they would have encouraged 

further exploration.  Thus, as no food was ever placed at these locations, one would 

predict that normal mice would habituate to them across the test days leading to 

progressively fewer entries.  So, instead of measuring ‘reference memory’, entries into 

unabated arms may have measured short-term habituation to novel spatial locations.  

Although the FCA task also measures short-term habituation, unlike the Pedersen et 

al., study, the spatial location of the food varies systematically across trials between the 

left and right sides of the apparatus.   

Two studies conducted with other hAPP models have also reported that 

rosiglitazone administration has a beneficial effect on spatial learning and memory 

[1216, 1217].  Toledo et al. [1216] reported that in 9 month old APP/PS1 mice given a 

daily gavage treatment of ground rosiglitazone maleate in a suspension in sterile water 

for 12 weeks (Avandia; concentration =3mgkg-1), the drug reversed a spatial memory 

impairment in a modified Morris water-maze task, reduced Aβ aggregates and Aβ 

oligomers, as well as reduced astrocytic and microglia activation. In addition, Toledo et 

al. also showed that rosiglitazone prevented changes in presynaptic and postsynaptic 

marker proteins and activated a Wnt signalling pathway, the latter of which may have 

been responsible for mediating the positive effects in relation to reducing 

neuropathological markers associated with hAPP [1216].  However, it is of interest that 

the authors of this study do not report the numbers of male verses female mice used.  

This is of potential importance, because after 12 weeks of treatment, ‘high variability’ 

was observed between TG mice and WT-littermates on a standard Morris water maze 

task, with no clear difference emerging among any of the groups of animals [1216].  
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Thus, it is possible that this variability may in part have been due to changes in the 

oestrous cycle in female mice (if any were used), although incomplete reporting of 

experimental details makes this impossible to know for sure. In order to overcome the 

behavioural variability, Toledo et al. moved to a ‘training-to-criterion’ version of the 

Morris water maze[1216], which in in PDAPP mice had previously been shown to 

measure memory flexibility [1261], and exhibit greater sensitivity to hippocampal 

dysfunction [1261, 1404].  In brief, mice were trained to escape to a hidden platform 

inside a circular pool filled with lukewarm opaque water, and surrounded by salient 

distal objects mounted on walls of the test room. When a mouse reached a criterion of 

three consecutive trials with an escape latency of <20s, the platform was switched to a 

new location of 4 possible candidates, and the animal was retrained.  Memory 

flexibility was measured by the number of trials needed to reach criterion at each 

location. Since mice were required to learn a series of successive spatial locations one 

at the time, it has been suggested that this task, may be an efficient means of reducing 

within-group variability —a major conundrum in behavioural neuroscience [1405]. 

Using this procedure, Toledo et al. [1216] found a significant difference between drug-

treated verses non-drug treated TG mice, with the former showing a reversal of the 

deficit in the number of trials required to reach the escape criterion at each of the four 

platform locations.  It is possible that in this instance, the lower drug concentration 

used by Toledo et al. would have produced a mild drug effect that only a more 

sensitive test of spatial memory was able to detect.  However, the fact that a genotypic 

difference was not found in the standard Morris water maze task makes this uncertain.  

In principal this issue could have been tested in the current study by taking a second 

measure of spatial memory.  This could have involved using the water maze task or an 

adapted version of a plus maze experiment in which mice are trained to find 

consecutive goal locations from multiple release points within the maze.   

Finally, a recent study by O’Reilly and Lynch [1217] has also reported that in 7 

month old female hAPP/PS1 mice and WT littermates, rosiglitazone maleate (Alpha 

Technologies, Ireland) at a concentration of 6mg/kg/day in 50µl of maple syrup for 2 

weeks prior to behavioural testing, was sufficient to reverse the TG deficit in spatial 

memory.  The study by O’Reilly and Lynch [1217] contains an obvious confound in that 

female mice were used to assess spatial memory and yet no attempt was made to check 

where the mice were in relation to their oestrous cycle at the time of testing.  

Nevertheless, the discrepancy between the findings from the current study, and those 
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from hAPP/PS1 mice, remain to be fully explained, although comparisons are 

complicated by the fact that the dynamics of hAPP pathology may be different in these 

models compared to Tg2576, and indeed, vary even with the same mouse model 

depending on the relative proportions of SJL F1 background [1374]. 

 

3.3.4.2 Factors Possibly Affecting the Outcome of Experimental Measures 

Aside from the issues already discussed, two further other issues may potentially have 

contributed to the null findings in the present study.  First, one could question the 

logic for supplying potentially diabetic TG mice with a sucrose reward during 

behavioural trials, particularly since in other hAPP mouse models the intake of 10% 

sucrose-sweetened water has been shown to induce insulin resistance and exacerbate 

memory deficits and amyloidosis [1254].  However, these effects are only observed with 

chronic ad libitum access [1254], which does not apply to the current experiment.  

Thus, consumption of the sucrose solution probably had a negligible effect on the 

overall performance of the mice.  Second, it is possible that retinal degeneration due to 

the Pde6brd1 (RD) mutation may have affected T-maze performance in some mice 

[1393], but particularly the TG mice as Aβ pathology has also been linked to retinal 

degeneration in several hAPP mouse models [1406-1408]. However, it has been argued 

that Tg2576 mice show impaired spatial memory irrespective of retinal degeneration 

status [1406]. Whilst mice are able to use an allocentric representation to solve the T-

Maze [1246], something that retinal degeneration could have potentially perturbed, 

mice and rats have been shown to solve the T-Maze via a number of different ways 

[1389, 1409, 1410], including with a sense of direction [1410].  Thus, to some extent, any 

visual problems could have been compensated for by the mice using non-visual types 

of information. The fact that despite any potential problems due to visual deficits, 

majority of WT mice (unlike most TG mice) were still able meet criterion across 

experimental stages, suggests that WT mice at least are able to use such information to 

acquire the task. 

 

3.3.4.3 Late Intervention Rosiglitazone: Did we intervene too late? 

In the remainder of this discussion, I want to briefly return to addressing some of the 

major findings of this experiment in relation to some theoretical concerns, and wider 

implications of using rosiglitazone to treat AD-like pathologies.  Chief amongst these is 

the issue of whether or not administering rosiglitazone to adult mice (and indeed aged 
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humans) at a time when amyloid pathology is already well advanced in the brain is 

essentially, a late-intervention strategy that is ‘too late’.  In this regard, the findings 

from Experiment 1A are most consistent with those of Nicolakakis et al. [1386], who 

reported that in hAPP transgenic mice started on PPARγ agonist pioglitazone at ~14 

months of age, physiological changes occurred (i.e. normalised glucose uptake in 

response to neuronal activity, and attenuated astroglial activation), in the absence of a 

recovery in the spatial memory deficit in these mice [1386].  Indeed, similar results 

have also been obtained with rosiglitazone in Tg2576 by Rodriguez-Rivera et al. [1215], 

who reported that rosiglitazone agonism for a 4 week period prior to behavioural 

testing led to the drug reversing peripheral gluco-regulatory abnormalities in 9 month 

old, and 13 month old Tg2576 mice, but only reversing learning and memory deficits in 

the 9 month old TG mice.  It is interesting to note that Rodriguez-Rivera et al. used a 

contextual fear conditioning paradigm to assess memory in animals, and did not report 

the numbers of male and female mice used in their study.  Although it is therefore 

possible that the failure of the drug to reverse learning and memory deficits in the 13 

month old TG mice may have, as the authors themselves noted, reflected age-

dependent mechanistic differences underlying cognitive decline in Tg2576 [1215], it is 

also possible that contextual fear learning may have been affected by differential 

activation of ventral hippocampal extracellular signal-regulated kinase between male 

and female mice [1411].   Both these studies show that it is possible to affect 

components of the pathological cascade common in AD without necessarily achieving 

cognitive improvement.  Indeed, these findings mirror the inconsistency in the human 

clinical data as although some human clinical trials have reported rosiglitazone 

monotherapy to have beneficial effects on learning and memory in patients with mild-

moderate AD has [1235, 1236], no significant effects of the drug have been reported in 

more recent phase 3 clinical data in patients with mild-to-moderate AD [1237, 1238].  

This is despite the drug apparently eliciting an early increase in whole brain glucose 

metabolism [1237].  Indeed, across the human literature [412, 770, 771] and pre-clinical  

literature[1215, 1386], the conclusion seems to be that in order to be most effective 

PPARγ agonists may have to be targeted at the earliest preclinical stages of the disease.  

This is difficult to do in humans because it is currently not possible to reliably say 

which patient with aMCI will progress to AD from those who will not [311, 314, 1412].  

Finally, it is worth mentioning that one of the possible reasons for why we report 

null findings with respect to spatial memory impairment compared to prior reported 
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studies in the scientific literature, is the differential activation of common neural 

structures.  For example, a number of studies now suggest that brain regions such as 

the hippocampus can be differentially activated by behavioural tasks [510, 686], and 

that diverse behavioural effects may result when selective disruption occurs to 

particular hippocampal sub-regions.  There is robust evidence for at least two distinct 

functional domains, although neuroanatomical, and neuropsychological studies 

suggest this may be an underestimate (see [686, 1413]).  Selective lesion studies show 

that the hippocampus is functionally subdivided along the septo-temporal axis into 

dorsal and ventral regions, each associated with a distinct set of behaviours [686]. 

Dorsal hippocampus has a preferential role in certain forms of learning and memory, 

notably spatial learning, but ventral hippocampus may have a preferential role in brain 

processes associated with anxiety-related behaviours [686, 1413] (see introduction to 

Experiment 2).  Thus, although speculative at this point, it is possible that depending 

on the fine distribution of PPARγ receptors in different brain regions, it may be the 

case that the weak CNS penetrance of rosiglitazone will only be sufficient to selectively 

affect certain functional domains within structures such as the hippocampus, whilst 

leaving others impaired.  Whether or not a cognitive effect is seen will depend on how 

any given task functionally activates a particular brain region that may (or may not) 

have been affected on a physiological level by the drug in question.  Indeed, this poses 

one possible reason for why it is that physiological changes may not necessarily be 

translated into cognitive improvement.  Likewise, the same could apply to any possible 

neuroprotective functions of a drug when it is delivered early before significant 

amyloid pathology takes place in the brain.   
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3.4 EXPERIMENT  2:  NON-CONDITIONED  AN XIETY  (EPM)  

3.4. 1 Introduction  

3.4.1.1 The Elevated Plus Maze 

A number of different tests are available for assessing anxiety in experimental animals, 

and rodents in particular. These tests are classically divided into conditioned and 

unconditioned tests. Unconditioned tests are based on the natural aversion of rodents 

to novel environments, which evoke a conflict between the animals exploratory and 

fear/defensive behaviours [1414].  Examples of popular non-conditioned tests of anxiety 

include the elevated plus maze (EPM), the marble burying task, and the forced swim 

test [1383]. Conditioned aversive tasks include the Pavlovian fear conditioning 

procedure, which assess learning and memory for associatively conditioned stimuli. 

Non-conditioned anxiety tests have certain advantages over conditioned tests, 

including being inexpensive and simple to apply because they require no previous 

training period, are based on the spontaneous behaviour of animals, and use a natural 

stimulus to induce anxiety states [1415].   

The EPM is designed such that a cross-shaped platform is raised above floor level, 

with two arms constructed with high walls along the both sides (i.e. the ‘closed’ arms), 

whilst the remaining two arms have no enclosing along their sides (i.e. ‘open’ arms). As 

a result, this apparatus has physical properties such as height and lack of protection, 

that are believed to induce anxiety-like responses in rats [687, 1416], and mice [1383].  It 

is therefore considered an ethologically valid measure of anxiety in these animal 

species.  Anxiety is reflected in the tendency for ‘normal’ mice to prefer spending more 

time exploring the ‘safer’ closed arms of the apparatus relative to the more risky ‘open 

arms’ [1417].  Thus, time spent in the open arms is a valid index of anxiety-like 

behaviour in rodents, including behavioural disinhibition [1418].  To put it another 

way, the EPM task is considered to have face value or ‘construct validity’ in terms of 

this and related behaviours (see below) being observable dependent variables in 

measuring an unobservable construct, such as anxiety and disinhibitory behaviour in 

rodents  [1419].  This is further supported by the fact that anxiogenic drugs have been 

shown to reduce time spent on the open arms whereas anxiolytic drugs having the 

opposite effect (i.e. increasing the time spent on the open arms) [1420].  Related 

behavioural indices in this task also include the number of crossings between arms, or 

arm entries [1383].  These can also be used as ways of evaluating locomotor activity, 
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anxiety reactions and behavioural disinhibition [1383, 1421].  In addition, a number of 

ethological measures can also be used to assess anxiety reactions and behavioural 

disinhibition in the EPM, including head dipping (i.e. exploratory behaviour), stretch-

attend postures (i.e. risk-assessing behaviour) and the degree of self-grooming (also a 

measure of behavioural disinhibition) [1419].  However, all of the behavioural measures 

mentioned above can also be affected (to a greater or lesser degree) by mouse strain 

differences, particularly with respect to locomotor activity [1422].  Nevertheless, 

anxiolytic drugs have been shown to alter patterns of exploratory activity in rodents by 

increasing the number of entries into (as well as the amount of time spent in) open 

arms of the EPM [1423-1425].  Thus, the EPM is a well characterised test for evaluating 

anxiety/disinhibitory behaviour in rodents [1383], and is used to assess these 

behaviours in the current study.   

 

3.4.1.2 Anxiety and Behavioural Disinhibition in Tg2576 

The neurological basis of emotional disturbances and BPS in AD is thought to reflect 

pathology in the MTL (particularly structures such as the amygdala and hippocampus), 

as well as frontal lobes [341, 1426].  Tg2576 mice similarly show pathology in these same 

brain regions [1242, 1291], suggesting that these mice likely exhibit a behavioural 

phenotype that includes emotional disturbances as well as some behavioural 

characteristics reminiscent of BPS in AD.  However, these may not always correlate 

with amyloid deposition. For example, Jacobsen et al  [1245] have detected an early 

decrease in spine density in the outer molecular layer of the hippocampal DG 

beginning as early as 4 months of age, which by 5 months coincided with a decline in 

LTP (following perforant path stimulation), and impairment in contextual fear 

conditioning task.  At this time significant amyloid pathology is absent in TG mice 

[1245].  These results are in agreement with the findings from other studies [1427-1431], 

which have reported impaired fear conditioning to context and/or auditory cues in fear 

conditioning paradigms in Tg2576 mice.  Several previous studies have also used the 

EPM and other tests to assess anxiety in Tg2576 mice [1252, 1381, 1382, 1390, 1391], and 

have revealed a phenotypic tendency for this model to display reduced 

anxiety/disinhibited behaviour.  For example, although there are no published reports 

of behaviour in the EPM at an age earlier than 7 months, in 9 month old, and 17 month 

old Tg2576 mice and WT littermates, it has been reported that there is a greeter 

propensity for TG mice to spend increased time in the open arms as well as making 
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more open arm entries relative to WT mice [1382, 1390]. These results suggest that 

Tg2576 mice are less anxious/more disinhibited than WT mice.  As such, these 

tendencies are referred to here as genotypic ‘target’ behaviours. In addition, using the 

EPM, 9 month old Tg2576 mice have also been shown to exhibit abnormal responses to 

unconditioned aversive or anxiogenic stimuli (e.g. by spending significantly more time 

visiting the open arms and making more entries into these open arms than controls 

[1382]).  However, it is important to also mention the findings of Ognibene et al. [1252], 

who have reported that both these target behaviours in the EPM are non-significant 

trends in Tg2576 mice between the ages of 7 to 12 months.  However, Ognibene et al., 

did  report a number of other measures consistent with reduced anxiety in Tg2576 

mice, including increased head dipping, less stretch-attend postures and increased 

self-grooming in the EPM, as well as preferential exploration of exposed regions of an 

open-field arena indicative of a disinhibited phenotype  [1252].   Taken in aggregate, 

these studies are consistent with the view that TG2576 mice display behavioural 

responses associated with reduced anxiety and behavioural disinhibition, although it is 

evident that other factors can modify these behaviours, including most obviously 

background strain [1381]. 

Currently, no studies have reported outcomes for the assessment of rosiglitazone 

treated Tg2576 mice on the EPM task.  However, rosiglitazone has been reported to 

reverse a contextual fear conditioning impairment in 9 month old Tg2576 mice, but 

not in mice aged 5, and 13 months of age (sex unreported) [1215]. Rosiglitazone has also 

been shown to reverse a contextual fear conditioning impairment in 20 month old 

male F344 rats [1207], although it had no effect hippocampal interleukin-1beta (IL1β) 

levels, markers of oxidative damage, or NMDA receptor expression.  Thus, in order to 

assess the impact of rosiglitazone on non-conditioned anxiety as assessed by the EPM, 

in Experiment 2A (LINS), mice were given a single exposure to the EPM at ~13 months 

following a 2 day rest period after the conclusion of Experiment 1A.  In Experiment 2B 

(EINS), mice received a single exposure EPM task at the age of ~8 months. 

 

3.4. 2 Methods  and  Apparatus  

3.4.2.1 Animals and Drug Administration 

Experiment 2A (LINS) used the mice from Cohort 1, which had previously undergone 

Experiment 1A. Experiment 2B (EINS) used the mice from Cohort 3 which were 

experimentally naïve (this because the order of spatial and anxiety experiments were 
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reversed in the ENIS condition).  Please see section 3.3.2.1 for details of housing and 

drug administration. 

 

3.4.2.2 Apparatus  

The EPM was constructed from two open arms, each measuring 8cm wide x 50cm long, 

which ran from north to south, and two enclosed arms, measuring 8cm wide x 50cm 

long and 15cm high, running from west to east (see figure 3.7). The plus maze platform 

was elevated 90cm from the floor via a vertical black frame, and had a white laminate 

wood floor supported laterally by a black metal frame. The walls forming the enclosed 

arms were comprised of mat black coloured Perspex, with open arms containing an 

extremely short (1cm tall) clear Perspex walls to help prevent falls. The maze was 

placed inside a wooden arena (102cm2 and 43cm height) with a sawdust-covered floor 

to cushion the mouse in the event of a fall. The apparatus was located in quiet and 

brightly illuminated room comprised of multiple environmental cues, including 

shelves and a computer system.  A camera was mounted on the ceiling and connected 

to a DVD player and monitor to ensure all sessions were recorded.   A camera was 

attached to the ceiling directly above the maze, which was connected to a computer, a 

television monitor and video recorder (VCR). The camera input was used to visualise 

the maze activity on the television monitor, and each session was recorded using the 

VCR.  Noldus® Ethovision tracking software on the computer was utilised to collect 

data using the camera input by manual scoring (see Scoring and Statistical Analysis). 

 

 
Figure 3.7: EPM Apparatus. Left: The apparatus insitu. Right: A WT mouse exploring one of 

the open arms. 
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3.4.2.3 Behavioural Procedures 

Testing in Experiment 2A and 2B took place over a single day, with mice transported to 

the test room in their individual home cages. Prior to the start of each trial, the EPM 

was cleaned thoroughly with a 1:20 dilution of Mr Muscle®, and the VHS video 

recording equipment was activated. The mouse was placed in the centre platform of 

the EPM facing a left-hand closed arm, after which the experimenter withdrew to the 

computer station at the edge of the room.  The animal tracking software (Noldus© 

Ethovision) was then started, with the experimenter observing the behaviour of the 

mouse on the monitor, manually scoring as appropriate (see scoring Criteria). In the 

rare event that a mouse fell from the open arms, the animal was retrieved from inside 

the arena and placed back onto the centre platform of the EPM as previous. Each 

animal was given one session of five minutes (300 seconds) duration in the maze with 

free-access.  When the session had expired, the animal was removed from the maze 

and placed back into its home cage prior to being returned to the holding room. 

Scoring and Exclusion Criteria: Mouse behaviour within the EPM apparatus was 

scored manually using the Noldus© Ethovision software. Here, mice were scored for 

two measures: (i) the mean time spent in the open and the closed arms; (ii) the mean 

number of entries into the open and the closed arms. Each arm was assigned a specific 

letter on the computer keyboard, which was pressed upon entry into and exit from 

each arm.  An arm entry was defined as when all four paws of the mouse passed the 

entrance of the arm, and an arm exit was defined as when all four paws crossed outside 

the arm.  This criteria is comparable to that previously reported by Lalonde et al. 

[1390], and Ognibene et al. [1252]. Using this methodology, Noldus® Ethovision 

software automatically calculated the total duration spent in each arm and the total 

number of entries into each arm. The accuracy of this scoring method was checked for 

the first 3 mice tested per session.  No further mice were excluded from the analysis 

due to mortality, although one WT mouse (from WT-C), was removed from the 

Experiment 2A due to a non-fatal injury which temporarily impeded its mobility. In 

addition, in Experiment 2B, 1 TG mouse (TG-C) met criterion for non-responsiveness 

(spending the whole 5 minutes at the start location). Thus, the total numbers of mice 

run in Experiment 2A were 18 TG mice (TG-C, n=9; TG-R, n=9), and 18 WT (WT-C, 

n=9; WT-R, n=9). In experiment 2B, the total numbers of mice run were as follows: 24 

TG mice (TG-C, n=12; TG-R, n=12), and 25 WT mice (WT-C, n=12; WT-R, n=13).   
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3.4.2.4 Statistical Analysis 

Raw data for each of the frequency and duration measures were analysed by 3-way 

ANOVA, which had Genotype and Treatment as the between-subject factors and Arm 

(open or closed) as the within-subject factor.  Using IBM SPSS Statistics v.21.00 

software with an alpha value (p) <0.05, taken as being statistically significant Any 

significant ANOVA interactions and non-parametric analysis were conducted as 

previously indicated in Experiment 1 (see section 3.3.2.4).  As well as analysing the raw 

data, both the duration and frequency data in each experiment were converted into a 

preference ratio (PR).  For the duration data the ratio was calculated for preference for 

spending time in open arms: = time spent in open arms/time spent in both open and 

closed arms. PRs above 0.5 indicate that the mouse was spending more time in the 

open arms than in closed arms.  For the frequency data the preference ratio was 

calculated for making entries into open arms: = entries into open arms/Total number 

of entries). PRs above 0.5 indicate that the mouse was making more entries into open 

than closed arms.  Analysis of PRs is less subject to the influence of individual 

variability in both duration data frequency of entries; it provides a measure of the 

extent of discrimination between the open and closed arms of the apparatus.  All PRs 

were analysed by 1-way ANOVA, with PR: (Duration Open Arm, Frequency Open Arm 

Entries), as the dependent variable, Genotype and Treatment as factors.   

 

3.4. 3 Results   

3.4.3.1 Experiment 2A: LINS 

Mean  Time Sp ent  in Op en and C losed Arms 
Figure 3.8 shows the mean duration spent in the open and closed arms of the EPM.  

Inspection of this figure shows that there are no significant differences between any of 

the groups, although there is a tendency for WT mice spending more time in closed 

verses open arms of the apparatus (the TG mice slightly favour the open compared to 

closed arms).  This description was confirmed by 3-way repeated measures ANOVA 

with Arm (duration spent in open and closed arms), Genotype, and Treatment as 

factors.  This showed a non-significant effect of Arm F(1,32)=0.933, p=0.341, a non-

significant effect of effect of Transgene, F(1,32)=2.194, p=0.148, a non-significant effect 

of Treatment F(1,32)=1.614, p=0.439, a non-significant two-way interaction of Arm by 

Genotype F(1,32)=2.806, p=0.104, a non-significant two-way Arm by Treatment 
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interaction F(1,32)=0.398, p=0.533, and a non-significant three-way interaction of Arm 

by Genotype by Treatment interaction F(1,32)=0.049, p=0.827. Tests of between-

subjects effects showed that overall there was a non-significant two-way Treatment by 

Transgene interaction F(1,32)=1.157, p=0.290. In the absence of any significant 

interactions, no further statistical analysis was performed using the raw data.  PRs 

were calculated for time spent in open arms (see Table 3.3).  Despite this showing a 

trend towards TG mice spending more time in the open arms relative to WT mice, this 

was non-significant.  A one-way univariate ANOVA confirmed this, with PRs (for time 

in open arms) as the dependent variable, and Genotype, and Treatment as factors.  

This showed a non-significant effect of Genotype F(1,32)=2.554, p=0.120, a non-

significant effect of Treatment F(1,32)=0.358, p=0.554, and a non-significant Genotype 

by Treatment interaction F(1,32)=0.017, p=0.898.  

 
Figure 3.8:  LINS EPM (Experiment 2A).  Mean duration spent in open and closed arms.  

There are no significant transgene differences between groups with respect to the time spent 

in open verses closed arms of the EPM, and no significant effects of drug treatment. Values 

are means ±S.E.M.   

 PR (Open Arms) 

LINS Group M SEM 

TG-C 0.50 0.08 

TG-R 0.53 0.08 

WT-C 0.37 0.05 

WT-R 0.42 0.07 

 

Table 3.3:  PR (duration) data for LINS EPM (Experiment 2A).     
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Mean  Fr equ ency of  Entries into Op en an d C losed  Arm s 
Figure 3.9 shows the mean frequency of entries into open and closed arms of the EPM.  

Inspection of this figure shows that there is no overall transgene effect with respect to 

the number of entries into open verses closed arms of the apparatus, or any significant 

differences due to rosiglitazone treatment. This description was confirmed by repeated 

measures ANOVA with Arm (frequency of open and closed arm entries), Genotype, 

and Treatment as factors. This showed a main effect of Arm F(1,32)=14.518, p=<0.001, a 

non-significant effect of effect of Transgene, F(1,32)=0.007, p=0.933, a non-significant 

effect of Treatment F(1,32)=0.007, p=0.933, a significant two-way interaction of Arm by 

Genotype F(1,32)=4.422, p=0.043, a non-significant two-way Arm by Treatment 

interaction F(1,32)=0.380, p=0.542, and a non-significant three-way interaction of Arm 

by Genotype by Treatment interaction F(1,32)=1.332, p=0.257. There was a no 

significant Treatment by Genotype interaction F(1,32)=1.804, p=0.189.  

A follow-up test of simple main effects for the significant Arm by Genotype 

interaction revealed that TG mice made significantly more entries to open arms 

compared to closed arms F(1,32)=17.482, p=<0.001, whereas in WT mice the difference 

between the frequency of entries into open verses closed arms was non-significant 

F(1,32)=1.458, p=0.236.  Thus, whilst this within genotype comparison confirmed the 

target behaviour in TG mice consistent their exhibiting a disinhibited phenotype, the 

seemingly poor discrimination in the WT mice between arms meant that the WT 

target behaviour of making more entries into closed arms verses open could not be 

confirmed.  However, a between genotype comparison did show that WT mice made 

more entries into closed arms compared to TG mice F(1,32)=4.793, p=0.036, although 

no transgene effect was evident with respect to open arms F(1,32)=1.068, p=0.309.  It is 

likely that larger mean for WT-R open entries likely contributed to the lack of a 

transgene effect with respect to open arm entries.  
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Figure 3.9:  LINS EPM (Experiment 2A). Mean frequency of open and closed arm entries.  

Values are means ±S.E.M with asterisk denoting significance at the 0.05 level.   

 

PRs were calculated for the number of open arm entries (see Table 3.4).  Inspection 

of this table suggests that there are no significant differences beyond an overall effect 

of genotype with TG mice making more arm entries than WT counterparts.  A one-way 

ANOVA confirmed this interpretation, with PRs (total number of entries into open 

arms) as the dependent variable, and Genotype, and Treatment as factors.  This 

showed a significant effect of Genotype F(1,32)=5.417, p=<0.026, a non-significant effect 

of Treatment F=<1, and a non-significant Genotype by Treatment interaction 

F(1,32)=1.710, p=0.200.   

 

 PR (Open Arms) 

Group M SEM 

TG-C 0.66 0.03 

TG-R 0.61 0.06 

WT-C 0.50 0.02 

WT-R 0.56 0.05 

Table 3.4:  LINS EPM (Experiment 2A).  Open Arm Entries PRs (frequency data).    
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3.4.3.2 Experiment 2B: EINS 

Mean  Durat ion Spen t in Open an d Closed  Arms 
Figure 3.10 shows the mean duration spent in the open and closed arms of the EPM for 

the early-intervention experiment.  Inspection of this figure suggests that overall TG 

mice spent more time in open arms relative to WT mice, although this likely being 

driven by the large response in the TG-N group.  This description was confirmed by 3-

way repeated measures ANOVA with Arm (duration spent in open and closed arms), 

Genotype, and Treatment as factors.  This showed a non-significant effect of Arm 

F(1,44)=0.012, p=0.915, no significant effect of effect of Transgene, F(1,44)=0.069, 

p=0.794, no significant effect of Treatment F<1, no significant interaction of Arm by 

Genotype F<1, no significant two-way Arm by Treatment interaction F=<1, and a 

significant three-way interaction of Arm by Genotype by Treatment interaction 

F(1,44)=6.242, p=<0.005. There was a non-significant two-way Treatment by Genotype 

interaction F(1,44)=1.451, p=0.235.   

A follow-up test of simple main effects for the significant Arm by Genotype by 

Treatment interaction revealed that TG-R and WT-R mice did not differ with respect 

to the time spent in open arms F(1,44)=1.964, p=0.168, or closed arms F(1,44)=0.596, 

p=0.444.  However, TG-C mice did spend significantly more time in open arms 

compared to and WT-C mice F(1,44)=6.538, p=0.014, whereas time spent in closed arms 

was not significant F(1,44)=2571, p=0.116.  Thus, genotypic target behaviours were 

confirmed in TG-C mice when compared to WT controls.  Indeed, within genotype 

comparisons showed that TG-C mice also spent significantly longer in the open arms 

compared to TG-R mice, F(1,44)=5.704, p=0.021, with the time spent in closed arms 

non-significant: F(1,44)=2.136, p=0.151.  This suggests that rosiglitazone may have 

modified some component of anxiety/disinhibition in the TG-R mice.  By contrast, 

WT-C mice did not differ significantly from WT-R in either the time spent in open 

arms F(1,44)=2.488, p=0.122,  or closed arms F<1, suggesting that the drug did not 

significantly affect performance.  Finally, within group comparisons showed that 

neither of the TG or WT groups showed a significant bias for time spent in open verses 

closed arms of the apparatus, although this was close with respect to the TG-C group: 

TG-R: F(1,44)=1.150, p=0.289,  TG-C: F(1,44)=3.717, p=0.060; WT-R: F<1,  WT-C: 

F(1,44)=1748, p=0.193.  PRs were also calculated for time spent in open arms (see Table 

3.5).  Inspection of this table suggests that there is a tendency towards TG mice 

spending more time that WT mice in the open arms of the apparatus, although this is 
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not likely to be significant.  A one-way univariate ANOVA confirmed this, with PRs as 

the dependent variable, and Genotype, and Treatment as factors.  This showed a no 

significant effect of Genotype F(1,47)=2.053, p=0.159, n0 significant effect of Treatment 

F<1, but a significant Genotype by Treatment interaction F(1,47)=6.146, p=0.017.  A 

follow-up test of simple main effects for the significant Genotype by Treatment 

interaction confirmed the findings in the raw analysis, revealing that compared to WT-

C mice, the TG-C group spent more time in open arms of the apparatus, F(1,44)=7.344, 

p=<0.005, whereas neither of the drug treated groups differed significantly from each 

other on this measure, F<1.  Within genotype comparisons then showed that TG-C 

mice spent significantly more time in open arms relative to TG-R mice F(1,44)=4.537, 

p=0.039, whereas the difference between both WT groups was again, non-significant 

F(1,44)=1.851, p=0.181.  Therefore, TG-C mice are more disinhibited than WT-C mice, 

and rosiglitazone significantly reduces a component of the target behaviours in the 

TG-R mice.   

 

 
Figure 3.10:  EINS EPM (Experiment 2B).  Mean duration spent in open and closed arms.  

Values are means ±S.E.M with asterisk denoting significance at the 0.05 level.   

 

 PR (Open Arms) 

Group M SEM 

TG-C 0.69 0.08 

TG-R 0.44 0.10 

WT-C 0.37 0.07 

WT-R 0.53 0.08 

Table 3.5:  EINS EPM (Experiment 2B).  Open Arms PR (duration data). 
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Mean  Fr equ ency of  Entries into Op en an d C losed  Arm s 
Figure 3.11 shows the mean frequency of entries into open and closed arms of the EPM.  

Inspection of this figure shows that there is an overall transgene effect, although the 

direction of this differs between genotypes.  WT mice make significantly more entries 

into closed arms, whereas WT mice make significantly more entries into open arms.  

This is pattern is likely driven by the fact that unlike both drug-treated groups, the 

distribution of entries in non-drug-treated conditions shows a significant selection 

bias, with TG-C mice making more entries into open arms than closed, and WT-C mice 

making significantly more entries into  closed arms than open.  This interpretation was 

confirmed by an ANOVA with Arm, Genotype, and Treatment as factors.  This showed 

revealed no significant effect of Arm F<1, no significant effect of effect of Genotype, 

F<1,  no significant effect of Treatment F(1,44)=2.792, p=0.102, but a significant Arm by 

Genotype interaction F(1,44)=11.536, p=<0.01, no significant Arm by Treatment 

interaction F<1, but a significant Arm by Genotype by Treatment interaction 

F(1,44)=6.657, p=<.05. There was no significant Treatment by Genotype interaction F<1.    

A follow-up test of simple main effects for the significant Arm by Genotype by 

Treatment interaction revealed that whilst the number of open arm entries was non-

significant between non-drug treated groups, F(1,44)=3.263, p=0.079, WT-C mice did 

make significantly more entries into closed arms than TG-C mice, F(1,44)=4.189, 

p=0.047.  Thus, although this analysis shows that the genotypic target behaviour was 

not confirmed in the TG-C mice (i.e. that they make more entries into open arms than 

WT mice), the behaviour of the WT mice was consistent with their exhibiting a more 

anxious/less disinhibited phenotype. TG-R and WT-R mice also did not differ with 

respect to the number of open arm entries F<, or closed arm entries F<1.  Nevertheless, 

within genotype comparisons did show that TG-C mice made more entries into open 

arms than TG-R mice, F(1,44)=4.330, p=0.043,  although the number of entries into 

closed arms was non-significant: F<1.  By contrast, WT-C mice did not differ 

significantly from WT-R in either the number of entries into open arms F<1, or closed 

arms F(1,44)=2.748, p=0.105.  Again, this suggests that rosiglitazone had modified some 

component of the disinhibited TG phenotype, but had a negligible effect on WT mice.  

Finally, whilst neither nether of the drug-treated groups showed a significant bias 

towards making more entries into one type of arm or another TG-R: F<1, WT-R: F<1, 

both non-drug treated groups did show a bias with TG-C mice making significantly 

more entries into open compared to closed arms, F(1,44)=9.679, p=<.05, and WT-C 
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mice making more entries into closed arms compared to open arms F(1,44)=7.187, 

p=0.010.  Thus, within the non-drug control groups, significant arm biases were found 

in relation to the number of arm entries that were entirely consistent with genotypic 

target behaviours.  

 
Figure 3.11:  EINS EPM (Experiment 2B).  Mean frequency of open and closed arm entries.  

Values are means ±S.E.M with asterisk denoting significance at the 0.05 level. 

 

PRs were also calculated for the number of open arm entries (see Table 3.6).  In line 

with expected genotypic preferences, this did confirm that in the non-drug treated 

groups TG mice showed a significant preference for making more entries into open 

arms relative to closed than WT mice.  This interpretation was confirmed by an 

ANOVA, with PRs as the dependent variable, and Genotype, and Treatment as factors.  

This showed a significant effect of Genotype F(1,44)=4.704, p=0.036, a non-significant 

effect of Treatment F(1,44)=1.832, p=0.183, and a significant Genotype by Treatment 

interaction F(1,44)=8.180, p=0.006.  A follow-up test of simple main effects for the 

significant Genotype by Treatment interaction revealed that TG-C mice made 

significantly more entries into open arms compared to WT-C mice, F(1,44)=12.138, 

p==<.01, although the PRs for drug-treated groups did not differ statistically, F<1.  

Furthermore, and of considerable interest, a within genotype analysis showed that TG-

R mice made significantly fewer entries into open arms compared to TG-C mice, 

F(1,44)=8.521, p=<.05, whereas the difference between both WT groups was not 

significant F(1,44)=1.185, p=0.282.  This confirmed that rosiglitazone had reduced some 

component of anxiety/disinhibition in the transgenic mice. 
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 PR (Open Arms) 

Group M SEM 

TG-C 0.66 0.04 

TG-R 0.42 0.07 

WT-C 0.38 0.04 

WT-R 0.46 0.06 

Table 3.6:  EINS EPM (Experiment 2B). Open Arm Entries PRs (frequency data).    

 

3.4. 4 Discussion   

During Experiment 2 mice were scored in the EPM according to two popular 

characteristics thought to correspond to anxiety and behavioural disinhibition in 

rodents: the total time spent in the open verses closed arms of the EPM apparatus, and 

the number of entries made into each of these arms.  I will first discuss each of these 

measures in relation to the control (non-drug) treated mice before discussing in 

further detail the interesting findings in relation to rosiglitazone and its impact on 

both of these measures in the early-intervention group.   

 

3.4.4.1 Evaluation of Experimental Controls 

It is undoubtedly the case that across both late and early-intervention experiments, 

there is evidence to support the view that TG mice display disinhibited behaviours in 

the EPM, although this is most convincing for the early-intervention group.  In 

Experiment 2A, no significant differences were found between with genotypes with 

respect to either the time spent in open and closed arms, or the number of entries into 

these arms (although weak trends in the direction of target behaviours are seen).  

Thus, in terms of target behaviour open arm entries, in the late intervention study TG 

mice are no more anxious or disinhibited than WT mice.  However, the fact that 

compared to TG mice, the WT mice did make significantly more entries into closed 

arms, suggests that WT mice were the more anxious.  Indeed, it is also apparent that 

unlike WT groups, both TG groups do show a significant bias in their arm selections, 

making more open arm entries than closed.  This does suggest that some component 

of anxiety/behavioural disinhibition was present in TG mice that may have been 

absent in the WT mice (or at least, not present to the same degree).  In Experiment 2B 

(early intervention) the situation is considerably different; both target behaviours were 

confirmed in non-drug treated controls.  Thus, TG-C mice spent significantly more 
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time in open arms compared to WT-C mice, and made significantly more open arm 

entries than WT-C mice, although this latter finding was only evident when a 

preference ratio was calculated for the number of open arm entries divided by the total 

number of open and closed entries. Indeed, non-drug treated mice in both genotypes 

also displayed significant within group preferences, with TG-C mice making more 

entries into open verses closed arms, and WT-C mice showing the opposite preference.  

Both of these findings are consistent with previous studies using the EPM which show 

that TG mice display a disinhibited phenotype relative to WT mice (i.e. make more 

open arm entries and spend more time in the open arms [1381, 1382, 1390]).  However, 

like the current study, not all studies have reported finding a significant genotypic 

difference with respect to these measures in the EPM [1252, 1381], although other 

measures have been reported which suggest that TG mice are comparatively 

disinhibited compared to WT controls [1252].  This suggests that a number of factors 

could affect the performance of mice in the EPM task.   I will briefly summarise these. 

 

Fa ctor s Possib ly Affect in g EPM Perf orman ce  
With the exception of one study [1381], most studies have not reported the ratio of 

male to female mice used in experiments.  The levels of oestrogen are known to 

influence anxiety related behaviours in humans [1351], as well as rodents (e.g. [1432, 

1433]).  Indeed, the numbers of female mice used is particularly important in the 

context of Tg2576 [1434] and other hAPP models [1435, 1436] where it has been 

reported that sex and/or endocrine factors (particularly those associated with reduced 

oestrogen signalling) strongly modulate cerebral β-amyloidogenesis in hAPP-

transgenic mice leading to more extensive amyloid pathology than in age matched 

males.  Thus, it is possible that some studies which have reported a significant 

genotypic difference with respect to the duration spent in open and closed arms, have 

used a higher proportion of female mice where oestrogen signalling happened to be 

transiently low.  However, since this is not the case in the current study this cannot be 

considered a suitable explanation for why the findings in controls were more robust in 

the early-intervention data. 

It is possible that variation in the genetic backgrounds of various TG2576 colonies 

used in studies may be responsible for some of the variance in reported outcomes 

relating to the EPM.  For example, Lassalle et al. [1381], have investigated spatial 

memory and anxiety in  Tg2576 mice relative to 3 genetic backgrounds of TG2576 
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differing by their genetic heterogeneity (homozygous verses heterozygous) and strain 

of origin (C57BL6, CBA, B6SJL F1) after only one generation backcrossing.  Whilst 

Lassalle et al. report a significant transgene effect in terms of the time spent in the 

open-arms by TG mice relative to WT littermates, this difference is less pronounced in 

the B6SJL background in which WT mice also spend much time in the open-arms 

[1381] (note: the number of arm entries in this study was not assessed).  That said, both 

the Tg2576 colony in Cardiff maintained by Professor Mark Good, and the mice 

purchased from Taconic [1282], originate from the same B6SJL background strain, 

although it is possible that small variations in the genetic makeup of these animals 

may have been responsible for the differential late, and early-intervention results.  

Indeed, it is possible that genetic differences in the late-intervention cohort could have 

reduced the sensitivity threshold of the EPM task, making it more susceptible to other 

factors. Finally, there are two methodological issues that could explain why the late-

intervention data was not as robust as was the case in the early-intervention cohort. 

First, Experiment 2A (LINS) had fewer mice.  Given that there were weak trends in the 

direction of target behaviours, fewer mice may have made the experiment more 

susceptible to individual variation responses that the PRs could not fully correct.  

Second, the mice in Experiment 2A were older (~13 months at test) than mice in 

Experiment 2B (~8 months at test). Whilst age may be one factor which could may 

changes in the behaviour of WT mice on a range of tasks [1437], limited evidence 

suggests that compared to mice with a predominant C57BL6 background, TG2576 and 

WT mice from a predominantly B6SJL F1 background may be less resilient to the 

effects of aging across some cognitive measures [1284, 1356].  However, this has not 

been investigated with respect to emotional behaviours in Tg2576 mice and WT 

littermates, particularly at the 13 month old time point. Indeed, whilst one study has 

reported a significant difference in 17 month old Tg2576 mice in some genetic 

backgrounds with respect to the total duration of time spent in open and closed arms 

[1381], the frequency of arm entries has not been assessed.  Some research also suggests 

that anxiety measures in younger mice are less susceptible to pre-test conditions 

compared to the same variables in adults [1438].  Again, although this does not appear 

to have been systematically studied in Tg2576, since the mice in Experiment 2A had 

received prior exposure to searching for food in a similar apparatus (i.e. the T-maze), it 

is possible that that this may have reduced the sensitivity EPM to genotypic differences 

in the older mice. Indeed, the mice in Experiment 2B were not only younger adults, but 
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also experimentally naive.  Nevertheless, the results of both interventions do support 

the view that TG mice exhibit less anxiety/greater behavioural disinhibition than WT 

both in young adult mice, and older mice. 

 

3.4.4.2 Impact of Rosiglitazone on Anxiety and Disinhibition  

Although the impact of rosiglitazone on anxiety and behavioural disinhibition is 

unknown, rosiglitazone has been shown to improve contextual fear conditioning in 

aged rats [1403], demonstrating that the drug may (in non-TG mice at least), affect 

some components of emotional memory in adult mice. However, it is evident from the 

results of the late-intervention experiment that there are no significant drug effects in 

any of the groups with respect to the primary methods of assessing anxiety and 

behavioural disinhibition in ~13 month old Tg2576 mice, in the EMP task despite being 

on the compound for between ~5-to-6 months. As such, the results of Experiment 1A 

are consistent with those of Nicolakakis et al. [1386], in that delivering PPARγ 

compounds to adult mice when amyloid pathology is well under way does not 

necessarily result in rescue the behavioural phenotype of hAPP mice.  However, it is 

also apparent that in Experiment 2A the target behavioural effects in the EPM task 

were much weaker, and not conclusively incompletely demonstrated in controls.   

Thus, without confirming the behavioural phenotype in control mice, it is not possible 

to say anything further about what impact rosiglitazone might have had in ~13 month 

old mice.  The results of Experiment 2B (EINS) confirm both sets of target behaviours 

in the TG and WT non-drug treated controls.  Furthermore, unlike Experiment 2A, 

continuous rosiglitazone administration from the age of 5 months did significantly 

reduce the amount of time TG-R mice spent in open arms of the apparatus relative to 

same genotype control, as well as the number of entries into open arms of the 

apparatus.  However, the drug did not seem to ‘restore’ the within group closed arm 

bias seen in the WT-C mice (although in WT-C mice this was only significant in 

relation to the number of entries into closed verses open arms). Thus, the current 

study is the first to report that when delivered early, rosiglitazone does affect the 

performance of TG mice in the EPM task.  However, as to what component of the task 

the drug had affected, and what its mechanistic basis might be given the findings of 

experiment 1B, is more uncertain.  In the final part of this discussion therefore, I will 

address these issues. 
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Doe s Ro sigl itazon e Mak e TG mic e Mor e Anx ious? 
Only two parameters were used in this study to detect differences in anxiety in the 

EPM. These parameters were the time spent in the open sections, and the number of 

open arm entries [1383].  Indeed, in this study, the number of entries into arms was 

probably the most sensitive of these parameters for assessing levels of anxiety and 

behavioural disinhibition across both cohorts of mice. This fits with several studies 

which have reported that Tg2576 mice have increased levels of locomotor activity in 

the EPM [1382] and other similar tasks [1439-1441].  Indeed, since at least some 

instances of clinical anxiety have been linked to hyperactivity of the septo-

hippocampal system [1442].  For example, hyperactivity of this system has been linked 

to increased negative association of stimuli with a consequential increase in anxiety 

when the stimuli are subsequently presented [1442].  Thus, the hippocampal pathology 

observed in Tg2576 [1245, 1251, 1263, 1308, 1310] most likely explains the disinhibited 

phenotype of these mice.  However, not all studies have found activity levels in Tg2576 

to necessarily increase/decrease in the EPM in accordance with the traditional anxiety-

like parameters such as the time spent in open and closed arms of apparatus [1441].  In 

this context, it is important to note that the number of entries in the EPM (and similar 

tasks), is a focus of considerable discussion, primarily because it is unclear as to 

whether this parameter is an ‘activity index’ (i.e. locomotor activity), or an ‘anxiety 

index’ [1441]. Indeed, studies have used increases or decreases in the frequency of 

entries parameter in the EPM and other similar tasks (i.e., elevated zero maze), as 

either anxiety or activity differences [1443-1446].  One possible reason for these 

contradictory interpretations is that entries parameter is only partially related to 

anxiety levels [1441].  For example, as a parameter of anxiety, the time spent in the 

open sections of the EPM can be affected by the number of entries, and is important to 

distinguish whether the differences observed in mice are therefore related to anxiety or 

activity levels [1441]. 

In order to address the above issues, Heredia et al. [1441], have recently proposed a 

new index of anxiety that they refer to as “Time by Entries” (TbE). This new parameter 

adjusts for the influence of activity on time in the open section of an elevated Zero-

maze, although the principles can also be applied to the EPM.  Heredia et al. used the 

following formula:  
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   = Time in Open Section Number of Open Arm Entries 

 

The square-root was used in order to maximize differences at low levels of activity, and 

minimize differences at high levels of activity or ‘hyperactivity’, and is based on the 

theoretical function of square-root as a half of parabola with a vertical directrix [1441]. 

If the entries increase (i.e. when an animal crosses the open section rapidly and 

continuously), this parameter minimizes the effect of the high levels of activity over 

time spent in the open section.  Since time in the open section increases when there 

are high activity levels, Heredia et al. were able to re-evaluate the time spent in the 

open section of the maze by controlling for high activity levels with the TbE parameter.   

In addition, because TbE is a correction of time in an open area, it must be interpreted 

as the time spent in the open area [1441].  Thus, a high TbE rating is indicative of low 

levels of anxiety, while low TbE rating is indicative of high levels of anxiety [1441]. 

Using TbE in relation to the zero maze, Heredia et al. have assessed how individual 

housing, handling procedure and interaction between individual housing and handling 

procedure affect the baseline anxiety in Tg2576 mice and WT littermates [1441].  

Tg2576 mice were randomly assigned to two experimental groups: 1) individually 

housed, unhandled, and 2) individually housed and handled. Heredia et al. reported 

that the handling procedure in wild type animals did not show any consistent effect on 

anxiety-like behaviour levels if the animals were not individually housed [1441].  With 

respect to Tg2576 animals, individually housed/handled Tg2576 mice were less anxious 

than the individually housed/unhandled animals, and Tg2576 handled animals showed 

a reduction in activity levels compared to the Tg2576 unhandled animals [1441]. 

Comparing Tg2576 mice with their WT controls, the results of Heredia et al. suggest 

that Tg2576 mice are less anxious than WT animals. But, after calculating TbE index, 

their results did not show significant differences for this parameter, and therefore, it 

was concluded that significant differences in time spent in the open section by Tg2576 

mice are primarily mediated by the activity levels of this group [1441]. This means that 

differences in time spent in the open section between individually housed/unhandled 

Tg2576 mice and individually housed/unhandled wild type mice, were not due to 

differences in anxiety-like behaviour per se, but rather, reflected differences in activity 

levels [1441], probably as a consequence of the generally acknowledged hippocampal 

pathology in TG mice.  One should say at this point, that in terms of the current study, 

whilst the mice from cohort 1 and 2 were all individually housed from a young age, 
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they were handled frequently by animal technicians (as part of husbandry and 

maintenance procedures), as well as by the researcher conducting the experiments, so 

effects should have been the same across both cohorts. 

 One has to wonder now, what the results would be if the TbE index is applied to 

the data in Experiments 2A and 2B. This data is summarised in Table 3.7.  A 

subsequent comparison of the figures obtained for the TbE index in both the LINS and 

EINS EPM experiments were subjected to statistical analysis using a 1-way univariate 

ANOVA, with TbE as the dependent variable, and Genotype, and Treatment as 

factors. 

 LINS TbE 

(Exp. 2A) 

EINS TbE 

(Exp.2B) 

Group M SEM M SEM 

TG-C 25.98 4.01 13.51 2.08 

TG-R 36.45 4.72 7.64 1.50 

WT-C 25.17 4.21 8.09 1.05 

WT-R 24.53 4.00 10.66 1.01 

Table 3.7:  Group TbE Scores for EPM.  Experiment 2A/B.    

 

This showed that in both experiments there were no significant differences any of the 

groups.  LINS:  no significant effects of Genotype F(1,32)=2.248, p=0.144, of 

Treatment F(1,32)=1.388, p=0.256, or a Genotype by Treatment interaction 

F(1,32)=1.714, p=0.200.  Similarly, EINS: no significant effect of Genotype F(1,47)=0.23, 

p=0.727, of Treatment F(1,47)=0.27, p=0.870, or a Genotype by Treatment 

interaction although this was close, F(1,44)=3.349, p=0.074.  Both of these results are 

consistent with the findings of Heredia et al. [1441], and suggest that levels of anxiety 

were approximately similar across all groups in both experiments, with differences in 

time spent in the open section not reflecting differences in anxiety-like behaviour per 

se, but rather, differences in activity levels.   

What else could explain the fact that rosiglitazone did, in the EINS data at least, 

significantly impact on performance in the EPM task?  It is possible that the drug 

modified some motivational component of TG behaviour, leading to lower activity 

levels. If true, such a change has not been previously reported in the scientific 

literature, and does not in any case explain why a similar effect was absent in the late-

intervention cohort. It is also possible that the drug may have in the EINS cohort, 
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prevented some component of hippocampal pathology in the TG mice such that this 

may have reduced the levels of hyperactivity.  Indeed, the role of the ventral 

hippocampus in emotional processing is considered to be distinct from that of the 

amygdala (which is associated specifically with fear), as well as distinct from the role of 

dorsal hippocampal regions involved with spatial memory functions [80[686].  In this 

respect, Gray and McNaughton's theory of the septo-temporal axis [1447], can in 

principle, incorporate these apparently distinct hippocampal functions, and provide a 

plausible unitary account for the multiple facets of hippocampal function [686].  Thus, 

although speculative, it is at least plausible that rosiglitazone may have had an impact 

on some component of the ventral hippocampal function whilst leaving the dorsal 

regions either untouched, or if there were any physiological changes, maybe they were 

of insufficient magnitude to significantly impact upon spatial memory function as 

assessed via the T-Maze FCA task.  Indeed, it is possible that amyloid pathology had 

progressed too far in the LINS cohort, for the drug to make a difference in either 

region, despite the fact that these 13 month old mice had received rosiglitazone 

agonism for ~5 months.  Thus, in this case, it would appear that the late-intervention 

therapy really was ‘too late’ to make a significant difference.  However, as stated 

earlier, it is also possible that variation between the cohorts in terms of the degree of 

SJL F1 background may also have had an impact on the pattern of results obtained. 
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3.5 EXPERIMENT  3:  MARBLE  BURYING 

3.5. 1 Introduction  

Marble burying behaviour has been a popular test of neophobia in rodents, where 

historically it has been used with mouse models of anxiety [1383, 1448]. This task is 

widely considered to tap into species-typical defensive reactions of rodents to 

spontaneously bury unfamiliar stimuli [1449].  Furthermore, marble burying is 

sensitive to the administration of anxiolytic and antipsychotic drugs, which are 

normally used to treat anxiety disorders or obsessive-compulsive disorder [1448, 1450].  

Indeed, administration of such drugs in rodents has been shown to result in a 

reduction in burying behaviour in mice [1451-1453].  Currently, only one study has 

reported assessment of Tg2576 mice on the marble burying task.  Using female Tg2576 

mice and WT littermates aged 12.5, and a separate cohort of female mice aged 23 

months, Deacon et al. [1374] reported no significant differences in marble burying 

between genotypes.  The performance of male Tg2576 mice on this task has not been 

reported in the literature, and there are no reports investigating the effects of 

rosiglitazone on this measure of anxiety.  It is worth just recapping that the anxiety 

tasks were counterbalanced across both LINIS and ENIS conditions, and were given to 

mice second in the LINIS condition, and first in the ENIS condition.  Thus, in 

Experiment 3A (LINS), mice were given a single exposure to the EPM at ~13 months 

following a 2 day rest period after the conclusion of T-maze FCA testing (Experiment 

1A).  In Experiment 3B (EINS), the EPM task was delivered to 8 month old mice, 

exactly 2 days after the conclusion of  the EPM testing (Experiment 2B).   

 

3.5. 2 Methods  and  Apparatus  

3.5.2.1 Animals and Drug Administration 

Experiment 3A (LINS) used mice the mice form cohort 1, which had previously 

undergone the T-maze and EPM task. Experiment 3B (EINS) used the mice from 

Cohort 3.  These mice had received exposure only to the EPM.  Please see section 3.3.2.1 

for details of housing and drug administration. 

 

3.5.2.2 Apparatus  

Each marble burying arena was composed from a large white polycarbonate cage base 

41cm long, 24.5cm wide and 12.5cm tall, filled with a level compact layer of sawdust 
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6.5cm deep (see Figure 3.12). Twenty mixed-colour glass marbles (1.5cm diameter) were 

placed on top of the sawdust layer equally distanced apart in a 4-column by 5-row 

arrangement. In comparison to a grouped-marble arrangement, this arrangement 

forced the mice to encounter the marbles more frequently, and prevented an 

alternative avoidance response rather than burying the aversive stimuli (see [1454]).  A 

transparent Perspex lid 41cm long, 27cm wide and 1cm thick was placed securely on 

top of the cage base to prevent the mouse from escaping the arena. The lid was placed 

in a central position allowing for a 1.25cm gap either side for ventilation. Four marble 

burying arenas were placed on a table elevated 121cm from the floor, allowing 4 mice to 

be tested during one 30-minute session. A camera was attached to the ceiling directly 

above the arena to allow viewing and recording for documentation using a monitor 

and VCR. Each marble burying arena was photographed for documentation using a 

digital camera at the end of each session. 

 

 
Figure 3.12: Marble burying apparatus. (Left) Initial setup of marbles. (Right): Typical WT 

result obtained after 30 minutes (non-buried marbles are displayed in transparent circles). 
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3.5.2.3 Behavioural Procedures 

This test was given as a one day procedure. Each mouse received a single trial 

comprised of 30 min in a cage with a clear Perspex lid placed over the top to prevent 

escape (a small gap was present at the top and bottom of the lid to allow air 

circulation).  When the session had expired, the animals were removed from the maze 

and placed back into their home cages prior to being returned to the holding room.  

The number of marbles buried was then recorded (see scoring method below), and the 

sawdust renewed for each session.  Marbles were cleaned thoroughly with a 1:20 

dilution of Mr Muscle® prior to being placed in each box.  The experimenter wore latex 

surgical gloves at all times throughout the experiment, and all behavioural trials were 

recorded onto VHS video.  Mice were run in the sequence as occurred in Experiment 1. 

 

3.5.2.4 Scoring and Statistical Analysis 

Using the criteria used in previous studies [1454], a buried marble was defined as a 

marble covered at least two thirds of their depth by sawdust.  Thus, an unburied 

marble was over one third visible on the surface of the sawdust layer.  No further mice 

were excluded from the analysis due to morbidity/mortality, and none of the mice met 

criterion for non-responsiveness (in this case, spending the whole 30 minutes at the 

start location). Thus, the total numbers of mice run in Experiment 3A were 18 TG mice 

(TG-C, n=9; TG-R, n=9), and 19 WT (WT-C, n=10; WT-R, n=9). In Experiment 3B, the 

total numbers of mice run were as follows: 24 TG mice (TG-C, n=12; TG-R, n=12); 25 

WT mice (WT-C, n=12; WT-R, n=13).  Since the dependent variable in this experiment 

had only one level, each Experiment was analysed by a single 2-way univariate 

ANOVA, which had Marbles Buried as the dependent variable, and Genotype; 

Treatment as factors.  All statistical analysis were conducted using IBM SPSS Statistics 

v.21.00 software with an alpha value (P) <0.05, taken as being statistically significant. 

Significant ANOVA interactions and non-parametric analysis were conducted as 

previously indicated (see section 3.3.2.4).     

 

3.5. 3 Results   

3.5.3.1 Experiment 3A (Late Intervention) 

Figure 3.13 shows the mean number of marbles buried for each group in the marble 

burying task.  Inspection of this figure shows that there is a significant transgene 
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effect, with WT mice burying more marbles than WT mice.  However, there are no 

significant drug effects in either genotype.  This description was confirmed by ANOVA, 

which had Marbles Buried as the dependent variable, and Genotype; Treatment as 

factors.  This showed a significant effect of Genotype F(2,33)=4.322, p=<.05, no 

significant effect of Treatment F<1, and no Genotype by Treatment interaction F<1. 

 

 
Figure 3.13: LINS Marble burying task (Experiment 3A). Mean %age of marbles buried for 

each group.  Values are means ±S.E.M with asterisk denoting significance at the 0.05 level. 

 

3.5.3.2 Experiment 3B (Early Intervention) 

Figure 3.14 shows the mean percentage of marbles buried for each group in the marble 

burying task.  Inspection of this figure shows that there is a significant transgene 

effect, with WT mice burying more marbles than WT mice.  However, there are no 

significant drug effects in either genotype.  This description was confirmed by two-way 

univariate ANOVA, which had Marbles Buried as the dependent variable, and 

Genotype; Treatment as factors.  This revealed a significant effect of Genotype 

F(1,44)=14.328, p=0.001, no significant effect of Treatment F(1,45)=1.259, p=0.268, and 

no significant Genotype by Treatment interaction F<1.  
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Figure 3.14: EINS Marble burying task (Experiment 3B). Mean percentage of marbles 

buried for each group.  Values are means ±S.E.M with asterisk denoting significance at the 

0.05 level. 

 

3.5 .4 Discussion   

The results of both Experiments 3A (mice aged 13 months) and 3B (mice aged ~ 8 

months), show a significant transgene effect, with WT mice burying significantly more 

marbles than TG mice. This contrasts with the findings reported by Deacon et al. 

[1374], where no genotypic differences between either young (3 month old) or adult 12 

month old) Tg2576 mice and WT littermates.  There are three major factors which may 

help to may explain these discrepant findings.  First, Deacon et al. assessed TG and WT 

mice at 3 months of age, and a separate cohort of mice aged 12 months of age.  In both 

instances, female mice were used.  This is potentially of significance because previous 

research has shown that progesterone and/or estrogen can influence impulsivity 

and/or fear in female rodents [1455-1457], and administration of estrogen and/or 

progesterone to ovariectomized rats decreases anxiety behaviours in the open field and 

EPM tasks [1456].  Consistent with this, research conducted in naturally cycling rats 

has shown when tested on a marble burying and conditioned fear tasks, rats in 

behavioural estrus showed less impulsive burying and freezing behaviour than 

diestrous rats [1458].  Indeed, when ovariectomized rats were administered 

progesterone, estrogen or vehicle, progesterone or both estrogen and progesterone, 

were found to decrease impulsive burying and freezing behaviour compared to vehicle 

[1458].  Thus, these results suggest that progesterone and/or estrogen may mediate 
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components of impulsive and/or avoidant behaviour in rodents, although these effects 

have not been verified in naturally cycling mice in the marble burying task.  However, 

it seems reasonable to suggest that in the Deacon et al. study, behavioural estrus may 

have overlapped with the application of the marble burying task, such that the WT 

mice would have likely showed less impulsive burying behaviour than would have 

occurred in diestrous mice.  Given that that in the current study, the results of 

Experiment 3 clearly show that TG mice bury less marbles anyway, behavioural estrus 

in some or all of the squads of mice tested in the Deacon et al. study could have 

accounted for the null finding.  Second, methodological differences could also account 

for the discrepant findings.  Deacon et al. used only 12 marbles, in contrast to the 20 

marbles used in the methodology reported in the current experiment [1374]. This lower 

number of marbles may have further reduced their ability to detect genotypic changes 

in female Tg2576 mice.  Third, strain differences were reported by Deacon et al. [1374], 

which may have also accounted for the differing results in the current study.  More 

extensive research is required to characterise the performance of Tg2576 mice from 

different background strains before any firm conclusions can be drawn.   

Most behavioural scientists would probably agree that marbles, by nature, are likely 

to be non-aversive to mice, something Njung’e and Handley [1454] confirmed in 1991 

by showing that mice did not avoid the marble-containing side of a two compartment 

box.  Thus, it is unlikely that either mice or rats are necessarily in a state of anxiety 

when faced with the sudden appearance of marbles in their environment.  Indeed, 

whilst mouse marble burying has historically been used as a screening model for the 

detection of anxiolytics [1459], with benzodiazepine receptor agonists such as rapid-

onset diazepam or chlordiazepoxide found to decrease the number of marbles buried 

[1460-1462], non-anxiolytic compounds such as classical antipsychotics, anxiolytics, 

psychostimulants, and certain classes of antidepressants (see review, [1449]) have also 

been found to modulate marble burying behaviour [1451, 1453, 1459, 1463].  This 

suggests that the predictive validity of this procedure for anxiety may be limited.  

Indeed, subsequent research has shown that mouse marble burying behaviour whilst 

genetically regulated, is not correlated with other anxiety-like traits in mice nor 

stimulated by novelty [1464].  Rather, it now appears to reflect a repetitive behaviour 

that persists/perseveres with little change across multiple exposures [1464].  In this 

way one can probably explain why considering the fact that TbE analysis of data in 

Experiment 2 showed that levels of anxiety were statistically comparable across groups, 
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marble burying behaviour nonetheless was found to differ significantly between 

genotypes in both the LINS and ENIS marble burying experiments. However, given the 

range of factors which can seemingly disrupt marble burying behaviour, one has to 

admit to the apparent uncertainty with respect to the likely neural mechanisms 

engaged by the marble burying task. Of key importance in this regard is whether the 

behaviour is a response of rodents to the presence of marbles [1449, 1465], or a non-

intended consequence of digging behaviour [1462, 1466].  For example, marbles may 

appear buried due to mice engaging in digging behaviour in the general vicinity [1448].  

Perhaps the most reasonable approach is to assume that marble burying simply 

measures species-typical digging behaviour [1448] that may in part be dependent on 

intact hippocampal function [1467]. Indeed, one interpretation of marble 

burying/digging is that it will likely be modified by any agent affecting hippocampal 

function, including the benzodiazepines and 5-HT active compounds [1447, 1468], 

although given that psychostimulants can also inhibit marble burying [1459, 1463], it is 

likely that brain regions other than the hippocampus are also involved in regulating 

this  species-typical behaviour. Nevertheless, given the disruption to the hippocampal 

circuitry in Tg2576 mice, this may partly explain why the digging behaviour is 

disrupted in Tg2576.  Furthermore, since burrowing/digging behaviour is not directly 

related to learning and memory, it cannot reliably predict changes in such aspects of 

cognition, although it may involve other aspects of cognition such as executive 

function or attention [1374].  

Given these considerations, and the uncertainty as to whether or not rosiglitazone 

had modified some component of hippocampal function, it perhaps comes as no 

surprise that the drug did not modulate marble burying behaviour in either of 

Experiments 2A or 2B.  However, having assessed mobility of mice in an empty arena 

prior to the marble burying task being run, could potentially have informed this issue.  

Nevertheless, the reasons for TG mice burying fewer marbles than WT is not likely to 

be a simple matter of the former being more active (i.e. they stop more infrequently 

than WT mice to dig).  Furthermore, given the wide range of substances that can 

seemingly modulate marble burying behaviour, reducing locomotor activity (if indeed 

that is what rosiglitazone did in Experiment 2A), would be no guarantee that ‘normal’ 

marble burying behaviour would have been restored in the TG mice. 
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3.6 EXPERIMENT  4:  OBJECT  RECOGNITION  MEMORY 

3.6. 1 Introduction  

Object recognition memory is the ability of many animal species to discriminate the 

familiarity of previously encountered objects [1469].  As such, behavioural tasks such as 

delayed nonmatching-to-sample (DNMS) and spontaneous object recognition (SOR) 

for assessing object memory in non-human primates and rodents, have proved 

invaluable as animal models of specific aspects of human memory processes [1469].  

Indeed, these tasks constitute the core means by which animal models can successfully 

access many key aspects of MTL amnesia first characterised in patient HM [525, 534].  

Since it is impossible to do justice to the vast literature on this subject in the limited 

space available in this chapter, the reader is directed to the following reviews [500, 525, 

1470].  This section briefly outlines the SOR task and some of its variants, as these are 

now common behavioural tests used to measure object recognition in animals, and 

rodents in particular.  A de novo version of the SOR task is used to assess object 

recognition memory in the current study, specific details of which are summarised at 

the end of this section. 

 

3.6.1.1 Spontaneous Object Recognition Tasks 

The spontaneous object recognition task originates from the work of Ennaceur and 

Delacour [1471], and exploits the natural tendency of rodents to explore novel stimuli 

in preference to familiar stimuli. Typically, the SOR task is run in an open field arena, 

although recent efforts to address certain controversial aspects of the literature have 

prompted the introduction of a novel Y-shaped apparatus for testing SOR [1472] (these 

are not considered here). In the open field test, the spontaneous loco-motor or 

exploratory activity of mice is usually studied in circular or square arenas, which vary 

in size depending on the experiment concerned and whether the environment is 

divided into distinct quadrants or sections [1355].  The SOR paradigm is similar in 

principle to the DNMS task.  A single SOR trial consists of sample and choice phases, 

separated by a variable retention delay [525]. In the sample phase, the rodent is 

introduced into the testing apparatus, which contains two identical junk objects (A1 

and A2). The rodent is allowed to freely explore these objects for a limited amount of 

time before being removed from the apparatus. At the end of the retention delay, the 

animal is reintroduced to the apparatus, which now contains a triplicate copy of the 
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sample object (A3) and a novel object (B) to which the animal has had no prior 

exposure. Under normal circumstances, rodents will preferentially explore the novel 

object in this choice phase, and this behaviour is taken as the index of recognition of 

the familiar sample object [525].  For this reason, the SOR task is sometimes referred to 

as Novel Object Recognition task (NOR) [1473], as a means of differentiating it from 

other variants which assess spatial memory (see below).  SOR is also known as the 

visual paired comparison (VPC) task in studies with humans and monkeys [1469].  

Because SOR uses the natural exploratory behaviour of animals, unlike DNMS it does 

not require a pre-training phase (i.e. reward-based learning of the non-matching-to-

sample rule).  Aside from the advantage of allowing object recognition to be studied in 

a more natural manner without the potential complications of interpretation 

introduced by nonmatching-to-sample acquisition (or motivational considerations), 

the task is much quicker and simpler to run than DNMS [1473].  Furthermore, by 

varying the length of the interval between sample and test phases, SOR tasks can be 

used to assess either LT or WM processes [1474].   Indeed, the task is incredibly 

versatile in its simplicity.  With slight modifications for example, the SOR can be used 

to assess object-in-place memory (see figure 3.15).  In the spontaneous Novel Location 

Recognition task, the index of stimulus recognition is this time taken to be a measure 

of the greater time spent exploring a familiar object that has switched its spatial 

location in the choice phase [1474].  In this instance, the natural propensity of rodents 

is to spend more time exploring the familiar object that has been moved to a different 

location, versus the familiar object that remains in its previous location [1474].  For all 

of these treasons, SOR tasks have often become the test of choice for behavioural 

neuroscientists.  As a result, SOR tasks have contributed greatly to our current 

understanding of the neurobiological basis of object recognition memory [525], as well 

as the interactions of multiple brain regions (perirhinal cortex, hippocampus and 

medial prefrontal cortex) mediating object-in-place memory [498, 1475]. 

 

3.6.1.2 Recognition Memory in Adult Tg2576 Mice 

Probably the most systematic contribution to understanding object recognition 

memory in Tg2576 mice using SOR analogues has been undertaken by Good and 

colleagues. In their initial study with male and female mice, Hale and Good [1253], 

used a standard square shaped arena to assess object novelty, recency discrimination, 

and object-location memory in Tg2576. Using a standard two-item object array and 
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delays between the sample and test stages of up to 2 minutes, 30 minutes and 24hrs, 

this study found that 14-month old Tg2576 mice were able to detect novel objects as 

well as age-matched WT mice [1253].  In addition, TG mice also exhibited a normal 

recency effect by exploring less the object most recently encountered compared to an 

object encountered earlier in a trial [1253].    

 

 
Figure 3.15: Two-trial SOR tasks. (Top panel) ‘Novel object’ Recognition.  (Bottom Panel)  

Novel Location Recognition.   

 

Consistent with studies of visuospatial recognition memory in AD patients Hale and 

Good showed that Tg2576 mice were impaired in detecting a change in the relative 

positions of an array of four familiar objects [1253].  In this test, object-location 

memory was assessed by using a procedure previously devised by Dix and Aggleton 

[1476] in which rats were firstly familiarised to a set of four objects (square 

configuration), in the centre of a square arena. Then following a retention delay, 

subjects were given a choice phase in which two identical copies of the sample objects 

had been exchanged across diagonal spatial locations (i.e. topological transformation), 
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while the remaining copies of sample objects stayed in the same locations as previous 

[1476]. Dix and Aggleton suggested that whilst standard novel location tasks involving 

the relocation of familiar objects to novel positions may reflect memory for the spatial 

organization of objects in the arena, only the modified object-location task described 

above would require memory for specific object-location associations. Thus, the results 

of the Hale and Good suggested that adult TG mice are impaired in forming a 

representation of the spatial organization of objects in an arena, but not impaired in 

discriminating familiar from novel items per se [1253].   

In order to further investigate the extent to which the hAPPswe mutation 

selectively disrupts processes specific to memory for location (as opposed to object 

identity), Good and Hale [1384] undertook a further study of object recognition 

memory with a cohort of 16 month old male Tg2576 mice.  In order to determine 

whether the size of the object array interacted with object recognition memory in 

Tg2576 mice (i.e. made object novelty detection harder), object novelty and object–

location tasks both used a four-item object array.  In line with their previous findings, 

Good and Hale showed that adult Tg2576 mice retained normal object novelty 

discrimination [1384], although in contrast to their previous paper this was only 

examined using a two minute retention interval (it remains possible that novelty 

discrimination may have been impaired with longer delays).  Also consistent with their 

previous study, Good and Hale found that Tg2576 mice displayed impaired memory for 

the location of objects when 2 objects out of 4 underwent diagonal topological 

transformation [1384]. Good and Hale also tested spatial novelty in subjects by using a 

manipulation that involved moving two familiar objects to novel locations that had not 

been previously occupied by any of the objects. This manipulation involved changing 

the metric relationships between the objects and the arena walls for two displaced 

objects, whilst the remaining objects were positioned in the same locations as 

previous. Of importance here is the fact that subjects were counterbalanced across two 

different sample array configurations. If animals were allocated to an expanding array 

condition, the objects were initially presented in the centre of the arena and then, 

during the choice trial, two objects were moved to the corners of the arena. If on the 

other hand subjects were allocated to the contracting array condition, the objects were 

initially presented in the four corners of the arena and then during the choice trial, two 

objects were moved to the centre of the arena. Interestingly in this experiment both 

control and Tg2576 mice preferentially explored the familiar objects moved to 
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previously unoccupied (novel) locations [1384].   In order to test the generality of their 

findings, Good and Hale used a spatial novelty manipulation that kept the metric 

properties of the array (i.e. object–object distance and shape of the landmark array) 

consistent between the sample and test trial. Again, the results of this experiment 

showed that both control and Tg2576 mice preferentially chose to explore familiar 

objects when they were moved to previously unoccupied locations [1384].  

Overall, these results indicate that aged Tg2576 mice are able to form 

representations of the identity of objects as well as exhibit memory for the spatial 

organization of objects in an arena. In contrast, conjunctive memory for specific 

object–location associations is severely impaired in aged TG mice [1384].  Such 

conjunctive processes are the very basis of episodic memory for "what," "where," and 

"when" in humans, as well as similar processes in other animal species [367].  Indeed, 

using similar methodology to their previous studies with female and male mice, Good 

et al. [1324] have shown that TG but not WR mice aged 10-12 months old are impaired 

when it comes to forming an integrated memory of the spatio-temporal context in 

which objects were presented. These results demonstrate that male and female wild-

type, but not APP-mutant, mice are able to form an "episodic-like" memory of the 

spatio-temporal properties of objects supporting the hypothesis that aberrant APP 

processing contributes to impairments in event memory [1324]. In a recent review, 

Palmer and Good [1321], summarised converging evidence from animal and human 

studies which suggests that an early target of amyloid pathology is synaptic activity in 

the DG (dentate gyrus)/CA3 network which probably disrupts pattern separation 

processes required for the formation of episodic memory.   

 

Support ing Studies of  Rec ogn ition Memory  in hAPP Mice 
A study by Ognibene et al. [1252], with 7-12 month old Tg2576 mice (sex un-reported) 

has also reported findings consistent with those of Good and Hale [1253].  In this study 

the object recognition task was comprised of seven consecutive stages (each 5 minutes 

in duration), each of which was separated by a three minute retention interval.  In the 

first stage subjects were habituated to an empty circular open field arena.  In stages 2-4 

subjects were then familiarised to five objects placed in the centre of the arena, such 

that four objects formed a square, with the fifth object at its centre.  Throughout stages 

2-7 the frequency and the time spent exploring objects were measured for each subject.  

During stages 5-6, the central object then exchanged places with one of the peripheral 
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ones, a topological manipulation similar to that used by Good and Hale [1253].  In stage 

7 one of the five familiar objects was then substituted with a novel object. The results 

of Ognibene et al. showed that whilst object novelty detection was comparable across 

TG and WT groups, Tg2576 mice failed to discriminate displaced objects and were 

therefore impaired in forming a representation of the spatial organization of objects in 

the arena [1252]. These results corroborate the findings of Good and Hale [1253].  In a 

subsequent longitudinal study Middei et al. [1325], further assessed object novelty and 

object-location memory in adult and aged Tg2576 mice (sex not reported).  Whilst this 

latter study also utilised the seven-stage object recognition task, the procedure was 

modified at stages 5-6 to examine object-place memory by moving two familiar objects 

to different spatial locations, a manipulation similar to the spatial novelty 

manipulation used by Good and Hale [1384].  However, it is important to note that 

whilst Good and Hale moved two familiar objects to two novel (previously 

unoccupied) locations in the choice trial, the study by Middei et al., only re-positioned 

one of the two spatially displaced objects to a novel location, as the second displaced 

item was moved to a position that had previously contained the first displaced object 

[1325].  Using this modified scheme Middei et al., tested mice first at 7 months and 

then again at 14 months of age.  Middei et al. showed that seven month old Tg2576 

mice failed to explore objects that had changed spatial location, although along with 

WT controls, TG mice showed a normal preference for object novelty [1325].  However, 

at 14 months of age, both controls and Tg2576 mice displayed behavioural 

abnormalities because both groups failed to react to objects that had been displaced, 

or object novelty [1325].  In considering the differences between this study and that of 

Good and Hale [1384], it is interesting to note that Good and Hale used a four-item 

array, whereas Middei et al. used a five-item array [1325], the latter of which may have 

placed extra cognitive demands on older subjects, perhaps accounting for why 14 

month old transgenic and WT mice failed to discriminate spatially shifted objects, as 

well as novel from familiar objects.  An additional factor may have been that some 

aged subjects may have developed subsequent visual impairments related to the effects 

of age on genetically pre-disposed retinal degeneration processes (see [1406]).  

SOR paradigms have been used by several groups to test object novelty detection in 

hAPP mice including the Tg2576 model, and reported contrasting results with that of 

the studies discussed thus far. For example, Taglialatela et al. [1477], found that using a 

two object array, object novelty discrimination was intact in 5 month old Tg2576 mice 
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(males and females) when subjects were tested following a two-minute retention 

period, but was impaired when testing took place after 4 hours, and 24 hours.  The 

authors of this study addressed the fact that their results contrast with the findings of 

Good and Hale [1253], and suggested that the discrepancy is possibly due to the latter 

having a higher proportion of the SJL background in there mice [1477].  This is 

plausible because differences in background strain are known to make a difference to 

the cognitive phenotype of Tg2576 mice [1381].   Studies using other mouse models of 

hAPP over expression have also revealed deficits in object novelty detection.  For 

example, a recent study by Simón, et al. [1478] used a two-item object array in a box 

shaped arena to assess object novelty detection in 2, 4 and 8 month old hAPPSWE-IND 

mice, and reported that object novelty detection was intact in transgenic and 

littermate controls when subjects were aged 2 months, but impaired in hAPPSWE-IND 

mice at 4 and 8 months of age. Whilst this study also apparently used Tg2576 mice in 

behavioural studies, frustratingly the authors do not clearly indicate which behavioural 

tests had been undertaken with Tg2576 mice and when [1478].   

Escribano, et al. [1214], have used a standard SOR task to evaluate object novelty in 

hAPPSWE-IND mice that received oral rosiglitazone at a dose of 5 mg/kg per day starting 

at 1.5-month-old mice for a total of 10 weeks. Rosiglitazone rescued object novelty 

detection in hAPPSWE-IND mice at 4 and 10 month of age (following 4 weeks of drug 

administration [1214].  Whilst it was unfortunate that this study did not examine 

whether rosiglitazone therapy modified Aβ levels, the authors did provide 

immunohistochemical evidence that linked the restorative effects of this drug to 

prevention of an early decrease in hippocampal glucocorticoid receptors. In untreated 

mice this decline coincided with the onset of behavioural deficits [1214].  In a 

subsequent study [1213], Escribano et al., confirmed the restorative effects of 

rosiglitazone on object-novelty detection, but also showed that the drug facilitated Aβ 

clearance by reducing plaque burden in the brain, as well as reducing the number of 

neuropil threads containing phosphorylated tau [1213].  Furthermore, rosiglitazone 

treatment led to activation of microglia, promoting phagocytic ability, and reducing 

the expression of pro-inflammatory markers [1213]. This study provides further insights 

into the mechanisms for the potentially beneficial effect of rosiglitazone on amyloid 

pathology and cognitive deficits. Importantly for this thesis, the effects of rosiglitazone 

on recognition memory in Tg2576 mice, has not been examined. 
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3.6.1.3 Experiment Rationale and Design 

In experiment 4 object recognition memory was assessed in Tg2576 and WT 

littermates using a de novo SOR (called the ‘Cross of Changes’ or ‘COC’).  Two versions 

of this task are used in this thesis.  First there is the Absolute Novelty version of the 

COC task, where in the choice trial mice have to discriminate two different novel 

objects within a segmented open field arena from two familiar objects appearing in the 

same spatial locations as per the sample trial (see Figure 3.16a).  Since Tg2576 and WT 

mice have been shown to exhibit comparable preferences for object novelty in both 2 

and 4 item arrays [1253, 1324, 1384], it was predicted that Tg2576 and WT mice should 

similarly exhibit a comparable preference for object novelty in the Absolute Novelty 

task.  In the second version of the COC task, in the choice phase mice are required to 

discriminate between two different but familiar objects occurring in the same locations 

as per a previous, and the same novel object that appears in two familiar spatial 

locations.  This generates a potential spatial mismatch during the test for the novel 

stimulus in a way that the absolute novelty task does not (see Figure 3.16b).  Thus, the 

second version of the COC task is referred to as Spatial Mismatch task.  

 
Figure 3.16: COC Task. (a): Spatial Mismatch version.  This shows the typical setup, with 

letters different denoting the placement of different objects.  Red circles represent the 

diagonal plane in containing the novel object. (b): Absolute Novelty version.  Red circles again 

represent the diagonal plane in containing the different novel objects.  As can be seen, the 

direction of the switch in both versions of the COC task are counterbalanced across test days, 

with different objects being used of separate days.  Note:  although we are primarily 

interested in object novelty in these tasks, the familiar objects involve regency effects.    
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 Although none of the SOR paradigms currently reported in the literature have 

involved the placement of the same novel object in two different spatial locations 

simultaneously, it seems reasonable to assume that ‘recognition’ in the context of the 

Spatial Mismatch task, would likely require the hippocampus for encoding and short-

term recall of specific object-location associations [487, 1475]. Indeed, research in rats 

has previously shown that individual hippocampal neurons develop responses to 

specific stimuli in the places where they have differential significance [495]. Thus, in 

the Spatial Mismatch task, the differential significance with respect to the novel object 

could be reflected in separate familiar/novel discriminations taking place in both the 

top and bottom horizontal axis of the apparatus generating a greater net amount of 

exploration time with respect to the novel object relative to both familiar objects.  

Given that an early target of amyloid pathology in Tg2576 is synaptic activity in the DG 

(dentate gyrus)/CA3 network (see review by Palmer and Good [1321]), and the fact that 

specific object-place associations are disrupted in Tg2576 [1384], one hypothesis would 

be that although TG and WT mice can detect object novelty, only the WT mice should 

be able to respond to the differential significance of the novel object given its 

mismatched spatial locations, and thus generate a greater net amount of exploration 

time relative to the summed response to familiar objects.  Thus, Experiment 4A (LINS) 

involved mice being given the Spatial Mismatch Novelty COC task between the ages of 

16-17 months.  By this time the mice had been on compound for between ~8-to-9 

months.  It is important to say that an initial pilot experiment for the relative novelty 

task had been conducted with a separate cohort of ~12 months old non-drug treated 

Tg2576 mice and WT littermates prior to its use in Experiment 4A.  However, there 

was insufficient time to run the Absolute Novelty task with the LINS cohort due to a 

prior agreement with GSK to conclude behavioural studies in order to honour the 

agreed time-table for completing the necessary biochemical analysis (much of which 

required pre-booking of equipment and staff resources at GSK, Harlow).  

In Experiment 4B and 4C (EINS), mice were given both versions of the COC task 

between the ages of ~10 and 12 months of age.  The Relative Novelty task (Experiment 

4B) was given to mice first, followed two days later by the Absolute Novelty version 

(Experiment 4C).  The two day gap between these tasks was used in order to ensure 

that animals remained sensitive to object novelty, as mean contact time with objects 

tends to decrease in TG and WT groups across test days.   
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3.6. 2 Methods  and  Apparatus  

3.6.2.1 Animals: and Drug Administration 

Experiment 4A (LINS) used mice from cohort 1, which had previously undergone the 

T-maze and both anxiety related tasks. Experiment 4B and 4C (EINS) used the mice 

from Cohort 3.  These mice had received exposure to both anxiety tests first, followed 

by the T-Maze.  Object recognition assessment was the last behavioural experiment 

conducted with both cohorts.  Please see section 3.3.2.1 for details of housing and drug 

administration. 

 

3.6.2.2 Apparatus  

Open Field: How location is defined within the context of this experiment was an 

important consideration.  For example, most object-location SOR paradigms use an 

un-partitioned open field arena in which particular target locations are primarily 

usually intended by researchers to be distinguishable on the basis of intra-maze and/or 

extra-maze cue(s). Furthermore, because in general each target location within an un-

partitioned arena is often visible to subjects from any other position in the apparatus, 

one may consider that the ability to resolve multiple locations may vary according to 

how salient the cues are from different positions and the degree to which cues 

themselves span multiple areas. In order maximise the ability of the mice to form 

sufficiently robust representations of locations within an apparatus, in Experiment 4 

animals received exposure to objects in a novel open field rectangular arena (83 cm x 

58 cm x 35 cm), where the internal space was partitioned into four separate 

compartments of approximately equal size by means of internal walls (each the same 

height as the perimeter wall) that formed a plus configuration. Distinct extra maze 

cues were distinguishable from each compartment, with transit between internal 

compartments accomplished via 2 internal doorways (each 15 cm high and 15 cm wide) 

located at the bottom of each internal partition where it joined the perimeter wall (see 

figure 3.19a). The outer walls, floor and internal partitions of the arena were all 

constructed from commercially available (5mm) white foam card (see Figure 3.17.a).  

The arena was located on top of a table 50 cm from the floor, in the centre of a (novel) 

quiet testing room that contained a variety of extra-maze cues, including posters on 

the walls, and a computer.  Finally, the middle of each arena contained a circular 

object zone (see Figure 3.17.b), each of which measured 10cm in diameter.  This was 
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marked out on the floor with black permanent marker, with the centre point of each 

zone clearly delineated by a small cross.  Via a camera suspended from the ceiling 90 

cm above the arena mid-point, each object zone was transposed onto to a computer 

monitor (RISC-PC), before the floor of the arena was covered with approximately 2 cm 

of aspen wood chip bedding.  These transposed object zones would be used to score 

object-mouse interactions (see method).  

Recording equipment and Objects: The camera was attached to a Panasonic video 

recorder (Secaucus, NJ, Model Number NV-MV20), the computer monitor, and PC 

(Acorn Computers, Cambridge, England). All behavioural sessions were recorded onto 

VHS video, and the movement of animals tracked via Ethovision software (Noldus, 

Wageningen, Holland).  Objects were obtained from a variety of sources, and were 

constructed from materials that could not be easily gnawed by the mice, and were 

nonporous (e.g., toddler proof reinforced plastic).  The shape and size of objects varied 

in order to make them as geometrically interesting and distinct as possible.  All objects 

were free standing and mounted onto the blank side of marble effect dominoes (1cm 

thick) in order to make them hard to displace by the mice (see figure 3.17 c).  None of 

the objects exceeded the boundary of an object zone, and none were taller than 20 cm.  

All objects were of a proportion that made it difficult for the animals to climb or rest 

on during the experiment, and each was represented in quadruplet. 

 

 
Figure 3.17: Object Recognition Arena. (a): Left: The arena insitu. Top right: A TG mouse 

exploring one of the objects. Bottom Right: A view of one of the objects used in experiments 

from the perspective of a mouse. (b) Right: Objects insitu within the object zones.  Left: A 

closer view of the one of the object zones showing the centre marking. (c) Some of the 

objects used within the apparatus for object recognition studies. 
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3.6.2.3 Behavioural Procedures 

The Spatial Mismatch and Absolute Novelty tasks were both four day procedures.  

Each task involved two days of habituation (each day = 1 ten minute trial), immediately 

followed by two consecutive test days.  Each test day involved a 10 minute sample trial, 

followed ~2 minutes later by a 10 minute choice trial.  Both Tasks utilised the same 

habituation method. Mice were run in four staggered replications, with each 

containing no more than 12 mice.  Each replication contained mice representative of all 

experimental conditions, and as always were run with the experimenter blind to 

genotype and condition.  Within each replication, the mice were run in squads of 6.  

Mice were transported to the testing room 30 minutes before the start of testing in 

order to habituate.  During this time the mice remained in their home cages in order 

to maintain familiarity with kin (mice were arranged in the holding room in the order 

in which they were run during experiments).  At the start of each day of 

experimentation, the video recorder was started in the test room, and left to fun 

continuously. This prevented errors in relation to forgetting to initiate recording 

during individual trials. The recorder was checked periodically to ensure that it 

remained on, and tapes renewed as necessary to ensure complete coverage. 

Habituation Days:  On the first habituation day, mice were exposed to the arena in 

devoid of any objects.  The mice were placed into the corner of a chamber facing the 

perimeter wall, and allowed to freely explore each of the chambers for 10 minutes. The 

start chamber chosen for each mouse was counterbalanced across groups and session. 

When the habituation session had expired, the mouse was removed from the 

apparatus and placed into its home cage before being transported back to the animal 

holding room.  Before the next trial was initiated, any mouse droppings were removed 

from the arena, and the woodchip surfacing agitated in each compartment in order to 

disrupt any odour trails left by the previous occupant. On the second habituation day, 

the woodchip surfacing was brushed aside to reveal the circular object zones in each 

chamber.  One set of identical objects were then placed directly over the centre point 

for the top-left (TL) and top-right (TR) zones (i.e. A, A¹), whilst a different set of 

identical objects were placed over the centre point for the bottom-left (BL) and 

bottom-right (BR) zones (i.e. B, B¹).  All objects were placed facing outwards into the 

arena.  The marble bases of each object were then re-covered with wood chip so that 

neither bases nor object zones were visible.  If necessary the wood chip covering 

adjusted so that it was distributed approximately equally in each compartment.  
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During each habituation trial, a mouse was placed into the corner of the chamber 

diametrically opposite to one used on day-1 (again facing the perimeter wall), and 

allowed to explore for 10 minutes.  With the experimenter secreted behind a canvas 

screen to prevent any visual disruption to subjects, the computer tracking software was 

started and used to record the movements of the animal.  Exploratory behaviour 

manually scored by the experimenter (see scoring and statistical analysis). When the 

session had expired, mice were removed from the arena as previous.  The objects were 

then removed from the arena and immersed in dilute Mr. Muscle cleaner (1:20 dilution 

in water), and dried with a clean cloth. Fresh (identical) copies objects were then 

replaced in each of the object zones as previous. Prior to the start of a trial the 

woodchip flooring was agitated in each compartment to disrupt odour trails.  Stock 

objects were always kept out of the line of sight of the mice. 

Sample and choice trials (Spatial Mismatch Novelty): For the sample and choice 

trials, the same basic procedure was used as in the habituation stages, except that now 

three object types were used (see Figure 3.16a).  In the sample trial each mouse was 

presented with two copies of an object in the top and bottom zones as per the 2nd day 

of habituation. The subject was then placed into the corner of a chamber diametrically 

opposite to the one that was used on the second habituation day as previously 

described, and allowed to explore for 10 min. The experimenter then retreated behind 

a canvas screen prior to starting the tracking software and scoring the exploratory 

behaviour of the mouse recorded (see scoring and statistical analysis).  When the trial 

had expired the subject was removed from the arena and placed back in its holding 

cage. During a subsequent 2 minute interval, all objects were removed from the arena 

and cleaned as previous. Fresh copies of the sample objects were replaced in the object 

zones as previous, except that now, one object in each set was replaced with a copy of 

the same novel object such that the change always took place across diametrically 

opposite locations i.e. TL: A, TR: C; BL: C, BR: B. The mouse was then placed back into 

the arena in the same position as used in the sample trial, and allowed to explore for a 

further 10 min. The animal’s exploratory behaviour was again scored.  When the choice 

trial was over, the mouse was placed back into its holding box and transported back 

into the animal holding room.  All objects were then removed from the arena, washed 

as previous, and then fresh copies used to set up the arena for the next sample trial.  

Again, wood chip covering was agitated as previous, and adjusted so that it remained 

equally distributed in each compartment.  All mice received 2 consecutive days of 
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testing on each trial type, with different sets of objects used on each day. The type of 

object used in the sample phase, the type used as a novel cues, and the left–right 

positioning of the novel cues, were each counterbalanced between groups and across 

days.  Although on any one test day subjects were placed into the same corner on both 

the sample and test, the corner of entry was counterbalanced across days. Thus, across 

both days of testing each subject experienced placement in a chamber during a choice 

trial where the novel object had, and had not been placed.  The experimenter wore 

latex surgical gloves at all times throughout the experiment to prevent odour 

contamination of the apparatus/objects.  

Sample and choice trials (Absolute Novelty Task- Experiment 4C only): At the end of 

the relative novelty task, the animals received a 2-day break before commencing the 

absolute novelty task. The same basic methodology was used as previous, except that 

during choice phases, two different novel objects were placed in 2 different but familiar 

locations (see figure 3.16b). The type of objects used in the sample phase, the type used 

as a novel cues, and the left–right positioning of the novel objects, were each 

counterbalanced between groups and across days.  All behavioural sessions were 

recorded onto VHS tape and scored as previous (see below).  

 

3.6.2.4 Scoring and Statistical Analysis 

Each object had been previously been assigned a specific scoring zone on the computer 

monitor and black and white observation monitor both of which matched the size and 

position of the corresponding object zones on the arena floor (as relayed by the camera 

suspended in the ceiling above the apparatus). A separate button a keyboard computer 

was used to identify each object zone on the monitor screen, and pressing the relevant 

key signified the beginning or end of investigative behaviour. Object exploration was 

therefore defined as the time an animal spent attending to objects within the zone 

boundaries [1471].  In addition, object exploration was also scored if an animal made 

head/whisker contact with an object in transit as this was taken to represent velocity 

based wiskering [1479].  Object exploration was not scored if the animal was in contact 

with but not facing the object or if it sat on the object, or used it as a prop to look 

around or above the object.  EthoVision recorded the total exploration time for each 

target zone, and signified the end of the trial.   

Mice were excluded from this experiment if they died prior to completing both 

sample and choice phases across the two test days, or if they had any mobility related 
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injuries or other health related issues which might otherwise affect their performance 

in this task. Mice were also excluded if they met criterion for non-responsiveness, 

which in this case, involved any animal, on either of the sample trials, failing to move 

from the start position for the entire duration of the trial, or failing to explore the two 

sets of sample novel objects for 5 seconds or less. This reduced the risk of any choice 

trial responses from being unfairly influenced by either low object contact times, or 

incomplete representation of both sets of sample objects. One additional criterion 

came into effect specifically for object recognition tests, and involved assessment of 

the repetitive spinning behaviour which can affect some mice (most commonly TG). 

On any given trial, any mice that exhibited a tendency to spin repetitively were 

excluded from behavioural trials if the spinning behaviour lasted for longer than 10 

seconds on more than one occasion at the boundary of a scoring zone, as this would 

otherwise artificially inflate some object contact scores.  Why some mice spin in this 

manner is not well understood, but it may be an unfortunate side-effect of continued 

inbreeding. Although spinning behaviour was observed in some mice in both 

experiments, it was not severe enough to meet criteria for exclusion and in most 

instances took place outside the vicinity of the scoring zone.  No further mice were 

excluded from the analysis of Experiment 4A due to any of the above criteria.  

However, in order to maintain as robust a non-drug control as possible, two additional 

age-matched WT mice were added to the WT-C group (these mice belonged to a 

different cohort, and had received prior exposure to the T-Maze, and EPM) in order to 

maximise numbers. Thus, the total numbers of mice run in Experiment 4A were 18 TG 

mice (TG-C, n=9; TG-R, n=9), and 21 WT (WT-C, n=12; WT-R, n=9).  No mice were 

excluded from the Experiment 4B and 4C due to mortality/morbidity, or repetitive 

circling behaviour.  Two mice (1 TG-R, and 1 WT-C) were excluded for non-

responsiveness.  Thus, in Experiment 4B/4C, the total numbers of mice run were as 

follows: 23 TG mice (TG-C, n=12; TG-R, n=11); 24 WT mice (WT-C, n=11; WT-R, n=13).   

Habituation data in each was only used as a dry run on scoring and for the purposes 

of assessing mice for early exclusion. Analysis of raw contact times for sample and 

choice data were analysed separately by 3-way repeated measures ANOVA.  In order to 

verify that any differences in object contact times between groups was not due to any 

gross changes in locomotor activity per se, the data from across both sample stages was 

analysed by 3-way ANOVA with Day (Total object contact time Day1, and Day 2), 

Genotype, and Treatment as factors. Raw contact times from across both choice trials 
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were analysed by 3-way ANOVA, which had Genotype and Treatment as the between-

subject factors, and Object (Familiar vs. Novel) as the within-subject factor. To ensure 

interrater reliability, an independent experimenter who was also blind to the animal 

assignments and object contingencies rescored 20% of all test phases from the original 

video footage. The rescored results significantly correlated with the original scores 

(r=.82, p=0.01) indicating robust interrater reliability. To ensure that we were sensitive 

to differences between groups, raw data from across choice trials were also converted 

into a preference ration ratio of the form: time spent exploring novel object(s)/time 

spent exploring all objects. PRs above 0.5 indicate that the mouse is exploring the 

novel object(s) more than the remaining familiar object(s), whereas PR scores below 

0.5 indicate that mice are exploring familiar objects(s) more than the novel object(s). 

PR data was analysed by 1 way univariate ANOVA, with Genotype and Treatment as 

factors.  Finally, independent sample t-tests were used when comparing the PRs of 

each group to chance.  All analysis were conducted using IBM SPSS Statistics v.21.00 

software as previous, with an alpha value (P) <0.05, taken as being statistically 

significant. Any significant ANOVA interactions and non-parametric analysis were 

conducted as previously indicated in Experiment 1 (see section 3.3.2.4).    
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3.6. 3 Results   

3.6.3.1 Experiment 4A (LINS): Spatial Mismatch Task  

Samp le Tri al  Data   
Table 3.8a shows the mean contact times in seconds made by WT and Tg2576 mice 

with 2 pairs of novel objects in the sample stages of each test day, in the Spatial 

Mismatch Task.   Inspection of these data indicates that overall, both Tg2576 and WT 

mice explored two sets of novel objects at approximately the same rate across sample 

stages, although all groups showed a decline in contact time with objects across the 2 

sample trials.  This description was confirmed by ANOVA with Day (Total object 

contact time Day1, and Day 2), Genotype, and Treatment as factors. This showed a 

main effect of Day F(1,35)=42.799, p=<0.001, non-significant effect of Genotype  

F(1,35)=1.879, p=0.179, no significant effect of Treatment F(1,35)=0.217, p=1.579, no 

significant Day by Genotype interaction F(1,35)=0.341, p=0.563,  no Day by Treatment 

interaction F(1,35)=0.073, p=0.789, no Day by Treatment by Genotype interaction 

F(1,35)=2.288, p=0.139, or genotype by treatment interaction, F(1,35)=1.240, p=0.273.  

Thus, any differences in object contact times between groups in the subsequent choice 

stages were not likely to be caused by gross changes in object exploration per se.   

 

 
Table 3.8:  LINS Object Recognition (Experiment 4A).  Spatial Mismatch Task (a) Raw 

object contact times for novel objects used in both sample stages. (b) Mean choice trial 

preference ratio for novel objects. 

(a) Sample (Day 1)   

Contact Times (Sec) 

Sample (Day 2)  

Contact Times (Sec) 

Group M SEM M SEM 

TG-C 39.7 4.49 22.9 4.49 

TG-R 33.5 5.34 20.1 5.34 

WT-C 38.4 4.02 26.0 4.02 

WT-R 39.0 4.39 19.6 4.39 

 (b) PR.  Novel Objects 

Group M SEM 

TG-C 0.43 0.04 

TG-R 0.62 0.04 

WT-C 0.67 0.04 

WT-R 0.55 0.04 
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Choice Tri al  Data   
Figure 3.18 shows the mean total object contact times in seconds made by WT and 

Tg2576 mice across choice trials in the Spatial Mismatch Task.  Inspection of this 

figure suggests that a significant transgene effect exists between non-drug control 

groups, with WT-C mice spending more time exploring novel objects compared to TG-

C mice.  However, the total amount of time spent exploring familiar objects remains 

comparable between these groups. No transgene effect exists between drug-treated 

groups; each spends a similar amount of time exploring both classes of object. The 

relative time spent exploring either class of object does not differ between TG groups.  

The aforesaid also applies to the comparison of the relative time spent exploring novel, 

and familiar objects, in both WT groups.  Nevertheless, the exploratory trends vary 

within groups. Whilst the TG-R group, like WT-C mice, appear to spend a greater 

amount of time exploring novel over familiar objects (i.e. they discriminate between 

novel and familiar objects), neither the TG-C nor WT-R groups appear to explore one 

type of object over another.  However, both TG-C and WT-R groups do exhibit trends 

in their exploratory behaviour suggestive of some degree of discrimination taking place 

(PR comparisons will further inform the status of these trends). Thus, rosiglitazone 

primarily seems to have affected the exploratory preferences of drug-treated animals, 

rather than the total time spent exploring a particular class of object per se. 

The above interpretation was confirmed by an ANOVA, with Object, Genotype, and 

Treatment as factors. This confirmed a significant effect of Object F(1,35)=10.588, 

p=0.003, no significant effect of effect of Genotype, F(1,35)=0.878, p=0.355, no 

significant effect of Treatment F(1,35)=0.391, p=0.536, no significant two-way 

interaction of Object by Genotype F(1,35)=3.244, p=0.080, no significant two-way 

Object by Treatment interaction F(1,35)=0.469, p=0.498, and a significant three-way 

interaction of Object by Genotype by Treatment interaction F(1,35)=10.740, p=0.002. 

The Treatment by Genotype interaction was not significant F<1. A follow-up ANOVA 

for the Object by Genotype by Treatment interaction revealed a significant transgene 

effect exists between non-drug control groups, with WT-C mice spending more time 

exploring novel objects compared to TG-C mice, F(1,35)=5.981, p=0.020, although the 

total amount of time spent exploring familiar objects remains comparable between 

these groups F(1,35)=3.016, p=0.091. When compared to WT-C mice, this demonstrates 

a relative impairment in the TG-C mice with respect to total exploration time of novel 

objects.  Despite the trend in the TG-R group for spending more time exploring novel 
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objects compared to WT-R mice, any relative difference in total exploration time of 

either class of object is non-significant: Novel: F(1,35)=0.008, p=0.927; Familiar 

F(1,35)=1.471, p=0.233.  Further comparisons show that the relative time spent exploring 

novel and familiar objects did not differ between TG groups: Familiar objects, 

F(1,35)=2.859, p=0.100; novel object, F(1,35)=1.645, p=0.208.  Likewise the relative time 

spent exploring novel and familiar objects did not differ between WT groups: Familiar 

Objects, F(1,35)=2.811, p=0.103;  Novel Objects, F(1,35)=0.493, p=0.487.  In terms of 

within group exploratory preferences, the TG-R group, like WT-C mice, appear to 

spend a greater amount of time exploring novel over familiar objects (i.e. that 

discriminate between novel and familiar objects), TG-R, F(1,35)=6.149, p=0.018; WT-C, 

F(1,35)=18.398, p=<0.01, neither the TG-C or WT-R groups differ statistically in terms of 

their within group preference for exploring one type of object over another: TG-C, 

F(1,35)=1.485, p=0.231; WT-R, F(1,35)=1.590, p=0.216.  However, both TG-C and WT-R 

groups do exhibit trends in their exploratory behaviour suggestive of some degree of 

discrimination taking place (see PRs analysis). Rosiglitazone primarily seems to have 

affected the exploratory preferences of drug-treated animals (i.e. the ratio of time each 

spends exploring one type of object over another), rather than the total time spent 

exploring a particular class of object per se. 

 

 
Figure 3.18:  LINS Object Recognition (Experiment 4A).  Mean contact times the novel 

object, and two familiar objects across both choice stages of the Spatial Mismatch Task. 

Values are means ±S.E.M with asterisk denoting significance at the 0.05 level. 

 

The raw contact time data were converted into a preference ratio as indicated in 

section 3.6.2.4 (see Table 3.8b).  Inspection of this table suggests that TG-C mice are 

significantly impaired relative to WT-C and TG-R groups, and that the WT-R group is 



 

196 

 

impaired relative to the WT-C group.  This description was confirmed by a one-way 

ANOVA with PR as the dependent variable, and Genotype, and Treatment as factors. 

This revealed a main effect Genotype, F(1,35)=6.462, p=0.016, no significant effect of 

Treatment, F<1, and a significant Genotype by Treatment interaction,  F(1,35)=13.154, 

p=0.001.  A follow-up test of simple main effects for the significant Genotype by 

Treatment interaction then revealed that the TG-C group was impaired relative to the 

WT-C group F(1,35)=20.522, p=<0.001, whereas neither drug-treated groups differed 

significantly, F(1,35)=0.549, p=0.464. Further comparisons then showed that compared 

to TG-C mice,  the TG-R group spent significantly more time exploring novel over 

familiar objects,  F(1,35)=9.289, p=0.004, as did WT-C mice in comparison to the WT-R 

group, F(1,35)=4.109, p=0.050.  Finally, in order to test whether groups successfully 

showed above-chance performance on choice trials, the Mean PRs for each group were 

compared to chance levels (i.e. 0.50= no discrimination) using one sample t-tests. This 

statistical analysis revealed that the only the WT-R group failed to perform at above 

chance levels: TG-C, (T(8)=-6.430, p=<0.001; TG-R, (T(8)=2.630, p=0.030; WT-C, 

(T(11)=4.468, p=0.001; WT-R, (T(8)=1.644, p=0.555. These results are important because 

they indicate that the impairment in the TG-C mice is a relative one as these mice do 

discriminate in favour of exploring familiar objects over novel ones.  By contrast, the 

impairment in the WT-R group appears to reflect a more general impairment in 

discrimination between objects as the PR score was not above chance levels (although 

it was close).  In aggregate, these results indicate complex relationships within groups 

with respect to the exploration of objects in the Spatial Mismatch Task.   
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3.6.3.2 Experiment 4B (EINS): Spatial Mismatch Task  

Samp le Tri al  Data   
Table 3.9a shows the mean contact times in seconds made by WT and Tg2576 mice 

with sample stage novel objects in the Spatial Mismatch task.   Inspection of these data 

indicates that overall, both Tg2576 and WT mice explored two sets of novel objects at 

the same rate as control mice across both sample stages, although all groups showed a 

decline in contact time with objects across the 2 sample trials.  This interpretation was 

confirmed by a 3 way repeated measures ANOVA with Day, Genotype, and Treatment 

as factors. This showed a main effect of Day, F(1,43)=8.284, p=0.006, no effect of 

Genotype  F<1, no significant effect of Treatment F<1, a no Day by Genotype interaction 

F<1,  no significant Day by Treatment interaction F<1, and no significant Day by 

Treatment by Genotype interaction F(1,43)=0.103, p=0.750.  The genotype by treatment 

interaction was not significant, F<1.  Thus, any differences in object contact times 

between groups in the subsequent choice stages were not likely to be caused by gross 

changes in object exploration per se.   

 

 
Table 3.9:  LINS Object Recognition (Experiment 4B).  Spatial Mismatch Task. (a) Raw 

object contact times for novel objects used in both sample stages. (b) Mean choice trial 

preference ratio for novel objects. 

 

(a) Sample (Day 1)   

Contact Times (Sec) 

Sample (Day 2)  

Contact Times (Sec) 

Group M SEM M SEM 

TG-C 38.4 4.94 29.4 5.08 

TG-R 38.7 3.58 29.3 3.25 

WT-C 35.5 3.65 28.7 3.83 

WT-R 34.4 4.74 31.9 3.95 

 (b) PR.  Novel Objects 

Group M SEM 

TG-C 0.40 0.03 

TG-R 0.69 0.01 

WT-C 0.67 0.02 

WT-R 0.48 0.03 
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Choice Trial  Data   
Figure 3.19 shows the mean total object contact times in seconds made by WT and 

Tg2576 mice across choice trials in the EINS Spatial Mismatch Task.  Inspection of this 

figure suggests that a significant transgene effect exists between non-drug control 

groups, with WT-C mice spending more time exploring novel objects over familiar 

ones compared to TG-C mice, the latter of which seem to show the opposite 

discrimination.  Discounting the likely significant discrimination in the TG-C mice for 

the familiar object, the pattern of responses across groups looks very similar to that 

indicated by Figure 3.18, with Rosiglitazone treatment recovering function in the TG-R 

mice, but having a detrimental effect on discrimination in the WR-R mice as this is the 

only group which does not appear to show a preference for either the novel or familiar 

object.  The total amount of time spent exploring familiar objects again looks 

statistically comparable between groups. The above description was confirmed by a 

ANOVA, with Object, Genotype, and Treatment as factors. This showed a significant 

effect of Object F(1,43)=17.957, p=<0.001, a no significant effect of effect of Genotype, 

F<1, no significant effect of Treatment F(1,43)=3.794, p=0.058, no significant two-way 

Object by Genotype interaction, F<1, a significant two-way Object by Treatment 

interaction F(1,43)=6.089, p=<0.05, and a significant three-way Object by Genotype by 

Treatment interaction F(1,43)=41.090, p=<0.001. The Treatment by Genotype 

interaction was not significant F(1,43)=1.433, p=0.238.    

 

 
Figure 3.19:  EINS Object Recognition (Experiment 4B).  Mean contact times the novel 

object, and two familiar objects across both choice stages of the Relative Novelty Task.  

Values are means ±S.E.M with asterisk denoting significance at the 0.05 level. 
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A follow-up test of simple main effects for the significant Object by Genotype by 

Treatment interaction revealed a significant transgene effect between non-drug 

control groups, with WT-C mice spending more time exploring novel objects 

compared to TG-C mice, F(1,43)=7.815, p=0.008, although the total amount of time 

spent exploring familiar objects remained comparable between these groups 

F(1,43)=2.262, p=0.140. Compared to WT-C mice, this demonstrates a relative 

impairment in the TG-C mice with respect to total exploration time of novel objects.  

No transgene effect exists between the TG-R and WT-R groups with respect to the 

total time spent exploring familiar objects although this was close, F(1,43)=3.929, 

p=0.054,  whereas TG-R mice did spend significantly more time exploring novel objects 

relative to WT-R mice, F(1,43)=4.555, p=0.039. Further comparisons showed that TG-R 

mice spent longer exploring novel objects relative to TG-C mice F(1,43)=16.704, 

p=0.<001, although the relative time spent exploring familiar objects did not differ 

between these groups, F(1,43)=2.811, p=0.232.  Neither WT group differed with respect 

to the time spent exploring novel objects, F<1, although the WT-R group did spend 

significantly more time exploring familiar objects relative to WT-C mice, F(1,43)=5.321, 

p=0.026. Both the TG-R and WT-C groups spent significantly more time exploring 

novel over familiar objects, TG-R, F(1,43)=35.370, p=<0.001; WT-C, F(1,43)=17.171, 

p=<0.01.  Again, WT-R mice did not exhibit a significant bias for exploring novel over 

familiar objects, F<1.  However, unlike Experiment 4A, the raw contact time data did 

establish that the TG-C group spent significantly more time exploring familiar over 

novel objects, TG-C, F(1,43)=6.379, p=0.015 (remember this was only confirmed in the 

PR analysis in Experiment 4A).  These results again suggest that rosiglitazone affected 

the exploratory preferences of drug-treated animals. 

The raw contact time data were converted into a preference ratio as indicated in 

section 3.6.2.4.  This data is displayed in Table 3.9b.  Inspection of this table suggests 

that TG-C mice are significantly impaired relative to WT-C and TG-R groups, and that 

the WT-R group is impaired relative to the WT-C group.  This interpretation was 

confirmed by ANOVA, with Genotype, and Treatment as factors. This revealed no 

significant effect Genotype, F(1,43)=1.804, p=0.186, a significant effect of Treatment, 

F(1,43)=5.108, p=0.029, and a significant Genotype by Treatment interaction,  

F(1,43)=16.287, p=<0.001.  A follow-up test of simple main effects for the significant 

Genotype by Treatment interaction then revealed that again the TG-C group was 
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impaired relative to the WT-C group F(1,43)=41.719, p=<0.001.  However, in contrast to 

Experiment 4A, the WT-R group was significantly impaired relative to the TG-R group, 

F(1,43)=21.204, p=<0.001 (likely as a consequence of the heightened mean novelty 

response in the TG-R group). Further comparisons then showed that compared to TG-

C mice,  the TG-R group spent significantly more time exploring novel over familiar 

objects,  F(1,43)=47.977, p=<0.001, as did WT-C mice in comparison to the WT-R 

group, F(1,43)=16.505, p=<0.001.  Finally, in order to test whether groups successfully 

showed above-chance performance on choice trials, the PRs for each group were 

compared to chance levels (i.e. 0.50= no discrimination) using one sample t-tests. This 

analysis revealed that all groups except the WT-R group made a significant 

discrimination; TG-C, (t(11)=-3.633, p=0.004; TG-R, (t(10)=10.000, p=<0.001; WT-C, 

(t(11)=10.652, p=<0.001; WT-R, (t(12)=-0.457, p=0.656. These results affirm that TG-C 

mice discriminate in favour of exploring familiar objects over novel ones, whereas the 

WT-R group do not discriminate indicating a more systemic impairment in 

discrimination between objects. In aggregate, these results confirm that rosiglitazone 

significantly alters the preference of TG mice in favour of exploring novel over familiar 

objects, whilst it impairing recognition memory more generally in the WT-R mice.   
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3.6.3.3 Experiment 4C (EINS): Absolute Novelty Task  

Samp le Tri al  Data   
Table 3.10 shows the mean contact times in seconds made by WT and Tg2576 mice 

with 2 pairs of novel objects in the sample stages of each test day, in the Absolute 

Novelty Task.   Inspection of these data indicates that overall, both Tg2576 and WT 

mice explored two sets of novel objects at the same rate as control mice across both 

sample stages.  However, whilst most groups showed a slight decline in contact time 

with objects across the 2 sample trials, the WT-C mice showed a slight increase. This 

interpretation was confirmed by ANOVA with Day, Genotype, and Treatment as 

factors. This showed a no significant effect of Day F<1, no significant effect of Genotype  

F(1,43)=2.161, p=0.149, no significant effect of Treatment F<1, no significant Day by 

Genotype interaction F<1,  no significant Day by Treatment interaction F<1, and a no 

significant Day by Treatment by Genotype interaction F(1,43)=2.694, p=0.108.  There 

was also no significant genotype by treatment interaction, F<1.  Thus, any differences 

in object contact times between groups in the subsequent choice stages were not likely 

to be caused by gross changes in object exploration per se.  

 

Table 3.10:  EINS Object Recognition (Experiment 4C).  Absolute Novelty Task (a) Raw 

object contact times for novel objects used in both sample stages. (b) Mean choice trial 

preference ratio for novel objects. 

 

(a) Sample (Day 1)   

Contact Times (Sec) 

Sample (Day 2)  

Contact Times (Sec) 

Group M SEM M SEM 

TG-C 32.9 4.51 26.0 3.35 

TG-R 31.4 3.32 28.8 4.33 

WT-C 34.3 6.07 40.7 8.75 

WT-R 41.7 8.79 33.8 2.69 

 (b) PR.  Novel Objects 

Group M SEM 

TG-C 0.58 0.04 

TG-R 0.64 0.03 

WT-C 0.69 0.03 

WT-R 0.53 0.05 
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Choice Tri al  Data   
Figure 3.20 shows the mean total object contact times in seconds made by WT and 

Tg2576 mice across choice trials in the Absolute Novelty Task.  Inspection of this figure 

suggests a significant transgene effect between non-drug control groups, with WT-C 

mice spending more time exploring novel objects compared to TG-C mice.  However, 

the total amount of time spent exploring familiar objects were statistically comparable 

between these groups.  No transgene effect exists between drug-treated groups; each 

spends a similar amount of time exploring both class of object. Furthermore, only the 

WT-C group appears to spend significantly more time exploring novel objects 

compared to other groups.  However, the exploratory trends do differ within these 

groups. The TG-R group, like WT-C mice, show a significant within group preference 

for exploring novel over familiar objects (i.e. they successfully discriminate between 

these classes of objects).  By contrast, neither TG-C nor WT-R groups appear to exhibit 

a significant preference for exploring novel over familiar objects, although the TG-C 

mice are clearly trending in this direction (the PRs will further inform the status of this 

trend).  Overall, these observations suggest that rosiglitazone may have had at most, a 

mild effect on the ability to detect absolute novelty in TG mice, whereas the drug has 

again clearly impaired the performance of WT-R mice.   

The above description was confirmed by a 3 way repeated measures ANOVA, with 

Object, Genotype, and Treatment as factors. This showed a significant effect of Object, 

F(1,43)=23.425, p=<0.001, a significant effect of effect of Genotype, F(1,43)=5.929, 

p=0.019, a non-significant effect of Treatment F(1,43)=0.60, p=0.807, no significant 

Object by Genotype interaction, F<1, no significant Object by Treatment interaction 

F(1,43)=2.333, p=0.134, and a significant Object by Genotype by Treatment interaction 

F(1,43)=6.351, p=0.016. The Treatment by Genotype interaction was not significant, F<1. 

A follow-up test of simple main effects for the significant Object by Genotype by 

Treatment interaction revealed a significant transgene effect between non-drug treated 

mice, with the WT-C group spending more time exploring novel objects compared to 

TG-C mice, F(1,43)=8.287, p=0.006, although the total time spent exploring familiar 

objects remained comparable between these groups F<1. Compared to WT-C mice, this 

again demonstrates a relative impairment in the TG-C mice with respect to total 

exploration time of novel objects.  There was no transgene effect between the TG-R 

and WT-R groups with respect to the time spent exploring novel objects, F<1, or 

familiar objects, F(1,43)=3.917, p=0.054. Likewise, neither TG group differed 
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significantly from each other in terms of the total time spent exploring novel objects, 

F<1, or familiar objects, F<1.  However, the WT-C group did spend significantly more 

time exploring novel objects relative to the WT-R mice, F(1,43)=5.104, p=0.029, 

although neither WT group differed with respect to the time spent exploring familiar 

objects, F(1,43)=1.436, p=0.237.  Within group comparisons showed that only the TG-R 

and WT-C groups spent significantly more time exploring novel over familiar objects, 

TG-R, F(1,43)=6.730, p=0.013; WT-C, F(1,43)=19.849, p=0.<001; WT-R, F<1, although the 

TG-C mice did show a similar but non-significant pattern of response in favour of the 

novel objects: TG-C, F(1,43)=3.353, p=0.074.      

  

Figure 3.20:  EINS Object Recognition (Experiment 4C).  Mean contact times for the 

Absolute Novelty Task. Values are means ±S.E.M with asterisk denoting significance at the 

0.05 level. 

 

Raw contact time data were converted into a preference ratio as indicated in section 

3.6.2.4.  This data is displayed in Table 3.10b.  Inspection of this table again suggests 

that only the TG-R and WT-C groups exhibited a statistically significant preference for 

exploring novel over familiar objects.   This description was confirmed by ANOVA with 

Genotype, and Treatment as factors. This revealed no significant effect Genotype, F<1, 

no significant effect of Treatment, F(1,43)=1.336, p=0.254, and a significant Genotype by 

Treatment interaction,  F(1,43)=7.753, p=<0.01.  A follow-up test of simple main effects 

for the significant Genotype by Treatment interaction then revealed that the PR score 

of both TG groups did not differ significantly, F(1,43)=1.250, p=0.270. The TG-R group 

also did not differ significantly from the WT-R group, although this was close, 

F(1,43)=3.429, p=0.071.  However, WT-R mice were significantly impaired relative to 



 

204 

 

their WT-C counterparts F(1,43)=8.265, p=0.006, suggesting that rosiglitazone had 

detrimentally impacted on the ability of these WT mice to respond to novel objects in 

their environment.  TG-C mice were significantly impaired relative to WT-C mice, 

F(1,43)=4.348, p=0.043. Finally, in order to test whether groups successfully showed 

above-chance performance on choice trials, the mean PRs for each group were 

compared to chance levels (i.e. 0.50= no discrimination) using one sample t-tests. This 

statistical analysis confirmed that only the TG-R and WT-C groups were responding at 

above chance levels in the absolute novelty task:  TG-C, (t(11)=-1.773, p=0.104; TG-R, 

(t(10)=4.183, p=0.002; WT-C, (t(10)=5.590, p=<0.001; WT-R, (t(12)=0.492, p=0.632.  In 

aggregate these results suggest that both TG-C and WT-R mice likely exhibit 

impairment in absolute novelty, although the PR analysis does suggest that unlike the 

WT-R mice, TG-C mice are discriminating to some degree in the expected direction. 

 
3.6. 4 Discussion   

In this experiment object recognition memory was assessed in Tg2576 and WT 

littermates using a de novo COC task.  Two versions of this task were used.  In the 

Absolute Novelty version the choice trial required mice to discriminate two different 

novel objects from two different familiar objects within a segmented open field arena.   

Since Tg2576 and WT mice exhibit comparable preferences for object novelty in 2 and 

4 item arrays [1253, 1324, 1384], it was predicted that TG and WT mice should exhibit a 

comparable preference for object novelty in this task.  In the spatial Mismatch Task, 

the mice were required to discriminate between two different familiar objects, and the 

same novel object appearing in two different spatial locations.  Thus, unlike the 

Absolute Novelty task this generates a potential spatial mismatch during the test for 

the novel stimulus leading to a disruption of specific familiar/novel discriminations in 

both the top and bottom horizontal axis of the apparatus.  This should lead to a greater 

net amount of exploration time with respect to the novel object relative to familiar 

objects.  However, whilst both TG and WT mice can detect object novelty, it was 

hypothesised that only the WT mice should be able to respond to the mismatched 

spatial locations, and thus make a significant bias for exploring novel objects over 

familiar ones.    

It is evident from both Experiments 4A and 4B, that TG-C mice do exhibit 

impairment in the Spatial Mismatch task, although the nature of the impairment in is 

unclear because the mice do make a significant discrimination in favour of familiar 
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objects (this was only confirmed via PR scores in the LINS mice, and reflected in both 

PR scores and raw contact time data in the EINS experiment). The reason for this 

preference in TG mice is unclear.  It could represent random noise. On the other hand, 

it could be a consequence of the experimental design.  For example, TG mice evidently 

can tell that an object is novel (otherwise behaviour would be distributed randomly), 

but in the absence of a robust ability to form specific object place associations in a 

segmented arena, it is possible that they treat the two copies of the novel object as a 

singular entity.  Thus, since both familiar objects are different, these may incur a 

greater overall contact time.  It is of interest that whilst Tg2576 mice are able to form 

representations of the identity of objects (as well as exhibit memory for the spatial 

organization of objects in an arena), conjunctive memory for specific object–location 

associations is severely impaired in aged TG mice [1384].  However, these studies have 

been conducted in an open field non-segmented arena, and it is possible that in the 

Spatial Mismatch Task, specific object–location associations are more vulnerable to the 

APPSWE mutation. 

It is of interest that whatever underpins the TG impairment in the Spatial Mismatch 

task, this is reversed in the TG-R mice both in aged mice (LINS mice were aged 16-17 

months at test), and young adult mice (ENIS mice aged ~10 and 12 months of age).  

Given that it is uncertain as to what the mechanism of ‘impairment’ is in non-drug 

treated TG mice the mechanism for this recovery is unclear in the TG-R mice, 

especially considering that Experiment 1 no improvement in spatial working memory 

was detected in either the LINS or EINS cohorts.  However, in both cases these mice 

had been on compound for much longer when tested in the Spatial Mismatch task, so 

it is possible that a longer period of drug agonism (LINS:~8-to-9 months; EINS 7 

months) may have allowed recovery of some component of hippocampal function.  

This remains untested in TG2576 mice, although in separate studies that I have not 

been able to include in this thesis, I have conducted both versions of the COC task 

with a cohort of 12 month old hippocampal lesion and sham BL6 mice.  In that 

experiment I found that the Spatial Mismatch task was sensitive to hippocampal 

lesion, where the Absolute Novelty Task was not. These results are preliminary, and 

require replication. One should also say that although the effects of rosiglitazone have 

not been studied in Tg2576 mice prior to the current study, the drug has been found to 

significantly impact upon object recognition processes in other hAPP mouse models 

[1213, 1214], although these have used standard 2-item object arrays in a standard 
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rectangular (non-segmented) open field arena.  However, whilst the impact of 

rosiglitazone was clearly unable to rescue the spatial working memory deficit in 

Experiment 1, it is possible that differential changes in this brain region led to an 

improvement of recognition memory.  Likewise the changes induced by the drug in the 

WT-R mice leading to the impairment of recognition memory in both the Spatial 

Mismatch and Absolute Novelty tasks are also uncertain, although Experiment 7 of 

Chapter 4 will discuss this issue in more detail.  

The finding in the current study that TG-C mice were impaired in the EINS 

Absolute Novelty Task was suppressing given that previous research has reported 

‘absolute’ object novelty detection to be intact in Tg2576 mice [1252, 1253, 1324, 1325, 

1384], although others have reported contradictory findings [1477].  Whilst differences 

between studies with may possibly involve differing proportions of the SJL background 

in there mice, it is also possible that the type of open field arena used as well as the 

number of objects used, is also important.  For example, although previous research 

has shown that absolute object novelty is comparable in TG2576 mice and WT 

littermates with 2 and 4 object arrays [1253, 1384], this has not been assessed in an 

apparatus where by its design configurable cues would have been harder to derive for 

the whole object array (such as in the Absolute Novelty Task), and possibly the 

environment was more conductive to forming specific object place relationships (by 

nature of the fact that the arena was segmented into 4 zones, each of which were 

associated with distinct as well as overlapping extra-maze cues.  The novelty 

discrimination may therefore have been harder in the Absolute Novelty task, possibly 

explaining why TG-C mice failed to make an above chance discrimination.  However, 

whether rosiglitazone agonism was responsible for slightly adjusting the TG-R 

response enabling them to make an above chance discrimination is uncertain in this 

experiment remains uncertain.  Thus, it remains possible that rosiglitazone had a 

marginal effect on absolute novelty detection in TG-R mice, or we may just have been 

unlucky with the responses in the TG-C group, such that these mice would most times 

show a significant novelty discrimination in this experiment (indeed, the trend is 

clearly there in the raw contact time data for this group). These findings require 

further investigation and robust verification.  Nevertheless, it is evident that 

rosiglitazone is able to reverse components of object recognition deficit in Tg2576 mice 

although the nature and mechanism of reversal is unknown. 
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3.7 CHAPTER  DISCUS SIO N  

The overall lead hypothesis for this thesis was that rosiglitazone should ameliorate 

age-related cognitive deficits and pathophysiological changes associated with the hAPP 

transgene in TG mice. As discussed in the introduction to this chapter, this was 

primarily based on the controversial publication of research by Pedersen et al. [1129, 

1244].  Here a dual treatment strategy was used to assess the study hypothesis.  In the 

first course of behavioural experiments we sought to determine if chronic rosiglitazone 

agonism from the age of ~8-9 months would reverse specific behavioural deficits in TG 

mice related to spatial working memory (T-Maze FCA), anxiety (EPM and Marble 

burying task), and object recognition memory (Spatial Mismatch task).  At this time, 

insoluble forms of Aβ are increasing exponentially [1284, 1291], and hippocampal 

synaptic pathology is well developed [1245].  The outcome of these studies suggest that 

whilst the drug was unable to reverse the spatial working memory deficit in TG mice, 

or moderate behavioural disinhibition in the EPM task, the drug did significantly alter 

the preference of aged TG mice for exploring two identical copies of a novel object 

placed in two different but familiar spatial locations.  With the exception of the object 

recognition data, these result fit with other research suggesting that administration of 

PPARγ compounds largely do not reverse cognitive deficits in adult Tg2576 mice when 

amyloid pathology is already well developed even if they are able to moderate some  

aspects of the underlying physiological abnormalities in these mice [1215, 1386].  As 

such these findings fit with recent clinical studies in humans [1237, 1238, 1247, 1480].  

However, in these human studies it is of interest that explicit object recognition skills 

were not assessed in patients receiving rosiglitazone or pioglitazone agonism.  None of 

the clinical or pre-clinical research has also indicated serious adverse effects of 

rosiglitazone on cognition, although in preclinical studies none have assessed the long 

term impact rosiglitazone administration.  However, adverse health effects of 

rosiglitazone administration have been reported in the human literature, although 

these are contested (see discussion in [1481]).  On the basis of the results of the LINS 

behavioural experiments, the study hypothesis must be largely rejected, although the 

object recognition data is the one exception. 

In a second course of experiments, this study used an early-intervention strategy 

(EINS) strategy to investigate the impact of rosiglitazone administration on the 

established appearance of age-dependent cogitative deficits in 8 month old TG mice 
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following continuous drug administration from the age of 5 months.  At this time 

significant amyloid pathology and synaptic deficits were absent in TG mice, and it was 

predicted that rosiglitazone would delay the onset of age-related cognitive deficits in 

adult TG mice.  Again we derive inconsistent results on this issue.  Whilst the EPM and 

object recognition data (Spatial Mismatch Novelty in particular) suggest longitudinal 

rosiglitazone agonism from a young age may be sufficient to moderate some 

components of phenotypic changes in Tg2576 mice, it clearly is unable to rescue the 

primary working memory deficit of these mice, or impact upon marble burying 

behaviour, or absolute novelty detection (although the latter may have been mildly 

benefited).  Given the object recognition data for the Spatial Mismatch task in the 

EINS cohort, it would have been of interest to have perhaps re-tested the EINS mice on 

the T-Maze FCA task.  Thus, the hypothesis for the EINS cohort cannot be accepted in 

its entirety and the physiological basis for the beneficial effects of rosiglitazone on TG 

mice are uncertain.  In this respect it will be of interest to evaluate this in the context 

of the final two experiments of this thesis (see Chapter 4). 
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4. PHYSIOLOGICAL  MEASURERS 

 

4.1 INTRODUCTION  

HE AIM of the experiments in this chapter was to  provide physiological 

evidence for the behavioural studies and thus, the study hypotheses  detailed 

in Chapter 3.  The two biochemical measures used in this study use tissue 

samples obtained at sacrifice.  These relate to the assessment of adiponectin protein 

levels from terminal plasma samples (Experiment 5A and 5B), and assessment of total 

Aβ levels isolated from single brain hemispheres (Experiment 6) and the assessment of 

dendritic spine density in the dentate gyrus of the hippocampus form slices of lightly 

fixed brain tissue (Experiment 7). As the rationale for many of these measures has been 

outlined in previous chapters, I will provide a brief summary of the main points for 

each experiment.  

Before discussing Experiments 5-to-7 in detail, I want to address from the outset the 

major limitation of this chapter.  It will be evident from the above that there is an 

absence of important histological validation of the mice used in experimental studies, 

including whether their pathology had developed according to expected timescales. 

The absence of such descriptive information was unavoidable due to financial and 

motivational limitations imposed upon the Author by the commercial partner (GSK).  

However, whilst there is a clear need for these experiments to be conducted in the 

future, it is worthwhile to remember that the major deficit in spatial working memory 

was not recovered in rosiglitazone treated TG mice (see Experiment 1), and that the 

deficit overlapped with that in the TG control mice. Indeed, although this may not 

have been the case with Experiments 2 and 4, the results of Experiment 7 will further 

support the likely view that key pathological physiological changes related to the over-

production of Aβ (loss of dendritic spines) were still very much in evidence in TG mice 

despite chronic exposure to rosiglitazone. In addition to histological validation, there 

T 
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was also a disappointing lack of available funds from the commercial partner to 

support wider exploration of other relevant biochemical markers such as IDE, IGF‐1, 

and GLUT‐4.  These could have widened the scope of possible changes elicited in the 

treatment groups.  Although many of these were among the original aspirations of the 

study, I was unable to follow through with these for the reasons discussed. 

 

4.2 EXPERIMENT  5:  PLASMA  ADIPONE CTIN  LE VELS   

As mentioned previously, the genesis of the programme of research detailed in this 

thesis originates from the need to further clarify the impact of rosiglitazone in adult 

male Tg2576 mice following the controversial publication of research by Pedersen et al 

[1129].  It is notable that whilst the Pedersen et al and several other studies have 

reported beneficial effects of rosiglitazone on the cognitive and/or some pathological 

aspects of the Tg2576 mice [1129, 1212, 1215, 1244], none of these studies has attempted 

to verify the systemic penetration of the drug by looking for its impact on a predictable 

physiological marker other than peripheral glucose responses.  Thus, in this thesis 

both intervention strategies verify the systemic penetration of rosiglitazone by 

validating against terminal plasma adiponectin levels [1208], which should be similarly, 

elevated across all PPAR treated groups. In addition, several studies have also reported 

that adiponectin protein as an anti-inflammatory effect [1194, 1482-1484], something 

which may also confer some measure of benefit to reducing the pro-inflammatory 

profile of Tg2576 mice (this has not been reported in the literature). 

 

4.2. 1 Methods  and  Apparatus  

4.2.1.1 Animals: and Drug Administration 

Experiment 5A (LINS) used mice the mice from cohort 1.  To recap, cohort 1 mice had 

been sacrificed by cervical dislocation between the ages of 18 and 19 months, 

wherehence the necessary tissues harvested for biochemical analysis.  The resulting 

tissue samples were then labelled and stored at -20°C until further use. Experiment 5B 

(EINS) used the mice from Cohort 3.  To briefly recap, these mice were sacrificed 

between the ages of 12 and 13 months and the necessary tissues harvested for 

biochemical analysis in the same manner as above.  In brief, terminal blood samples 

(200 μl) were rapidly obtained by cardiac puncture, and plasma was separated by 

centrifugation (120× g for 20 min) at room temperature and stored individually at 
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−20°C until assay.  Please see section 3.3.2.1 for further details of housing and drug 

administration. 

 

4.2.1.2 Analytical Procedures 

Plasma adiponectin levels were measured using a mouse adiponectin immunoassay 

(RandD Systems, Quantikine Acrp30 kit).  All samples, standards, and controls were 

assayed in duplicate as per the manufacturer’s instructions.  In short, all reagents and 

samples were brought to room temperature before use.  All reagents, standard 

dilutions, and samples were prepared as directed in the product insert. Any excess 

microplate strips were removed from the plate frame and returned to the foil pouch 

containing the desiccant pack.  This was then resealed. 50 µL of Assay Diluent was 

added to each well, followed by 50 µL of Standard, Control, or sample. The plate was 

then sealed (with the attached a plate sealer), and incubated at room temperature for 3 

hours.  After this time had expired each well was aspirated and washed, repeating the 

process 4 times for a total of 5 washes. 100 µL of Conjugate was then added to each 

well. The plate was then covered with a fresh plate sealer, and incubated at room 

temperature for 1 hour after which the plate was aspirated and washed 5 times. 100 µL 

Substrate Solution was then added to each well, and incubated at room temperature 

for 30 minutes. During this stage the plate and contents were protected from light.  100 

µL of Stop Solution was then added to each well.   The plate was then read at 450 nm 

within 30 minutes, with the wavelength set for correction at 540 nm or 570 nm. 

 

4.2.1.3  Statistical Analysis 

Raw data for each of the levels of plasma adiponectin were analysed by 1 way ANOVA, 

which had [Adiponectin] (concentration adiponectin) as the dependent variable, and 

Genotype and Treatment as factors.  All analysis were conducted with IBM SPSS 

Statistics v.21.00 software with an alpha value (P) <0.05, taken as being statistically 

significant Any significant ANOVA interactions and non-parametric analysis were 

conducted as previously indicated in Experiment 1 (see section 3.3.2.4).  Experiment 5A 

was conducted with samples from 15 TG mice (TG-C, n=7; TG-R, n=8), and 16 WT 

(WT-C, n=9; WT-R, n=7).  The differences in numbers of samples compared to the 

previous experiment reflect the inability to obtain sufficient blood samples for analysis 

from some mice. Experiment 5B the total numbers of mice run were as follows: 23 TG 

mice (TG-C, n=12; TG-R, n=12); 24 WT mice (WT-C, n=11; WT-R, n=13).  
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4.2 .2 Results  

4.2.2.1 Experiment 5A: LINS Cohort 

Figure 4.1 shows the mean levels of adiponectin protein levels derived from terminal 

blood plasma levels for the LINS cohort.  Inspection of this figure suggested that 

overall rosiglitazone treated mice displayed significantly higher adiponectin levels 

relative to non-drug treated mice.  This interpretation was confirmed by ANOVA with 

Adiponectin concentration (ng/mg) as the dependent variable, and Genotype, and 

Treatment as factors. This revealed a no significant effect Genotype F<1, a significant 

effect of Treatment, F(1,27)=45.166, p=<0.001, and no significant Genotype by 

Treatment interaction,  F<1. Thus, in the late stage cohort we conclude that the 

delivery method succeeded in the drug reaching systemic penetration. 

 
Figure 4.1:  LINS Plasma Adiponectin Levels (Experiment 5A).  Mean levels of plasma 

adiponectin isolated from terminal blood samples.  Values are means ±S.E.M with asterisk 

denoting significance at the 0.05 level. 

 

4.2.2.2 Experiment 5B: EINS Cohort 

Figure 4.2 shows the mean levels of adiponectin protein levels derived from terminal 

blood plasma levels for the EINS cohort.  Inspection of this figure suggested that again, 

rosiglitazone treated mice displayed significantly higher adiponectin levels relative to 

non-drug treated mice overall.  This interpretation was confirmed by ANOVA with 

Adiponectin concentration (ng/mg) as the dependent variable, and Genotype, and 

Treatment as factors. This revealed a non-significant effect Genotype F(1,45)=1.243, 

p=0.271, a significant effect of Treatment, F(1,45)=70.848, p=<0.001, and a non-

significant Genotype by Treatment interaction,  F<1. Thus, in the early-stage cohort we 
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again conclude that the delivery method succeeded in the drug reaching systemic 

penetration. 

 
Figure 4.2:  EINS Plasma Adiponectin Levels (Experiment 5B).  Mean levels of plasma 

adiponectin isolated from terminal blood samples.  Values are means ±S.E.M with asterisk 

denoting significance at the 0.05 level. 

 

 

 

4.3 EXPERIMENT  6:  TOTAL  AΒ LEVELS   

Several studies have reported that rosiglitazone significantly impacts upon Aβ42 levels 

and or amyloidosis in hAPP mouse models [1129, 1213, 1217].  Since Aβ represents the 

primary instrument of synaptic deficits thought to underlie the behavioural phenotype 

of Tg2576 mice [1245, 1309, 1312, 1321], this study assessed total Aβ levels extracted from 

single brain hemispheres.  Thus, on the basis of Pedersen et al, it was predicted that 

rosiglitazone would lower amyloid levels in the drug-treated Tg2576 mice.  However, 

whilst the assessment of adiponectin levels are applicable to both LINS and EINS 

cohorts, unfortunately time and cost issues limited the assessment of total Aβ levels to 

the LINS cohort only.  In both cases, this assessment involved the use of Enzyme-

linked immunosorbent assay (ELISA).  Since both these measures reflect relatively 

small nature of the adiponectin and Aβ experiments, results relating to these are 

covered in the same discussion. Finally, this chapter also summarises the genotyping 

procedure used as the primary means of establishing the genetic identity of mice used 

in both LINIS and EINS studies. 
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4.3. 1 Methods  and  Apparatus  

4.3.1.1 Animals: and Drug Administration 

Experiment 6 (LINS only) used mice the mice from cohort 1.  To recap, these mice had 

been sacrificed by cervical dislocation between the ages of 18 and 19 months, 

wherehence the necessary tissues harvested for biochemical analysis.  In brief, brain 

hemispheres were extracted fresh and divided along the central sagittal access with a 

scalpel such that the two brain hemispheres were separated.  One hemisphere was 

chosen for the Aβ ELISA analysis.  The remaining brain hemisphere was snap frozen in 

liquid nitrogen for autoradiography (unfortunately cancelled by GSK due to lock of 

funding).  The hemispheres chosen for each condition were counterbalanced across 

mice from within each treatment group to avoid any hemispheric bias.  All tissue was 

stored at -20°C until further use.  Please see section 3.3.2.1 for further details of housing 

and drug administration. 

 

4.3.1.2 Analytical Procedures 

Total human Aβ levels (the soluble and insoluble Aβ protein extracts) expressed by the 

APPswe mutation in Tg2576 mice were quantitatively measured in brain samples  by 

ELISA using commercial colorimetric immunoassay kits for human Aβ40 (Invitrogen, 

Cat.# KHB3482) and human Aβ42 (Invitrogen, Cat.# KHB3442).  This sandwich ELISA 

uses microtiter strips with wells coated with a monoclonal antibody specific for the 

NH2-terminus of human Aβ.  The protocol involved a series of diluted standards of 

known concentration being assayed alongside the experimental samples in order to 

create a standard curve to accurately measure sample concentrations of Aβ40 and 

Aβ42 peptides.  The intensity of the coloured end reaction was then read by a plate-

reader, with the light being directly proportional to the concentration of human Aβ 

present in the sample.  

In preparation of the ELISA, the human Aβ40 and Aβ42 standards were 

reconstituted from powder with standard reconstitution buffer (55 mM sodium 

bicarbonate, pH 9.0), as indicated by the manufacturer, and diluted 1:20 in BSAT-DPBS 

(0.2 g/l KCl, 0.2g/l KH2PO4, 8.0 g/lNaCl, 1.150 g/l Na2HPO4, 5% BSA, 0.03% Tween-20 

in MilliQTM water, pH 7.4). The tissue samples maintained on ice, were also diluted 

1:20 in BSAT-DPBS containing 1:100 protease inhibitor cocktail (Calbiochem, Cat.# 

539134). Serial dilutions of the standards in standard diluent buffer (provided in handy 
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kits) were then made for the standard curve: 500 to 7.81 pg/ml for the Aβ40 standard, 

and 1000 to 15.63 pg/ml for Aβ42 standard. Samples were then diluted further with 

standard dilution buffer in order to make two sample dilutions for the ELISA to in 

order to ensure detection within the standard curve range. The corresponding dilution 

required had been previously piloted because it varies with Aβ type (i.e. soluble and 

insoluble), isoform (i.e. Aβ40 and Aβ42), and with age (Aβ increases with age, and the 

mice used with in this asses were considered elderly). For example, a whole 

hippocampus from 12 month old TG2576 mice aged 12 months, would normally need to 

be diluted 1:400 and 1:800 in order for soluble Aβ to be detected within the standard 

curve range.  Once prepared, 50μl of each diluted standard and sample were applied to 

the antibody-coated microtiter strip wells, in duplicate, with 50μl of rabbit anti-human 

Aβ40 or Aβ42 detection antibody. Following a 3 hour incubation period on a shaking 

plate at room temperature, liquid was then discarded from each well and washed four 

times with working wash buffer (25x concentrate wash buffer 1:24 in deionised water). 

100μl of the secondary antibody (1:100 anti-rabbit Ig’s-HRP 100x concentrate in HRP 

diluent) was then applied to each well using a multi-channel pipette and incubated for 

30 minutes on a shaking plate at room temperature. Following washes (as described 

above), 100μl of stabilised chromogen was then applied to each well, and incubated for 

approximately 20 minutes at 25°C in the dark. This blue-coloured reaction was then 

stopped by applying 100μl of stop solution into each well and the absorbance was 

measured at 450 nm using a colorimeter plate reader (FLUOStar Optima, BMG 

Labtech). Optima 2.0 software directly calculated Aβ concentrations of each sample 

based on the absorbance values relative to the absorbance values of the standard curve 

(based on known concentrations of standard serial dilutions). Only values within the 

standard range were used. Aβ protein concentrations were calculated by taking the 

mean value of duplicates, and expressed as pg of Aβ per μg of protein (this required 

the use of protein concentrations obtained in the BCA assay).  

 

4.3.1.3 Statistical Analysis 

Raw data for each of the estimates of total Aβ levels were analysed by 2 way 

multivariate ANOVA, which had [Aβ isoform] (Aβ40/42), and Treatment as factors.  

All analysis was conducted with IBM SPSS Statistics v.21.00 software with an alpha 

value (P) <0.05, taken as being statistically significant Any significant ANOVA 

interactions and non-parametric analysis were conducted as previously indicated in 
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Experiment 1 (see section 3.3.2.4).  Experiment 6 was conducted with samples from 18 

TG mice (TG-C, n=9; TG-R, n=9), and 21 WT (WT-C, n=12; WT-R, n=9).)  Note:  The 

WT samples were only used to verify genotype (none of these showed any trace of 

human Aβ). 

 

4.3 .2 Results  

4.3.2.1 Experiment 6: LINS Cohort 

Figure 4.3 shows the mean levels of Aβ40 (Figure 4.3 A) and Aβ42 (Figure 4.3 B), both 

of which were derived from single brain hemispheres.   Inspection of this figure 

suggests no significant differences between drug-treated and non-drug treated groups 

with respect to total levels of either Aβ40 or Aβ42. This interpretation was confirmed 

by ANOVA, which had [Aβ isoform] (Aβ40/42), and Treatment as factors.  This gave a 

significant effect of Aβ isoform, F(1,16)=8.742, p=<0.05, a no significant effect of 

Treatment, F<1, and no significant Aβ isoform  by Treatment interaction, F<1.  Thus, I 

conclude that rosiglitazone had no impact upon either Aβ40 or Aβ42 levels. 

 

 
Figure 4.4:  LINS Total Aβ Levels (Experiment 6).  (A) Mean levels of total Aβ40 (B) Mean 

levels of total Aβ42 Both Aβ isoforms isolated from whole single brain hemispheres.  Values 

are means ±S.E.M. 

A 

B 
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4.3. 3 Discussion  

4.3.3.1 Experiment 5: Adiponectin Levels 

As a means of validating against the primary method of drug administration in this 

study, both Experiments 5A and 5B show that rosiglitazone had reached systemic 

penetration in both cohorts of mice.  This is consistent with other studies which have 

found that rosiglitazone increases peripheral levels of this protein [1485-1487].  

Adiponectin is an important adipocyte-derived hormone that regulates metabolism of 

lipids and glucose, and its receptors (AdipoR1, AdipoR2, T-cadherin) appear to exert 

actions in peripheral tissues by activating the AMP-activated protein kinase, p38-

MAPK, PPAR alpha and NF-kappa B [1483].  Indeed, adiponectin has been shown to 

exert a wide range of biological functions that could elicit different effects, depending 

on the target organ and the biological milieu [1483, 1488].  This includes potent anti-

inflammatory effects [1194, 1482]. There is also substantial evidence to suggest that 

adiponectin receptors are expressed widely in the brain and adiponectin levels are 

known to be expressed in regions of the mouse hypothalamus, brainstem, cortical 

neurons and endothelial cells, as well as in whole brain and pituitary extracts [1483].  

However, it should be said that adiponectin signalling in the brain is still poorly 

understood, and the function of adiponectin receptors may well vary depending on 

their location in the brain [1489].   

The impact of increasing adiponectin levels in hAPP mice has not been explored.  

This is of potential significance as anti-inflammatory treatments have been linked to 

beneficial effects in some AD patients [412, 766], and rosiglitazone may impart its anti-

inflammatory effect via peripheral and central mechanisms that involve adiponectin 

signalling, [1164, 1490-1493], although neither of these is likely to be mutually exclusive.  

Anti-inflammatory effects associated with adiponectin have also been reported via a 

heme oxygenase-1-dependent pathway on stellate macrophages (Kupffer cells) [1194].  

The peripheral mechanism at least, probably involves the PPAR-γ-mediated 

production of adiponectin protein (a hormone) in adipose tissue [1482], and it is 

conceivable that any centrally mediated anti-inflammatory role of this protein could be 

beneficial in AD.  However, given the robust increase in adiponectin levels in drug 

treated mice in the present study, it is disappointing that any impact on cognition was 

extremely limited. Indeed, although adiponectin is considered to exert a potent anti-

inflammatory effect, this view is being challenged in light of recent reports of elevated 

levels of this protein in various inflammatory disease states, including arthritis, 
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preeclampsia and end-stage renal diseases [1483].  Indeed, it has been shown that 

adiponectin induces production of the pro-inflammatory mediator IL-6 and activation 

of NF-κB in human synovial fibroblasts and adhesion molecule expression in 

endothelial cells [1484, 1494, 1495].  However, it is not uncommon for many proteins 

such as adiponectin to exert sometimes opposite effects in different tissues (i.e. 

something can be pro-inflammatory or not depending on the circumstances).  Thus, 

raising adiponectin levels could have contradictory effects in AD, and indeed hAPP 

models, (as well as WT mice).   

 

4.3.3.2 Experiment 6: Total Aβ Levels 

Despite the fact that several studies have reported that rosiglitazone significantly 

impacts upon Aβ levels and or amyloidosis in hAPP mouse models [1129, 1213, 1217], the 

finding in the current study  that there was no significant impact of the drug on either 

Aβ40 or Aβ42 levels is disappointing.  Nevertheless, it remains possible that we may 

have reduced the soluble portion of Aβ40/42, although we did not explicitly test this.  I 

have already discussed the inconsistencies with the findings of Pedersen et al [1129], in 

relation to a differential impact of rosiglitazone on Aβ42 but not Aβ4o levels.  

However, it is evident that other studies have also provided contrasting results to the 

current study in relation to the purported effects of the drug on ameliorating insoluble 

aggregates of Aβ [1213, 1217].  These discrepancies may partly reflect methodological 

differences between studies, as well as differences in the amyloid dynamics across 

hAPP models.  However, further investigation is required to in order to clarify this 

issue.  Nevertheless, I have confidence in the findings of the present study that 

rosiglitazone does not impact on Aβ levels in Tg2576 mice, although I cannot be 

certain that some regional differences in amyloid pathology may have existed as a 

result of rosiglitazone agonism (again the assessment method did not allow for 

regional analysis).  If there were some regional differences, this in itself could 

potentially explain the limited impact of rosiglitazone in reversing the cognitive 

phenotype of the Tg2576 mice used in this study.   
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4.4 EXPERIMENT  7:  DENDRITIC  SPINES  DENSITY  

4.4. 1 Introduction   

Dendritic spines are tiny protrusions along neuronal dendrites that constitute the 

major postsynaptic sites for excitatory synaptic transmission in the CNS. These spines 

are highly motile and can undergo remodelling even in the adult nervous system [737].  

Experiments conducted in animals suggest that the extent of spine remodelling is 

correlated with behavioural improvement after learning, implicating a crucial role of 

synaptic structural plasticity in memory formation [738-742].  Furthermore, recent 

research also suggests that a small fraction of new spines induced by novel experience 

together with most spines formed early during development and surviving experience-

dependent elimination, are preserved in order to provide a structural basis for memory 

retention throughout the entire life of an animal [739, 741-743]. Thus, spine re-

modelling and the formation of new synapses are activity-dependent processes which 

provide a structural basis for memory formation [737, 836, 837].   

A loss or alteration of dendritic spines has been described in patients with 

neurodegenerative disorders, including AD [838], where in the latter they are  

considered to be a much better correlate of cognitive impairment in patients than Aβ-

plaque burden (see, [408, 744, 745]).  Mounting evidence from human and animal 

studies suggests both the dysfunction and subsequent loss synapses in AD is mediated 

by diffusible soluble Aβ oligomers [60, 62-65, 408, 409]. Once bound to synapses, Aβ 

oligomers have been found to instigate a variety of pathological processes, including by 

interfering with functional synaptic plasticity processes in the hippocampus [782]. For 

example, at picomolar concentrations naturally secreted soluble Aβ oligomers can 

disrupt hippocampal LTP in acute brain slices and in vivo, where in the latter they have 

been shown in rats to impair the memory for complex learned behaviour [50].  

Disruption of functional plasticity by Aβ oligomers has been shown to include LTD, 

which is promoted rather than inhibited [805, 831].  Thus, in summary, the overall 

impact of oligomers appears to be depressed synaptic output.  However, phospo-tau 

oligomers have also been linked to detrimental effects on neurones and synapses [402, 

403], highlighting that both species of oligomer are attractive therapeutic targets in AD 

[410-412].  On the basis of the amyloid hypothesis, it was predicted that there should 

be a link between Aβ oligomers and synaptic loss in mouse models related to FAD 

kindreds [408, 831, 838].  This prediction has been confirmed [839], as have related 
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predictions that Aβ oligomers cause dysfunctional trafficking of ionotropic glutamate 

receptors and metabotropic glutamate receptors [839, 840].  The concentration of 

soluble Aβ oligomers has been shown to predict synaptic change in AD patients [404], 

and oligomers are known to accumulate with age in all the transgenic models 

examined so far, including mouse, rat, and Caenorhabditis elegans [841-844].  However, 

what promotes oligomer accumulation in SAD remains uncertain, and numerous 

transgenic mouse models overexpressing human APP FAD mutations (sometimes in 

combination with FAD-linked PSEN1 mutations), have shown that these models do not 

generally display NFT pathology or overt neuronal cell loss, thus questioning the 

relevance of these in vitro experimental paradigms [779].   

Transgenic models have become crucial to understanding the role of Aβ in AD 

pathology, as well as for testing novel therapeutic strategies.  However, in order to test 

the effects of candidate therapeutic treatments, it is necessary to recognize the type, 

extent, and onset of pathologies in each model.  In the Tg2576 mouse model (originally 

termed APP 695SWE), amyloid plaques do not develop until 18 months [1242], 

although both LTP deficits in hippocampal CA1 and DG and spatial memory deficits in 

a modified water maze are evident before this, suggesting impaired synaptic plasticity. 

Jacobsen et al., were the first to characterise this across the lifespan of Tg2576 [1245], 

and show that decreased dendritic spine density, impaired LTP, and behavioural 

deficits occurred months before overt plaque deposition at 18 months of age. Indeed, a 

decrease in spine density in the outer molecular layer of the dentate gyrus (DG) was 

found as early as 4 months of age in these mice, and by 5 months there was a 

significant decline in LTP in the DG after perforant path stimulation and impairment 

in contextual fear conditioning [1245]. Moreover, an increase in the Aβ42/Aβ40 ratio 

was first observed at these early ages, although total amyloid levels did not 

significantly increase until ~18 months of age, at which time significant increases in 

reactive astrocytes and microglia were also observed [1245].  Importantly, Jacobsen et 

al., show that the perforant path input from the entorhinal cortex to the DG is 

compromised both structurally and functionally in Tg2576, and this pathology is 

manifested in memory defects long before significant plaque deposition.  Indeed, the 

DG/CA3 network is considered to be central to the proper encoding of episodic 

memory [1496], and  disruption of the CA3/DG pattern of activation in Tg2576 likely 

represents the primary pathophysiological basis for memory impairment in these mice 

[1321]. 
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4.4. 2 Methods  and  Apparatus  

4.4.2.1 Animals and Drug Administration 

Experiment 7 (EINS) used the mice from Cohort 3.  To recap, these mice were 

sacrificed between the ages of 12 and 13 months, and the necessary tissues harvested for 

biochemical analysis.  In brief, the mice were first culled via cervical dislocation and 

checked for dead prior to the heads being decapitated with a sharp scissors. The brains 

were then rapidly dissected and sectioned along the coronal axis on a vibratome into 

250μm slices in 0.1m phosphate buffered saline (PBS) at room temperaturea.  Brain 

slices were collected into a segmented Petri dish containing PBS in its wells.  Following 

collection, PBS solution was removed from each well and replaced with 1.5 % 

paraformaldehyde (PFA) for 10-15 minutes.   Following pre-stain fixing, the PFA was 

removed and each slice washed three times with PBS in preparation for labelling with 

DiD stock solution containing 7.5 µl of DiD crystals dissolved in ethanol (V-22887, 

Molecular Probes, Eugene, OR.) per l ml of PBS. The stock solution was covered with 

silver foil (to prevent photo bleaching) and placed on a generic solution mixer until 

use.  All solutions were at room temperature when used.  

 

4.4.2.2 DiD labelling and mounting 

PBS solution was removed from each well and replaced with 1ml of DiD stock solution.  

The Petri dish was then covered with laboratory cling film, tin foil, and then placed on 

a tissue rocker on low speed for 16-20 hoursb. This method encourages DiD crystals to 

                                                   
a Preparation of fresh slices in ice cold solutions causes many dendritic spines to disappear.  Although spines re-form 

during a recovery period (typically 1hr whilst incubated in ringer solution), research has shown that the new 

expression of spines and spine proteins is abnormal (Kirov, Petrak, Fiala, & Harris 2004; Cheng, Huang, Lin, Chow, 

and Chang 2009).  In addition, in transgenic mouse models such as Tg2576, there may also be potential recovery 

complications due to differences in brain plasticity mechanisms mediating spine recovery.  However, because cutting 

brain slices in solutions at room temperature prevents cold induced spine loss (Bourne, Kirov, Sorra & Harris 2007), 

this potential problem can be avoided.  Finally, pilot data has indicated that profusion fixed tissue does not differ 

quantitatively (i.e. number of cells and spines detected) from fresh tissue cut at room temperature (Anderson J, 

unpublished pilot data). 

 
b Placing the Petri dish in a water bath at 37ºC for 2-3 hours also works.  In this case, heating speeds up dye 

diffusion and gives a slightly deeper penetration of the dye into the brain slice.  However, this method also produces 

more crystal clumping and a higher occurrence of artefact staining, which collectively make confocal imaging 

problematic.  Heating for longer than 2-3 hours was found to give too intense a stain making confocal imaging 

impossible. With a weaker DiD stock solution this method can be used to label cortical neurons, although there 

appears to be more staining artefacts generated with this method. 
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repeatedly wash across the surface of the tissue maximising the total number of 

collisions between different parts of the brain slice and the dye crystals. Although this 

method requires a longer time for dye diffusion along cell membranes, it produces a 

sparse labelling of granule cells whose apical dendrites intersect with or are very near 

the slice surface, with minimal artefacts and dye clumping (i.e. multiple crystals 

settling in fewer positions).   

Following incubation with the DiD stock solution, the tissue was transferred to a 

low intensity lighting lab and washed 3 times in PBS before being  post-fixed in 4% 

PFA for 10-15 minutes to preserve staining and improve tissue stability.  During this 

time the tissue was kept covered with tin foil to prevent dye bleaching.  The PFA was 

then removed and the tissue washed three times in PBS before being mounted onto 

glass microscope slides with the glycerol-based mounting medium Fluromount 

(containing DABCO as an anti-fade reagent; Sigma-Aldrich, USA).   Slides were then 

cover slipped and sealed with clear nail varnish.  All imaging took place within 2 days 

of cover slipping when background staining was minimal. 

 

4.4.2.3 Laser confocal microscopic imaging of cells and image analysis 

Hippocampal granule cells were imaged using Zeiss 510 Meta confocal laser scanning 

microscope (LSM 510 META). All images were taken using the Plan-C-APOCHROMAT 

63 × water immersion lens (1.2 corrected). We used 2048 × 2048 pixels for frame size 

without zooming. A 633 nm Helium/Neon laser (at 5%) was used to visualize 

fluorescence emitted by DiD. The configuration parameters were as follows: (1) filters, 

channel 3 band pass 560–615 nm, (2) pinhole diameter, 108 μm, (3) beam splitters, 

MBS-HFT UV/488/543, DBS1 mirror, DBS2 NFT, DBS3-plate.  Serial stack images of 

randomly stained dendrites were imaged from brain slices with a step size ranging 

from 0.2 to 0.5 μm.  Stack images were imaged if the dendritic segment could be traced 

back to a cell body, with samples obtained from both apical and basal dendrites (this 

ensured we sampled cells from within the granule cell layer).  

Following collection of confocal imaging, all z-stacks were de-convolved with the 

Autoquant X 2.1.1 software (Media Cybernetics Inc., USA) using the blind adaptive 

point spread function (PSF) algorithm to remove noise associated with spherical 
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aberrationc (see, [1497]). All stacks were analysed in black and white.  All de-convolved 

z-stacks were imported into Imaris x64 6.3.1 software (Bitplane AG, Switzerland), and 

the dendritic segments measured in 3D.  Only samples measuring between 70 and 120 

um from the proximal end of the dendrite were used in the analysis.  Each image stack 

was then imported into NeuronStudio x64 0.9.86 software (freely available from 

Mount Sinai School of Medicine, New York, USA), and the dendrite then projected and 

traced in 3D so that the default spine detection and classification module of 

NeuronStudio could be used to count the number of dendritic spines along the length 

of dendrite (see Figure 4.5).  In short this uses a Rayburst-based spine analysis routine, 

a processes which counts and classifies spines into either, Stubby, Thin, or Mushroom 

within concentric 50 μm circles at increasing distance from the soma (Sholl analysis). 

This classification scheme makes use of each spine's head to neck diameter ratio, 

length to head diameter ratio, and head diameter to determine its proper type. An 

operator then inspected each cell, and made minor corrections as needed using the 

NeuronStudio interface.  In order to measure the spine density of the sample the total 

number of spines were then divided by the total length of the dendrite sample 

(micrometers). The NeuronStudio software is a robust programme for and the accurate 

counting of dendritic spines, and unlike other semi-automated methods, has been peer 

reviewed for robustness [1498, 1499].  

 

4.4.2.4 Statistical analyses 

Curvature spine ratios of dendritic segments in the Tg2576 vs Wt groups in the Sholl 

analysis data were compared by 1-way univariate ANOVA with Spine Density as the 

dependent variable, and Genotype, and Treatment as factors. Sidak tests were used 

in tests of simple main effects following significant interactions. The null hypothesis 

for each test was rejected at a threshold of 0.05.  All data are presented as mean ± SEM.  

 

                                                   
c Although application of the blind algorithm on the  complete z-stack produces good results, splitting the stack into 

smaller segments of interest and then applying the deconvolution algorithm works better and reduces the effects of 

overshadowing of more intense stained sections on less intensely stained structures (Anderson J, unpublished pilot 

data).  This may also help ensure that the adaptive PSF is sensitive to changes in z-distance and ensure that spine 

density measurements are as accurate as possible, (e.g. by allowing more spines to be imaged in the z-axis than is 

usually possible).   
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Figure 4.5:  Experiment 7 (Confocal Imaging).  (A) Reconstruction of dendritic spine 

samples in NeuronStudio. Left: a deconvolved stretch of dendrite. Middle: Automated Scholl 

identification of dendritic spines and model tracing of the stretch of dendrite. Right: The model 

tracing and spines without the background image.  (B) Reconstruction of a second sample 

obtained from a WT mouse.  

 

4.4 .3 Results   

Figure 4.6 shows the mean spine density obtained from confocal data stacks of 

segments of mouse apical and basal dendrites bel0nging to hippocampal granule cells 

across treatment conditions.  Inspection of this figure indicates two important 

findings.  First, that TG mice have significantly lower dendritic spine density in the 

dentate gyrus granule cell population relative to the WT-C group, and that 

rosiglitazone does not change this.   Second, that the WT-R mice have significantly 

lower dendritic spine density in the dentate gyrus granule cell population relative to 

the WT-C group, reflecting an impairment that is similar to that observed in the TG 

population.  The above interpretation was confirmed ANOVA, which revealed 

A 

B 



 

225 

 

significant effect of Genotype F(1,130)= 38.034, p=<0.001, a significant effect of 

Treatment F(1,130)= 35.851, p=<0.001, and a significant Genotype by Treatment 

interaction F(1,130)= 45.665, p=<0.001.  A follow –up test of simple main effects for the 

significant Genotype by Treatment interaction revealed that neither of the TG groups 

differed from each other, F<1, with both TG groups exhibiting a significant loss of 

dendritic spines relative to WT-C mice, TG-C verses WT-C, F(1,130)= 84.791, p=<0.001; 

TG-R verses WT-C, F(1,130)= 81.220, p=<0.001.  Further comparisons showed that the 

DG spine density in WR-R group was significantly lower than in the WT-C group, 

F(1,130)= 81.220, p=<0.001, but was not significant when compared to either of the TG 

groups, TG-R verses WT-R, F<1; TG-C verses WT-R, F<1.  These results show that 

chronic rosiglitazone agonism for an approximate 12 month period failed to recover the 

loss of hippocampal DG dendritic spines in TG mice, but did cause a significant loss of 

spines in this brain region in WT-R mice in par with the loss seen in both TG groups.   

 

 
Figure 4.6:  Experiment 7 (Spine Density Results).  (Left) Graph showing mean dendritic 

spine density for each group. (Right) Examples of tissue samples from each group. 

  

4.4 .4 Discussion  

Although the method of staining hippocampal slices in this experiment was novel, and 

lacking in more extensive validation, the results obtained with respect to the reported 

loss of dendritic spines in the dentate gyrus of Tg2576 mice are in line with those 

reported by previous studies using this mouse model [1245, 1308, 1309].  Despite 

encouraging research showing that rosiglitazone may have a protective role on cortical 

dendritic spines [1154], as well as a protective effect on spines by boosting insulin 

signalling [1151], I find that long term rosiglitazone agonism did not significantly 
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recover the Aβ related loss of dendritic spines in the hippocampal dentate gyrus.  

Whilst it is possible that changes in spine density did take place in other regions of the 

hippocampus, and indeed the cortex (these regions were not investigated), I am 

inclined to believe that if these effects exist in vitro they are probably of limited value 

as recovery of the behavioural phenotype in my experiments was limited.  This at least 

is consistent with the larger double blind clinical studies in humans with mild to 

moderate AD which show that Rosiglitazone administration does not recover function 

across a range of cognitive domains [1238, 1247, 1480].   

The surprise finding of significant loss of dendritic spines in the rosiglitazone 

treated WT mice probably goes some way to explain in mechanistic terms why this 

group exhibited impairment with chronic exposure.  Nevertheless, the reasons for this 

are unclear. One possibility is that we induced a hyperisnsulinemic/Hypoglycemic 

state in these mice by providing them with access to diabetic medication when they 

essentially may have had normal blood glucose and insulin levels. In this context it is 

unfortunate that the planned measures of these biomarkers were cancelled due to 

financial restrictions imposed by the commercial partner.  Another possibility is that 

we may have boosted IGF-1 levels in these mice.  At least one previous study has shown 

that IGF-1 promotes Aβ production by a secretase-independent mechanism [1500]. If in 

this effect had occurred in the hippocampus of WT-R mice as a result of chronic 

rosiglitazone treatment, it could have resulted in an increase in murine Aβ levels that 

subsequently had an adverse impact on synaptic function in these mice.    It is 

interesting that both TG rosiglitazone treated groups exhibited an elevation in total Aβ 

levels in Experiment 6, although this was not significant.  The results of Experiment 7 

at least suggest that measurement of murine Aβ may be important when rosiglitazone 

(and indeed other PPARg agonists) are used in preclinical studies using hAPP mutants. 
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5. SUMMARY 

 

NIMAL  studies provide us with a unique opportunity to study the effects of 

therapeutic agents on limited disease mechanisms common to AD in the 

early stages.  This thesis dealt with the preclinical assessment of chronic 

rosiglitazone administration in WT and TG2576 mice.  Tg2576 mice contain the 

APPSWE transgene which results in the overproduction, accumulation and deposition 

of Aβ, neuroinflammation, the loss of dendritic spines in the hippocampal dentate 

gyrus, and learning and memory deficits.  As such, the lead hypothesis for this thesis 

was that in the LINS condition, rosiglitazone should reverse the established age-

related learning and memory deficits and pathophysiological changes (i.e. lower Aβ 

levels).  In the EINS condition, rosiglitazone should prevent the onset of these changes 

when drug administration was initiated from 5 MO prior to significant Aβ pathology 

taking place, as well as prevent the loss if dendritic spines in the dentate gyrus.  

Experiment 1 of this thesis shows that rosiglitazone failed to recover or prevent the 

onset of a robust spatial working memory deficit in TG mice, as revealed by the FCA T-

maze task.  However, in Experiment 2 (EPM), I did show that rosiglitazone was able to 

prevent at least some component of behavioural disinhibition in the TG mice, 

although it did not have the same effect on TG mice in the LINS condition.  Likewise, 

in Experiment 3, the drug did not reverse or prevent the behavioural deficit as revealed 

by the Marble Burying task.  Whilst both Experiments 2 and 3 were intended to assess 

anxiety and behavioural disinhibition, discussions of both experiments address 

concerns that these tasks may measure different things, which in the case of the 

Marble Burying task, still remain unclear.  Finally, in Experiment 4 I also found that 

rosiglitazone did reverse a behavioural impairment related to the detection of a novel 

object that appears in two mismatched spatial locations along with two different 

familiar objects.  It is not possible to say whether or not in the EINS condition the drug 

prevented the deficit because the nominal age at which the TG deficit occurs is 

A
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currently unknown.  Nevertheless, the same result in both conditions indicates that 

rosiglitazone had a robust beneficial effect on object recognition memory in the TG 

mice.  Thus, in summary, although rosiglitazone did not reverse of prevent the onset of 

the spatial memory impairment (the major deficit in these mice), the drug may have 

had a limited impact on reducing behavioural disinhibition and object recognition 

memory.  The limited impact of rosiglitazone in rescuing the behavioural phenotype of 

the TG mice in this thesis supports the contention that in order to be most effective, 

PPAR agonists may have to be delivered to patients early, before significant Aβ 

pathology occurs.  However, this would mean delivering the drug to at risk individual’s 

(i.e. individuals with aMCI) decades before overt dementia symptoms appear.  This is 

problematic for a number of reasons, not least of which because current bio-markers 

are not able to pinpoint with exact certainty those persons who are destined to develop 

dementia from those who will not. Also, the particular age used in the current thesis 

for early drug monotherapy, make a human comparison problematic, as it would likely 

require delivering the drug in childhood.   

In Experiment 5, the significant elevation in murine adiponectin levels show that 

the delivery method for the drug provided an effective means by which rosiglitazone 

could reach systemic penetration.  It is interesting to note that in T2D (which is 

associated with chronic low grade infection), adiponectin levels are typically decreased 

[1178, 1180], with higher levels being associated more with a reduced risk for T2D [1186].  

The status of adiponectin levels in AD is largely unknown, although one research 

group has recently reported that in women, increased plasma adiponectin levels serve 

as an independent risk factor for the development of both all-cause dementia and AD 

[1501].  In this context, an elevation in adiponectin levels could be a sign of that pro-

inflammatory processes have outstripped the natural capacity of the system to deal 

with the infection/damage (i.e. response is maximal, but insufficient to overcome the 

problem).  In addition, some chronic inflammatory conditions may involve a loss of 

anti-inflammatory efficacy.  Either way, the result may be that more anti-inflammatory 

proteins (including adiponectin) have to be produced in order for the system to try 

and keep neuroinflammation in check.  This suggests that in some people at least, a 

form of ‘adiponectin resistance’ could develop.  The results of Experiment 5 in this 

thesis are disappointing in that artificially raising adiponectin levels did not seem to 

translate into a robust rescue of the behavioural phenotype of TG mice.  Nevertheless, 

on first glance, it is not unreasonable to think that the elevations in adiponectin with  
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chronic exposure to rosiglitazone may have been one of the factors responsible for the 

limited restoration of the cognitive phenotype, particularly if it dampened down some 

of the central inflammation processes.  However, recent research has started to 

question whether or not endogenous adiponectin is able to influence CNS pathways, 

particularly since it may not pass the BBB [1489], so it is unclear whether raising 

peripheral levels of this protein would have an impact upon CNS function in Tg2576 or 

an adverse effect in WT mice. Nevertheless, CSF adiponectin has been detected after 

an i.v. injection of full-length adiponectin in C57Bl/6J mice, and that both systemic and 

i.c.v. administration of adiponectin reduced serum glucose and lipid levels and 

decreased body weight [1487]. Indeed, that study was instrumental for suggesting that 

adiponectin could be a centrally acting signalling molecule; a position further 

substantiated by subsequent research showing that peripherally administered 

adiponectin stimulated AMPK in the hypothalamus of mice, to increase food intake 

and decrease energy expenditure [1488]. However, whether endogenous adiponectin 

might have a similar effect in humans is not yet clear.  In addition, the identification of 

adiponectin receptors on brain endothelial cells (and the finding of a modified 

secretion pattern of centrally active substances from BBB cells) does provide one 

mechanism by which adiponectin could conceivably evoke effects on energy 

metabolism [1489].  In summary, the effects of elevating adiponectin levels in hAPP 

models may have limited value, (beneficial in TG, and possibly detrimental in WT), 

require further investigation.   

It is also clear that in this thesis, rosiglitazone not only failed to lower total Aβ 

levels (see Experiment 6), but also failed to prevent the Aβ-related loss of dendritic 

spines in the hippocampal dentate gyrus (see Experiment 7).  This is in spite of 

rosiglitazone having been systemically present from the age of 5 MO. Although a 

number of concessions have been discussed in relation to these findings, they do 

perhaps provide a mechanistic reason for why more robust rescue of the behavioural 

phenotype was not observed.  As such, all of the above findings fit with those reported 

by the most recent large phase 3 clinical trials [1237, 1238], indicating that the drug 

does not significantly impact on dementia symptoms (although object recognition has 

not been robustly assessed). Thus, as far as big Pharma is concerned, rosiglitazone has 

been ‘marked for death’, despite incidental reports of beneficial effects of the drug in 

pre-clinical studies using hAPP models.   
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It is also evident from the experimental studies reported in this thesis that 

administering a drug such as rosiglitazone may have unintended side-effects.  Thus, it 

is clear from the results of the experiments detailed herein, that the chronic exposure 

to rosiglitazone produces a significant behavioural impairment in the WT-R mice.  At a 

pathophysiological level this fact could be reflected in the significant and somewhat 

shocking loss of dendritic spines from the hippocampal dentate gyrus. If this effect 

occurred across multiple brain regions, it would perhaps explain why the effect on 

cognition seemed to be have present to varying degree across all the behavioural 

domains assessed.  Indeed, it is a shame that the study of additional biomarkers were 

cancelled by the industrial partner, as this could have greatly extended the ability of 

this thesis to pin down what had gone wrong in these mice (i.e. was it due to an 

elevation in IGF-1.  Indeed, it would also have been interesting to see if this raised 

levels of murine Aβ.  The only other study to have investigated the pre-clinical impact 

of the drug in WT littermates to Tg2576 mice has reported no adverse side effects, 

although administration of the drug was stopped after 4 weeks [1129, 1244].  One 

wonders if there was unreported data which showed similar results to my own for 

longer administration periods.   I do not know if these detrimental effects would 

transfer to humans (a possibility in some people with aMCI for example), but, if they 

did, it would likely make learning and memory worse in the long-term.  However, no 

adverse effects of the drug have been reported in other non TG rodent models [1165, 

1204-1207, 1209-1211, 1239, 1365-1367, 1403], although these have not included chronic 

exposure in WT mice.  Nevertheless, the findings from this thesis are likely to further 

add to the currently negative profile of this and similar drugs [1481].  In aggregate, the 

results detailed in this thesis do not support the use of rosiglitazone as a viable 

candidate for human trials as full rescue of the Tg2576 phenotype was not achieved.  

Nevertheless, the drug may have limited value as a research tool in pre-clinical studies. 

  

Fin al  Though ts  
There are serious challenges ahead for neurodegeneration research and in particular, 

behavioural neuroscience in relation to animal models of specific pathological 

components common to AD.  It is unfortunate that no commercially available model 

exists for SAD.  This is important because within science, one is usually taught that 

arguing from the minority to the majority is bad practice.  And yet, that is in a way, 

what we have to with hAPP models.  Furthermore, whilst most (typical) AD involves 
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progressive amnesia followed by various combinations of focal cortical deficits (e.g. 

aphasia, apraxia, agnosia), and impaired executive function [72], it is of interest that 

the FAD mutations from which most animal models derive (including Tg2576) are 

almost exclusively associated with EOAD where atypical clinical phenotypes are much 

more common.  Indeed, in atypical AD focal deficits other than memory impairment 

can dominate in the early-stages of the disorder, although some types are primarily 

amnesic in nature [72, 73].  In this respect, the clinical phenotype observed in AD 

patients seems to largely reflect the degree to which gross neuropathologies are either 

cortical predominant, or hippocampal predominant [72], although these distinctions 

are seldom considered in relation to TG models deriving from FAD kindreds.  

Incomplete reporting of methodological procedures with respect to the numbers of 

male vs. female mice used in experimental procedures is also a serious concern.  This is 

bad practice and makes interpretation across studies difficult if not impossible in some 

instances.  I also consider that similar stringent conditions should apply to the 

reporting of all pre-clinical studies conducted with hAPP mice, as is the case now with 

most human clinical data.  This would help to reduce the bias towards just reporting 

positive results in the sciences, whilst ‘bottom drawing’ negative or null findings. 

Indeed, this is possibly one contributory reason for why big pharmaceutical led 

projects into neurodegeneration are on the decrease: it has become harder to push 

through to market marginally effective drugs.   

Finally, it is evident that AD is an incredibly complex disorder, to treat.  So far it 

appears resistant to the process of reductionist science.  One feels that the current 

strategy of most pharmaceutical led endeavours to treat the disorder are possibly 

misguided in their over simplicity.  The race to find the next ‘block buster drug’ may be 

an attractive financial incentive, but it can impede progress in targeting certain 

therapies to smaller groups of patients with particular genetic profiles.  Indeed, whilst 

is likely that the treatment of AD will require poly pharmacy, given the high financial 

stakes involved when drugs fail clinical trials, this is not something that most 

commercial companies have the stomach for.   There is also much about the brain we 

have yet to understand.  Currently, trying to cure AD is somewhat like attempting to 

fix a car without knowing how much of the car works. Nevertheless, I have greatly 

enjoyed conducting the research associated with this thesis, and am hopeful that if we 

continue to integrate basic and medical research, real advances in the treatment of 

dementia will eventually be forthcoming. 
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APPENDIX  1 

 

 
Representative photograph of gel electrophoresis showing PCR amplification of DNA 
from Tg2576 and WT mice. Lane 1 = 100bp DNA ladder; Lanes 2, 5, 7, 8, 10, 12 and 14 = 

double band corresponding to amplification of endogenous murine prion protein and APPswe 

transgene, therefore representing TG mice; Lanes 3, 4, 6, 9, 11 and 13 = single band 

corresponding to amplification of endogenous murine prion protein, therefore representing 

WT mice; Lane 15 = Blank (water) control, Lane 16 = Positive control (known TG sample), 

Lane 17 = Negative control (known WT sample). 

 

 

 

 

 

  



 

233 

 

REFERENCES 

 

1. Gold, C.A. and A.E. Budson, Memory loss in Alzheimer's disease: implications for development of 
therapeutics. Expert Rev Neurother, 2008. 8(12): p. 1879-91. 

2. Alzheimer, A., Über einen eigenartigen schweren Erkrankungsprozeß der Hirnrinde. Neurologisches 
Centralblatt, 1906. 23: p. 1129–1136. 

3. Kraepelin, E., Psychiatrie: Ein Lehrbuch für Studierende und Ärzte. . 1910, Barth: Leipzig. 593–632. 
4. Berrios, G.E.F., H. A. , Alzheimer and the Dementias. 1991, London: Royal Society of Medicine. 
5. Amaducci, L.A., W.A. Rocca, and B.S. Schoenberg, Origin of the distinction between Alzheimer's 

disease and senile dementia: how history can clarify nosology. Neurology, 1986. 36(11): p. 1497-9. 
6. Alzheimer’s-Disease-International., World Alzheimer Report., M. Prince, Prof. and J. Jackson, Editors. 

2009, Alzheimer’s Disease International: London. p. 1-96. 
7. World-Health-Organization. and U.N.I.o. Aging., Global health and ageing, 2011, WHO; NIH, USA: 

Geneva. p. 32. 
8. Fratiglioni, L., et al., Incidence of dementia and major subtypes in Europe: A collaborative study of 

population-based cohorts. Neurologic Diseases in the Elderly Research Group. Neurology, 2000. 54(11 
Suppl 5): p. S10-5. 

9. Organization., W.H. and A.s.D. International., Dementia: a public health priority, 2012: Geneva. 
10. Mayeux, R. and Y. Stern, Epidemiology of Alzheimer disease. Cold Spring Harb Perspect Med, 2012. 

2(8). 
11. Nowrangi, M.A., V. Rao, and C.G. Lyketsos, Epidemiology, assessment, and treatment of dementia. 

Psychiatr Clin North Am, 2011. 34(2): p. 275-94, vii. 
12. Reitz, C., C. Brayne, and R. Mayeux, Epidemiology of Alzheimer disease. Nat Rev Neurol, 2011. 7(3): p. 

137-52. 
13. Knapp, M., Prince, M., Albanese, E., Banerjee, S., Dhanasiri, S., Fernandez, J. L., Ferri, C., McCrone, P., 

and Stewart, R, Dementia UK, 2007, Alzheimer’s Society: London. 
14. Jellinger, K.A., Clinicopathological analysis of dementia disorders in the elderly--an update. J 

Alzheimers Dis, 2006. 9(3 Suppl): p. 61-70. 
15. Brookmeyer, R., et al., Forecasting the global burden of Alzheimer's disease. Alzheimers Dement, 2007. 

3(3): p. 186-91. 
16. Hebert, L.E., et al., Is the risk of developing Alzheimer's disease greater for women than for men? Am J 

Epidemiol, 2001. 153(2): p. 132-6. 
17. Sosa-Ortiz, A.L., I. Acosta-Castillo, and M.J. Prince, Epidemiology of Dementias and Alzheimer’s 

Disease. Arch Med Res, 2012. 43(8): p. 600-608. 
18. Castellani, R.J., R.K. Rolston, and M.A. Smith, Alzheimer disease. Dis Mon, 2010. 56(9): p. 484-546. 
19. Rocca, W.A., et al., Frequency and distribution of Alzheimer's disease in Europe: a collaborative study 

of 1980-1990 prevalence findings. The EURODEM-Prevalence Research Group. Ann Neurol, 1991. 
30(3): p. 381-90. 

20. Bird, T.D., Genetic aspects of Alzheimer disease. Genet Med, 2008. 10(4): p. 231-9. 
21. Brickell, K.L., et al., Early-onset Alzheimer disease in families with late-onset Alzheimer disease: a 

potential important subtype of familial Alzheimer disease. Arch Neurol, 2006. 63(9): p. 1307-11. 
22. Campion, D., et al., Early-onset autosomal dominant Alzheimer disease: prevalence, genetic 

heterogeneity, and mutation spectrum. Am J Hum Genet, 1999. 65(3): p. 664-70. 
23. Wu, L., et al., Early-Onset Familial Alzheimer's Disease (EOFAD). Can J Neurol Sci, 2012. 39(4): p. 

436-45. 
24. Gatz, M., et al., Role of genes and environments for explaining Alzheimer disease. Arch Gen Psychiatry, 

2006. 63(2): p. 168-74. 
25. Bekris, L.M., et al., Genetics of Alzheimer disease. J Geriatr Psychiatry Neurol, 2010. 23(4): p. 213-27. 
26. Bertram, L. and R.E. Tanzi, The genetics of Alzheimer's disease. Prog Mol Biol Transl Sci, 2012. 107: p. 

79-100. 
27. Flicker, L., Modifiable lifestyle risk factors for Alzheimer's disease. J Alzheimers Dis, 2010. 20(3): p. 

803-11. 
28. Goate, A., et al., Segregation of a missense mutation in the amyloid precursor protein gene with familial 

Alzheimer's disease. Nature, 1991. 349(6311): p. 704-6. 
29. Goate, A., Segregation of a missense mutation in the amyloid beta-protein precursor gene with familial 

Alzheimer's disease. J Alzheimers Dis, 2006. 9(3 Suppl): p. 341-7. 
30. Bruni, A.C., Cloning of a gene bearing missense mutations in early onset familial Alzheimer's disease: a 

Calabrian study. Funct Neurol, 1998. 13(3): p. 257-61. 
31. Sherrington, R., et al., Cloning of a gene bearing missense mutations in early-onset familial Alzheimer's 

disease. Nature, 1995. 375(6534): p. 754-60. 
32. Levy-Lahad, E., et al., Candidate gene for the chromosome 1 familial Alzheimer's disease locus. Science, 

1995. 269(5226): p. 973-7. 



 

234 

 

33. Wolfe, M.S. and D.J. Selkoe, Biochemistry. Intramembrane proteases--mixing oil and water. Science, 
2002. 296(5576): p. 2156-7. 

34. Kimberly, W.T., et al., Gamma-secretase is a membrane protein complex comprised of presenilin, 
nicastrin, Aph-1, and Pen-2. Proc Natl Acad Sci U S A, 2003. 100(11): p. 6382-7. 

35. Raux, G., et al., Molecular diagnosis of autosomal dominant early onset Alzheimer's disease: an update. 
J Med Genet, 2005. 42(10): p. 793-5. 

36. Cruts, M., et al., Estimation of the genetic contribution of presenilin-1 and -2 mutations in a population-
based study of presenile Alzheimer disease. Hum Mol Genet, 1998. 7(1): p. 43-51. 

37. Nikolaev, A., et al., APP binds DR6 to trigger axon pruning and neuron death via distinct caspases. 
Nature, 2009. 457(7232): p. 981-9. 

38. Elder, G.A., M.A. Gama Sosa, and R. De Gasperi, Transgenic mouse models of Alzheimer's disease. Mt 
Sinai J Med, 2010. 77(1): p. 69-81. 

39. Azzazy, H.M., M.M. Mansour, and R.H. Christenson, Gene doping: of mice and men. Clin Biochem, 
2009. 42(6): p. 435-41. 

40. Games, D., et al., Mice as models: transgenic approaches and Alzheimer's disease. J Alzheimers Dis, 
2006. 9(3 Suppl): p. 133-49. 

41. McGowan, E., J. Eriksen, and M. Hutton, A decade of modeling Alzheimer's disease in transgenic mice. 
Trends Genet, 2006. 22(5): p. 281-9. 

42. Hussain, I., APP transgenic mouse models and their use in drug discovery to evaluate amyloid- lowering 
therapeutics. CNS Neurol Disord Drug Targets, 2010. 9(4): p. 395-402. 

43. Tam, J.H. and S.H. Pasternak, Amyloid and Alzheimer's disease: inside and out. Can J Neurol Sci, 2012. 
39(3): p. 286-98. 

44. Lamb, B.T., et al., Introduction and expression of the 400 kilobase amyloid precursor protein gene in 
transgenic mice [corrected]. Nat Genet, 1993. 5(1): p. 22-30. 

45. Walsh, D.M., et al., The APP family of proteins: similarities and differences. Biochem Soc Trans, 2007. 
35(Pt 2): p. 416-20. 

46. Sakono, M. and T. Zako, Amyloid oligomers: formation and toxicity of Abeta oligomers. FEBS J, 2010. 
277(6): p. 1348-58. 

47. Furukawa, K., et al., Increased activity-regulating and neuroprotective efficacy of alpha-secretase-
derived secreted amyloid precursor protein conferred by a C-terminal heparin-binding domain. J 
Neurochem, 1996. 67(5): p. 1882-96. 

48. Kojro, E. and F. Fahrenholz, The non-amyloidogenic pathway: structure and function of alpha-
secretases. Subcell Biochem, 2005. 38: p. 105-27. 

49. Holmes, C., Molecular pathology of Alzheimer's disease. Psychiatry (Edgmont), 2005. 4(1): p. 37-40. 
50. Selkoe, D.J., Soluble oligomers of the amyloid beta-protein impair synaptic plasticity and behavior. 

Behav Brain Res, 2008. 192(1): p. 106-13. 
51. Cirrito, J.R., et al., In vivo assessment of brain interstitial fluid with microdialysis reveals plaque-

associated changes in amyloid-beta metabolism and half-life. J Neurosci, 2003. 23(26): p. 8844-53. 
52. Gouras, G.K., et al., Generation and regulation of beta-amyloid peptide variants by neurons. J 

Neurochem, 1998. 71(5): p. 1920-5. 
53. Bero, A.W., et al., Neuronal activity regulates the regional vulnerability to amyloid-beta deposition. Nat 

Neurosci, 2011. 14(6): p. 750-6. 
54. Cirrito, J.R., et al., Synaptic activity regulates interstitial fluid amyloid-beta levels in vivo. Neuron, 2005. 

48(6): p. 913-22. 
55. Walker, L.C. and M. Jucker, Amyloid by default. Nat Neurosci, 2011. 14(6): p. 669-670. 
56. Kamenetz, F., et al., APP processing and synaptic function. Neuron, 2003. 37(6): p. 925-37. 
57. Cirrito, J.R., et al., Endocytosis is required for synaptic activity-dependent release of amyloid-beta in 

vivo. Neuron, 2008. 58(1): p. 42-51. 
58. Burdick, D., et al., Assembly and aggregation properties of synthetic Alzheimer's A4/beta amyloid 

peptide analogs. J Biol Chem, 1992. 267(1): p. 546-54. 
59. Jarrett, J.T., E.P. Berger, and P.T. Lansbury, Jr., The carboxy terminus of the beta amyloid protein is 

critical for the seeding of amyloid formation: implications for the pathogenesis of Alzheimer's disease. 
Biochemistry, 1993. 32(18): p. 4693-7. 

60. Walsh, D.M. and D.J. Selkoe, A beta oligomers - a decade of discovery. J Neurochem, 2007. 101(5): p. 
1172-84. 

61. Pan, J., et al., Structure and dynamics of small soluble Abeta(1-40) oligomers studied by top-down 
hydrogen exchange mass spectrometry. Biochemistry, 2012. 51(17): p. 3694-703. 

62. Lambert, M.P., et al., Diffusible, nonfibrillar ligands derived from Abeta1-42 are potent central nervous 
system neurotoxins. Proc Natl Acad Sci U S A, 1998. 95(11): p. 6448-53. 

63. Ferreira, S.T., M.N. Vieira, and F.G. De Felice, Soluble protein oligomers as emerging toxins in 
Alzheimer's and other amyloid diseases. IUBMB Life, 2007. 59(4-5): p. 332-45. 

64. Glabe, C.G., Structural classification of toxic amyloid oligomers. J Biol Chem, 2008. 283(44): p. 29639-
43. 

65. Zhao, L.N., et al., The Toxicity of Amyloid beta Oligomers. Int J Mol Sci, 2012. 13(6): p. 7303-27. 
66. Bitan, G., et al., Amyloid beta -protein (Abeta) assembly: Abeta 40 and Abeta 42 oligomerize through 

distinct pathways. Proc Natl Acad Sci U S A, 2003. 100(1): p. 330-5. 



 

235 

 

67. Langer, F., et al., Soluble Abeta seeds are potent inducers of cerebral beta-amyloid deposition. J 
Neurosci, 2011. 31(41): p. 14488-95. 

68. Jucker, M. and L.C. Walker, Pathogenic protein seeding in Alzheimer disease and other 
neurodegenerative disorders. Ann Neurol, 2011. 70(4): p. 532-40. 

69. Jacobsen, K.T. and K. Iverfeldt, Amyloid precursor protein and its homologues: a family of proteolysis-
dependent receptors. Cell Mol Life Sci, 2009. 66(14): p. 2299-318. 

70. Priller, C., et al., Synapse formation and function is modulated by the amyloid precursor protein. J 
Neurosci, 2006. 26(27): p. 7212-21. 

71. Turner, P.R., et al., Roles of amyloid precursor protein and its fragments in regulating neural activity, 
plasticity and memory. Prog Neurobiol, 2003. 70(1): p. 1-32. 

72. Duce, J.A., et al., Iron-export ferroxidase activity of beta-amyloid precursor protein is inhibited by zinc 
in Alzheimer's disease. Cell, 2010. 142(6): p. 857-67. 

73. Bogoyevitch, M.A., et al., Targeting the JNK MAPK cascade for inhibition: basic science and 
therapeutic potential. Biochim Biophys Acta, 2004. 1697(1-2): p. 89-101. 

74. Tabaton, M., et al., Signaling effect of amyloid-beta(42) on the processing of AbetaPP. Exp Neurol, 2010. 
221(1): p. 18-25. 

75. Zou, K., et al., A novel function of monomeric amyloid beta-protein serving as an antioxidant molecule 
against metal-induced oxidative damage. J Neurosci, 2002. 22(12): p. 4833-41. 

76. Baruch-Suchodolsky, R. and B. Fischer, Aβ40, either Soluble or Aggregated, Is a Remarkably Potent 
Antioxidant in Cell-Free Oxidative Systems. Biochemistry, 2009. 48(20): p. 4354-4370. 

77. Yao, Z.X. and V. Papadopoulos, Function of beta-amyloid in cholesterol transport: a lead to 
neurotoxicity. FASEB J, 2002. 16(12): p. 1677-9. 

78. Igbavboa, U., et al., Amyloid beta-protein stimulates trafficking of cholesterol and caveolin-1 from the 
plasma membrane to the Golgi complex in mouse primary astrocytes. Neuroscience, 2009. 162(2): p. 
328-38. 

79. Soscia, S.J., et al., The Alzheimer's disease-associated amyloid beta-protein is an antimicrobial peptide. 
PLoS One, 2010. 5(3): p. e9505. 

80. Maloney, B. and D.K. Lahiri, The Alzheimer's amyloid beta-peptide (Abeta) binds a specific DNA Abeta-
interacting domain (AbetaID) in the APP, BACE1, and APOE promoters in a sequence-specific manner: 
characterizing a new regulatory motif. Gene, 2011. 488(1-2): p. 1-12. 

81. Bailey, J.A., et al., Functional activity of the novel Alzheimer's amyloid beta-peptide interacting domain 
(AbetaID) in the APP and BACE1 promoter sequences and implications in activating apoptotic genes 
and in amyloidogenesis. Gene, 2011. 488(1-2): p. 13-22. 

82. Busche, M.A., et al., Clusters of hyperactive neurons near amyloid plaques in a mouse model of 
Alzheimer's disease. Science, 2008. 321(5896): p. 1686-9. 

83. Mucke, L. and D.J. Selkoe, Neurotoxicity of Amyloid beta-Protein: Synaptic and Network Dysfunction. 
Cold Spring Harb Perspect Med, 2012. 2(7): p. a006338. 

84. Abramov, E., et al., Amyloid-beta as a positive endogenous regulator of release probability at 
hippocampal synapses. Nat Neurosci, 2009. 12(12): p. 1567-76. 

85. Morley, J.E., et al., A physiological role for amyloid-beta protein:enhancement of learning and memory. 
J Alzheimers Dis, 2010. 19(2): p. 441-9. 

86. Puzzo, D., et al., Picomolar amyloid-beta positively modulates synaptic plasticity and memory in 
hippocampus. J Neurosci, 2008. 28(53): p. 14537-45. 

87. Izquierdo, I., et al., The molecular cascades of long-term potentiation underlie memory consolidation of 
one-trial avoidance in the CA1 region of the dorsal hippocampus, but not in the basolateral amygdala or 
the neocortex. Neurotox Res, 2008. 14(2-3): p. 273-94. 

88. Duyckaerts, C., B. Delatour, and M.C. Potier, Classification and basic pathology of Alzheimer disease. 
Acta Neuropathol, 2009. 118(1): p. 5-36. 

89. Meyer-Luehmann, M., et al., Extracellular amyloid formation and associated pathology in neural grafts. 
Nat Neurosci, 2003. 6(4): p. 370-7. 

90. Harrington, C.R., The molecular pathology of Alzheimer's disease. Neuroimaging Clin N Am, 2012. 
22(1): p. 11-22, vii. 

91. Masters, C.L., et al., Molecular mechanisms for Alzheimer's disease: implications for neuroimaging and 
therapeutics. J Neurochem, 2006. 97(6): p. 1700-25. 

92. Nalivaeva, N.N., et al., The Alzheimer's amyloid-degrading peptidase, neprilysin: can we control it? Int J 
Alzheimers Dis, 2012. 2012: p. 383796. 

93. Iwata, N., et al., Presynaptic localization of neprilysin contributes to efficient clearance of amyloid-beta 
peptide in mouse brain. J Neurosci, 2004. 24(4): p. 991-8. 

94. Devault, A., et al., Amino acid sequence of rabbit kidney neutral endopeptidase 24.11 (enkephalinase) 
deduced from a complementary DNA. EMBO J, 1987. 6(5): p. 1317-22. 

95. El-Amouri, S.S., et al., Neprilysin: an enzyme candidate to slow the progression of Alzheimer's disease. 
Am J Pathol, 2008. 172(5): p. 1342-54. 

96. Akiyama, H., et al., Immunohistochemical localization of neprilysin in the human cerebral cortex: 
inverse association with vulnerability to amyloid beta-protein (Abeta) deposition. Brain Res, 2001. 
902(2): p. 277-81. 



 

236 

 

97. Eckman, E.A., et al., Regulation of steady-state beta-amyloid levels in the brain by neprilysin and 
endothelin-converting enzyme but not angiotensin-converting enzyme. J Biol Chem, 2006. 281(41): p. 
30471-8. 

98. Hellstrom-Lindahl, E., R. Ravid, and A. Nordberg, Age-dependent decline of neprilysin in Alzheimer's 
disease and normal brain: inverse correlation with A beta levels. Neurobiol Aging, 2008. 29(2): p. 210-
21. 

99. Authier, F., B.I. Posner, and J.J. Bergeron, Insulin-degrading enzyme. Clin Invest Med, 1996. 19(3): p. 
149-60. 

100. Chesneau, V., et al., Insulin-degrading enzyme does not require peroxisomal localization for insulin 
degradation. Endocrinology, 1997. 138(8): p. 3444-51. 

101. McKenzie, R.A. and G.A. Burghen, Partial purification and characterization of insulin protease and its 
intracellular inhibitor from rat liver. Arch Biochem Biophys, 1984. 229(2): p. 604-11. 

102. Kuo, W.L., A.G. Montag, and M.R. Rosner, Insulin-degrading enzyme is differentially expressed and 
developmentally regulated in various rat tissues. Endocrinology, 1993. 132(2): p. 604-11. 

103. Bernstein, H.G., et al., Insulin-degrading enzyme in the Alzheimer's disease brain: prominent localization 
in neurons and senile plaques. Neurosci Lett, 1999. 263(2-3): p. 161-4. 

104. Noinaj, N., et al., Anion activation site of insulin-degrading enzyme. J Biol Chem, 2012. 287(1): p. 48-57. 
105. Safavi, A., et al., Identification of gamma-endorphin-generating enzyme as insulin-degrading enzyme. 

Biochemistry, 1996. 35(45): p. 14318-25. 
106. Song, E.S., et al., Substrate activation of insulin-degrading enzyme (insulysin). A potential target for 

drug development. J Biol Chem, 2003. 278(50): p. 49789-94. 
107. Roth, R.A., et al., Degradation of insulin-like growth factors I and II by a human insulin degrading 

enzyme. Endocr Res, 1984. 10(2): p. 101-12. 
108. Kurochkin, I.V. and S. Goto, Alzheimer's beta-amyloid peptide specifically interacts with and is 

degraded by insulin degrading enzyme. FEBS Lett, 1994. 345(1): p. 33-7. 
109. Qiu, W.Q., et al., Insulin-degrading enzyme regulates extracellular levels of amyloid beta-protein by 

degradation. J Biol Chem, 1998. 273(49): p. 32730-8. 
110. Walsh, D.M., et al., Naturally secreted oligomers of amyloid beta protein potently inhibit hippocampal 

long-term potentiation in vivo. Nature, 2002. 416(6880): p. 535-9. 
111. Zhao, J., L. Li, and M.A. Leissring, Insulin-degrading enzyme is exported via an unconventional protein 

secretion pathway. Mol Neurodegener, 2009. 4: p. 4. 
112. Bulloj, A., et al., Insulin-degrading enzyme sorting in exosomes: a secretory pathway for a key brain 

amyloid-beta degrading protease. J Alzheimers Dis, 2010. 19(1): p. 79-95. 
113. Vepsalainen, S., et al., Increased expression of Abeta degrading enzyme IDE in the cortex of transgenic 

mice with Alzheimer's disease-like neuropathology. Neurosci Lett, 2008. 438(2): p. 216-20. 
114. Leal, M.C., et al., Plaque-associated overexpression of insulin-degrading enzyme in the cerebral cortex 

of aged transgenic tg2576 mice with Alzheimer pathology. J Neuropathol Exp Neurol, 2006. 65(10): p. 
976-87. 

115. Miller, B.C., et al., Amyloid-beta peptide levels in brain are inversely correlated with insulysin activity 
levels in vivo. Proc Natl Acad Sci U S A, 2003. 100(10): p. 6221-6. 

116. Cook, D.G., et al., Reduced hippocampal insulin-degrading enzyme in late-onset Alzheimer's disease is 
associated with the apolipoprotein E-epsilon4 allele. Am J Pathol, 2003. 162(1): p. 313-9. 

117. Miners, J.S., et al., Abeta-degrading enzymes in Alzheimer's disease. Brain Pathol, 2008. 18(2): p. 240-
52. 

118. Caccamo, A., et al., Age- and region-dependent alterations in Abeta-degrading enzymes: implications for 
Abeta-induced disorders. Neurobiol Aging, 2005. 26(5): p. 645-54. 

119. Shibata, M., et al., Clearance of Alzheimer's amyloid-ss(1-40) peptide from brain by LDL receptor-
related protein-1 at the blood-brain barrier. J Clin Invest, 2000. 106(12): p. 1489-99. 

120. Cirrito, J.R., et al., P-glycoprotein deficiency at the blood-brain barrier increases amyloid-beta 
deposition in an Alzheimer disease mouse model. J Clin Invest, 2005. 115(11): p. 3285-90. 

121. Deane, R., et al., RAGE mediates amyloid-beta peptide transport across the blood-brain barrier and 
accumulation in brain. Nat Med, 2003. 9(7): p. 907-13. 

122. Janssen, J.C., et al., Early onset familial Alzheimer's disease: Mutation frequency in 31 families. 
Neurology, 2003. 60(2): p. 235-9. 

123. Hardy, J. APP Mutations Table 2010; Available from: 
http://www.alzforum.org/res/com/mut/app/table1.asp. 

124. Levy, E., et al., Mutation of the Alzheimer's disease amyloid gene in hereditary cerebral hemorrhage, 
Dutch type. Science, 1990. 248(4959): p. 1124-6. 

125. Murrell, J., et al., A mutation in the amyloid precursor protein associated with hereditary Alzheimer's 
disease. Science, 1991. 254(5028): p. 97-9. 

126. Eckman, C.B., et al., A new pathogenic mutation in the APP gene (I716V) increases the relative 
proportion of A beta 42(43). Hum Mol Genet, 1997. 6(12): p. 2087-9. 

127. Grabowski, T.J., et al., Novel amyloid precursor protein mutation in an Iowa family with dementia and 
severe cerebral amyloid angiopathy. Ann Neurol, 2001. 49(6): p. 697-705. 

128. Nilsberth, C., et al., The 'Arctic' APP mutation (E693G) causes Alzheimer's disease by enhanced Abeta 
protofibril formation. Nat Neurosci, 2001. 4(9): p. 887-93. 

http://www.alzforum.org/res/com/mut/app/table1.asp


 

237 

 

129. Mullan, M., et al., A pathogenic mutation for probable Alzheimer's disease in the APP gene at the N-
terminus of beta-amyloid. Nat Genet, 1992. 1(5): p. 345-7. 

130. Perez, R.G., S.L. Squazzo, and E.H. Koo, Enhanced release of amyloid beta-protein from codon 670/671 
"Swedish" mutant beta-amyloid precursor protein occurs in both secretory and endocytic pathways. J 
Biol Chem, 1996. 271(15): p. 9100-7. 

131. Mann, D.M., et al., Predominant deposition of amyloid-beta 42(43) in plaques in cases of Alzheimer's 
disease and hereditary cerebral hemorrhage associated with mutations in the amyloid precursor protein 
gene. Am J Pathol, 1996. 148(4): p. 1257-66. 

132. Van Nostrand, W.E., et al., Pathogenic effects of D23N Iowa mutant amyloid beta -protein. J Biol Chem, 
2001. 276(35): p. 32860-6. 

133. Wisniewski, T., J. Ghiso, and B. Frangione, Peptides homologous to the amyloid protein of Alzheimer's 
disease containing a glutamine for glutamic acid substitution have accelerated amyloid fibril formation. 
Biochem Biophys Res Commun, 1991. 179(3): p. 1247-54. 

134. Yamada, M., Predicting cerebral amyloid angiopathy-related intracerebral hemorrhages and other 
cerebrovascular disorders in Alzheimer's disease. Front Neurol, 2012. 3: p. 64. 

135. Sahlin, C., et al., The Arctic Alzheimer mutation favors intracellular amyloid-beta production by making 
amyloid precursor protein less available to alpha-secretase. J Neurochem, 2007. 101(3): p. 854-62. 

136. Stenh, C., et al., The Arctic mutation interferes with processing of the amyloid precursor protein. 
Neuroreport, 2002. 13(15): p. 1857-60. 

137. Basun, H., et al., Clinical and neuropathological features of the arctic APP gene mutation causing early-
onset Alzheimer disease. Arch Neurol, 2008. 65(4): p. 499-505. 

138. De Jonghe, C., et al., Pathogenic APP mutations near the gamma-secretase cleavage site differentially 
affect Abeta secretion and APP C-terminal fragment stability. Hum Mol Genet, 2001. 10(16): p. 1665-71. 

139. Lantos, P.L., et al., Familial Alzheimer's disease with the amyloid precursor protein position 717 
mutation and sporadic Alzheimer's disease have the same cytoskeletal pathology. Neurosci Lett, 1992. 
137(2): p. 221-4. 

140. Mullan, M., et al., Clinical comparison of Alzheimer's disease in pedigrees with the codon 717 Val-->Ile 
mutation in the amyloid precursor protein gene. Neurobiol Aging, 1993. 14(5): p. 407-19. 

141. Ghetti, B., et al., Spectrum of amyloid beta-protein immunoreactivity in hereditary Alzheimer disease 
with a guanine to thymine missense change at position 1924 of the APP gene. Brain Res, 1992. 571(1): p. 
133-9. 

142. Burns, A.S. and B. Winblad, Severe dementia. 2006, Chichester, West Sussex, England ; Hoboken, NJ: 
John Wiley & Sons. xiii, 246 p. 

143. Brugge, K.L., et al., Cognitive impairment in adults with Down's syndrome: similarities to early cognitive 
changes in Alzheimer's disease. Neurology, 1994. 44(2): p. 232-8. 

144. Reeves, R.H., L.L. Baxter, and J.T. Richtsmeier, Too much of a good thing: mechanisms of gene action 
in Down syndrome. Trends Genet, 2001. 17(2): p. 83-8. 

145. Fuentes, J.J., et al., A new human gene from the Down syndrome critical region encodes a proline-rich 
protein highly expressed in fetal brain and heart. Hum Mol Genet, 1995. 4(10): p. 1935-44. 

146. Shim, Y.S., et al., Effects of medial temporal atrophy and white matter hyperintensities on the cognitive 
functions in patients with Alzheimer's disease. Eur Neurol, 2011. 66(2): p. 75-82. 

147. Bird, C.M., J.A. Bisby, and N. Burgess, The hippocampus and spatial constraints on mental imagery. 
Front Hum Neurosci, 2012. 6: p. 142. 

148. Burgess, N., E.A. Maguire, and J. O'Keefe, The human hippocampus and spatial and episodic memory. 
Neuron, 2002. 35(4): p. 625-41. 

149. O’Keefe, J.I., The hippocampus book. 2007, Oxford ; New York: Oxford University Press. xx, 832 p. 
150. Sun, X., et al., Regulator of calcineurin 1 (RCAN1) facilitates neuronal apoptosis through caspase-3 

activation. J Biol Chem, 2011. 286(11): p. 9049-62. 
151. Ermak, G., et al., Chronic expression of RCAN1-1L protein induces mitochondrial autophagy and 

metabolic shift from oxidative phosphorylation to glycolysis in neuronal cells. J Biol Chem, 2012. 
287(17): p. 14088-98. 

152. Hardy, J. Presenilin-1 Mutations Table 2009; Available from: 
http://www.alzforum.org/res/com/mut/pre/table1.asp. 

153. Theuns, J., et al., Genetic variability in the regulatory region of presenilin 1 associated with risk for 
Alzheimer's disease and variable expression. Hum Mol Genet, 2000. 9(3): p. 325-31. 

154. Hardy, J. Presenilin-2 Mutations Table 2010; Available from: 
http://www.alzforum.org/res/com/mut/pre/table2.asp. 

155. Sherrington, R., et al., Alzheimer's disease associated with mutations in presenilin 2 is rare and variably 
penetrant. Hum Mol Genet, 1996. 5(7): p. 985-8. 

156. Tomaino, C., et al., Presenilin 2 Ser130Leu mutation in a case of late-onset "sporadic" Alzheimer's 
disease. J Neurol, 2007. 254(3): p. 391-3. 

157. Chen, C., et al., Presenilin-2 polymorphisms and risk of sporadic AD: evidence from a meta-analysis. 
Gene, 2012. 503(2): p. 194-9. 

158. De Strooper, B., et al., Deficiency of presenilin-1 inhibits the normal cleavage of amyloid precursor 
protein. Nature, 1998. 391(6665): p. 387-90. 

http://www.alzforum.org/res/com/mut/pre/table1.asp
http://www.alzforum.org/res/com/mut/pre/table2.asp


 

238 

 

159. Wolfe, M.S., et al., Two transmembrane aspartates in presenilin-1 required for presenilin 
endoproteolysis and gamma-secretase activity. Nature, 1999. 398(6727): p. 513-7. 

160. Scheuner, D., et al., Secreted amyloid beta-protein similar to that in the senile plaques of Alzheimer's 
disease is increased in vivo by the presenilin 1 and 2 and APP mutations linked to familial Alzheimer's 
disease. Nat Med, 1996. 2(8): p. 864-70. 

161. Lippa, C.F., et al., Abeta-42 deposition precedes other changes in PS-1 Alzheimer's disease. Lancet, 
1998. 352(9134): p. 1117-8. 

162. Shioi, J., et al., FAD mutants unable to increase neurotoxic Abeta 42 suggest that mutation effects on 
neurodegeneration may be independent of effects on Abeta. J Neurochem, 2007. 101(3): p. 674-81. 

163. Lee, J.H., et al., Lysosomal proteolysis and autophagy require presenilin 1 and are disrupted by 
Alzheimer-related PS1 mutations. Cell, 2010. 141(7): p. 1146-58. 

164. Johnston, J.M., et al., Calcium oscillations in type-1 astrocytes, the effect of a presenilin 1 (PS1) 
mutation. Neurosci Lett, 2006. 395(2): p. 159-64. 

165. Kovacs, D.M., et al., Alzheimer-associated presenilins 1 and 2: neuronal expression in brain and 
localization to intracellular membranes in mammalian cells. Nat Med, 1996. 2(2): p. 224-9. 

166. Bentahir, M., et al., Presenilin clinical mutations can affect gamma-secretase activity by different 
mechanisms. J Neurochem, 2006. 96(3): p. 732-42. 

167. Sato, N., et al., Increased production of beta-amyloid and vulnerability to endoplasmic reticulum stress 
by an aberrant spliced form of presenilin 2. J Biol Chem, 2001. 276(3): p. 2108-14. 

168. Grunberg, J., et al., Truncated presenilin 2 derived from differentially spliced mRNA does not affect the 
ratio of amyloid beta-peptide 1-42/1-40. Neuroreport, 1998. 9(14): p. 3293-9. 

169. Dipietro, L., et al., Successful aging. J Aging Res, 2012. 2012: p. 438537. 
170. Rowe, J.W. and R.L. Kahn, Human aging: usual and successful. Science, 1987. 237(4811): p. 143-9. 
171. Daviglus, M.L., et al., NIH State-of-the-Science Conference Statement: Preventing Alzheimer's Disease 

and Cognitive Decline. NIH Consens State Sci Statements, 2010. 27(4). 
172. Alonso Vilatela, M.E., M. Lopez Lopez, and P. Yescas Gomez, Genetics of Alzheimer's Disease. Arch 

Med Res, 2012. 
173. Harold, D., et al., Genome-wide association study identifies variants at CLU and PICALM associated 

with Alzheimer's disease. Nat Genet, 2009. 41(10): p. 1088-93. 
174. Lambert, J.C., et al., Genome-wide association study identifies variants at CLU and CR1 associated with 

Alzheimer's disease. Nat Genet, 2009. 41(10): p. 1094-9. 
175. Logue, M.W., et al., A comprehensive genetic association study of Alzheimer disease in African 

Americans. Arch Neurol, 2011. 68(12): p. 1569-79. 
176. Carrasquillo, M.M., et al., Replication of CLU, CR1, and PICALM associations with alzheimer disease. 

Arch Neurol, 2010. 67(8): p. 961-4. 
177. Carrasquillo, M.M., et al., Replication of BIN1 association with Alzheimer's disease and evaluation of 

genetic interactions. J Alzheimers Dis, 2011. 24(4): p. 751-8. 
178. Wijsman, E.M., et al., Genome-wide association of familial late-onset Alzheimer's disease replicates 

BIN1 and CLU and nominates CUGBP2 in interaction with APOE. PLoS Genet, 2011. 7(2): p. 
e1001308. 

179. Zhong, H. and R.L. Prentice, Correcting "winner's curse" in odds ratios from genomewide association 
findings for major complex human diseases. Genet Epidemiol, 2010. 34(1): p. 78-91. 

180. Sleegers, K., et al., The pursuit of susceptibility genes for Alzheimer's disease: progress and prospects. 
Trends Genet, 2010. 26(2): p. 84-93. 

181. Xiao, Q., et al., Role of phosphatidylinositol clathrin assembly lymphoid-myeloid leukemia (PICALM) in 
intracellular amyloid precursor protein (APP) processing and amyloid plaque pathogenesis. J Biol 
Chem, 2012. 287(25): p. 21279-89. 

182. Van Cauwenberghe, C., BIN1 and Picalm Are Associated With Alzheimer's Disease and CSF Tau Levels 
In The Flanders-Belgian Population. Alzheimers Dement, 2011. 7(4): p. S497. 

183. Kauwe, J.S., et al., Fine mapping of genetic variants in BIN1, CLU, CR1 and PICALM for association 
with cerebrospinal fluid biomarkers for Alzheimer's disease. PLoS One, 2011. 6(2): p. e15918. 

184. Corder, E.H., et al., Gene dose of apolipoprotein E type 4 allele and the risk of Alzheimer's disease in late 
onset families. Science, 1993. 261(5123): p. 921-3. 

185. Strittmatter, W.J., et al., Binding of human apolipoprotein E to synthetic amyloid beta peptide: isoform-
specific effects and implications for late-onset Alzheimer disease. Proc Natl Acad Sci U S A, 1993. 
90(17): p. 8098-102. 

186. Sando, S.B., et al., APOE epsilon 4 lowers age at onset and is a high risk factor for Alzheimer's disease; 
a case control study from central Norway. BMC Neurol, 2008. 8: p. 9. 

187. Gerdes, L.U., et al., Apolipoprotein E polymorphism in a Danish population compared to findings in 45 
other study populations around the world. Genet Epidemiol, 1992. 9(3): p. 155-67. 

188. Corbo, R.M. and R. Scacchi, Apolipoprotein E (APOE) allele distribution in the world. Is APOE*4 a 
'thrifty' allele? Ann Hum Genet, 1999. 63(Pt 4): p. 301-10. 

189. Singh, P.P., M. Singh, and S.S. Mastana, APOE distribution in world populations with new data from 
India and the UK. Ann Hum Biol, 2006. 33(3): p. 279-308. 

190. Okuizumi, K., et al., ApoE-epsilon 4 and early-onset Alzheimer's. Nat Genet, 1994. 7(1): p. 10-1. 



 

239 

 

191. Strittmatter, W.J., et al., Apolipoprotein E: high-avidity binding to beta-amyloid and increased frequency 
of type 4 allele in late-onset familial Alzheimer disease. Proc Natl Acad Sci U S A, 1993. 90(5): p. 1977-
81. 

192. Saunders, A.M., et al., Association of apolipoprotein E allele epsilon 4 with late-onset familial and 
sporadic Alzheimer's disease. Neurology, 1993. 43(8): p. 1467-72. 

193. van Duijn, C.M., et al., Apolipoprotein E4 allele in a population-based study of early-onset Alzheimer's 
disease. Nat Genet, 1994. 7(1): p. 74-8. 

194. Pearson, J.V., et al., Identification of the genetic basis for complex disorders by use of pooling-based 
genomewide single-nucleotide-polymorphism association studies. Am J Hum Genet, 2007. 80(1): p. 126-
39. 

195. Corder, E.H., et al., Protective effect of apolipoprotein E type 2 allele for late onset Alzheimer disease. 
Nat Genet, 1994. 7(2): p. 180-4. 

196. Myers, R.H., et al., Apolipoprotein E epsilon4 association with dementia in a population-based study: 
The Framingham study. Neurology, 1996. 46(3): p. 673-7. 

197. Bennett, C., et al., Evidence that the APOE locus influences rate of disease progression in late onset 
familial Alzheimer's Disease but is not causative. Am J Med Genet, 1995. 60(1): p. 1-6. 

198. Slooter, A.J., et al., Risk estimates of dementia by apolipoprotein E genotypes from a population-based 
incidence study: the Rotterdam Study. Arch Neurol, 1998. 55(7): p. 964-8. 

199. Daw, E.W., S.C. Heath, and E.M. Wijsman, Multipoint oligogenic analysis of age-at-onset data with 
applications to Alzheimer disease pedigrees. Am J Hum Genet, 1999. 64(3): p. 839-51. 

200. Daw, E.W., et al., The number of trait loci in late-onset Alzheimer disease. Am J Hum Genet, 2000. 
66(1): p. 196-204. 

201. Poirier, J., et al., Apolipoprotein E polymorphism and Alzheimer's disease. Lancet, 1993. 342(8873): p. 
697-9. 

202. Locke, P.A., et al., Apolipoprotein E4 allele and Alzheimer disease: examination of allelic association 
and effect on age at onset in both early- and late-onset cases. Genet Epidemiol, 1995. 12(1): p. 83-92. 

203. Kim, J., J.M. Basak, and D.M. Holtzman, The Role of Apolipoprotein E in Alzheimer's Disease. Neuron, 
2009. 63(3): p. 287-303. 

204. Bales, K.R., et al., Lack of apolipoprotein E dramatically reduces amyloid beta-peptide deposition. Nat 
Genet, 1997. 17(3): p. 263-4. 

205. Holtzman, D.M., et al., Apolipoprotein E isoform-dependent amyloid deposition and neuritic 
degeneration in a mouse model of Alzheimer's disease. Proc Natl Acad Sci U S A, 2000. 97(6): p. 2892-
7. 

206. Bell, R.D., et al., Transport pathways for clearance of human Alzheimer's amyloid beta-peptide and 
apolipoproteins E and J in the mouse central nervous system. J Cereb Blood Flow Metab, 2007. 27(5): p. 
909-18. 

207. Jordan, J., et al., Isoform-specific effect of apolipoprotein E on cell survival and beta-amyloid-induced 
toxicity in rat hippocampal pyramidal neuronal cultures. J Neurosci, 1998. 18(1): p. 195-204. 

208. Reiman, E.M., et al., Fibrillar amyloid-beta burden in cognitively normal people at 3 levels of genetic 
risk for Alzheimer's disease. Proc Natl Acad Sci U S A, 2009. 106(16): p. 6820-5. 

209. Mosconi, L., et al., Increased fibrillar amyloid-{beta} burden in normal individuals with a family history 
of late-onset Alzheimer's. Proc Natl Acad Sci U S A, 2010. 107(13): p. 5949-54. 

210. Hardy, J. and D.J. Selkoe, The amyloid hypothesis of Alzheimer's disease: progress and problems on the 
road to therapeutics. Science, 2002. 297(5580): p. 353-6. 

211. Forsberg, A., et al., PET imaging of amyloid deposition in patients with mild cognitive impairment. 
Neurobiol Aging, 2008. 29(10): p. 1456-65. 

212. Okello, A., et al., Microglial activation and amyloid deposition in mild cognitive impairment: a PET 
study. Neurology, 2009. 72(1): p. 56-62. 

213. Wolk, D.A., et al., Amyloid imaging in mild cognitive impairment subtypes. Ann Neurol, 2009. 65(5): p. 
557-68. 

214. Mahley, R.W., Apolipoprotein E: cholesterol transport protein with expanding role in cell biology. 
Science, 1988. 240(4852): p. 622-30. 

215. Martins, I.J., et al., Apolipoprotein E, cholesterol metabolism, diabetes, and the convergence of risk 
factors for Alzheimer's disease and cardiovascular disease. Mol Psychiatry, 2006. 11(8): p. 721-36. 

216. Bu, G., Apolipoprotein E and its receptors in Alzheimer's disease: pathways, pathogenesis and therapy. 
Nat Rev Neurosci, 2009. 10(5): p. 333-44. 

217. Mooijaart, S.P., et al., ApoE plasma levels and risk of cardiovascular mortality in old age. PLoS Med, 
2006. 3(6): p. e176. 

218. Buttini, M., et al., Expression of human apolipoprotein E3 or E4 in the brains of Apoe-/- mice: isoform-
specific effects on neurodegeneration. J Neurosci, 1999. 19(12): p. 4867-80. 

219. Horsburgh, K., et al., Influence of apolipoprotein E genotype on neuronal damage and apoE 
immunoreactivity in human hippocampus following global ischemia. J Neuropathol Exp Neurol, 1999. 
58(3): p. 227-34. 

220. Graham, D.I., et al., Apolipoprotein E and the response of the brain to injury. Acta Neurochir Suppl, 
1999. 73: p. 89-92. 



 

240 

 

221. Waters, R.J. and J.A. Nicoll, Genetic influences on outcome following acute neurological insults. Curr 
Opin Crit Care, 2005. 11(2): p. 105-10. 

222. Martinez-Gonzalez, N.A. and C.L. Sudlow, Effects of apolipoprotein E genotype on outcome after 
ischaemic stroke, intracerebral haemorrhage and subarachnoid haemorrhage. J Neurol Neurosurg 
Psychiatry, 2006. 77(12): p. 1329-35. 

223. Fan, M., et al., Cortical thickness is associated with different apolipoprotein E genotypes in healthy 
elderly adults. Neurosci Lett, 2010. 479(3): p. 332-6. 

224. Christensen, D.J., et al., Apolipoprotein E and Peptide Mimetics Modulate Inflammation by Binding the 
SET Protein and Activating Protein Phosphatase 2A. The Journal of Immunology, 2011. 186(4): p. 2535-
2542. 

225. Alexandraki, K., et al., Inflammatory process in type 2 diabetes: The role of cytokines. Ann N Y Acad 
Sci, 2006. 1084: p. 89-117. 

226. Libby, P., Inflammation and cardiovascular disease mechanisms. Am J Clin Nutr, 2006. 83(2): p. 456S-
460S. 

227. de Toledo Ferraz Alves, T.C., et al., Cardiac disorders as risk factors for Alzheimer's disease. J 
Alzheimers Dis, 2010. 20(3): p. 749-63. 

228. Almeida, O.P., et al., Smoking as a risk factor for Alzheimer’s disease: contrasting evidence from a 
systematic review of case–control and cohort studies. Addiction, 2002. 97(1): p. 15-28. 

229. Barnes, D.E. and K. Yaffe, The projected effect of risk factor reduction on Alzheimer's disease 
prevalence. Lancet Neurol, 2011. 10(9): p. 819-28. 

230. Cataldo, J.K., J.J. Prochaska, and S.A. Glantz, Cigarette smoking is a risk factor for Alzheimer's Disease: 
an analysis controlling for tobacco industry affiliation. J Alzheimers Dis, 2010. 19(2): p. 465-80. 

231. Peters, R., et al., Smoking, dementia and cognitive decline in the elderly, a systematic review. BMC 
Geriatr, 2008. 8: p. 36. 

232. Plassman, B.L., et al., Systematic review: factors associated with risk for and possible prevention of 
cognitive decline in later life. Ann Intern Med, 2010. 153(3): p. 182-93. 

233. Power, M.C., et al., The association between blood pressure and incident Alzheimer disease: a systematic 
review and meta-analysis. Epidemiology, 2011. 22(5): p. 646-59. 

234. Anstey, K.J., D.M. Lipnicki, and L.F. Low, Cholesterol as a risk factor for dementia and cognitive 
decline: a systematic review of prospective studies with meta-analysis. Am J Geriatr Psychiatry, 2008. 
16(5): p. 343-54. 

235. Anstey, K.J., et al., Body mass index in midlife and late-life as a risk factor for dementia: a meta-analysis 
of prospective studies. Obes Rev, 2011. 12(5): p. e426-37. 

236. Beydoun, M.A., H.A. Beydoun, and Y. Wang, Obesity and central obesity as risk factors for incident 
dementia and its subtypes: a systematic review and meta-analysis. Obes Rev, 2008. 9(3): p. 204-18. 

237. Qiu, C., M. Kivipelto, and E. von Strauss, Epidemiology of Alzheimer's disease: occurrence, 
determinants, and strategies toward intervention. Dialogues Clin Neurosci, 2009. 11(2): p. 111-28. 

238. McGuinness, B., et al., Cochrane review on 'Statins for the treatment of dementia'. Int J Geriatr 
Psychiatry, 2013. 28(2): p. 119-26. 

239. McGuinness, B., et al., Blood pressure lowering in patients without prior cerebrovascular disease for 
prevention of cognitive impairment and dementia. Cochrane Database Syst Rev, 2009(4): p. CD004034. 

240. Taylor, F., et al., Statins for the primary prevention of cardiovascular disease. Cochrane Database Syst 
Rev, 2011(1): p. CD004816. 

241. Minder, C.M., et al., Evidence-based use of statins for primary prevention of cardiovascular disease. Am 
J Med, 2012. 125(5): p. 440-6. 

242. Association, A.D., Diagnosis and Classification of Diabetes Mellitus. Diabetes Care, 2012. 
35(Supplement 1): p. S64-S71. 

243. Association., A.D., Diagnosis and Classification of Diabetes Mellitus. Diabetes Care, 2004. 27 Suppl 1: 
p. S5-S10. 

244. Diabetes-UK., Diabetes in the UK 2012: Key statistics on diabetes., D. UK., Editor 2012, Diabetes UK. 
245. Zaninotto, P., et al., Trends in obesity among adults in England from 1993 to 2004 by age and social 

class and projections of prevalence to 2012. J Epidemiol Community Health, 2009. 63(2): p. 140-6. 
246. Biessels, G.J., et al., Risk of dementia in diabetes mellitus: a systematic review. Lancet Neurol, 2006. 

5(1): p. 64-74. 
247. Lu, F.P., K.P. Lin, and H.K. Kuo, Diabetes and the risk of multi-system aging phenotypes: a systematic 

review and meta-analysis. PLoS One, 2009. 4(1): p. e4144. 
248. Lin, C.H. and W.H. Sheu, Hypoglycaemic episodes and risk of dementia in diabetes mellitus: 7-year 

follow-up subjects. J Intern Med, 2012. 
249. Hassing, L.B., et al., Diabetes mellitus is a risk factor for vascular dementia, but not for Alzheimer's 

disease: a population-based study of the oldest old. Int Psychogeriatr, 2002. 14(3): p. 239-48. 
250. Kington, R.S. and J.P. Smith, Socioeconomic status and racial and ethnic differences in functional status 

associated with chronic diseases. Am J Public Health, 1997. 87(5): p. 805-10. 
251. Brennan, S.L., et al., Socioeconomic status and risk factors for obesity and metabolic disorders in a 

population-based sample of adult females. Prev Med, 2009. 49(2-3): p. 165-71. 
252. Catindig, J.A., et al., Epidemiology of dementia in Asia: Insights on prevalence, trends and novel risk 

factors. J Neurol Sci, 2012. 321(1-2): p. 11-6. 



 

241 

 

253. Organization., W.H., World Health Statistics, 2012, WHO: Geneva. 
254. Du, S., et al., A new stage of the nutrition transition in China. Public Health Nutr, 2002. 5(1A): p. 169-

74. 
255. Kim, S., M. Symons, and B.M. Popkin, Contrasting socioeconomic profiles related to healthier lifestyles 

in China and the United States. Am J Epidemiol, 2004. 159(2): p. 184-91. 
256. Abate, N. and M. Chandalia, Ethnicity, type 2 diabetes & migrant Asian Indians. Indian J Med Res, 2007. 

125(3): p. 251-8. 
257. McNeely, M.J. and E.J. Boyko, Type 2 diabetes prevalence in Asian Americans: results of a national 

health survey. Diabetes Care, 2004. 27(1): p. 66-9. 
258. Ni Mhurchu, C., et al., Body mass index and risk of diabetes mellitus in the Asia-Pacific region. Asia Pac 

J Clin Nutr, 2006. 15(2): p. 127-33. 
259. Rajpathak, S.N., et al., Elevated risk of type 2 diabetes and metabolic syndrome among Asians and south 

Asians: results from the 2004 New York City HANES. Ethn Dis, 2010. 20(3): p. 225-30. 
260. Dosunmu, R., et al., Environmental and dietary risk factors in Alzheimer's disease. Expert Rev 

Neurother, 2007. 7(7): p. 887-900. 
261. Luchsinger, J.A. and R. Mayeux, Dietary factors and Alzheimer's disease. Lancet Neurol, 2004. 3(10): p. 

579-87. 
262. Solfrizzi, V., et al., Diet and Alzheimer's disease risk factors or prevention: the current evidence. Expert 

Rev Neurother, 2011. 11(5): p. 677-708. 
263. Hamer, M. and Y. Chida, Physical activity and risk of neurodegenerative disease: a systematic review of 

prospective evidence. Psychol Med, 2009. 39(1): p. 3-11. 
264. Sofi, F., et al., Physical activity and risk of cognitive decline: a meta-analysis of prospective studies. J 

Intern Med, 2011. 269(1): p. 107-17. 
265. Sharma, M. and P.K. Majumdar, Occupational lifestyle diseases: An emerging issue. Indian J Occup 

Environ Med, 2009. 13(3): p. 109-12. 
266. Ritchie, K., et al., Designing prevention programmes to reduce incidence of dementia: prospective cohort 

study of modifiable risk factors. BMJ, 2010. 341: p. c3885. 
267. Nagamatsu, L.S., et al., Resistance training promotes cognitive and functional brain plasticity in seniors 

with probable mild cognitive impairment. Arch Intern Med, 2012. 172(8): p. 666-8. 
268. Chiuve, S.E., et al., Primary prevention of stroke by healthy lifestyle. Circulation, 2008. 118(9): p. 947-

54. 
269. Gorelick, P.B., Primary prevention of stroke: impact of healthy lifestyle. Circulation, 2008. 118(9): p. 

904-6. 
270. Smith, P.J., et al., Effects of the dietary approaches to stop hypertension diet, exercise, and caloric 

restriction on neurocognition in overweight adults with high blood pressure. Hypertension, 2010. 55(6): 
p. 1331-8. 

271. Knowler, W.C., et al., Reduction in the incidence of type 2 diabetes with lifestyle intervention or 
metformin. N Engl J Med, 2002. 346(6): p. 393-403. 

272. Kosaka, K., M. Noda, and T. Kuzuya, Prevention of type 2 diabetes by lifestyle intervention: a Japanese 
trial in IGT males. Diabetes Res Clin Pract, 2005. 67(2): p. 152-62. 

273. Lindstrom, J., et al., Prevention of diabetes mellitus in subjects with impaired glucose tolerance in the 
Finnish Diabetes Prevention Study: results from a randomized clinical trial. J Am Soc Nephrol, 2003. 
14(7 Suppl 2): p. S108-13. 

274. Tuomilehto, J., et al., Prevention of type 2 diabetes mellitus by changes in lifestyle among subjects with 
impaired glucose tolerance. N Engl J Med, 2001. 344(18): p. 1343-50. 

275. Stranahan, A.M. and M.P. Mattson, Metabolic reserve as a determinant of cognitive aging. J Alzheimers 
Dis, 2012. 30 Suppl 2: p. S5-13. 

276. Kim, K.Y., B.E. Wood, and M.I. Wilson, Risk factors for Alzheimer's disease: an overview for clinical 
practitioners. Consult Pharm, 2005. 20(3): p. 224-30. 

277. Perneczky, R., et al., Brain reserve capacity in frontotemporal dementia: a voxel-based 18F-FDG PET 
study. Eur J Nucl Med Mol Imaging, 2007. 34(7): p. 1082-7. 

278. Herholz, K., Cerebral glucose metabolism in preclinical and prodromal Alzheimer's disease. Expert Rev 
Neurother, 2010. 10(11): p. 1667-73. 

279. Mann, U.M., et al., Heterogeneity in Alzheimer's disease: progression rate segregated by distinct 
neuropsychological and cerebral metabolic profiles. J Neurol Neurosurg Psychiatry, 1992. 55(10): p. 
956-9. 

280. Craft, S., et al., Accelerated decline in apolipoprotein E-epsilon4 homozygotes with Alzheimer's disease. 
Neurology, 1998. 51(1): p. 149-53. 

281. Murphy, G.M., Jr., et al., Rate of cognitive decline in AD is accelerated by the interleukin-1 alpha -889 
*1 allele. Neurology, 2001. 56(11): p. 1595-7. 

282. Prolo, P., et al., Physiologic modulation of natural killer cell activity as an index of Alzheimer's disease 
progression. Bioinformation, 2007. 1(9): p. 363-6. 

283. Bhargava, D., et al., Vascular disease and risk factors, rate of progression, and survival in Alzheimer's 
disease. J Geriatr Psychiatry Neurol, 2006. 19(2): p. 78-82. 

284. Mielke, M.M., et al., Vascular factors predict rate of progression in Alzheimer disease. Neurology, 2007. 
69(19): p. 1850-8. 



 

242 

 

285. Reisberg, B., et al., Mortality and temporal course of probable Alzheimer's disease: a 5-year prospective 
study. Int Psychogeriatr, 1996. 8(2): p. 291-311. 

286. Mungas, D., et al., Volumetric MRI predicts rate of cognitive decline related to AD and cerebrovascular 
disease. Neurology, 2002. 59(6): p. 867-73. 

287. van der Flier, W.M., M.A. van Buchem, and H.A. van Buchem, Volumetric MRI predicts rate of 
cognitive decline related to AD and cerebrovascular disease. Neurology, 2003. 60(9): p. 1558; author 
reply 1558-9. 

288. Jack, C.R., Jr., et al., Rates of hippocampal atrophy correlate with change in clinical status in aging and 
AD. Neurology, 2000. 55(4): p. 484-89. 

289. Rusinek, H., et al., Atrophy rate in medial temporal lobe during progression of Alzheimer disease. 
Neurology, 2004. 63(12): p. 2354-9. 

290. Jack, C.R., Jr., et al., Comparison of different MRI brain atrophy rate measures with clinical disease 
progression in AD. Neurology, 2004. 62(4): p. 591-600. 

291. Ridha, B.H., et al., Tracking atrophy progression in familial Alzheimer's disease: a serial MRI study. 
Lancet Neurol, 2006. 5(10): p. 828-34. 

292. Sluimer, J.D., et al., Whole-brain atrophy rate in Alzheimer disease: identifying fast progressors. 
Neurology, 2008. 70(19 Pt 2): p. 1836-41. 

293. McEvoy, L.K., et al., Alzheimer disease: quantitative structural neuroimaging for detection and 
prediction of clinical and structural changes in mild cognitive impairment. Radiology, 2009. 251(1): p. 
195-205. 

294. Greenberg, N., et al., A proposed metabolic strategy for monitoring disease progression in Alzheimer's 
disease. Electrophoresis, 2009. 30(7): p. 1235-9. 

295. Li, N.J., et al., Plasma metabolic profiling of Alzheimer's disease by liquid chromatography/mass 
spectrometry. Clin Biochem, 2010. 43(12): p. 992-7. 

296. Marra, C., M.C. Silveri, and G. Gainotti, Predictors of cognitive decline in the early stage of probable 
Alzheimer's disease. Dement Geriatr Cogn Disord, 2000. 11(4): p. 212-8. 

297. Storandt, M., et al., Rates of progression in mild cognitive impairment and early Alzheimer's disease. 
Neurology, 2002. 59(7): p. 1034-41. 

298. De Leon, M.J. and H. Braak, An atlas of Alzheimer's disease. The encyclopedia of visual medicine series. 
1999, New York: Parthenon Pub. Group. 149 p. 

299. Reisberg, B., et al., The Global Deterioration Scale for assessment of primary degenerative dementia. 
Am J Psychiatry, 1982. 139(9): p. 1136-9. 

300. Sperling, R.A., et al., Toward defining the preclinical stages of Alzheimer's disease: recommendations 
from the National Institute on Aging-Alzheimer's Association workgroups on diagnostic guidelines for 
Alzheimer's disease. Alzheimers Dement, 2011. 7(3): p. 280-92. 

301. Flicker, C., S.H. Ferris, and B. Reisberg, Mild cognitive impairment in the elderly: predictors of 
dementia. Neurology, 1991. 41(7): p. 1006-9. 

302. Smith, G.E., et al., Definition, course, and outcome of mild cognitive impairment. Aging, 
Neuropsychology, and Cognition, 1996. 3(2): p. 141-147. 

303. Petersen, R.C. and S. Negash, Mild cognitive impairment: an overview. CNS Spectr, 2008. 13(1): p. 45-
53. 

304. Petersen, R.C., et al., Mild cognitive impairment: clinical characterization and outcome. Arch Neurol, 
1999. 56(3): p. 303-8. 

305. Negash, S., et al., Successful aging: definitions and prediction of longevity and conversion to mild 
cognitive impairment. Am J Geriatr Psychiatry, 2011. 19(6): p. 581-8. 

306. Alzheimer's-Association. Seven Stages of Alzheimer's. 2012; Available from: 
http://www.alz.org/alzheimers_disease_stages_of_alzheimers.asp. 

307. Leyhe, T., et al., Impairment of episodic and semantic autobiographical memory in patients with mild 
cognitive impairment and early Alzheimer's disease. Neuropsychologia, 2009. 47(12): p. 2464-9. 

308. Ganguli, M., et al., Outcomes of mild cognitive impairment by definition: a population study. Arch 
Neurol, 2011. 68(6): p. 761-7. 

309. Lehrner, J., et al., Annual conversion to alzheimer disease among patients with memory complaints 
attending an outpatient memory clinic: the influence of amnestic mild cognitive impairment and the 
predictive value of neuropsychological testing. Wien Klin Wochenschr, 2005. 117(18): p. 629-35. 

310. Busse, A., et al., Subclassifications for mild cognitive impairment: prevalence and predictive validity. 
Psychol Med, 2003. 33(6): p. 1029-38. 

311. Mufson, E.J., et al., Mild cognitive impairment: pathology and mechanisms. Acta Neuropathol, 2012. 
123(1): p. 13-30. 

312. Mitchell, A.J. and M. Shiri-Feshki, Rate of progression of mild cognitive impairment to dementia--meta-
analysis of 41 robust inception cohort studies. Acta Psychiatr Scand, 2009. 119(4): p. 252-65. 

313. Mitchell, A.J. and M. Shiri-Feshki, Temporal trends in the long term risk of progression of mild cognitive 
impairment: a pooled analysis. J Neurol Neurosurg Psychiatry, 2008. 79(12): p. 1386-91. 

314. Whitehouse, P.J., Mild cognitive impairment-a confused concept? Nat Clin Pract Neurol, 2007. 3(2): p. 
62-3. 

315. Ward, A., et al., Mild cognitive impairment: disparity of incidence and prevalence estimates. Alzheimers 
Dement, 2012. 8(1): p. 14-21. 

http://www.alz.org/alzheimers_disease_stages_of_alzheimers.asp


 

243 

 

316. Ingles, J.L., et al., Five-year outcomes for dementia defined solely by neuropsychological test 
performance. Neuroepidemiology, 2003. 22(3): p. 172-8. 

317. Wolf, H., et al., The prognosis of mild cognitive impairment in the elderly. J Neural Transm Suppl, 1998. 
54: p. 31-50. 

318. Gunderman, R.B. and D.M. Bachman, Aging and cognitive reserve. J Am Coll Radiol, 2008. 5(5): p. 
670-2. 

319. Tucker, A.M. and Y. Stern, Cognitive reserve in aging. Curr Alzheimer Res, 2011. 8(4): p. 354-60. 
320. McKhann, G., et al., Clinical diagnosis of Alzheimer's disease: report of the NINCDS-ADRDA Work 

Group under the auspices of Department of Health and Human Services Task Force on Alzheimer's 
Disease. Neurology, 1984. 34(7): p. 939-44. 

321. Jack, C.R., Jr., et al., Introduction to the recommendations from the National Institute on Aging-
Alzheimer's Association workgroups on diagnostic guidelines for Alzheimer's disease. Alzheimers 
Dement, 2011. 7(3): p. 257-62. 

322. Dubois, B., et al., Research criteria for the diagnosis of Alzheimer's disease: revising the NINCDS-
ADRDA criteria. Lancet Neurol, 2007. 6(8): p. 734-46. 

323. Dubois, B., G. Picard, and M. Sarazin, Early detection of Alzheimer's disease: new diagnostic criteria. 
Dialogues Clin Neurosci, 2009. 11(2): p. 135-9. 

324. Foster, N.L., A new framework for the diagnosis of Alzheimer's disease. Lancet Neurol, 2007. 6(8): p. 
667-9. 

325. Sarazin, M., et al., Clinical and research diagnostic criteria for Alzheimer's disease. Neuroimaging Clin 
N Am, 2012. 22(1): p. 23-32,viii. 

326. Hyman, B.T., et al., National Institute on Aging-Alzheimer's Association guidelines for the 
neuropathologic assessment of Alzheimer's disease. Alzheimers Dement, 2012. 8(1): p. 1-13. 

327. Montine, T.J., et al., National Institute on Aging-Alzheimer's Association guidelines for the 
neuropathologic assessment of Alzheimer's disease: a practical approach. Acta Neuropathol, 2012. 
123(1): p. 1-11. 

328. Herrup, K., Commentary on "Recommendations from the National Institute on Aging-Alzheimer's 
Association workgroups on diagnostic guidelines for Alzheimer's disease." Addressing the challenge of 
Alzheimer's disease in the 21st century. Alzheimers Dement, 2011. 7(3): p. 335-7. 

329. Khachaturian, Z.S., Revised criteria for diagnosis of Alzheimer's disease: National Institute on Aging-
Alzheimer's Association diagnostic guidelines for Alzheimer's disease. Alzheimers Dement, 2011. 7(3): p. 
253-6. 

330. Zetterberg, H., New diagnostic criteria for Alzheimer's disease. Biomark Med, 2011. 5(4): p. 407-9. 
331. Weintraub, S., A.H. Wicklund, and D.P. Salmon, The neuropsychological profile of Alzheimer disease. 

Cold Spring Harb Perspect Med, 2012. 2(4): p. a006171. 
332. Duyckaerts, C., Disentangling Alzheimer's disease. Lancet Neurol, 2011. 10(9): p. 774-5. 
333. Hyman, B.T., et al., Perforant pathway changes and the memory impairment of Alzheimer's disease. Ann 

Neurol, 1986. 20(4): p. 472-81. 
334. Braak, H. and E. Braak, Neuropathological stageing of Alzheimer-related changes. Acta Neuropathol, 

1991. 82(4): p. 239-59. 
335. Van Hoesen, G.W. and B.T. Hyman, Hippocampal formation: anatomy and the patterns of pathology in 

Alzheimer's disease. Prog Brain Res, 1990. 83: p. 445-57. 
336. Van Hoesen, G.W., B.T. Hyman, and A.R. Damasio, Entorhinal cortex pathology in Alzheimer's disease. 

Hippocampus, 1991. 1(1): p. 1-8. 
337. Van Hoesen, G.W., Ventromedial temporal lobe anatomy, with comments on Alzheimer's disease and 

temporal injury. J Neuropsychiatry Clin Neurosci, 1997. 9(3): p. 331-41. 
338. Alzheimer's-Association., Behavioral and psychiatric symptoms of Alzheimer's disease 2008. p. 4. 
339. Mega, M.S., et al., The spectrum of behavioral changes in Alzheimer's disease. Neurology, 1996. 46(1): 

p. 130-5. 
340. Aalten, P., et al., Neuropsychiatric syndromes in dementia. Results from the European Alzheimer Disease 

Consortium: part I. Dement Geriatr Cogn Disord, 2007. 24(6): p. 457-63. 
341. Lyketsos, C.G., et al., Neuropsychiatric symptoms in Alzheimer's disease. Alzheimers Dement, 2011. 

7(5): p. 532-9. 
342. Lawlor, B., Managing behavioural and psychological symptoms in dementia. Br J Psychiatry, 2002. 181: 

p. 463-5. 
343. Gauthier, S., Clinical diagnosis and management of Alzheimer's disease. Third ed. 2006, Boston: 

Butterworth-Heinemann. xi, 392 p. 
344. American Psychiatric Association., Electronic DSM-IV-TR plus, 2000, American Psychiatric 

Association,: Washington, D.C. p. 1 CD-ROM. 
345. McKhann, G.M., et al., The diagnosis of dementia due to Alzheimer's disease: recommendations from the 

National Institute on Aging-Alzheimer's Association workgroups on diagnostic guidelines for Alzheimer's 
disease. Alzheimers Dement, 2011. 7(3): p. 263-9. 

346. Perneczky, R., et al., Impairment of activities of daily living requiring memory or complex reasoning as 
part of the MCI syndrome. Int J Geriatr Psychiatry, 2006. 21(2): p. 158-162. 

347. Perneczky, R., et al., Complex activities of daily living in mild cognitive impairment: conceptual and 
diagnostic issues. Age Ageing, 2006. 35(3): p. 240-245. 



 

244 

 

348. Marshall, G.A., et al., Executive function and instrumental activities of daily living in mild cognitive 
impairment and Alzheimer's disease. Alzheimers Dement, 2011. 7(3): p. 300-8. 

349. Sacco, G., et al., Detection of activities of daily living impairment in Alzheimer's disease and mild 
cognitive impairment using information and communication technology. Clin Interv Aging, 2012. 7: p. 
539-49. 

350. Feldman, H., et al., Behavioral symptoms in mild cognitive impairment. Neurology, 2004. 62(7): p. 1199-
201. 

351. Tam, C.W., et al., Clinical correlates of functional performance in community-dwelling Chinese older 
persons with mild cognitive impairment. Int Psychogeriatr, 2008. 20(5): p. 1059-70. 

352. Lee, K.S., et al., Differences in neuropsychiatric symptoms according to mild cognitive impairment 
subtypes in the community. Dement Geriatr Cogn Disord, 2008. 26(3): p. 212-7. 

353. Chan, D.C., et al., Prevalence and correlates of behavioral and psychiatric symptoms in community-
dwelling elders with dementia or mild cognitive impairment: the Memory and Medical Care Study. Int J 
Geriatr Psychiatry, 2003. 18(2): p. 174-82. 

354. van der Linde, R., et al., Behavioural and psychological symptoms in the older population without 
dementia - relationship with socio-demographics, health and cognition. BMC Geriatr, 2010. 10(1): p. 87. 

355. Senanarong, V., et al., Neuropsychiatric symptoms, functional impairment and executive ability in Thai 
patients with Alzheimer's disease. Int Psychogeriatr, 2005. 17(1): p. 81-90. 

356. Forstl, H. and A. Kurz, Clinical features of Alzheimer's disease. Eur Arch Psychiatry Clin Neurosci, 
1999. 249(6): p. 288-90. 

357. Chui, H.C., The significance of clinically defined subgroups of Alzheimer's disease. J Neural Transm 
Suppl, 1987. 24: p. 57-68. 

358. Komarova, N.L. and C.J. Thalhauser, High degree of heterogeneity in Alzheimer's disease progression 
patterns. PLoS Comput Biol, 2011. 7(11): p. e1002251. 

359. Squire, L.R., Memory systems of the brain: a brief history and current perspective. Neurobiol Learn 
Mem, 2004. 82(3): p. 171-7. 

360. Squire, L.R., Memory and brain systems: 1969-2009. J Neurosci, 2009. 29(41): p. 12711-6. 
361. Huntley, J.D. and R.J. Howard, Working memory in early Alzheimer's disease: a neuropsychological 

review. Int J Geriatr Psychiatry, 2010. 25(2): p. 121-32. 
362. Gagnon, L.G. and S. Belleville, Working memory in mild cognitive impairment and Alzheimer's disease: 

contribution of forgetting and predictive value of complex span tasks. Neuropsychology, 2011. 25(2): p. 
226-36. 

363. Baddeley, A., Working memory: theories, models, and controversies. Annu Rev Psychol, 2012. 63: p. 1-
29. 

364. Schacter, D.L., Implicit memory: History and current status. Journal of Experimental Psychology: 
Learning, Memory, and Cognition, 1987. 13: p. 501-518. 

365. Squire, L.R. and S.M. Zola, Structure and function of declarative and nondeclarative memory systems. 
Proceedings of the National Academy of Sciences, 1996. 93(24): p. 13515-13522. 

366. Tulving, E., Episodic and semantic memory In Organization of Memory. 1972, New York: Academic 
Press. 

367. Tulving, E., Episodic memory: from mind to brain. Annu Rev Psychol, 2002. 53: p. 1-25. 
368. Eichenbaum, H., A cortical-hippocampal system for declarative memory. Nat Rev Neurosci, 2000. 1(1): 

p. 41-50. 
369. Squire, L.R., C.E. Stark, and R.E. Clark, The medial temporal lobe. Annu Rev Neurosci, 2004. 27: p. 

279-306. 
370. Squire, L.R. and J.T. Wixted, The cognitive neuroscience of human memory since H.M. Annu Rev 

Neurosci, 2011. 34: p. 259-88. 
371. Wixted, J.T. and L.R. Squire, The medial temporal lobe and the attributes of memory. Trends Cogn Sci, 

2011. 15(5): p. 210-7. 
372. Dickerson, B.C. and H. Eichenbaum, The episodic memory system: neurocircuitry and disorders. 

Neuropsychopharmacology, 2010. 35(1): p. 86-104. 
373. Vann, S.D. and M.M. Albasser, Hippocampus and neocortex: recognition and spatial memory. Curr Opin 

Neurobiol, 2011. 21(3): p. 440-5. 
374. Milner, B., Amnesia following operation on the temporal lobes. In: (eds) Whitty, C. W. M, Zangwill., O. 

L. Amnesia. 1966, London: Butterworths. 
375. Buckner, R.L. and M.E. Wheeler, The cognitive neuroscience of remembering. Nat Rev Neurosci, 2001. 

2(9): p. 624-34. 
376. Dobbins, I.G., et al., Executive control during episodic retrieval: multiple prefrontal processes subserve 

source memory. Neuron, 2002. 35(5): p. 989-96. 
377. Schacter, D.L. and D.R. Addis, The cognitive neuroscience of constructive memory: remembering the 

past and imagining the future. Philos Trans R Soc Lond B Biol Sci, 2007. 362(1481): p. 773-86. 
378. Farovik, A., et al., Medial prefrontal cortex supports recollection, but not familiarity, in the rat. J 

Neurosci, 2008. 28(50): p. 13428-34. 
379. Uncapher, M.R., L.J. Otten, and M.D. Rugg, Episodic encoding is more than the sum of its parts: an 

fMRI investigation of multifeatural contextual encoding. Neuron, 2006. 52(3): p. 547-56. 



 

245 

 

380. Hamani, C., et al., Memory enhancement induced by hypothalamic/fornix deep brain stimulation. Ann 
Neurol, 2008. 63(1): p. 119-23. 

381. Tanaka, Y., et al., Amnesia following damage to the mammillary bodies. Neurology, 1997. 48(1): p. 160-
5. 

382. Yoneoka, Y., et al., Acute Korsakoff syndrome following mammillothalamic tract infarction. AJNR Am J 
Neuroradiol, 2004. 25(6): p. 964-8. 

383. Stenset, V., et al., Diaschisis after thalamic stroke: a comparison of metabolic and structural changes in 
a patient with amnesic syndrome. Acta Neurol Scand Suppl, 2007. 187: p. 68-71. 

384. Ystad, M., et al., Subcortical functional connectivity and verbal episodic memory in healthy elderly--a 
resting state fMRI study. Neuroimage, 2010. 52(1): p. 379-88. 

385. Shohamy, D. and A.D. Wagner, Integrating memories in the human brain: hippocampal-midbrain 
encoding of overlapping events. Neuron, 2008. 60(2): p. 378-89. 

386. Epstein, R.A. and J.S. Higgins, Differential parahippocampal and retrosplenial involvement in three 
types of visual scene recognition. Cereb Cortex, 2007. 17(7): p. 1680-93. 

387. Erez, J., A.C. Lee, and M.D. Barense, It does not look odd to me: Perceptual impairments and eye 
movements in amnesic patients with medial temporal lobe damage. Neuropsychologia, 2012. 

388. Chun, M.M. and M.K. Johnson, Memory: enduring traces of perceptual and reflective attention. Neuron, 
2011. 72(4): p. 520-35. 

389. Clayton, N.S., T.J. Bussey, and A. Dickinson, Can animals recall the past and plan for the future? Nat 
Rev Neurosci, 2003. 4(8): p. 685-91. 

390. Eacott, M.J. and A. Easton, Episodic memory in animals: remembering which occasion. 
Neuropsychologia, 2010. 48(8): p. 2273-80. 

391. Nestor, P.J., P. Scheltens, and J.R. Hodges, Advances in the early detection of Alzheimer's disease. Nat 
Med, 2004. 10 Suppl: p. S34-41. 

392. Salmon, D., Disorders of memory in Alzheimer’s disease. 
               In Handbook of neuropsychology. 2nd ed. Memory and its disorders. 2000, Amsterdam ; New York: 

Elsevier. v. <1-8, pt. 2 9 >. 
393. Pena-Casanova, J., et al., Neuropsychology of Alzheimer's Disease. Arch Med Res, 2012. 
394. Arriagada, P.V., et al., Neurofibrillary tangles but not senile plaques parallel duration and severity of 

Alzheimer's disease. Neurology, 1992. 42(3 Pt 1): p. 631-9. 
395. Braak, H. and E. Braak, Staging of Alzheimer's disease-related neurofibrillary changes. Neurobiol 

Aging, 1995. 16(3): p. 271-8; discussion 278-84. 
396. Delacourte, A., et al., The biochemical pathway of neurofibrillary degeneration in aging and Alzheimer's 

disease. Neurology, 1999. 52(6): p. 1158-65. 
397. Wilcock, G.K. and M.M. Esiri, Plaques, tangles and dementia. A quantitative study. J Neurol Sci, 1982. 

56(2-3): p. 343-56. 
398. Iqbal, K. and I. Grundke-Iqbal, Neurofibrillary pathology leads to synaptic loss and not the other way 

around in Alzheimer disease. J Alzheimers Dis, 2002. 4(3): p. 235-8. 
399. van Strien, N.M., N.L. Cappaert, and M.P. Witter, The anatomy of memory: an interactive overview of 

the parahippocampal-hippocampal network. Nat Rev Neurosci, 2009. 10(4): p. 272-82. 
400. Braak, H. and E. Braak, Evolution of the neuropathology of Alzheimer's disease. Acta Neurol Scand 

Suppl, 1996. 165: p. 3-12. 
401. Gomez-Isla, T., et al., Neuronal loss correlates with but exceeds neurofibrillary tangles in Alzheimer's 

disease. Ann Neurol, 1997. 41(1): p. 17-24. 
402. Andorfer, C., et al., Cell-cycle reentry and cell death in transgenic mice expressing nonmutant human tau 

isoforms. J Neurosci, 2005. 25(22): p. 5446-54. 
403. Polydoro, M., et al., Age-dependent impairment of cognitive and synaptic function in the htau mouse 

model of tau pathology. J Neurosci, 2009. 29(34): p. 10741-9. 
404. Lue, L.F., et al., Soluble amyloid beta peptide concentration as a predictor of synaptic change in 

Alzheimer's disease. Am J Pathol, 1999. 155(3): p. 853-62. 
405. McLean, C.A., et al., Soluble pool of Abeta amyloid as a determinant of severity of neurodegeneration in 

Alzheimer's disease. Ann Neurol, 1999. 46(6): p. 860-6. 
406. Wang, J., et al., The levels of soluble versus insoluble brain Abeta distinguish Alzheimer's disease from 

normal and pathologic aging. Exp Neurol, 1999. 158(2): p. 328-37. 
407. Ferreira, S.T. and W.L. Klein, The Abeta oligomer hypothesis for synapse failure and memory loss in 

Alzheimer's disease. Neurobiol Learn Mem, 2011. 96(4): p. 529-43. 
408. Selkoe, D.J., Alzheimer's disease is a synaptic failure. Science, 2002. 298(5594): p. 789-91. 
409. Walsh, D.M. and D.J. Selkoe, Oligomers on the brain: the emerging role of soluble protein aggregates in 

neurodegeneration. Protein Pept Lett, 2004. 11(3): p. 213-28. 
410. Klein, W.L., G.A. Krafft, and C.E. Finch, Targeting small Abeta oligomers: the solution to an 

Alzheimer's disease conundrum? Trends Neurosci, 2001. 24(4): p. 219-24. 
411. Ono, K. and M. Yamada, Low-n oligomers as therapeutic targets of Alzheimer's disease. J Neurochem, 

2011. 117(1): p. 19-28. 
412. Yiannopoulou, K.G. and S.G. Papageorgiou, Current and future treatments for Alzheimer's disease. Ther 

Adv Neurol Disord, 2013. 6(1): p. 19-33. 



 

246 

 

413. Morris, J.C., et al., Cerebral amyloid deposition and diffuse plaques in "normal" aging: Evidence for 
presymptomatic and very mild Alzheimer's disease. Neurology, 1996. 46(3): p. 707-19. 

414. Reiman, E.M., et al., Preclinical evidence of Alzheimer's disease in persons homozygous for the epsilon 4 
allele for apolipoprotein E. N Engl J Med, 1996. 334(12): p. 752-8. 

415. Moonis, M., et al., Familial Alzheimer disease: decreases in CSF Abeta42 levels precede cognitive 
decline. Neurology, 2005. 65(2): p. 323-5. 

416. Mintun, M.A., et al., [11C]PIB in a nondemented population: potential antecedent marker of Alzheimer 
disease. Neurology, 2006. 67(3): p. 446-52. 

417. De Meyer, G., et al., Diagnosis-independent Alzheimer disease biomarker signature in cognitively 
normal elderly people. Arch Neurol, 2010. 67(8): p. 949-56. 

418. Reiman, E.M., et al., Alzheimer's disease: implications of the updated diagnostic and research criteria. J 
Clin Psychiatry, 2011. 72(9): p. 1190-6. 

419. Becker, J.A., et al., Amyloid-beta associated cortical thinning in clinically normal elderly. Ann Neurol, 
2011. 69(6): p. 1032-42. 

420. Buckner, R.L., J.R. Andrews-Hanna, and D.L. Schacter, The brain's default network: anatomy, function, 
and relevance to disease. Ann N Y Acad Sci, 2008. 1124: p. 1-38. 

421. Sperling, R.A., et al., Functional alterations in memory networks in early Alzheimer's disease. 
Neuromolecular Med, 2010. 12(1): p. 27-43. 

422. Jagust, W., Amyloid + Activation = Alzheimer's? Neuron, 2009. 63(2): p. 141-143. 
423. Ashford, J.W., et al., Imaging the Alzheimer brain. J Alzheimers Dis, 2011. 26 Suppl 3: p. 1-27. 
424. Johnson, K.A., et al., Brain imaging in Alzheimer disease. Cold Spring Harb Perspect Med, 2012. 2(4): p. 

a006213. 
425. Greene, J.D., J.R. Hodges, and A.D. Baddeley, Autobiographical memory and executive function in early 

dementia of Alzheimer type. Neuropsychologia, 1995. 33(12): p. 1647-70. 
426. Baudic, S., et al., Executive function deficits in early Alzheimer's disease and their relations with episodic 

memory. Arch Clin Neuropsychol, 2006. 21(1): p. 15-21. 
427. Fuld, P.A., et al., Intrusions as a sign of Alzheimer dementia: chemical and pathological verification. 

Ann Neurol, 1982. 11(2): p. 155-9. 
428. Jacobs, D., et al., Intrusion errors in the figural memory of patients with Alzheimer's and Huntington's 

disease. Arch Clin Neuropsychol, 1990. 5(1): p. 49-57. 
429. Delis, D.C., et al., Profiles of demented and amnesic patients on the California Verbal Learning Test: 

Implications for the assessment of memory disorders. Psychol Assessment, 1991. 3: p. 19-26. 
430. Fletcher, P.C. and R.N. Henson, Frontal lobes and human memory: insights from functional 

neuroimaging. Brain, 2001. 124(Pt 5): p. 849-81. 
431. Simons, J.S. and H.J. Spiers, Prefrontal and medial temporal lobe interactions in long-term memory. Nat 

Rev Neurosci, 2003. 4(8): p. 637-48. 
432. Cabeza, R., et al., The parietal cortex and episodic memory: an attentional account. Nat Rev Neurosci, 

2008. 9(8): p. 613-25. 
433. Buckner, R.L. and D.L. Schacter, Neural correlates of memory’s successes and sins, in The Cognitive 

Neurosciences III, M.S. Gazzaniga, Editor. 2004, MIT Press: Cambridge, MA. 
434. Budson, A.E., et al., Suppression of false recognition in Alzheimer's disease and in patients with frontal 

lobe lesions. Brain, 2002. 125(Pt 12): p. 2750-65. 
435. Martin, A., et al., On the nature of the verbal memory deficit in Alzheimer's disease. Brain Lang, 1985. 

25(2): p. 323-41. 
436. Goldblum, M.C., et al., The influence of semantic and perceptual encoding on recognition memory in 

Alzheimer's disease. Neuropsychologia, 1998. 36(8): p. 717-29. 
437. Dalla Barba, G. and M.C. Goldblum, The influence of semantic encoding on recognition memory in 

Alzheimer's disease. Neuropsychologia, 1996. 34(12): p. 1181-6. 
438. Hart, J. and M.A. Kraut, Neural basis of semantic memory. 2007, Cambridge, UK ; New York: 

Cambridge University Press. xii, 381 p. 
439. Caramazza, A. and B.Z. Mahon, The organisation of conceptual knowledge in the brain: The future's 

past and some future directions. Cogn Neuropsychol, 2006. 23(1): p. 13-38. 
440. Hart, J., Jr., et al., Semantic memory retrieval circuit: Role of pre-SMA, caudate, and thalamus. Brain 

Lang, 2012. 
441. Moscovitch, M., et al., Functional neuroanatomy of remote episodic, semantic and spatial memory: a 

unified account based on multiple trace theory. J Anat, 2005. 207(1): p. 35-66. 
442. Martin, A. and L.L. Chao, Semantic memory and the brain: structure and processes. Curr Opin 

Neurobiol, 2001. 11(2): p. 194-201. 
443. Martin, A., The representation of object concepts in the brain. Annu Rev Psychol, 2007. 58: p. 25-45. 
444. Patterson, K., P.J. Nestor, and T.T. Rogers, Where do you know what you know? The representation of 

semantic knowledge in the human brain. Nat Rev Neurosci, 2007. 8(12): p. 976-87. 
445. Binder, J.R., et al., Where is the semantic system? A critical review and meta-analysis of 120 functional 

neuroimaging studies. Cereb Cortex, 2009. 19(12): p. 2767-96. 
446. Manns, J.R., R.O. Hopkins, and L.R. Squire, Semantic memory and the human hippocampus. Neuron, 

2003. 38(1): p. 127-33. 
447. Davies, R.R., et al., The pathological basis of semantic dementia. Brain, 2005. 128(Pt 9): p. 1984-95. 



 

247 

 

448. Verma, M. and R.J. Howard, Semantic memory and language dysfunction in early Alzheimer's disease: a 
review. Int J Geriatr Psychiatry, 2012. 27(12): p. 1209-1217. 

449. Giffard, B., et al., The neural substrates of semantic memory deficits in early Alzheimer's disease: clues 
from semantic priming effects and FDG-PET. Neuropsychologia, 2008. 46(6): p. 1657-66. 

450. Renoult, L., et al., Personal semantics: at the crossroads of semantic and episodic memory. Trends Cogn 
Sci, 2012. 16(11): p. 550-8. 

451. Naomi Eilan, N., R.A. McCarthy, and B. Brewer, Spatial Representation: Problems in Philosophy and 
Psychology. 1999: Oxford University Press, USA. 

452. Paul, C.M., G. Magda, and S. Abel, Spatial memory: Theoretical basis and comparative review on 
experimental methods in rodents. Behav Brain Res, 2009. 203(2): p. 151-64. 

453. O'Keefe, J. and L. Nadel, The hippocampus as a cognitive map. 1978, Oxford New York: Clarendon 
Press ; Oxford University Press. xiv, 570 p. 

454. Wallace, D.G., D.A. Hamilton, and I.Q. Whishaw, Movement characteristics support a role for dead 
reckoning in organizing exploratory behavior. Anim Cogn, 2006. 9(3): p. 219-28. 

455. Wolbers, T., et al., Spatial updating: how the brain keeps track of changing object locations during 
observer motion. Nat Neurosci, 2008. 11(10): p. 1223-30. 

456. Finlay, C.A., M.A. Motes, and M. Kozhevnikov, Updating representations of learned scenes. Psychol 
Res, 2007. 71(3): p. 265-76. 

457. Motes, M.A., C.A. Finlay, and M. Kozhevnikov, Scene recognition following locomotion around a scene. 
Perception, 2006. 35(11): p. 1507-20. 

458. Wang, R.F., Theories of spatial representations and reference frames: what can configuration errors tell 
us? Psychon Bull Rev, 2012. 19(4): p. 575-87. 

459. Zhang, H., W. Mou, and T.P. McNamara, Spatial updating according to a fixed reference direction of a 
briefly viewed layout. Cognition, 2011. 119(3): p. 419-29. 

460. Mou, W., et al., Roles of egocentric and allocentric spatial representations in locomotion and 
reorientation. J Exp Psychol Learn Mem Cogn, 2006. 32(6): p. 1274-90. 

461. Tsuchiai, T., et al., Implicit learning of viewpoint-independent spatial layouts. Front Psychol, 2012. 3: p. 
207. 

462. Etienne, A.S., R. Maurer, and V. Seguinot, Path integration in mammals and its interaction with visual 
landmarks. J Exp Biol, 1996. 199(Pt 1): p. 201-9. 

463. Collett, T.S. and P. Graham, Animal navigation: path integration, visual landmarks and cognitive maps. 
Curr Biol, 2004. 14(12): p. R475-7. 

464. Burgess, N., Spatial cognition and the brain. Ann N Y Acad Sci, 2008. 1124: p. 77-97. 
465. Burgess, N., Spatial memory: how egocentric and allocentric combine. Trends Cogn Sci, 2006. 10(12): p. 

551-7. 
466. Moser, E.I., E. Kropff, and M.B. Moser, Place cells, grid cells, and the brain's spatial representation 

system. Annu Rev Neurosci, 2008. 31: p. 69-89. 
467. Hollup, S.A., et al., Place fields of rat hippocampal pyramidal cells and spatial learning in the 

watermaze. Eur J Neurosci, 2001. 13(6): p. 1197-208. 
468. Canovas, R., et al., A new virtual task to evaluate human place learning. Behav Brain Res, 2008. 190(1): 

p. 112-8. 
469. Driscoll, I., et al., Virtual navigation in humans: the impact of age, sex, and hormones on place learning. 

Horm Behav, 2005. 47(3): p. 326-35. 
470. Spiers, H.J. and E.A. Maguire, The neuroscience of remote spatial memory: A tale of two cities. 

Neuroscience, 2007. 149(1): p. 7-27. 
471. Derdikman, D. and E.I. Moser, A manifold of spatial maps in the brain. Trends Cogn Sci, 2010. 14(12): 

p. 561-9. 
472. O'Keefe, J., Place units in the hippocampus of the freely moving rat. Exp Neurol, 1976. 51(1): p. 78-109. 
473. Ekstrom, A.D., et al., Cellular networks underlying human spatial navigation. Nature, 2003. 425(6954): 

p. 184-8. 
474. Ono, T., et al., Place recognition responses of neurons in monkey hippocampus. Neurosci Lett, 1991. 

121(1-2): p. 194-8. 
475. Wilson, M.A. and B.L. McNaughton, Reactivation of hippocampal ensemble memories during sleep. 

Science, 1994. 265(5172): p. 676-9. 
476. Nakazawa, K., et al., NMDA receptors, place cells and hippocampal spatial memory. Nat Rev Neurosci, 

2004. 5(5): p. 361-72. 
477. Bird, C.M. and N. Burgess, The hippocampus and memory: insights from spatial processing. Nat Rev 

Neurosci, 2008. 9(3): p. 182-94. 
478. Muller, R.U., et al., On the directional firing properties of hippocampal place cells. J Neurosci, 1994. 

14(12): p. 7235-51. 
479. O'Keefe, J. and N. Burgess, Dual phase and rate coding in hippocampal place cells: theoretical 

significance and relationship to entorhinal grid cells. Hippocampus, 2005. 15(7): p. 853-66. 
480. Doeller, C.F., C. Barry, and N. Burgess, Evidence for grid cells in a human memory network. Nature, 

2010. 463(7281): p. 657-61. 
481. Boccara, C.N., et al., Grid cells in pre- and parasubiculum. Nat Neurosci, 2010. 13(8): p. 987-94. 



 

248 

 

482. Izquierdo, I. and J.H. Medina, Memory formation: the sequence of biochemical events in the 
hippocampus and its connection to activity in other brain structures. Neurobiol Learn Mem, 1997. 68(3): 
p. 285-316. 

483. Dupret, D., et al., The reorganization and reactivation of hippocampal maps predict spatial memory 
performance. Nat Neurosci, 2010. 13(8): p. 995-1002. 

484. Hassabis, D., et al., Decoding neuronal ensembles in the human hippocampus. Curr Biol, 2009. 19(7): p. 
546-54. 

485. Chadwick, M.J., et al., Decoding individual episodic memory traces in the human hippocampus. Curr 
Biol, 2010. 20(6): p. 544-7. 

486. Bast, T., et al., From rapid place learning to behavioral performance: a key role for the intermediate 
hippocampus. PLoS Biol, 2009. 7(4): p. e1000089. 

487. Barker, G.R. and E.C. Warburton, When is the hippocampus involved in recognition memory? J 
Neurosci, 2011. 31(29): p. 10721-31. 

488. Langston, R.F. and E.R. Wood, Associative recognition and the hippocampus: differential effects of 
hippocampal lesions on object-place, object-context and object-place-context memory. Hippocampus, 
2010. 20(10): p. 1139-53. 

489. Broadbent, N.J., et al., Object recognition memory and the rodent hippocampus. Learn Mem, 2010. 
17(1): p. 5-11. 

490. Broadbent, N.J., L.R. Squire, and R.E. Clark, Spatial memory, recognition memory, and the 
hippocampus. Proc Natl Acad Sci U S A, 2004. 101(40): p. 14515-20. 

491. Piterkin, P., et al., A limited role for the hippocampus in the modulation of novel-object preference by 
contextual cues. Learn Mem, 2008. 15(10): p. 785-91. 

492. Albasser, M.M., G.L. Poirier, and J.P. Aggleton, Qualitatively different modes of perirhinal-hippocampal 
engagement when rats explore novel vs. familiar objects as revealed by c-Fos imaging. Eur J Neurosci, 
2010. 31(1): p. 134-47. 

493. Olsen, R.K., et al., The hippocampus supports multiple cognitive processes through relational binding 
and comparison. Front Hum Neurosci, 2012. 6: p. 146. 

494. Hannula, D.E. and A.J. Greene, The hippocampus reevaluated in unconscious learning and memory: at a 
tipping point? Front Hum Neurosci, 2012. 6: p. 80. 

495. Komorowski, R.W., J.R. Manns, and H. Eichenbaum, Robust conjunctive item-place coding by 
hippocampal neurons parallels learning what happens where. J Neurosci, 2009. 29(31): p. 9918-29. 

496. Kishiyama, M.M., A.P. Yonelinas, and M.M. Lazzara, The von Restorff effect in amnesia: the 
contribution of the hippocampal system to novelty-related memory enhancements. J Cogn Neurosci, 
2004. 16(1): p. 15-23. 

497. Jo, Y.S. and I. Lee, Disconnection of the hippocampal-perirhinal cortical circuits severely disrupts 
object-place paired associative memory. J Neurosci, 2010. 30(29): p. 9850-8. 

498. Barker, G.R., et al., Recognition memory for objects, place, and temporal order: a disconnection analysis 
of the role of the medial prefrontal cortex and perirhinal cortex. J Neurosci, 2007. 27(11): p. 2948-57. 

499. Brown, M.W. and J.P. Aggleton, Recognition memory: what are the roles of the perirhinal cortex and 
hippocampus? Nat Rev Neurosci, 2001. 2(1): p. 51-61. 

500. Brown, M.W., E.C. Warburton, and J.P. Aggleton, Recognition memory: material, processes, and 
substrates. Hippocampus, 2010. 20(11): p. 1228-44. 

501. Squire, L.R., J.T. Wixted, and R.E. Clark, Recognition memory and the medial temporal lobe: a new 
perspective. Nat Rev Neurosci, 2007. 8(11): p. 872-83. 

502. Holscher, C. and E.T. Rolls, Perirhinal cortex neuronal activity is actively related to working memory in 
the macaque. Neural Plast, 2002. 9(1): p. 41-51. 

503. Horst, N.K. and M. Laubach, Working with memory: evidence for a role for the medial prefrontal cortex 
in performance monitoring during spatial delayed alternation. J Neurophysiol, 2012. 108(12): p. 3276-
88. 

504. Yoon, T., et al., Prefrontal cortex and hippocampus subserve different components of working memory in 
rats. Learn Mem, 2008. 15(3): p. 97-105. 

505. Ball, G., et al., Executive functions and prefrontal cortex: a matter of persistence? Front Syst Neurosci, 
2011. 5: p. 3. 

506. Barbey, A.K., M. Koenigs, and J. Grafman, Orbitofrontal contributions to human working memory. 
Cereb Cortex, 2011. 21(4): p. 789-95. 

507. Roussel, M., et al., Is the frontal dysexecutive syndrome due to a working memory deficit? Evidence from 
patients with stroke. Brain, 2012. 135(Pt 7): p. 2192-201. 

508. Gilbert, S.J. and P.W. Burgess, Executive function. Curr Biol, 2008. 18(3): p. R110-4. 
509. Lonart, G., et al., Executive function in rats is impaired by low (20 cGy) doses of 1 GeV/u (56)Fe 

particles. Radiat Res, 2012. 178(4): p. 289-94. 
510. Jeneson, A. and L.R. Squire, Working memory, long-term memory, and medial temporal lobe function. 

Learn Mem, 2012. 19(1): p. 15-25. 
511. Kirby, E., S. Bandelow, and E. Hogervorst, Visual impairment in Alzheimer's disease: a critical review. J 

Alzheimers Dis, 2010. 21(1): p. 15-34. 
512. Rizzo, M., et al., Vision and cognition in Alzheimer's disease. Neuropsychologia, 2000. 38(8): p. 1157-

69. 



 

249 

 

513. Butter, C.M., et al., Visual-spatial deficits expalin visual symptoms in Alzheimer's disease. Am J 
Ophthalmol, 1996. 122(1): p. 97-105. 

514. Possin, K.L., Visual spatial cognition in neurodegenerative disease. Neurocase, 2010. 16(6): p. 466-87. 
515. Blalock, L.D. and D.P. McCabe, Proactive interference and practice effects in visuospatial working 

memory span task performance. Memory, 2011. 19(1): p. 83-91. 
516. MacDuffie, K.E., et al., Memory distortion in Alzheimer's disease: deficient monitoring of short- and 

long-term memory. Neuropsychology, 2012. 26(4): p. 509-16. 
517. Rhodes, M.G. and C.M. Kelley, Executive processes, memory accuracy, and memory monitoring: An 

aging and individual difference analysis. Journal of Memory and Language, 2005. 52(4): p. 578-594. 
518. Fleischman, D.A., et al., Implicit memory and Alzheimer's disease neuropathology. Brain, 2005. 128(Pt 

9): p. 2006-15. 
519. Giffard, B., B. Desgranges, and F. Eustache, Semantic memory disorders in Alzheimer's disease: clues 

from semantic priming effects. Curr Alzheimer Res, 2005. 2(4): p. 425-34. 
520. Hort, J., et al., Spatial navigation deficit in amnestic mild cognitive impairment. Proc Natl Acad Sci U S 

A, 2007. 104(10): p. 4042-7. 
521. Bird, C.M., et al., Topographical short-term memory differentiates Alzheimer's disease from 

frontotemporal lobar degeneration. Hippocampus, 2010. 20(10): p. 1154-69. 
522. Tuon, L., et al., A new spatial orientation memory test: Evaluation in patients with mild Alzheimer's 

disease and in patients with operated and unoperated mesial temporal lobe epilepsy. The European 
Journal of Psychiatry, 2007. 21: p. 134-142. 

523. Iachini, I., et al., Visuospatial memory in healthy elderly, AD and MCI: a review. Curr Aging Sci, 2009. 
2(1): p. 43-59. 

524. Aggleton, J.P. and M.W. Brown, Episodic memory, amnesia, and the hippocampal-anterior thalamic 
axis. Behav Brain Sci, 1999. 22(3): p. 425-44; discussion 444-89. 

525. Winters, B.D., L.M. Saksida, and T.J. Bussey, Implications of animal object memory research for human 
amnesia. Neuropsychologia, 2010. 48(8): p. 2251-61. 

526. Swainson, R., et al., Early detection and differential diagnosis of Alzheimer's disease and depression with 
neuropsychological tasks. Dement Geriatr Cogn Disord, 2001. 12(4): p. 265-80. 

527. Lee, A.C., et al., Associative and recognition memory for novel objects in dementia: implications for 
diagnosis. Eur J Neurosci, 2003. 18(6): p. 1660-70. 

528. Barker, G.R. and E.C. Warburton, Critical role of the cholinergic system for object-in-place associative 
recognition memory. Learn Mem, 2009. 16(1): p. 8-11. 

529. Martyn, A.C., et al., Elimination of the vesicular acetylcholine transporter in the forebrain causes 
hyperactivity and deficits in spatial memory and long-term potentiation. Proceedings of the National 
Academy of Sciences, 2012. 109(43): p. 17651-17656. 

530. Keverne, J. and M. Ray, Neurochemistry of Alzheimer’s disease. Psychiatry, 2008. 7(1): p. 6-8. 
531. Daintith, J. and E.A. Martin, A dictionary of science. 6th ed. Oxford paperback reference. 2010, Oxford ; 

New York: Oxford University Press. 900 p. 
532. Stevenson, A., Oxford dictionary of English. 3rd ed. 2010, New York, NY: Oxford University Press. xxii, 

2069 p. 
533. Brown, M.W., Recognition memory: what's new in novelty signals? Curr Biol, 2009. 19(15): p. R645-7. 
534. Clark, R.E. and L.R. Squire, An animal model of recognition memory and medial temporal lobe amnesia: 

history and current issues. Neuropsychologia, 2010. 48(8): p. 2234-44. 
535. Wixted, J.T., L. Mickes, and L.R. Squire, Measuring recollection and familiarity in the medial temporal 

lobe. Hippocampus, 2010. 20(11): p. 1195-205. 
536. Burgess, N., The hippocampus, space, and viewpoints in episodic memory. Q J Exp Psychol A, 2002. 

55(4): p. 1057-80. 
537. Platek, S.M., et al., Where am I? The neurological correlates of self and other. Brain Res Cogn Brain 

Res, 2004. 19(2): p. 114-22. 
538. Shrager, Y., et al., Spatial memory and the human hippocampus. Proc Natl Acad Sci U S A, 2007. 

104(8): p. 2961-6. 
539. Whitlock, J.R., et al., Navigating from hippocampus to parietal cortex. Proc Natl Acad Sci U S A, 2008. 

105(39): p. 14755-62. 
540. Montaldi, D. and A.R. Mayes, Familiarity, recollection and medial temporal lobe function: an 

unresolved issue. Trends Cogn Sci, 2011. 15(8): p. 339-40. 
541. Yonelinas, A.P., Receiver-operating characteristics in recognition memory: evidence for a dual-process 

model. J Exp Psychol Learn Mem Cogn, 1994. 20(6): p. 1341-54. 
542. Yonelinas, A.P., Components of episodic memory: the contribution of recollection and familiarity. Philos 

Trans R Soc Lond B Biol Sci, 2001. 356(1413): p. 1363-74. 
543. Yonelinas, A.P., et al., Effects of extensive temporal lobe damage or mild hypoxia on recollection and 

familiarity. Nat Neurosci, 2002. 5(11): p. 1236-41. 
544. Fortin, N.J., S.P. Wright, and H. Eichenbaum, Recollection-like memory retrieval in rats is dependent on 

the hippocampus. Nature, 2004. 431(7005): p. 188-91. 
545. Ranganath, C., et al., Dissociable correlates of recollection and familiarity within the medial temporal 

lobes. Neuropsychologia, 2004. 42(1): p. 2-13. 



 

250 

 

546. Aggleton, J.P., et al., Sparing of the familiarity component of recognition memory in a patient with 
hippocampal pathology. Neuropsychologia, 2005. 43(12): p. 1810-23. 

547. Eichenbaum, H., A.P. Yonelinas, and C. Ranganath, The medial temporal lobe and recognition memory. 
Annu Rev Neurosci, 2007. 30: p. 123-52. 

548. Bowles, B., et al., Impaired familiarity with preserved recollection after anterior temporal-lobe resection 
that spares the hippocampus. Proc Natl Acad Sci U S A, 2007. 104(41): p. 16382-7. 

549. Sauvage, M.M., et al., Recognition memory: opposite effects of hippocampal damage on recollection and 
familiarity. Nat Neurosci, 2008. 11(1): p. 16-8. 

550. Sauvage, M.M., ROC in animals: uncovering the neural substrates of recollection and familiarity in 
episodic recognition memory. Conscious Cogn, 2010. 19(3): p. 816-28. 

551. Albasser, M.M., et al., Evidence that the rat hippocampus has contrasting roles in object recognition 
memory and object recency memory. Behav Neurosci, 2012. 126(5): p. 659-69. 

552. Albasser, M.M., et al., Separate but interacting recognition memory systems for different senses: the role 
of the rat perirhinal cortex. Learn Mem, 2011. 18(7): p. 435-43. 

553. Albasser, M.M., et al., Magnitude of the object recognition deficit associated with perirhinal cortex 
damage in rats: Effects of varying the lesion extent and the duration of the sample period. Behav 
Neurosci, 2009. 123(1): p. 115-24. 

554. Helkala, E.L., et al., Recall and recognition memory in patients with Alzheimer's and Parkinson's 
diseases. Ann Neurol, 1988. 24(2): p. 214-7. 

555. Rugg, M.D. and A.P. Yonelinas, Human recognition memory: a cognitive neuroscience perspective. 
Trends Cogn Sci, 2003. 7(7): p. 313-319. 

556. Sahgal, A., et al., Matching-to-sample deficits in patients with senile dementias of the Alzheimer and 
Lewy body types. Arch Neurol, 1992. 49(10): p. 1043-6. 

557. Calderon, J., et al., Perception, attention, and working memory are disproportionately impaired in 
dementia with Lewy bodies compared with Alzheimer's disease. J Neurol Neurosurg Psychiatry, 2001. 
70(2): p. 157-64. 

558. Viggiano, M.P., et al., Visual recognition memory in Alzheimer's disease: repetition-lag effects. Exp 
Aging Res, 2008. 34(3): p. 267-81. 

559. Longstaff, A., Neuroscience. 3rd ed. Bios instant notes. 2011, New York: Garland Science. ix, 379 p. 
560. Thompson, R.F. and J.J. Kim, Memory systems in the brain and localization of a memory. Proc Natl 

Acad Sci U S A, 1996. 93(24): p. 13438-44. 
561. Purves, D., Principles of cognitive neuroscience. 2008, Sunderland, Mass.: Sinauer Associates. xv, 757 p. 
562. Reder, L.M., H. Park, and P.D. Kieffaber, Memory systems do not divide on consciousness: 

Reinterpreting memory in terms of activation and binding. Psychol Bull, 2009. 135(1): p. 23-49. 
563. Henke, K., A model for memory systems based on processing modes rather than consciousness. Nat Rev 

Neurosci, 2010. 11(7): p. 523-532. 
564. Piekema, C., et al., The right hippocampus participates in short-term memory maintenance of object-

location associations. Neuroimage, 2006. 33(1): p. 374-82. 
565. Budson, A.E. and B.H. Price, Memory dysfunction in clinical practice. Discov Med, 2005. 5(26): p. 135-

41. 
566. Machado, S., et al., Alzheimer's disease and implicit memory. Arq Neuropsiquiatr, 2009. 67(2A): p. 334-

42. 
567. Baird, A. and S. Samson, Memory for music in Alzheimer's disease: unforgettable? Neuropsychol Rev, 

2009. 19(1): p. 85-101. 
568. Quoniam, N., et al., Implicit and explicit emotional memory for melodies in Alzheimer's disease and 

depression. Ann N Y Acad Sci, 2003. 999: p. 381-4. 
569. Hamann, S., E.S. Monarch, and F.C. Goldstein, Impaired fear conditioning in Alzheimer's disease. 

Neuropsychologia, 2002. 40(8): p. 1187-95. 
570. Woodruff-Pak, D.S., Eyeblink classical conditioning differentiates normal aging from Alzheimer's 

disease. Integr Physiol Behav Sci, 2001. 36(2): p. 87-108. 
571. Golby, A., et al., Memory encoding in Alzheimer's disease: an fMRI study of explicit and implicit 

memory. Brain, 2005. 128(Pt 4): p. 773-87. 
572. Lustig, C. and R.L. Buckner, Preserved neural correlates of priming in old age and dementia. Neuron, 

2004. 42(5): p. 865-75. 
573. Mitchell, D.B. and F.A. Schmitt, Short- and long-term implicit memory in aging and Alzheimer's disease. 

Neuropsychol Dev Cogn B Aging Neuropsychol Cogn, 2006. 13(3-4): p. 611-35. 
574. Lazzara, M.M., A.P. Yonelinas, and B.A. Ober, Conceptual implicit memory performance in Alzheimer's 

disease. Neuropsychology, 2001. 15(4): p. 483-91. 
575. Wang, W.C., et al., The medial temporal lobe supports conceptual implicit memory. Neuron, 2010. 68(5): 

p. 835-42. 
576. Baddeley, A.D. and G.J. Hitch, Working memory. In: (ed.) Bower, G. A.  Recent Advances in Learning 

and Motivation. Vol. 8. 1974, New York: Academic Press. 
577. Baddeley, A.D., Working memory. Oxford psychology series. 1986, Oxford Oxfordshire New York: 

Clarendon Press ; Oxford University Press. xi, 289 p. 
578. Aben, B., S. Stapert, and A. Blokland, About the Distinction between Working Memory and Short-Term 

Memory. Front Psychol, 2012. 3: p. 301. 



 

251 

 

579. Baddeley, A., The episodic buffer: a new component of working memory? Trends Cogn Sci, 2000. 4(11): 
p. 417-423. 

580. Clapp, W.C., et al., Deficit in switching between functional brain networks underlies the impact of 
multitasking on working memory in older adults. Proceedings of the National Academy of Sciences, 
2011. 108(17): p. 7212-7217. 

581. Camicioli, R., et al., Talking while walking: the effect of a dual task in aging and Alzheimer's disease. 
Neurology, 1997. 48(4): p. 955-8. 

582. Albert, D. and L. Steinberg, Age differences in strategic planning as indexed by the tower of London. 
Child Dev, 2011. 82(5): p. 1501-17. 

583. Koppenol-Gonzalez, G.V., S. Bouwmeester, and A.M. Boonstra, Understanding planning ability 
measured by the Tower of London: an evaluation of its internal structure by latent variable modeling. 
Psychol Assess, 2010. 22(4): p. 923-34. 

584. Hofmann, W., B.J. Schmeichel, and A.D. Baddeley, Executive functions and self-regulation. Trends 
Cogn Sci, 2012. 16(3): p. 174-80. 

585. Solberg Nes, L., A.R. Roach, and S.C. Segerstrom, Executive functions, self-regulation, and chronic 
pain: a review. Ann Behav Med, 2009. 37(2): p. 173-83. 

586. Ybarra, O. and P. Winkielman, On-line social interactions and executive functions. Front Hum Neurosci, 
2012. 6: p. 75. 

587. Gilmour, G., et al., Measuring the construct of executive control in schizophrenia: Defining and 
validating translational animal paradigms for discovery research. Neurosci Biobehav Rev, 2012. 

588. Roca, M., et al., Executive function and fluid intelligence after frontal lobe lesions. Brain, 2010. 133(Pt 
1): p. 234-47. 

589. Levine, B., D.T. Stuss, and W.P. Milberg, Concept generation: validation of a test of executive 
functioning in a normal aging population. J Clin Exp Neuropsychol, 1995. 17(5): p. 740-58. 

590. Griego, J.A. and M. Kliegel, Adult age differences in function concept learning. Neuropsychol Dev Cogn 
B Aging Neuropsychol Cogn, 2008. 15(1): p. 1-30. 

591. Andres, P., Frontal cortex as the central executive of working memory: time to revise our view. Cortex, 
2003. 39(4-5): p. 871-95. 

592. Shallice, T., From neuropsychology to mental structure. 1988, Cambridge England ; New York: 
Cambridge University Press. xv, 462 p. 

593. Goldman-Rakic, P.S., Architecture of the prefrontal cortex and the central executive. Ann N Y Acad Sci, 
1995. 769: p. 71-83. 

594. Duncan, J., An adaptive coding model of neural function in prefrontal cortex. Nat Rev Neurosci, 2001. 
2(11): p. 820-9. 

595. Miller, E.K. and J.D. Cohen, An integrative theory of prefrontal cortex function. Annu Rev Neurosci, 
2001. 24: p. 167-202. 

596. Conway, A.R., M.J. Kane, and R.W. Engle, Working memory capacity and its relation to general 
intelligence. Trends Cogn Sci, 2003. 7(12): p. 547-52. 

597. Alberoni, M., et al., Keeping track of a conversation: Impairments in Alzheimer's disease. Int J Geriatr 
Psychiatry, 1992. 7(Article): p. 639-646. 

598. Carlesimo, G.A., et al., Memory performances in young, elderly, and very old healthy individuals versus 
patients with Alzheimer's disease: evidence for discontinuity between normal and pathological aging. J 
Clin Exp Neuropsychol, 1998. 20(1): p. 14-29. 

599. Back-Madruga, C., et al., Functional ability in executive variant Alzheimer's disease and typical 
Alzheimer's disease. Clin Neuropsychol, 2002. 16(3): p. 331-40. 

600. McPherson, S., et al., Apathy and executive function in Alzheimer's disease. J Int Neuropsychol Soc, 
2002. 8(3): p. 373-81. 

601. Rainville, C., et al., Executive function deficits in patients with dementia of the Alzheimer's type: a study 
with a Tower of London task. Arch Clin Neuropsychol, 2002. 17(6): p. 513-30. 

602. Sheridan, P.L., et al., Influence of executive function on locomotor function: divided attention increases 
gait variability in Alzheimer's disease. J Am Geriatr Soc, 2003. 51(11): p. 1633-7. 

603. Bherer, L., S. Belleville, and C. Hudon, [Executive function deficits in normal aging, Alzheimer's disease, 
and frontotemporal dementia]. Psychol Neuropsychiatr Vieil, 2004. 2(3): p. 181-9. 

604. Cocchini, G., et al., Dual task effects of walking when talking in Alzheimer's disease. Rev Neurol (Paris), 
2004. 160(1): p. 74-80. 

605. Waltz, J.A., et al., Relational integration and executive function in Alzheimer's disease. 
Neuropsychology, 2004. 18(2): p. 296-305. 

606. Amieva, H., et al., The 9 year cognitive decline before dementia of the Alzheimer type: a prospective 
population-based study. Brain, 2005. 128(Pt 5): p. 1093-101. 

607. Houston, W.S., et al., Executive function asymmetry in older adults genetically at-risk for Alzheimer's 
disease: verbal versus design fluency. J Int Neuropsychol Soc, 2005. 11(7): p. 863-70. 

608. Duarte, A., et al., Volumetric correlates of memory and executive function in normal elderly, mild 
cognitive impairment and Alzheimer's disease. Neurosci Lett, 2006. 406(1-2): p. 60-5. 

609. Levy-Cooperman, N., et al., Subcortical hyperintensities in Alzheimer's disease: no clear relationship 
with executive function and frontal perfusion on SPECT. Dement Geriatr Cogn Disord, 2007. 24(5): p. 
380-8. 



 

252 

 

610. Peters, F., et al., A multicomponent exploration of verbal short-term storage deficits in normal aging and 
Alzheimer's disease. J Clin Exp Neuropsychol, 2007. 29(4): p. 405-17. 

611. Sheridan, P.L. and J.M. Hausdorff, The role of higher-level cognitive function in gait: executive 
dysfunction contributes to fall risk in Alzheimer's disease. Dement Geriatr Cogn Disord, 2007. 24(2): p. 
125-37. 

612. Grober, E., et al., Memory impairment, executive dysfunction, and intellectual decline in preclinical 
Alzheimer's disease. J Int Neuropsychol Soc, 2008. 14(2): p. 266-78. 

613. Nakaaki, S., et al., Association between apathy/depression and executive function in patients with 
Alzheimer's disease. Int Psychogeriatr, 2008. 20(5): p. 964-75. 

614. Ramsden, C.M., et al., Performance of everyday actions in mild Alzheimer's disease. Neuropsychology, 
2008. 22(1): p. 17-26. 

615. Lonie, J.A., et al., Dual task performance in early Alzheimer's disease, amnestic mild cognitive 
impairment and depression. Psychol Med, 2009. 39(1): p. 23-31. 

616. Peters, F., et al., The neural correlates of verbal short-term memory in Alzheimer's disease: an fMRI 
study. Brain, 2009. 132(Pt 7): p. 1833-46. 

617. Wolk, D.A., B.C. Dickerson, and I. Alzheimer's Disease Neuroimaging, Apolipoprotein E (APOE) 
genotype has dissociable effects on memory and attentional-executive network function in Alzheimer's 
disease. Proc Natl Acad Sci U S A, 2010. 107(22): p. 10256-61. 

618. Dodson, C.S., et al., Alzheimer's disease and memory-monitoring impairment: Alzheimer's patients show 
a monitoring deficit that is greater than their accuracy deficit. Neuropsychologia, 2011. 49(9): p. 2609-
18. 

619. Leyhe, T., et al., Impairment in proverb interpretation as an executive function deficit in patients with 
amnestic mild cognitive impairment and early Alzheimer's disease. Dement Geriatr Cogn Dis Extra, 
2011. 1(1): p. 51-61. 

620. Nagata, T., et al., Association between brain-derived neurotrophic factor (BDNF) gene polymorphisms 
and executive function in Japanese patients with Alzheimer's disease. Psychogeriatrics, 2011. 11(3): p. 
141-9. 

621. Habeck, C., et al., Relationship between baseline brain metabolism measured using [(18)F]FDG PET 
and memory and executive function in prodromal and early Alzheimer's disease. Brain Imaging Behav, 
2012. 6(4): p. 568-583. 

622. Martyr, A. and L. Clare, Executive function and activities of daily living in Alzheimer's disease: a 
correlational meta-analysis. Dement Geriatr Cogn Disord, 2012. 33(2-3): p. 189-203. 

623. Stopford, C.L., et al., Working memory, attention, and executive function in Alzheimer's disease and 
frontotemporal dementia. Cortex, 2012. 48(4): p. 429-46. 

624. Amanzio, M., et al., Impaired awareness of deficits in Alzheimer's disease: the role of everyday executive 
dysfunction. J Int Neuropsychol Soc, 2013. 19(1): p. 63-72. 

625. Zheng, D., et al., The overall impairment of core executive function components in patients with amnestic 
mild cognitive impairment: a cross-sectional study. BMC Neurol, 2012. 12(1): p. 138. 

626. Johns, E.K., et al., The profile of executive functioning in amnestic mild cognitive impairment: 
disproportionate deficits in inhibitory control. J Int Neuropsychol Soc, 2012. 18(3): p. 541-55. 

627. Montero-Odasso, M., et al., Dual-tasking and gait in people with mild cognitive impairment. The effect of 
working memory. BMC Geriatr, 2009. 9: p. 41. 

628. Aretouli, E., K.K. Tsilidis, and J. Brandt, Four-Year Outcome of Mild Cognitive Impairment: The 
Contribution of Executive Dysfunction. Neuropsychology, 2012. 

629. Rainville, C., et al., Executive function deficits in persons with mild cognitive impairment: a study with a 
Tower of London task. J Clin Exp Neuropsychol, 2012. 34(3): p. 306-24. 

630. Belleville, S., H. Chertkow, and S. Gauthier, Working memory and control of attention in persons with 
Alzheimer's disease and mild cognitive impairment. Neuropsychology, 2007. 21(4): p. 458-69. 

631. Kessels, R.P., et al., Spatial working memory in aging and mild cognitive impairment: effects of task load 
and contextual cueing. Neuropsychol Dev Cogn B Aging Neuropsychol Cogn, 2010. 17(5): p. 556-74. 

632. Papp, K.V., et al., Detecting subtle changes in visuospatial executive function and learning in the 
amnestic variant of mild cognitive impairment. PLoS One, 2011. 6(7): p. e21688. 

633. Burns, J.M., et al., White matter lesions are prevalent but differentially related with cognition in aging 
and early Alzheimer disease. Arch Neurol, 2005. 62(12): p. 1870-6. 

634. Huang, J., R.P. Friedland, and A.P. Auchus, Diffusion tensor imaging of normal-appearing white matter 
in mild cognitive impairment and early Alzheimer disease: preliminary evidence of axonal degeneration 
in the temporal lobe. AJNR Am J Neuroradiol, 2007. 28(10): p. 1943-8. 

635. Nagata, T., et al., Association between executive dysfunction and hippocampal volume in Alzheimer's 
disease. International Psychogeriatrics, 2011. 23(05): p. 764-771. 

636. Oosterman, J.M., et al., Medial temporal lobe atrophy relates to executive dysfunction in Alzheimer's 
disease. Int Psychogeriatr, 2012. 24(9): p. 1474-82. 

637. Germano, C. and G.J. Kinsella, Working memory and learning in early Alzheimer's disease. 
Neuropsychol Rev, 2005. 15(1): p. 1-10. 

638. Baddeley, A.D., M.D. Kopelman, and B.A. Wilson, The essential handbook of memory disorders for 
clinicians. 2004, Chichester, West Sussex, England ; Hoboken, NJ, USA: J. Wiley. ix, 381 p. 



 

253 

 

639. Miller, G.A., The magical number seven plus or minus two: some limits on our capacity for processing 
information. Psychol Rev, 1956. 63(2): p. 81-97. 

640. Baddeley, A. and B.A. Wilson, Prose recall and amnesia: implications for the structure of working 
memory. Neuropsychologia, 2002. 40(10): p. 1737-43. 

641. Baddeley, A.D., R.J. Allen, and G.J. Hitch, Binding in visual working memory: the role of the episodic 
buffer. Neuropsychologia, 2011. 49(6): p. 1393-400. 

642. Cowan, N., Working memory capacity. Essays in cognitive psychology. 2005, New York: Psychology 
Press. ix, 246 p. 

643. Parra, M.A., et al., Short-term memory binding deficits in Alzheimer's disease. Brain, 2009. 132(Pt 4): p. 
1057-66. 

644. Parra, M.A., et al., Specific deficit of colour-colour short-term memory binding in sporadic and familial 
Alzheimer's disease. Neuropsychologia, 2011. 49(7): p. 1943-52. 

645. Della Sala, S., et al., Short-term memory binding is impaired in AD but not in non-AD dementias. 
Neuropsychologia, 2012. 50(5): p. 833-40. 

646. Dickerson, B.C. and R.A. Sperling, Large-scale functional brain network abnormalities in Alzheimer's 
disease: insights from functional neuroimaging. Behav Neurol, 2009. 21(1): p. 63-75. 

647. McGaugh, J.L., Memory consolidation and the amygdala: a systems perspective. Trends Neurosci, 2002. 
25(9): p. 456. 

648. Shin, R.M., Cellular Mechanisms in the Amygdala Involved in Memory of Fear Conditioning. The 
Amygdala - A Discrete Multitasking Manager. 2012. 

649. Sah, P., R.F. Westbrook, and A. Luthi, Fear conditioning and long-term potentiation in the amygdala: 
what really is the connection? Ann N Y Acad Sci, 2008. 1129: p. 88-95. 

650. Shin, L.M. and I. Liberzon, The neurocircuitry of fear, stress, and anxiety disorders. 
Neuropsychopharmacology, 2010. 35(1): p. 169-91. 

651. Kolb, B. and I.Q. Whishaw, Fundamentals of human neuropsychology. 6th ed. 2009, New York, NY: 
Worth Publishers. 

652. Whalen, P.J. and E.A. Phelps, The human amygdala. 2009, New York: Guilford Press. xiv, 429 p., 16 p. 
of plates. 

653. Amaral, D.G., et al., Anatomical organization of the primate amygdaloid complex. The amygdala: 
Neurobiological aspects of emotion, memory, and mental dysfunction, 1992: p. 1-66. 

654. Kandel, E.R., J.H. Schwartz, and T.M. Jessell, Principles of neural science. 4th ed. 2000, New York: 
McGraw-Hill, Health Professions Division. xli, 1414 p. 

655. Gilbert, T.H., Amygdalar Models of Neurological and Neuropsychiatric Disorders. The Amygdala - A 
Discrete Multitasking Manager. 2012. 

656. Vargas, J.P., J.C. López, and M. Portavella, Amygdala and Emotional Learning in Vertebrates – A 
Comparative Perspective. The Amygdala - A Discrete Multitasking Manager. 2012. 

657. Bishop, S.J., R. Jenkins, and A.D. Lawrence, Neural processing of fearful faces: effects of anxiety are 
gated by perceptual capacity limitations. Cereb Cortex, 2007. 17(7): p. 1595-603. 

658. Adolphs, R., Fear, faces, and the human amygdala. Curr Opin Neurobiol, 2008. 18(2): p. 166-72. 
659. Mosher, C.P., P.E. Zimmerman, and K.M. Gothard, Response characteristics of basolateral and 

centromedial neurons in the primate amygdala. J Neurosci, 2010. 30(48): p. 16197-207. 
660. Chavez, C.M., J.L. McGaugh, and N.M. Weinberger, Activation of the basolateral amygdala induces 

long-term enhancement of specific memory representations in the cerebral cortex. Neurobiol Learn Mem, 
2012. 

661. Kiyokawa, Y., Y. Takeuchi, and Y. Mori, Two types of social buffering differentially mitigate 
conditioned fear responses. Eur J Neurosci, 2007. 26(12): p. 3606-13. 

662. Takahashi, Y., et al., Olfactory signals mediate social buffering of conditioned fear responses in male 
rats. Behav Brain Res, 2013. 240: p. 46-51. 

663. Miranda, M.I., Taste and odor recognition memory: the emotional flavor of life. Rev Neurosci, 2012. 
0(0): p. 1-19. 

664. Knafo, S., Amygdala in Alzheimer's Disease., in The Amygdala - A Discrete Multitasking Manager., B. 
Ferry, Editor. 2012, InTech: Online. p. 375-384. 

665. Lesser, J.M. and S. Hughes, Psychosis-related disturbances. Psychosis, agitation, and disinhibition in 
Alzheimer's disease: definitions and treatment options. Geriatrics, 2006. 61(12): p. 14-20. 

666. Amieva, H., et al., Inhibitory functioning in Alzheimer's disease. Brain, 2004. 127(Pt 5): p. 949-64. 
667. Nash, S., et al., Cognitive disinhibition and socioemotional functioning in Alzheimer's disease. J Int 

Neuropsychol Soc, 2007. 13(6): p. 1060-4. 
668. Bierman, E.J., et al., Symptoms of anxiety and depression in the course of cognitive decline. Dement 

Geriatr Cogn Disord, 2007. 24(3): p. 213-9. 
669. Starkstein, S.E., et al., The construct of generalized anxiety disorder in Alzheimer disease. Am J Geriatr 

Psychiatry, 2007. 15(1): p. 42-9. 
670. Landes, A.M., et al., Apathy in Alzheimer's disease. J Am Geriatr Soc, 2001. 49(12): p. 1700-7. 
671. Forster, G.L., et al., The Role of the Amygdala in Anxiety Disorders. The Amygdala - A Discrete 

Multitasking Manager. 2012. 
672. Seniow, J., Executive dysfunctions and frontal syndromes. Front Neurol Neurosci, 2012. 30: p. 50-3. 



 

254 

 

673. Krueger, C.E., et al., Double dissociation in the anatomy of socioemotional disinhibition and executive 
functioning in dementia. Neuropsychology, 2011. 25(2): p. 249-59. 

674. Poulin, S.P., et al., Amygdala atrophy is prominent in early Alzheimer's disease and relates to symptom 
severity. Psychiatry Res, 2011. 194(1): p. 7-13. 

675. Raber, J., Role of apolipoprotein E in anxiety. Neural Plast, 2007. 2007: p. 91236. 
676. Mulders, W.H. and D. Robertson, Noradrenergic modulation of brainstem nuclei alters cochlear neural 

output. Hear Res, 2005. 204(1-2): p. 147-55. 
677. Robertson, J., et al., apoE isoforms and measures of anxiety in probable AD patients and Apoe-/- mice. 

Neurobiol Aging, 2005. 26(5): p. 637-43. 
678. Spoletini, I., et al., Facial emotion recognition deficit in amnestic mild cognitive impairment and 

Alzheimer disease. Am J Geriatr Psychiatry, 2008. 16(5): p. 389-98. 
679. Khandelwal, D.C., P.K. Sethi, and I. Anand, Kluver Bucy syndrome. J Assoc Physicians India, 2005. 53: 

p. 23. 
680. Kile, S.J., et al., Alzheimer abnormalities of the amygdala with Kluver-Bucy syndrome symptoms: an 

amygdaloid variant of Alzheimer disease. Arch Neurol, 2009. 66(1): p. 125-9. 
681. Gili, T., et al., Regional brain atrophy and functional disconnection across Alzheimer's disease evolution. 

J Neurol Neurosurg Psychiatry, 2011. 82(1): p. 58-66. 
682. Bozzali, M., et al., Regional grey matter loss and brain disconnection across Alzheimer disease 

evolution. Curr Med Chem, 2011. 18(16): p. 2452-8. 
683. Farb, N.A.S., et al., Abnormal network connectivity in frontotemporal dementia: Evidence for prefrontal 

isolation. Cortex, (0). 
684. Harwood, D.G., et al., Frontal lobe hypometabolism and impaired insight in Alzheimer disease. Am J 

Geriatr Psychiatry, 2005. 13(11): p. 934-41. 
685. Starkstein, S.E., et al., Insight and danger in Alzheimer's disease. Eur J Neurol, 2007. 14(4): p. 455-60. 
686. Bannerman, D.M., et al., Regional dissociations within the hippocampus--memory and anxiety. Neurosci 

Biobehav Rev, 2004. 28(3): p. 273-83. 
687. McHugh, S.B., et al., Amygdala and ventral hippocampus contribute differentially to mechanisms of fear 

and anxiety. Behav Neurosci, 2004. 118(1): p. 63-78. 
688. Kjelstrup, K.G., et al., Reduced fear expression after lesions of the ventral hippocampus. Proc Natl Acad 

Sci U S A, 2002. 99(16): p. 10825-30. 
689. Engin, E. and D. Treit, The anxiolytic-like effects of allopregnanolone vary as a function of intracerebral 

microinfusion site: the amygdala, medial prefrontal cortex, or hippocampus. Behav Pharmacol, 2007. 
18(5-6): p. 461-70. 

690. Engin, E., D. Treit, and C.T. Dickson, Anxiolytic- and antidepressant-like properties of ketamine in 
behavioral and neurophysiological animal models. Neuroscience, 2009. 161(2): p. 359-69. 

691. Yang, Y. and A. Raine, Prefrontal structural and functional brain imaging findings in antisocial, violent, 
and psychopathic individuals: a meta-analysis. Psychiatry Res, 2009. 174(2): p. 81-8. 

692. Carre, J.M., et al., The neural signatures of distinct psychopathic traits. Soc Neurosci, 2012. 
693. Whitfield-Gabrieli, S. and J.M. Ford, Default mode network activity and connectivity in psychopathology. 

Annu Rev Clin Psychol, 2012. 8: p. 49-76. 
694. Raine, A., et al., Hippocampal structural asymmetry in unsuccessful psychopaths. Biol Psychiatry, 2004. 

55(2): p. 185-91. 
695. Eanes, E.D. and G.G. Glenner, X-ray diffraction studies on amyloid filaments. J Histochem Cytochem, 

1968. 16(11): p. 673-7. 
696. Sunde, M., et al., Common core structure of amyloid fibrils by synchrotron X-ray diffraction. J Mol Biol, 

1997. 273(3): p. 729-39. 
697. Rambaran, R.N. and L.C. Serpell, Amyloid fibrils: abnormal protein assembly. Prion, 2008. 2(3): p. 112-

7. 
698. Glenner, G.G., et al., Creation of "amyloid" fibrils from Bence Jones proteins in vitro. Science, 1971. 

174(4010): p. 712-4. 
699. Ellis, R.J., et al., Cerebral amyloid angiopathy in the brains of patients with Alzheimer's disease: the 

CERAD experience, Part XV. Neurology, 1996. 46(6): p. 1592-6. 
700. Glenner, G.G., J.H. Henry, and S. Fujihara, Congophilic angiopathy in the pathogenesis of Alzheimer's 

degeneration. Ann Pathol, 1981. 1(2): p. 120-9. 
701. Schmidt, S.D., R.A. Nixon, and P.M. Mathews, ELISA method for measurement of amyloid-beta levels. 

Methods Mol Biol, 2005. 299: p. 279-97. 
702. Dickson, D.W., et al., Identification of normal and pathological aging in prospectively studied 

nondemented elderly humans. Neurobiol Aging, 1992. 13(1): p. 179-189. 
703. Delaère, P., et al., Large amounts of neocortical βA4 deposits without neuritic plaques nor tangles in a 

psychometrically assessed, non-demented person. Neurosci Lett, 1990. 116(1–2): p. 87-93. 
704. Mann, D.M., et al., A morphological analysis of senile plaques in the brains of non-demented persons of 

different ages using silver, immunocytochemical and lectin histochemical staining techniques. 
Neuropathol Appl Neurobiol, 1990. 16(1): p. 17-25. 

705. Fjell, A.M. and K.B. Walhovd, Neuroimaging results impose new views on Alzheimer's disease--the role 
of amyloid revised. Mol Neurobiol, 2012. 45(1): p. 153-72. 



 

255 

 

706. LaFerla, F.M., K.N. Green, and S. Oddo, Intracellular amyloid-beta in Alzheimer's disease. Nat Rev 
Neurosci, 2007. 8(7): p. 499-509. 

707. Gouras, G.K., et al., Intraneuronal Abeta42 accumulation in human brain. Am J Pathol, 2000. 156(1): p. 
15-20. 

708. Lai, A.Y. and J. McLaurin, Mechanisms of amyloid-Beta Peptide uptake by neurons: the role of lipid 
rafts and lipid raft-associated proteins. Int J Alzheimers Dis, 2010. 2011: p. 548380. 

709. Duyckaerts, C., et al., Laminar distribution of neocortical senile plaques in senile dementia of the 
Alzheimer type. Acta Neuropathol, 1986. 70(3-4): p. 249-56. 

710. Braak, H. and K. Del Tredici, Alzheimer's disease: intraneuronal alterations precede insoluble amyloid-
beta formation. Neurobiol Aging, 2004. 25(6): p. 713-8; discussion 743-6. 

711. Morris, J.C., et al., Pittsburgh compound B imaging and prediction of progression from cognitive 
normality to symptomatic Alzheimer disease. Arch Neurol, 2009. 66(12): p. 1469-75. 

712. Klunk, W.E., et al., Imaging brain amyloid in Alzheimer's disease with Pittsburgh Compound-B. Ann 
Neurol, 2004. 55(3): p. 306-19. 

713. Herholz, K. and K. Ebmeier, Clinical amyloid imaging in Alzheimer's disease. Lancet Neurol, 2011. 
10(7): p. 667-70. 

714. Quigley, H., S.J. Colloby, and J.T. O'Brien, PET imaging of brain amyloid in dementia: a review. Int J 
Geriatr Psychiatry, 2011. 26(10): p. 991-9. 

715. Giannakopoulos, P., et al., Pathological substrates of cognitive decline in Alzheimer's disease. Front 
Neurol Neurosci, 2009. 24: p. 20-9. 

716. Terry, R.D., R. Katzman, and K.L. Bick, Alzheimer disease. 1994, New York: Raven Press. xv, 472 p. 
717. Mandelkow, E., et al., Structural principles of tau and the paired helical filaments of Alzheimer's disease. 

Brain Pathol, 2007. 17(1): p. 83-90. 
718. Purves, D., Neuroscience. 4th ed. 2008, Sunderland, Mass.: Sinauer. xvii, 857, G-16, IC-7, I-29 p. 
719. Lasagna-Reeves, C.A., et al., Identification of oligomers at early stages of tau aggregation in Alzheimer's 

disease. FASEB J, 2012. 26(5): p. 1946-59. 
720. Patterson, K.R., et al., Characterization of prefibrillar Tau oligomers in vitro and in Alzheimer disease. J 

Biol Chem, 2011. 286(26): p. 23063-76. 
721. Farias, G., et al., Mechanisms of tau self-aggregation and neurotoxicity. Curr Alzheimer Res, 2011. 8(6): 

p. 608-14. 
722. Iqbal, K. and I. Grundke-Iqbal, Ubiquitination and abnormal phosphorylation of paired helical filaments 

in Alzheimer's disease. Mol Neurobiol, 1991. 5(2-4): p. 399-410. 
723. Jack, C.R., Jr., et al., Rate of medial temporal lobe atrophy in typical aging and Alzheimer's disease. 

Neurology, 1998. 51(4): p. 993-9. 
724. De Leon, M.J., et al., Frequency of hippocampal formation atrophy in normal aging and Alzheimer's 

disease. Neurobiol Aging, 1997. 18(1): p. 1-11. 
725. Giannakopoulos, P., P.R. Hof, and C. Bouras, Alzheimer's disease with asymmetric atrophy of the 

cerebral hemispheres: morphometric analysis of four cases. Acta Neuropathol, 1994. 88(5): p. 440-7. 
726. Whitwell, J.L., et al., Temporoparietal atrophy: a marker of AD pathology independent of clinical 

diagnosis. Neurobiol Aging, 2011. 32(9): p. 1531-41. 
727. Murray, M.E., et al., Neuropathologically defined subtypes of Alzheimer's disease with distinct clinical 

characteristics: a retrospective study. Lancet Neurol, 2011. 10(9): p. 785-96. 
728. Serrano-Pozo, A., et al., Neuropathological alterations in Alzheimer disease. Cold Spring Harb Perspect 

Med, 2011. 1(1): p. a006189. 
729. Yamaguchi, H., et al., Secondary deposition of beta amyloid within extracellular neurofibrillary tangles 

in Alzheimer-type dementia. Am J Pathol, 1991. 138(3): p. 699-705. 
730. Perry, G., Neuritic plaques in Alzheimer disease originate from neurofibrillary tangles. Med Hypotheses, 

1993. 40(4): p. 257-8. 
731. Regeur, L., et al., No global neocortical nerve cell loss in brains from patients with senile dementia of 

Alzheimer's type. Neurobiol Aging, 1994. 15(3): p. 347-52. 
732. Gomez-Isla, T., et al., Profound loss of layer II entorhinal cortex neurons occurs in very mild Alzheimer's 

disease. J Neurosci, 1996. 16(14): p. 4491-500. 
733. West, M.J., et al., Differences in the pattern of hippocampal neuronal loss in normal ageing and 

Alzheimer's disease. Lancet, 1994. 344(8925): p. 769-72. 
734. Padurariu, M., et al., Hippocampal neuronal loss in the CA1 and CA3 areas of Alzheimer's disease 

patients. Psychiatr Danub, 2012. 24(2): p. 152-8. 
735. Grignon, Y., et al., Cytoarchitectonic alterations in the supramarginal gyrus of late onset Alzheimer's 

disease. Acta Neuropathol, 1998. 95(4): p. 395-406. 
736. Donev, R., et al., Neuronal death in Alzheimer's disease and therapeutic opportunities. J Cell Mol Med, 

2009. 13(11-12): p. 4329-48. 
737. Lee, K.F., C. Soares, and J.C. Beique, Examining form and function of dendritic spines. Neural Plast, 

2012. 2012: p. 704103. 
738. Fu, M., et al., Repetitive motor learning induces coordinated formation of clustered dendritic spines in 

vivo. Nature, 2012. 483(7387): p. 92-5. 
739. Kasai, H., et al., Learning rules and persistence of dendritic spines. Eur J Neurosci, 2010. 32(2): p. 241-

9. 



 

256 

 

740. Wilbrecht, L., et al., Structural plasticity underlies experience-dependent functional plasticity of cortical 
circuits. J Neurosci, 2010. 30(14): p. 4927-32. 

741. Xu, T., et al., Rapid formation and selective stabilization of synapses for enduring motor memories. 
Nature, 2009. 462(7275): p. 915-9. 

742. Yang, G., F. Pan, and W.B. Gan, Stably maintained dendritic spines are associated with lifelong 
memories. Nature, 2009. 462(7275): p. 920-4. 

743. Ziv, N.E. and E. Ahissar, Neuroscience: New tricks and old spines. Nature, 2009. 462(7275): p. 859-61. 
744. Scheff, S.W. and D.A. Price, Alzheimer's disease-related alterations in synaptic density: neocortex and 

hippocampus. J Alzheimers Dis, 2006. 9(3 Suppl): p. 101-15. 
745. Masliah, E., L. Crews, and L. Hansen, Synaptic remodeling during aging and in Alzheimer's disease. J 

Alzheimers Dis, 2006. 9(3 Suppl): p. 91-9. 
746. Hirano, A. and J. Llena, Fine structure of neuronal and glial processes in neuropathology. 

Neuropathology, 2006. 26(1): p. 1-7. 
747. Xiang, Z., et al., Microglial morphology and its transformation after challenge by extracellular ATP in 

vitro. J Neurosci Res, 2006. 83(1): p. 91-101. 
748. Murray, P.J. and T.A. Wynn, Protective and pathogenic functions of macrophage subsets. Nat Rev 

Immunol, 2011. 11(11): p. 723-37. 
749. de Haas, A.H., H.W. Boddeke, and K. Biber, Region-specific expression of immunoregulatory proteins 

on microglia in the healthy CNS. Glia, 2008. 56(8): p. 888-94. 
750. Hanisch, U.K. and H. Kettenmann, Microglia: active sensor and versatile effector cells in the normal and 

pathologic brain. Nat Neurosci, 2007. 10(11): p. 1387-94. 
751. Minagar, A., Neuroinflammation. 1st ed. 2011, London ; Burlington, MA: Elsevier. xix, 520 p. 
752. Wyss-Coray, T. and J. Rogers, Inflammation in Alzheimer disease-a brief review of the basic science and 

clinical literature. Cold Spring Harb Perspect Med, 2012. 2(1): p. a006346. 
753. Gemma, C., Neuroinflammation : pathogenesis, mechanisms and management. 2012, Hauppauge, N.Y.: 

Nova Science Publisher's. x, 599 p. 
754. Qureshi, G.A. and H. Parvez, Oxidative stress and neurodegenerative disorders. 1st ed. 2007, 

Amsterdam ; Boston: Elsevier. xxii, 772 p. 
755. Sofroniew, M.V., Reactive astrocytes in neural repair and protection. Neuroscientist, 2005. 11(5): p. 

400-7. 
756. Rubio-Perez, J.M. and J.M. Morillas-Ruiz, A review: inflammatory process in Alzheimer's disease, role 

of cytokines. ScientificWorldJournal, 2012. 2012: p. 756357. 
757. Md, B.B., Systemic Response to Inflammation. Nutr Rev, 2007. 65: p. S170-S172. 
758. Rao, J.S., et al., Neuroinflammation and synaptic loss. Neurochem Res, 2012. 37(5): p. 903-10. 
759. Cagnin, A., et al., In-vivo measurement of activated microglia in dementia. Lancet, 2001. 358(9280): p. 

461-7. 
760. Parachikova, A., et al., Inflammatory changes parallel the early stages of Alzheimer disease. Neurobiol 

Aging, 2007. 28(12): p. 1821-33. 
761. Schwab, C., A. Klegeris, and P.L. McGeer, Inflammation in transgenic mouse models of 

neurodegenerative disorders. Biochim Biophys Acta, 2010. 1802(10): p. 889-902. 
762. Noble, W., D.P. Hanger, and J.M. Gallo, Transgenic mouse models of tauopathy in drug discovery. CNS 

Neurol Disord Drug Targets, 2010. 9(4): p. 403-28. 
763. Ferretti, M.T., et al., Minocycline corrects early, pre-plaque neuroinflammation and inhibits BACE-1 in a 

transgenic model of Alzheimer's disease-like amyloid pathology. J Neuroinflammation, 2012. 9: p. 62. 
764. Garwood, C.J., et al., Anti-inflammatory impact of minocycline in a mouse model of tauopathy. Front 

Psychiatry, 2010. 1: p. 136. 
765. Parachikova, A., et al., Reductions in amyloid-beta-derived neuroinflammation, with minocycline, restore 

cognition but do not significantly affect tau hyperphosphorylation. J Alzheimers Dis, 2010. 21(2): p. 527-
42. 

766. Singh, S., et al., Current therapeutic strategy in Alzheimer's disease. Eur Rev Med Pharmacol Sci, 2012. 
16(12): p. 1651-64. 

767. Schneider, L.S., et al., Effectiveness of atypical antipsychotic drugs in patients with Alzheimer's disease. 
N Engl J Med, 2006. 355(15): p. 1525-38. 

768. Banerjee, S., The use of antipsychotic medication for people with dementia:Time for action A report for 
the Minister of State for Care Services, 2009. p. 1-63. 

769. Ballard, C., et al., The dementia antipsychotic withdrawal trial (DART-AD): long-term follow-up of a 
randomised placebo-controlled trial. Lancet Neurol, 2009. 8(2): p. 151-7. 

770. Creed, M.C. and N.W. Milgram, Amyloid-modifying therapies for Alzheimer's disease: therapeutic 
progress and its implications. Age (Dordr), 2010. 32(3): p. 365-84. 

771. Matsumoto, S.E., et al., Development of antibodies for immunotherapy of Alzheimer's disease. Rinsho 
Shinkeigaku, 2012. 52(11): p. 1168-70. 

772. Mondragon-Rodriguez, S., et al., Causes versus effects: the increasing complexities of Alzheimer's 
disease pathogenesis. Expert Rev Neurother, 2010. 10(5): p. 683-91. 

773. Castellani, R.J., et al., Alzheimer Disease Pathology As a Host Response. Journal of Neuropathology & 
Experimental Neurology, 2008. 67(6): p. 523-531 10.1097/NEN.0b013e318177eaf4. 



 

257 

 

774. Hardy, J.A. and G.A. Higgins, Alzheimer's disease: the amyloid cascade hypothesis. Science, 1992. 
256(5054): p. 184-5. 

775. Selkoe, D.J., The molecular pathology of Alzheimer's disease. Neuron, 1991. 6(4): p. 487-98. 
776. Dong, S., et al., Advances in the pathogenesis of Alzheimer's disease: a re-evaluation of amyloid cascade 

hypothesis. Translational Neurodegeneration, 2012. 1(1): p. 18. 
777. Suzhen, D., et al., Advances in the pathogenesis of Alzheimer's disease: a re-evaluation of amyloid 

cascade hypothesis. Translational Neurodegeneration, 2012. 1(1): p. 18. 
778. Reitz, C., Alzheimer's disease and the amyloid cascade hypothesis: a critical review. Int J Alzheimers 

Dis, 2012. 2012: p. 369808. 
779. Karran, E., M. Mercken, and B.D. Strooper, The amyloid cascade hypothesis for Alzheimer's disease: an 

appraisal for the development of therapeutics. Nat Rev Drug Discov, 2011. 10(9): p. 698-712. 
780. Castellani, R.J. and M.A. Smith, Compounding artefacts with uncertainty, and an amyloid cascade 

hypothesis that is 'too big to fail'. J Pathol, 2011. 224(2): p. 147-52. 
781. Checler, F. and A.J. Turner, Journal of Neurochemistry special issue on Alzheimer's disease: 'amyloid 

cascade hypothesis--20 years on'. J Neurochem, 2012. 120 Suppl 1: p. iii-iv. 
782. Armstrong, R.A., The pathogenesis of Alzheimer's disease: a reevaluation of the "amyloid cascade 

hypothesis". Int J Alzheimers Dis, 2011. 2011: p. 630865. 
783. Glenner, G.G. and C.W. Wong, Alzheimer's disease and Down's syndrome: sharing of a unique 

cerebrovascular amyloid fibril protein. Biochem Biophys Res Commun, 1984. 122(3): p. 1131-5. 
784. Giasson, B.I., V.M. Lee, and J.Q. Trojanowski, Interactions of amyloidogenic proteins. Neuromolecular 

Med, 2003. 4(1-2): p. 49-58. 
785. Gomez-Isla, T., et al., The impact of different presenilin 1 andpresenilin 2 mutations on amyloid 

deposition, neurofibrillary changes and neuronal loss in the familial Alzheimer's disease brain: evidence 
for other phenotype-modifying factors. Brain, 1999. 122 ( Pt 9): p. 1709-19. 

786. Zekanowski, C., et al., Mutation screening of the MAPT and STH genes in Polish patients with clinically 
diagnosed frontotemporal dementia. Dement Geriatr Cogn Disord, 2003. 16(3): p. 126-31. 

787. Genetics-Home-Reference. MAPT. 2011; Available from: http://ghr.nlm.nih.gov/gene/MAPT. 
788. Menendez, M., Pathological and clinical heterogeneity of presenilin 1 gene mutations. J Alzheimers Dis, 

2004. 6(5): p. 475-82. 
789. Ray, W.J., F. Ashall, and A.M. Goate, Molecular pathogenesis of sporadic and familial forms of 

Alzheimer's disease. Mol Med Today, 1998. 4(4): p. 151-7. 
790. Lippa, C.F., et al., Familial and sporadic Alzheimer's disease: neuropathology cannot exclude a final 

common pathway. Neurology, 1996. 46(2): p. 406-12. 
791. Mawuenyega, K.G., et al., Decreased clearance of CNS beta-amyloid in Alzheimer's disease. Science, 

2010. 330(6012): p. 1774. 
792. Lee, H.G., et al., Perspectives on the amyloid-beta cascade hypothesis. J Alzheimers Dis, 2004. 6(2): p. 

137-45. 
793. Lee, H.G., et al., Challenging the amyloid cascade hypothesis: senile plaques and amyloid-beta as 

protective adaptations to Alzheimer disease. Ann N Y Acad Sci, 2004. 1019: p. 1-4. 
794. Lee, H.G., et al., Amyloid beta: the alternate hypothesis. Curr Alzheimer Res, 2006. 3(1): p. 75-80. 
795. Lesne, S., L. Kotilinek, and K.H. Ashe, Plaque-bearing mice with reduced levels of oligomeric amyloid-

beta assemblies have intact memory function. Neuroscience, 2008. 151(3): p. 745-9. 
796. Nordberg, A., Amyloid plaque imaging in vivo: current achievement and future prospects. Eur J Nucl 

Med Mol Imaging, 2008. 35 Suppl 1: p. S46-50. 
797. Villemagne, V.L., et al., The ART of loss: Abeta imaging in the evaluation of Alzheimer's disease and 

other dementias. Mol Neurobiol, 2008. 38(1): p. 1-15. 
798. Caughey, B. and P.T. Lansbury, Protofibrils, pores, fibrils, and neurodegeneration: separating the 

responsible protein aggregates from the innocent bystanders. Annu Rev Neurosci, 2003. 26: p. 267-98. 
799. Sheline, Y.I., et al., Amyloid plaques disrupt resting state default mode network connectivity in 

cognitively normal elderly. Biol Psychiatry, 2010. 67(6): p. 584-7. 
800. Greicius, M.D., et al., Default-mode network activity distinguishes Alzheimer's disease from healthy 

aging: evidence from functional MRI. Proc Natl Acad Sci U S A, 2004. 101(13): p. 4637-42. 
801. Miller, S.L., et al., Age-related memory impairment associated with loss of parietal deactivation but 

preserved hippocampal activation. Proc Natl Acad Sci U S A, 2008. 105(6): p. 2181-6. 
802. Glabe, C.G., Common mechanisms of amyloid oligomer pathogenesis in degenerative disease. Neurobiol 

Aging, 2006. 27(4): p. 570-5. 
803. Kirkitadze, M.D., G. Bitan, and D.B. Teplow, Paradigm shifts in Alzheimer's disease and other 

neurodegenerative disorders: the emerging role of oligomeric assemblies. J Neurosci Res, 2002. 69(5): p. 
567-77. 

804. Lesne, S., et al., A specific amyloid-beta protein assembly in the brain impairs memory. Nature, 2006. 
440(7082): p. 352-7. 

805. Shankar, G.M., et al., Amyloid-beta protein dimers isolated directly from Alzheimer's brains impair 
synaptic plasticity and memory. Nat Med, 2008. 14(8): p. 837-42. 

806. Kuo, Y.M., et al., Water-soluble Abeta (N-40, N-42) oligomers in normal and Alzheimer disease brains. J 
Biol Chem, 1996. 271(8): p. 4077-81. 

http://ghr.nlm.nih.gov/gene/MAPT


 

258 

 

807. Tabaton, M. and A. Piccini, Role of water-soluble amyloid-beta in the pathogenesis of Alzheimer's 
disease. Int J Exp Pathol, 2005. 86(3): p. 139-45. 

808. Watson, D., et al., Physicochemical characteristics of soluble oligomeric Abeta and their pathologic role 
in Alzheimer's disease. Neurol Res, 2005. 27(8): p. 869-81. 

809. Steinerman, J.R., et al., Distinct pools of beta-amyloid in Alzheimer disease-affected brain: a 
clinicopathologic study. Arch Neurol, 2008. 65(7): p. 906-12. 

810. Lindner, M.D., et al., Soluble Abeta and cognitive function in aged F-344 rats and Tg2576 mice. Behav 
Brain Res, 2006. 173(1): p. 62-75. 

811. Zerbinatti, C.V., et al., Increased soluble amyloid-beta peptide and memory deficits in amyloid model 
mice overexpressing the low-density lipoprotein receptor-related protein. Proc Natl Acad Sci U S A, 
2004. 101(4): p. 1075-80. 

812. Lefterov, I., et al., Memory deficits in APP23/Abca1+/- mice correlate with the level of Abeta oligomers. 
ASN Neuro, 2009. 1(2). 

813. Zhang, W., et al., Soluble Abeta levels correlate with cognitive deficits in the 12-month-old 
APPswe/PS1dE9 mouse model of Alzheimer's disease. Behav Brain Res, 2011. 222(2): p. 342-50. 

814. Verdier, Y. and B. Penke, Binding sites of amyloid beta-peptide in cell plasma membrane and 
implications for Alzheimer's disease. Curr Protein Pept Sci, 2004. 5(1): p. 19-31. 

815. Mutisya, E.M., A.C. Bowling, and M.F. Beal, Cortical cytochrome oxidase activity is reduced in 
Alzheimer's disease. J Neurochem, 1994. 63(6): p. 2179-84. 

816. Huang, H.C., et al., Dual effects of curcumin on neuronal oxidative stress in the presence of Cu(II). Food 
Chem Toxicol, 2011. 49(7): p. 1578-83. 

817. Atamna, H. and K. Boyle, Amyloid-beta peptide binds with heme to form a peroxidase: relationship to 
the cytopathologies of Alzheimer's disease. Proc Natl Acad Sci U S A, 2006. 103(9): p. 3381-6. 

818. Wang, Q., et al., Block of long-term potentiation by naturally secreted and synthetic amyloid beta-peptide 
in hippocampal slices is mediated via activation of the kinases c-Jun N-terminal kinase, cyclin-dependent 
kinase 5, and p38 mitogen-activated protein kinase as well as metabotropic glutamate receptor type 5. J 
Neurosci, 2004. 24(13): p. 3370-8. 

819. Jang, H., et al., Truncated beta-amyloid peptide channels provide an alternative mechanism for 
Alzheimer's Disease and Down syndrome. Proc Natl Acad Sci U S A, 2010. 107(14): p. 6538-43. 

820. Jang, H., et al., Structural convergence among diverse, toxic beta-sheet ion channels. J Phys Chem B, 
2010. 114(29): p. 9445-51. 

821. Jang, H., et al., New structures help the modeling of toxic amyloidbeta ion channels. Trends Biochem Sci, 
2008. 33(2): p. 91-100. 

822. Jang, H., et al., beta-Barrel topology of Alzheimer's beta-amyloid ion channels. J Mol Biol, 2010. 404(5): 
p. 917-34. 

823. Shafrir, Y., et al., Models of membrane-bound Alzheimer's Abeta peptide assemblies. Proteins, 2010. 
78(16): p. 3473-87. 

824. Sepulveda, F.J., et al., Synaptotoxicity of Alzheimer beta amyloid can be explained by its membrane 
perforating property. PLoS One, 2010. 5(7): p. e11820. 

825. Geng, J., et al., Alzheimer's disease amyloid beta converting left-handed Z-DNA back to right-handed B-
form. Chem Commun (Camb), 2010. 46(38): p. 7187-9. 

826. Barghorn, S., et al., Globular amyloid beta-peptide oligomer - a homogenous and stable 
neuropathological protein in Alzheimer's disease. J Neurochem, 2005. 95(3): p. 834-47. 

827. Fa, M., et al., Preparation of oligomeric beta-amyloid 1-42 and induction of synaptic plasticity 
impairment on hippocampal slices. J Vis Exp, 2010(41). 

828. Jurgensen, S., et al., Activation of D1/D5 dopamine receptors protects neurons from synapse dysfunction 
induced by amyloid-beta oligomers. J Biol Chem, 2011. 286(5): p. 3270-6. 

829. Lynch, M.A., Long-term potentiation and memory. Physiol Rev, 2004. 84(1): p. 87-136. 
830. Ben Menachem-Zidon, O., et al., Astrocytes support hippocampal-dependent memory and long-term 

potentiation via interleukin-1 signaling. Brain Behav Immun, 2011. 25(5): p. 1008-16. 
831. Wang, H.W., et al., Soluble oligomers of beta amyloid (1-42) inhibit long-term potentiation but not long-

term depression in rat dentate gyrus. Brain Res, 2002. 924(2): p. 133-40. 
832. Bosch, M. and Y. Hayashi, Structural plasticity of dendritic spines. Curr Opin Neurobiol, 2012. 22(3): p. 

383-8. 
833. Castillo, P.E., Presynaptic LTP and LTD of excitatory and inhibitory synapses. Cold Spring Harb 

Perspect Biol, 2012. 4(2). 
834. Bourne, J.N. and K.M. Harris, Balancing structure and function at hippocampal dendritic spines. Annu 

Rev Neurosci, 2008. 31: p. 47-67. 
835. Yoshihara, Y., M. De Roo, and D. Muller, Dendritic spine formation and stabilization. Curr Opin 

Neurobiol, 2009. 19(2): p. 146-53. 
836. Bhatt, D.H., S. Zhang, and W.B. Gan, Dendritic spine dynamics. Annu Rev Physiol, 2009. 71: p. 261-82. 
837. Hofer, S.B. and T. Bonhoeffer, Dendritic spines: the stuff that memories are made of? Curr Biol, 2010. 

20(4): p. R157-9. 
838. Knobloch, M. and I.M. Mansuy, Dendritic spine loss and synaptic alterations in Alzheimer's disease. 

Mol Neurobiol, 2008. 37(1): p. 73-82. 



 

259 

 

839. Lacor, P.N., et al., Synaptic targeting by Alzheimer's-related amyloid beta oligomers. J Neurosci, 2004. 
24(45): p. 10191-200. 

840. Gong, Y., et al., Alzheimer's disease-affected brain: presence of oligomeric A beta ligands (ADDLs) 
suggests a molecular basis for reversible memory loss. Proc Natl Acad Sci U S A, 2003. 100(18): p. 
10417-22. 

841. Kotilinek, L.A., et al., Reversible memory loss in a mouse transgenic model of Alzheimer's disease. J 
Neurosci, 2002. 22(15): p. 6331-5. 

842. Chang, L., et al., Femtomole immunodetection of synthetic and endogenous amyloid-beta oligomers and 
its application to Alzheimer's disease drug candidate screening. J Mol Neurosci, 2003. 20(3): p. 305-13. 

843. Wu, Y., et al., Amyloid-beta-induced pathological behaviors are suppressed by Ginkgo biloba extract 
EGb 761 and ginkgolides in transgenic Caenorhabditis elegans. J Neurosci, 2006. 26(50): p. 13102-13. 

844. Leon, W.C., et al., A novel transgenic rat model with a full Alzheimer's-like amyloid pathology displays 
pre-plaque intracellular amyloid-beta-associated cognitive impairment. J Alzheimers Dis, 2010. 20(1): p. 
113-26. 

845. Conde, J.R. and W.J. Streit, Microglia in the aging brain. J Neuropathol Exp Neurol, 2006. 65(3): p. 199-
203. 

846. Norden, D.M. and J.P. Godbout, Microglia of the Aged Brain: Primed to be Activated and Resistant to 
Regulation. Neuropathol Appl Neurobiol, 2012. 

847. Henry, C.J., Role of Primed Microglia in the Aging Brain in Prolonged Sickness and Depressive 
Behavior Concomitant with Peripheral Immune Stimulation, in Graduate School of The Ohio State 
University2011, The Ohio State University: Ohio, USA. p. 185. 

848. Chiovenda, P., G.M. Vincentelli, and F. Alegiani, Cognitive impairment in elderly ED patients: need for 
multidimensional assessment for better management after discharge. Am J Emerg Med, 2002. 20(4): p. 
332-5. 

849. Wofford, J.L., L.R. Loehr, and E. Schwartz, Acute cognitive impairment in elderly ED patients: 
etiologies and outcomes. Am J Emerg Med, 1996. 14(7): p. 649-53. 

850. Streit, W.J., Microglial senescence: does the brain's immune system have an expiration date? Trends 
Neurosci, 2006. 29(9): p. 506-10. 

851. Holmes, C., Systemic inflammation and Alzheimer's Disease. Neuropathol Appl Neurobiol, 2012. 
852. Holmes, C. and J. Butchart, Systemic inflammation and Alzheimer's disease. Biochem Soc Trans, 2011. 

39(4): p. 898-901. 
853. Streit, W.J. and Q.S. Xue, Alzheimer's disease, neuroprotection, and CNS immunosenescence. Front 

Pharmacol, 2012. 3: p. 138. 
854. Mrak, R.E., Microglia in Alzheimer brain: a neuropathological perspective. Int J Alzheimers Dis, 2012. 

2012: p. 165021. 
855. Bhat, R., et al., Astrocyte senescence as a component of Alzheimer's disease. PLoS One, 2012. 7(9): p. 

e45069. 
856. Campisi, J., Cellular senescence: putting the paradoxes in perspective. Curr Opin Genet Dev, 2011. 

21(1): p. 107-12. 
857. Raji, M.A., et al., Effect of a dementia diagnosis on survival of older patients after a diagnosis of breast, 

colon, or prostate cancer: implications for cancer care. Arch Intern Med, 2008. 168(18): p. 2033-40. 
858. Attner, B., et al., Low cancer rates among patients with dementia in a population-based register study in 

Sweden. Dement Geriatr Cogn Disord, 2010. 30(1): p. 39-42. 
859. Markesbery, W.R. and J.M. Carney, Oxidative alterations in Alzheimer's disease. Brain Pathol, 1999. 

9(1): p. 133-46. 
860. Massaad, C.A. and E. Klann, Reactive oxygen species in the regulation of synaptic plasticity and 

memory. Antioxid Redox Signal, 2011. 14(10): p. 2013-54. 
861. Zhu, X., et al., Causes of oxidative stress in Alzheimer disease. Cell Mol Life Sci, 2007. 64(17): p. 2202-

10. 
862. Bonda, D.J., et al., Role of metal dyshomeostasis in Alzheimer's disease. Metallomics, 2011. 3(3): p. 267-

70. 
863. Watt, N.T., I.J. Whitehouse, and N.M. Hooper, The role of zinc in Alzheimer's disease. Int J Alzheimers 

Dis, 2010. 2011: p. 971021. 
864. Olanow, C.W., An introduction to the free radical hypothesis in Parkinson's disease. Ann Neurol, 1992. 

32 Suppl: p. S2-9. 
865. Huang, X., et al., Redox-active metals, oxidative stress, and Alzheimer's disease pathology. Ann N Y 

Acad Sci, 2004. 1012: p. 153-63. 
866. Popescu, B.F. and H. Nichol, Mapping brain metals to evaluate therapies for neurodegenerative disease. 

CNS Neurosci Ther, 2011. 17(4): p. 256-68. 
867. Mantyh, P.W., et al., Aluminum, iron, and zinc ions promote aggregation of physiological concentrations 

of beta-amyloid peptide. J Neurochem, 1993. 61(3): p. 1171-4. 
868. Bush, A.I., et al., Rapid induction of Alzheimer A beta amyloid formation by zinc. Science, 1994. 

265(5177): p. 1464-7. 
869. Bush, A.I., et al., The amyloid beta-protein precursor and its mammalian homologues. Evidence for a 

zinc-modulated heparin-binding superfamily. J Biol Chem, 1994. 269(43): p. 26618-21. 



 

260 

 

870. Rottkamp, C.A., et al., Redox-active iron mediates amyloid-beta toxicity. Free Radic Biol Med, 2001. 
30(4): p. 447-50. 

871. Lovell, M.A., et al., Copper, iron and zinc in Alzheimer's disease senile plaques. J Neurol Sci, 1998. 
158(1): p. 47-52. 

872. Grundke-Iqbal, I., et al., Ferritin is a component of the neuritic (senile) plaque in Alzheimer dementia. 
Acta Neuropathol, 1990. 81(2): p. 105-10. 

873. De Felice, F.G., et al., Abeta oligomers induce neuronal oxidative stress through an N-methyl-D-
aspartate receptor-dependent mechanism that is blocked by the Alzheimer drug memantine. J Biol Chem, 
2007. 282(15): p. 11590-601. 

874. Andorn, A.C. and R.N. Kalaria, Factors Affecting Pro- and Anti-Oxidant Properties of Fragments of the 
b-Protein Precursor (bPP): Implication for Alzheimer's Disease. J Alzheimers Dis, 2000. 2(2): p. 69-78. 

875. Gordon-Krajcer, W. and B. Gajkowska, Excitotoxicity-induced expression of amyloid precursor protein 
(beta-APP) in the hippocampus and cortex of rat brain. an electron-microscopy and biochemical study. 
Folia Neuropathol, 2001. 39(3): p. 163-73. 

876. Yan, S.D., et al., Non-enzymatically glycated tau in Alzheimer's disease induces neuronal oxidant stress 
resulting in cytokine gene expression and release of amyloid beta-peptide. Nat Med, 1995. 1(7): p. 693-9. 

877. Nunomura, A., et al., Neuronal oxidative stress precedes amyloid-beta deposition in Down syndrome. J 
Neuropathol Exp Neurol, 2000. 59(11): p. 1011-7. 

878. Nunomura, A., et al., Oxidative damage is the earliest event in Alzheimer disease. J Neuropathol Exp 
Neurol, 2001. 60(8): p. 759-67. 

879. Cuajungco, M.P., et al., Evidence that the β-Amyloid Plaques of Alzheimer's Disease Represent the 
Redox-silencing and Entombment of Aβ by Zinc. Journal of Biological Chemistry, 2000. 275(26): p. 
19439-19442. 

880. Curtain, C.C., et al., Alzheimer's disease amyloid-beta binds copper and zinc to generate an allosterically 
ordered membrane-penetrating structure containing superoxide dismutase-like subunits. J Biol Chem, 
2001. 276(23): p. 20466-73. 

881. Panegyres, P.K., The effects of excitotoxicity on the expression of the amyloid precursor protein gene in 
the brain and its modulation by neuroprotective agents. J Neural Transm, 1998. 105(4-5): p. 463-78. 

882. Lee, H.G., et al., Amyloid-beta in Alzheimer disease: the null versus the alternate hypotheses. J 
Pharmacol Exp Ther, 2007. 321(3): p. 823-9. 

883. Davis, D.G., et al., Alzheimer neuropathologic alterations in aged cognitively normal subjects. J 
Neuropathol Exp Neurol, 1999. 58(4): p. 376-88. 

884. Supnet, C. and I. Bezprozvanny, The dysregulation of intracellular calcium in Alzheimer disease. Cell 
Calcium, 2010. 47(2): p. 183-9. 

885. Takahashi, M., et al., Amyloid precursor proteins inhibit heme oxygenase activity and augment 
neurotoxicity in Alzheimer's disease. Neuron, 2000. 28(2): p. 461-73. 

886. Smith, M.A., et al., Widespread peroxynitrite-mediated damage in Alzheimer's disease. J Neurosci, 1997. 
17(8): p. 2653-7. 

887. Good, P.F., et al., Evidence of neuronal oxidative damage in Alzheimer's disease. Am J Pathol, 1996. 
149(1): p. 21-8. 

888. Colavitti, R. and T. Finkel, Reactive oxygen species as mediators of cellular senescence. IUBMB Life, 
2005. 57(4-5): p. 277-81. 

889. Zhu, X., et al., Alzheimer disease, the two-hit hypothesis: an update. Biochim Biophys Acta, 2007. 
1772(4): p. 494-502. 

890. de la Monte, S.M., Insulin resistance and Alzheimer's disease. BMB Rep, 2009. 42(8): p. 475-81. 
891. Liao, F.F. and H. Xu, Insulin signaling in sporadic Alzheimer's disease. Sci Signal, 2009. 2(74): p. pe36. 
892. Schioth, H.B., et al., Brain Insulin Signaling and Alzheimer's Disease: Current Evidence and Future 

Directions. Mol Neurobiol, 2011. 
893. Zhao, W.Q. and M. Townsend, Insulin resistance and amyloidogenesis as common molecular foundation 

for type 2 diabetes and Alzheimer's disease. Biochim Biophys Acta, 2009. 1792(5): p. 482-96. 
894. Banks, W.A., J.B. Owen, and M.A. Erickson, Insulin in the brain: There and back again. Pharmacol 

Ther, 2012. 
895. Olson, A.L., Regulation of GLUT4 and Insulin-Dependent Glucose Flux. ISRN Molecular Biology, 2012. 

2012: p. 12. 
896. Pan, W. and A.J. Kastin, Interactions of IGF-1 with the blood-brain barrier in vivo and in situ. 

Neuroendocrinology, 2000. 72(3): p. 171-8. 
897. de la Monte, S.M., Brain insulin resistance and deficiency as therapeutic targets in Alzheimer's disease. 

Curr Alzheimer Res, 2012. 9(1): p. 35-66. 
898. Hopkins, D.F. and G. Williams, Insulin receptors are widely distributed in human brain and bind human 

and porcine insulin with equal affinity. Diabet Med, 1997. 14(12): p. 1044-50. 
899. Zhao, W., et al., Brain insulin receptors and spatial memory. Correlated changes in gene expression, 

tyrosine phosphorylation, and signaling molecules in the hippocampus of water maze trained rats. J Biol 
Chem, 1999. 274(49): p. 34893-902. 

900. Havrankova, J., J. Roth, and M. Brownstein, Insulin receptors are widely distributed in the central 
nervous system of the rat. Nature, 1978. 272(5656): p. 827-9. 

901. Adolfsson, R., et al., Hypoglycemia in Alzheimer's disease. Acta Med Scand, 1980. 208(5): p. 387-8. 



 

261 

 

902. Herholz, K., et al., Discrimination between Alzheimer dementia and controls by automated analysis of 
multicenter FDG PET. Neuroimage, 2002. 17(1): p. 302-16. 

903. Caselli, R.J., et al., Correlating cerebral hypometabolism with future memory decline in subsequent 
converters to amnestic pre-mild cognitive impairment. Arch Neurol, 2008. 65(9): p. 1231-6. 

904. Mosconi, L., et al., FDG-PET changes in brain glucose metabolism from normal cognition to 
pathologically verified Alzheimer's disease. Eur J Nucl Med Mol Imaging, 2009. 36(5): p. 811-22. 

905. Mosconi, L., A. Pupi, and M.J. De Leon, Brain glucose hypometabolism and oxidative stress in 
preclinical Alzheimer's disease. Ann N Y Acad Sci, 2008. 1147: p. 180-95. 

906. Langbaum, J.B., et al., Hypometabolism in Alzheimer-affected brain regions in cognitively healthy Latino 
individuals carrying the apolipoprotein E epsilon4 allele. Arch Neurol, 2010. 67(4): p. 462-8. 

907. Jagust, W.J., et al., Longitudinal studies of regional cerebral metabolism in Alzheimer's disease. 
Neurology, 1988. 38(6): p. 909-12. 

908. Hoyer, S. and R. Nitsch, Cerebral excess release of neurotransmitter amino acids subsequent to reduced 
cerebral glucose metabolism in early-onset dementia of Alzheimer type. J Neural Transm, 1989. 75(3): p. 
227-32. 

909. Hoyer, S., R. Nitsch, and K. Oesterreich, Predominant abnormality in cerebral glucose utilization in late-
onset dementia of the Alzheimer type: a cross-sectional comparison against advanced late-onset and 
incipient early-onset cases. J Neural Transm Park Dis Dement Sect, 1991. 3(1): p. 1-14. 

910. Shih, W.J., et al., Consecutive brain SPECT surface three-dimensional displays show progression of 
cerebral cortical abnormalities in Alzheimer's disease. Clin Nucl Med, 1999. 24(10): p. 773-7. 

911. de Leon, M.J., et al., Positron emission tomographic studies of aging and Alzheimer disease. AJNR Am J 
Neuroradiol, 1983. 4(3): p. 568-71. 

912. Small, G.W., et al., Cerebral metabolic and cognitive decline in persons at genetic risk for Alzheimer's 
disease. Proc Natl Acad Sci U S A, 2000. 97(11): p. 6037-42. 

913. Mosconi, L., et al., Magnetic resonance and PET studies in the early diagnosis of Alzheimer's disease. 
Expert Rev Neurother, 2004. 4(5): p. 831-49. 

914. Mosconi, L., et al., Early detection of Alzheimer's disease using neuroimaging. Exp Gerontol, 2007. 
42(1-2): p. 129-38. 

915. Landau, S.M., et al., Associations between cognitive, functional, and FDG-PET measures of decline in 
AD and MCI. Neurobiol Aging, 2011. 32(7): p. 1207-18. 

916. Steen, E., et al., Impaired insulin and insulin-like growth factor expression and signaling mechanisms in 
Alzheimer's disease--is this type 3 diabetes? J Alzheimers Dis, 2005. 7(1): p. 63-80. 

917. Craft, S., et al., Effects of hyperglycemia on memory and hormone levels in dementia of the Alzheimer 
type: a longitudinal study. Behav Neurosci, 1993. 107(6): p. 926-40. 

918. Assini, A., et al., Plasma levels of amyloid beta-protein 42 are increased in women with mild cognitive 
impairment. Neurology, 2004. 63(5): p. 828-31. 

919. Luchsinger, J.A., et al., Hyperinsulinemia and risk of Alzheimer disease. Neurology, 2004. 63(7): p. 
1187-92. 

920. Launer, L.J., Diabetes and brain aging: epidemiologic evidence. Curr Diab Rep, 2005. 5(1): p. 59-63. 
921. Odetti, P., et al., Plasma levels of insulin and amyloid beta 42 are correlated in patients with amnestic 

Mild Cognitive Impairment. J Alzheimers Dis, 2005. 8(3): p. 243-5. 
922. Craft, S., Insulin resistance syndrome and Alzheimer disease: pathophysiologic mechanisms and 

therapeutic implications. Alzheimer Dis Assoc Disord, 2006. 20(4): p. 298-301. 
923. Meneilly, G.S. and A. Hill, Alterations in glucose metabolism in patients with Alzheimer's disease. J Am 

Geriatr Soc, 1993. 41(7): p. 710-4. 
924. Hoyer, S., Glucose metabolism and insulin receptor signal transduction in Alzheimer disease. Eur J 

Pharmacol, 2004. 490(1-3): p. 115-25. 
925. Watson, G.S. and S. Craft, Modulation of memory by insulin and glucose: neuropsychological 

observations in Alzheimer's disease. Eur J Pharmacol, 2004. 490(1-3): p. 97-113. 
926. Planel, E., et al., Alterations in glucose metabolism induce hypothermia leading to tau 

hyperphosphorylation through differential inhibition of kinase and phosphatase activities: implications 
for Alzheimer's disease. J Neurosci, 2004. 24(10): p. 2401-11. 

927. Frolich, L., et al., Brain insulin and insulin receptors in aging and sporadic Alzheimer's disease. J Neural 
Transm, 1998. 105(4-5): p. 423-38. 

928. Frolich, L., et al., A disturbance in the neuronal insulin receptor signal transduction in sporadic 
Alzheimer's disease. Ann N Y Acad Sci, 1999. 893: p. 290-3. 

929. Ho, L., et al., Insulin receptor expression and activity in the brains of nondiabetic sporadic Alzheimer's 
disease cases. Int J Alzheimers Dis, 2012. 2012: p. 321280. 

930. de la Monte, S.M. and J.R. Wands, Review of insulin and insulin-like growth factor expression, signaling, 
and malfunction in the central nervous system: relevance to Alzheimer's disease. J Alzheimers Dis, 2005. 
7(1): p. 45-61. 

931. Gammeltoft, S., M. Fehlmann, and E. Van Obberghen, Insulin receptors in the mammalian central 
nervous system: binding characteristics and subunit structure. Biochimie, 1985. 67(10-11): p. 1147-53. 

932. Hill, J.M., et al., Autoradiographic localization of insulin receptors in rat brain: prominence in olfactory 
and limbic areas. Neuroscience, 1986. 17(4): p. 1127-38. 



 

262 

 

933. Broughton, S.K., et al., Large-scale generation of highly enriched neural stem-cell-derived 
oligodendroglial cultures: maturation-dependent differences in insulin-like growth factor-mediated 
signal transduction. J Neurochem, 2007. 100(3): p. 628-38. 

934. D'Ercole, A.J., Expression of insulin-like growth factor-I in transgenic mice. Ann N Y Acad Sci, 1993. 
692: p. 149-60. 

935. Freude, S., K. Schilbach, and M. Schubert, The role of IGF-1 receptor and insulin receptor signaling for 
the pathogenesis of Alzheimer's disease: from model organisms to human disease. Curr Alzheimer Res, 
2009. 6(3): p. 213-23. 

936. Zeger, M., et al., Insulin-like growth factor type 1 receptor signaling in the cells of oligodendrocyte 
lineage is required for normal in vivo oligodendrocyte development and myelination. Glia, 2007. 55(4): 
p. 400-11. 

937. de la Monte, S.M., et al., The liver-brain axis of alcohol-mediated neurodegeneration: role of toxic lipids. 
Int J Environ Res Public Health, 2009. 6(7): p. 2055-75. 

938. de la Monte, S.M., et al., Insulin resistance and neurodegeneration: roles of obesity, type 2 diabetes 
mellitus and non-alcoholic steatohepatitis. Curr Opin Investig Drugs, 2009. 10(10): p. 1049-60. 

939. Hoyer, S., The brain insulin signal transduction system and sporadic (type II) Alzheimer disease: an 
update. J Neural Transm, 2002. 109(3): p. 341-60. 

940. Rivera, E.J., et al., Insulin and insulin-like growth factor expression and function deteriorate with 
progression of Alzheimer's disease: link to brain reductions in acetylcholine. J Alzheimers Dis, 2005. 
8(3): p. 247-68. 

941. Blum-Degen, D., et al., Altered regulation of brain glucose metabolism as a cause of neurodegenerative 
disorders? J Neural Transm Suppl, 1995. 46: p. 139-47. 

942. Lannert, H. and S. Hoyer, Intracerebroventricular administration of streptozotocin causes long-term 
diminutions in learning and memory abilities and in cerebral energy metabolism in adult rats. Behav 
Neurosci, 1998. 112(5): p. 1199-208. 

943. Hoyer, S., et al., Inhibition of the neuronal insulin receptor. An in vivo model for sporadic Alzheimer 
disease? Ann N Y Acad Sci, 2000. 920: p. 256-8. 

944. Blass, J.P., G.E. Gibson, and S. Hoyer, The role of the metabolic lesion in Alzheimer's disease. J 
Alzheimers Dis, 2002. 4(3): p. 225-32. 

945. Lester-Coll, N., et al., Intracerebral streptozotocin model of type 3 diabetes: relevance to sporadic 
Alzheimer's disease. J Alzheimers Dis, 2006. 9(1): p. 13-33. 

946. Grunblatt, E., et al., Brain insulin system dysfunction in streptozotocin intracerebroventricularly treated 
rats generates hyperphosphorylated tau protein. J Neurochem, 2007. 101(3): p. 757-70. 

947. Labak, M., et al., Metabolic changes in rat brain following intracerebroventricular injections of 
streptozotocin: a model of sporadic Alzheimer's disease. Acta Neurochir Suppl, 2010. 106: p. 177-81. 

948. de la Monte, S.M., Contributions of brain insulin resistance and deficiency in amyloid-related 
neurodegeneration in Alzheimer's disease. Drugs, 2012. 72(1): p. 49-66. 

949. de la Monte, S.M., IMP.Insulin resistance and Alzheimer's disease. BMB Rep, 2009. 42(8): p. 475-81. 
950. de la Monte, S.M. and J.R. Wands, Alzheimer's disease is type 3 diabetes-evidence reviewed. J Diabetes 

Sci Technol, 2008. 2(6): p. 1101-13. 
951. Oldendorf, W.H., Brain uptake of radiolabeled amino acids, amines, and hexoses after arterial injection. 

Am J Physiol, 1971. 221(6): p. 1629-39. 
952. Taylor, E.M., Efflux transporters and the blood-brain barrier. 2005, New York: Nova Biomedical 

Books. 247 p. 
953. Kaslow, H.R., et al., L-type glycogen synthase. Tissue distribution and electrophoretic mobility. J Biol 

Chem, 1985. 260(18): p. 9953-6. 
954. Bouskila, M., et al., Insulin promotes glycogen synthesis in the absence of GSK3 phosphorylation in 

skeletal muscle. Am J Physiol Endocrinol Metab, 2008. 294(1): p. E28-35. 
955. Bouskila, M., et al., Allosteric regulation of glycogen synthase controls glycogen synthesis in muscle. 

Cell Metab, 2010. 12(5): p. 456-66. 
956. Vilchez, D., et al., Mechanism suppressing glycogen synthesis in neurons and its demise in progressive 

myoclonus epilepsy. Nat Neurosci, 2007. 10(11): p. 1407-13. 
957. Brown, A.M., S. Baltan Tekkok, and B.R. Ransom, Energy transfer from astrocytes to axons: the role of 

CNS glycogen. Neurochem Int, 2004. 45(4): p. 529-36. 
958. Magistretti, P.J. and J.H. Morrison, Noradrenaline- and vasoactive intestinal peptide-containing 

neuronal systems in neocortex: functional convergence with contrasting morphology. Neuroscience, 
1988. 24(2): p. 367-78. 

959. Pellerin, L. and P.J. Magistretti, Glutamate uptake into astrocytes stimulates aerobic glycolysis: a 
mechanism coupling neuronal activity to glucose utilization. Proc Natl Acad Sci U S A, 1994. 91(22): p. 
10625-9. 

960. Dinuzzo, M., et al., The role of astrocytic glycogen in supporting the energetics of neuronal activity. 
Neurochem Res, 2012. 37(11): p. 2432-8. 

961. Chih, C.-P., P. Lipton, and E.L. Roberts Jr, Do active cerebral neurons really use lactate rather than 
glucose? Trends Neurosci, 2001. 24(10): p. 573-578. 

962. Chih, C.P. and E.L. Roberts Jr, Energy substrates for neurons during neural activity: a critical review of 
the astrocyte-neuron lactate shuttle hypothesis. J Cereb Blood Flow Metab, 2003. 23(11): p. 1263-81. 



 

263 

 

963. Loaiza, A., O.H. Porras, and L.F. Barros, Glutamate triggers rapid glucose transport stimulation in 
astrocytes as evidenced by real-time confocal microscopy. J Neurosci, 2003. 23(19): p. 7337-42. 

964. Magistretti, P.J., Neuron-glia metabolic coupling and plasticity. J Exp Biol, 2006. 209(Pt 12): p. 2304-
11. 

965. Magistretti, P.J., Neuron-glia metabolic coupling and plasticity. Exp Physiol, 2011. 96(4): p. 407-10. 
966. Bergersen, L.H., Is lactate food for neurons? Comparison of monocarboxylate transporter subtypes in 

brain and muscle. Neuroscience, 2007. 145(1): p. 11-19. 
967. Dringen, R., R. Gebhardt, and B. Hamprecht, Glycogen in astrocytes: possible function as lactate supply 

for neighboring cells. Brain Res, 1993. 623(2): p. 208-14. 
968. Escartin, C. and N. Rouach, Astroglial networking contributes to neurometabolic coupling. Frontiers in 

Neuroenergetics, 2013 (In Press). 
969. Jahanshahi, M., et al., The effect of spatial learning on the number of astrocytes in the CA3 subfield of the 

rat hippocampus. Singapore Med J, 2008. 49(5): p. 388-91. 
970. Mehrdad, J., et al., The astrocytes number in different subfield of rat's hippocampus in reference memory 

learning method. Pak J Biol Sci, 2007. 10(21): p. 3964-6. 
971. Bontempi, B., et al., Time-dependent reorganization of brain circuitry underlying long-term memory 

storage. Nature, 1999. 400(6745): p. 671-5. 
972. Kandel, E.R., Principles of neural science. 5th ed. 2012, New York: McGraw-Hill. p. 
973. Dudai, Y., The neurobiology of consolidations, or, how stable is the engram? Annu Rev Psychol, 2004. 

55: p. 51-86. 
974. Kandel, E.R., The molecular biology of memory storage: a dialogue between genes and synapses. 

Science, 2001. 294(5544): p. 1030-8. 
975. Klann, E. and J.D. Sweatt, Altered protein synthesis is a trigger for long-term memory formation. 

Neurobiol Learn Mem, 2008. 89(3): p. 247-59. 
976. Alberini, C.M., Transcription factors in long-term memory and synaptic plasticity. Physiol Rev, 2009. 

89(1): p. 121-45. 
977. Guzowski, J.F., et al., Inhibition of activity-dependent arc protein expression in the rat hippocampus 

impairs the maintenance of long-term potentiation and the consolidation of long-term memory. J 
Neurosci, 2000. 20(11): p. 3993-4001. 

978. Lyford, G.L., et al., Arc, a growth factor and activity-regulated gene, encodes a novel cytoskeleton-
associated protein that is enriched in neuronal dendrites. Neuron, 1995. 14(2): p. 433-45. 

979. Plath, N., et al., Arc/Arg3.1 is essential for the consolidation of synaptic plasticity and memories. Neuron, 
2006. 52(3): p. 437-44. 

980. Ploski, J.E., et al., The activity-regulated cytoskeletal-associated protein (Arc/Arg3.1) is required for 
memory consolidation of pavlovian fear conditioning in the lateral amygdala. J Neurosci, 2008. 28(47): 
p. 12383-95. 

981. Maddox, S.A. and G.E. Schafe, The activity-regulated cytoskeletal-associated protein (Arc/Arg3.1) is 
required for reconsolidation of a Pavlovian fear memory. J Neurosci, 2011. 31(19): p. 7073-82. 

982. Bramham, C.R., et al., The Arc of synaptic memory. Exp Brain Res, 2010. 200(2): p. 125-40. 
983. Fischer, A., et al., Distinct roles of hippocampal de novo protein synthesis and actin rearrangement in 

extinction of contextual fear. J Neurosci, 2004. 24(8): p. 1962-6. 
984. Mantzur, L., G. Joels, and R. Lamprecht, Actin polymerization in lateral amygdala is essential for fear 

memory formation. Neurobiol Learn Mem, 2009. 91(1): p. 85-8. 
985. Chen, L.Y., et al., Changes in synaptic morphology accompany actin signaling during LTP. J Neurosci, 

2007. 27(20): p. 5363-72. 
986. Bamburg, J.R., A. McGough, and S. Ono, Putting a new twist on actin: ADF/cofilins modulate actin 

dynamics. Trends Cell Biol, 1999. 9(9): p. 364-70. 
987. Fedulov, V., et al., Evidence that long-term potentiation occurs within individual hippocampal synapses 

during learning. J Neurosci, 2007. 27(30): p. 8031-9. 
988. Suzuki, A., et al., Astrocyte-neuron lactate transport is required for long-term memory formation. Cell, 

2011. 144(5): p. 810-23. 
989. Iadecola, C. and M. Nedergaard, Glial regulation of the cerebral microvasculature. Nat Neurosci, 2007. 

10(11): p. 1369-76. 
990. Mulligan, S.J. and B.A. MacVicar, Calcium transients in astrocyte endfeet cause cerebrovascular 

constrictions. Nature, 2004. 431(7005): p. 195-9. 
991. Newman, L.A., D.L. Korol, and P.E. Gold, Lactate produced by glycogenolysis in astrocytes regulates 

memory processing. PLoS One, 2011. 6(12): p. e28427. 
992. Rouach, N., et al., Astroglial metabolic networks sustain hippocampal synaptic transmission. Science, 

2008. 322(5907): p. 1551-5. 
993. Pellerin, L., et al., Activity-dependent regulation of energy metabolism by astrocytes: an update. Glia, 

2007. 55(12): p. 1251-62. 
994. Alexander, G.E., et al., Longitudinal PET Evaluation of Cerebral Metabolic Decline in Dementia: A 

Potential Outcome Measure in Alzheimer's Disease Treatment Studies. Am J Psychiatry, 2002. 159(5): p. 
738-45. 

995. Chase, T.N., et al., Regional cortical dysfunction in Alzheimer's disease as determined by positron 
emission tomography. Ann Neurol, 1984. 15 Suppl: p. S170-4. 



 

264 

 

996. Foster, N.L., et al., Cortical abnormalities in Alzheimer's disease. Ann Neurol, 1984. 16(6): p. 649-54. 
997. Minoshima, S., et al., A diagnostic approach in Alzheimer's disease using three-dimensional stereotactic 

surface projections of fluorine-18-FDG PET. J Nucl Med, 1995. 36(7): p. 1238-48. 
998. Mosconi, L., et al., Multicenter standardized 18F-FDG PET diagnosis of mild cognitive impairment, 

Alzheimer's disease, and other dementias. J Nucl Med, 2008. 49(3): p. 390-8. 
999. Langbaum, J.B., et al., Categorical and correlational analyses of baseline fluorodeoxyglucose positron 

emission tomography images from the Alzheimer's Disease Neuroimaging Initiative (ADNI). 
Neuroimage, 2009. 45(4): p. 1107-16. 

1000. Andrews-Hanna, J.R., et al., Disruption of large-scale brain systems in advanced aging. Neuron, 2007. 
56(5): p. 924-35. 

1001. Sambataro, F., et al., Age-related alterations in default mode network: impact on working memory 
performance. Neurobiol Aging, 2010. 31(5): p. 839-52. 

1002. Anchisi, D., et al., Heterogeneity of brain glucose metabolism in mild cognitive impairment and clinical 
progression to Alzheimer disease. Arch Neurol, 2005. 62(11): p. 1728-33. 

1003. Minoshima, S., et al., Metabolic reduction in the posterior cingulate cortex in very early Alzheimer's 
disease. Ann Neurol, 1997. 42(1): p. 85-94. 

1004. Costantini, L., et al., Hypometabolism as a therapeutic target in Alzheimer's disease. BMC Neurosci, 
2008. 9(Suppl 2): p. S16. 

1005. Mosconi, L., et al., Hypometabolism exceeds atrophy in presymptomatic early-onset familial Alzheimer's 
disease. J Nucl Med, 2006. 47(11): p. 1778-86. 

1006. Chetelat, G., et al., Mild cognitive impairment: Can FDG-PET predict who is to rapidly convert to 
Alzheimer's disease? Neurology, 2003. 60(8): p. 1374-7. 

1007. Drzezga, A., et al., Cerebral metabolic changes accompanying conversion of mild cognitive impairment 
into Alzheimer's disease: a PET follow-up study. Eur J Nucl Med Mol Imaging, 2003. 30(8): p. 1104-13. 

1008. Toussaint, P.J., et al., Resting state FDG-PET functional connectivity as an early biomarker of 
Alzheimer's disease using conjoint univariate and independent component analyses. Neuroimage, 2012. 
63(2): p. 936-46. 

1009. Spoletini, I., et al., Reduced fronto-temporal connectivity is associated with frontal gray matter density 
reduction and neuropsychological deficit in schizophrenia. Schizophr Res, 2009. 108(1-3): p. 57-68. 

1010. Corder, E.H., et al., No difference in cerebral glucose metabolism in patients with Alzheimer disease and 
differing apolipoprotein E genotypes. Arch Neurol, 1997. 54(3): p. 273-7. 

1011. Hirono, N., et al., The effect of APOE epsilon4 allele on cerebral glucose metabolism in AD is a function 
of age at onset. Neurology, 2002. 58(5): p. 743-50. 

1012. Hirono, N., et al., Lack of association of apolipoprotein E epsilon4 allele dose with cerebral glucose 
metabolism in Alzheimer disease. Alzheimer Dis Assoc Disord, 1998. 12(4): p. 362-7. 

1013. Mosconi, L., et al., Brain metabolic decreases related to the dose of the ApoE e4 allele in Alzheimer's 
disease. J Neurol Neurosurg Psychiatry, 2004. 75(3): p. 370-6. 

1014. Devanand, D.P., et al., Pittsburgh compound B (11C-PIB) and fluorodeoxyglucose (18 F-FDG) PET in 
patients with Alzheimer disease, mild cognitive impairment, and healthy controls. J Geriatr Psychiatry 
Neurol, 2010. 23(3): p. 185-98. 

1015. Furst, A.J. and R.A. Lal, Amyloid-beta and glucose metabolism in Alzheimer's disease. J Alzheimers Dis, 
2011. 26 Suppl 3: p. 105-16. 

1016. Forster, S., et al., Regional expansion of hypometabolism in Alzheimer's disease follows amyloid 
deposition with temporal delay. Biol Psychiatry, 2012. 71(9): p. 792-7. 

1017. Rabinovici, G.D., et al., Increased metabolic vulnerability in early-onset Alzheimer's disease is not 
related to amyloid burden. Brain, 2010. 133(Pt 2): p. 512-28. 

1018. Lehmann, M., et al., Diverging patterns of amyloid deposition and hypometabolism in clinical variants of 
probable Alzheimer's disease. Brain, 2013. 

1019. Rosenbloom, M.H., et al., Distinct clinical and metabolic deficits in PCA and AD are not related to 
amyloid distribution. Neurology, 2011. 76(21): p. 1789-1796. 

1020. Ossenkoppele, R., et al., Amyloid burden and metabolic function in early-onset Alzheimer's disease: 
parietal lobe involvement. Brain, 2012. 135(Pt 7): p. 2115-25. 

1021. Kikuchi, M., et al., Effects of Brain Amyloid Deposition and Reduced Glucose Metabolism on the Default 
Mode of Brain Function in Normal Aging. The Journal of Neuroscience, 2011. 31(31): p. 11193-11199. 

1022. Saraiva, L.M., et al., Amyloid-beta triggers the release of neuronal hexokinase 1 from mitochondria. 
PLoS One, 2010. 5(12): p. e15230. 

1023. Wang, Z., N.J. Gardiner, and P. Fernyhough, Blockade of hexokinase activity and binding to 
mitochondria inhibits neurite outgrowth in cultured adult rat sensory neurons. Neurosci Lett, 2008. 
434(1): p. 6-11. 

1024. Dringen, R., Metabolism and functions of glutathione in brain. Prog Neurobiol, 2000. 62(6): p. 649-71. 
1025. Majewski, N., et al., Hexokinase-mitochondria interaction mediated by Akt is required to inhibit 

apoptosis in the presence or absence of Bax and Bak. Mol Cell, 2004. 16(5): p. 819-30. 
1026. Allaman, I., et al., Amyloid-beta aggregates cause alterations of astrocytic metabolic phenotype: impact 

on neuronal viability. J Neurosci, 2010. 30(9): p. 3326-38. 
1027. Heidenreich, K.A., et al., Structural differences between insulin receptors in the brain and peripheral 

target tissues. J Biol Chem, 1983. 258(14): p. 8527-30. 



 

265 

 

1028. Lowe, W., Jr. and D. LeRoith, Insulin receptors from guinea pig liver and brain: structural and 
functional studies. Endocrinology, 1986. 118(4): p. 1669-77. 

1029. Recio-Pinto, E., F.F. Lang, and D.N. Ishii, Insulin and insulin-like growth factor II permit nerve growth 
factor binding and the neurite formation response in cultured human neuroblastoma cells. Proc Natl 
Acad Sci U S A, 1984. 81(8): p. 2562-6. 

1030. Bingham, E.M., et al., The role of insulin in human brain glucose metabolism: an 18fluoro-deoxyglucose 
positron emission tomography study. Diabetes, 2002. 51(12): p. 3384-90. 

1031. Heni, M., et al., Insulin promotes glycogen storage and cell proliferation in primary human astrocytes. 
PLoS One, 2011. 6(6): p. e21594. 

1032. Kum, W., et al., Effect of insulin on glucose and glycogen metabolism and leucine incorporation into 
protein in cultured mouse astrocytes. Glia, 1992. 6(4): p. 264-8. 

1033. Wiesinger, H., B. Hamprecht, and R. Dringen, Metabolic pathways for glucose in astrocytes. Glia, 1997. 
21(1): p. 22-34. 

1034. Hamai, M., Y. Minokoshi, and T. Shimazu, L-Glutamate and insulin enhance glycogen synthesis in 
cultured astrocytes from the rat brain through different intracellular mechanisms. J Neurochem, 1999. 
73(1): p. 400-7. 

1035. Dringen, R. and B. Hamprecht, Glucose, insulin, and insulin-like growth factor I regulate the glycogen 
content of astroglia-rich primary cultures. J Neurochem, 1992. 58(2): p. 511-7. 

1036. Oberheim, N.A., et al., Uniquely hominid features of adult human astrocytes. J Neurosci, 2009. 29(10): p. 
3276-87. 

1037. Tschritter, O., et al., The cerebrocortical response to hyperinsulinemia is reduced in overweight humans: 
a magnetoencephalographic study. Proc Natl Acad Sci U S A, 2006. 103(32): p. 12103-8. 

1038. Jensen, M., P.J. Brockie, and A.V. Maricq, Wnt signaling regulates experience-dependent synaptic 
plasticity in the adult nervous system. Cell Cycle, 2012. 11(14): p. 2585-6. 

1039. Jensen, M., et al., Wnt signaling regulates acetylcholine receptor translocation and synaptic plasticity in 
the adult nervous system. Cell, 2012. 149(1): p. 173-87. 

1040. Cadigan, K.M. and M.L. Waterman, TCF/LEFs and Wnt signaling in the nucleus. Cold Spring Harb 
Perspect Biol, 2012. 4(11). 

1041. Urso, B., et al., Comparison of anti-apoptotic signalling by the insulin receptor and IGF-I receptor in 
preadipocytes and adipocytes. Cell Signal, 2001. 13(4): p. 279-85. 

1042. Joseph D'Ercole, A. and P. Ye, Expanding the mind: insulin-like growth factor I and brain development. 
Endocrinology, 2008. 149(12): p. 5958-62. 

1043. Beck, K.D., et al., Igf1 gene disruption results in reduced brain size, CNS hypomyelination, and loss of 
hippocampal granule and striatal parvalbumin-containing neurons. Neuron, 1995. 14(4): p. 717-30. 

1044. Carson, M.J., et al., Insulin-like growth factor I increases brain growth and central nervous system 
myelination in transgenic mice. Neuron, 1993. 10(4): p. 729-40. 

1045. Aberg, M.A., et al., Peripheral infusion of IGF-I selectively induces neurogenesis in the adult rat 
hippocampus. J Neurosci, 2000. 20(8): p. 2896-903. 

1046. Arsenijevic, Y., et al., Insulin-like growth factor-I is necessary for neural stem cell proliferation and 
demonstrates distinct actions of epidermal growth factor and fibroblast growth factor-2. J Neurosci, 
2001. 21(18): p. 7194-202. 

1047. Aberg, M.A., et al., IGF-I has a direct proliferative effect in adult hippocampal progenitor cells. Mol 
Cell Neurosci, 2003. 24(1): p. 23-40. 

1048. Lee, S.W., G.D. Clemenson, and F.H. Gage, New neurons in an aged brain. Behav Brain Res, 2012. 
227(2): p. 497-507. 

1049. Ming, G.L. and H. Song, Adult neurogenesis in the mammalian brain: significant answers and significant 
questions. Neuron, 2011. 70(4): p. 687-702. 

1050. Song, J., et al., Modification of hippocampal circuitry by adult neurogenesis. Dev Neurobiol, 2012. 
72(7): p. 1032-43. 

1051. Lie, D.C., et al., Wnt signalling regulates adult hippocampal neurogenesis. Nature, 2005. 437(7063): p. 
1370-5. 

1052. Kuwabara, T., et al., Wnt-mediated activation of NeuroD1 and retro-elements during adult neurogenesis. 
Nat Neurosci, 2009. 12(9): p. 1097-105. 

1053. Okamoto, M., et al., Reduction in paracrine Wnt3 factors during aging causes impaired adult 
neurogenesis. FASEB J, 2011. 25(10): p. 3570-82. 

1054. Naya, F.J., C.M. Stellrecht, and M.J. Tsai, Tissue-specific regulation of the insulin gene by a novel basic 
helix-loop-helix transcription factor. Genes Dev, 1995. 9(8): p. 1009-19. 

1055. Naya, F.J., et al., Diabetes, defective pancreatic morphogenesis, and abnormal enteroendocrine 
differentiation in BETA2/neuroD-deficient mice. Genes Dev, 1997. 11(18): p. 2323-34. 

1056. Liu, M., et al., Loss of BETA2/NeuroD leads to malformation of the dentate gyrus and epilepsy. Proc Natl 
Acad Sci U S A, 2000. 97(2): p. 865-70. 

1057. Miyata, T., T. Maeda, and J.E. Lee, NeuroD is required for differentiation of the granule cells in the 
cerebellum and hippocampus. Genes Dev, 1999. 13(13): p. 1647-52. 

1058. Rubio-Cabezas, O., et al., Homozygous mutations in NEUROD1 are responsible for a novel syndrome of 
permanent neonatal diabetes and neurological abnormalities. Diabetes, 2010. 59(9): p. 2326-31. 



 

266 

 

1059. Altman, J., in In: The Neurosciences, Second Study Program., G.C. Quarton, T. Melnechuck, and F.O. 
Schmitt, Editors. 1967, Rockefeller University Press: New York. p. . 

1060. Deng, W., J.B. Aimone, and F.H. Gage, New neurons and new memories: how does adult hippocampal 
neurogenesis affect learning and memory? Nat Rev Neurosci, 2010. 11(5): p. 339-50. 

1061. Lazarini, F. and P.M. Lledo, Is adult neurogenesis essential for olfaction? Trends Neurosci, 2011. 34(1): 
p. 20-30. 

1062. Galvan, V. and K. Jin, Neurogenesis in the aging brain. Clin Interv Aging, 2007. 2(4): p. 605-10. 
1063. Carpentier, P.A. and T.D. Palmer, Immune influence on adult neural stem cell regulation and function. 

Neuron, 2009. 64(1): p. 79-92. 
1064. Baskin, D.G., et al., Regional concentrations of insulin in the rat brain. Endocrinology, 1983. 112(3): p. 

898-903. 
1065. Das, P., et al., Electrophysiological and behavioral phenotype of insulin receptor defective mice. Physiol 

Behav, 2005. 86(3): p. 287-96. 
1066. Schubert, M., et al., Role for neuronal insulin resistance in neurodegenerative diseases. Proc Natl Acad 

Sci U S A, 2004. 101(9): p. 3100-3105. 
1067. Fisher, S.J., et al., Insulin Signaling in the Central Nervous System Is Critical for the Normal 

Sympathoadrenal Response to Hypoglycemia. Diabetes, 2005. 54(5): p. 1447-1451. 
1068. Blakesley, V.A., et al., Signaling via the insulin-like growth factor-I receptor: does it differ from insulin 

receptor signaling? Cytokine Growth Factor Rev, 1996. 7(2): p. 153-9. 
1069. Saltiel, A.R. and C.R. Kahn, Insulin signalling and the regulation of glucose and lipid metabolism. 

Nature, 2001. 414(6865): p. 799-806. 
1070. Magarinos, A.M. and B.S. McEwen, Experimental diabetes in rats causes hippocampal dendritic and 

synaptic reorganization and increased glucocorticoid reactivity to stress. Proc Natl Acad Sci U S A, 
2000. 97(20): p. 11056-61. 

1071. Gispen, W.H. and G.J. Biessels, Cognition and synaptic plasticity in diabetes mellitus. Trends Neurosci, 
2000. 23(11): p. 542-9. 

1072. Lupien, S.B., E.J. Bluhm, and D.N. Ishii, Systemic insulin-like growth factor-I administration prevents 
cognitive impairment in diabetic rats, and brain IGF regulates learning/memory in normal adult rats. J 
Neurosci Res, 2003. 74(4): p. 512-523. 

1073. Lang, B.T., et al., Impaired neurogenesis in adult type-2 diabetic rats. Brain Res, 2009. 1258: p. 25-33. 
1074. Stranahan, A.M., et al., Diabetes impairs hippocampal function through glucocorticoid-mediated effects 

on new and mature neurons. Nat Neurosci, 2008. 11(3): p. 309-17. 
1075. Andrews, R.C. and B.R. Walker, Glucocorticoids and insulin resistance: old hormones, new targets. Clin 

Sci (Lond), 1999. 96(5): p. 513-23. 
1076. Qi, D. and B. Rodrigues, Glucocorticoids produce whole body insulin resistance with changes in cardiac 

metabolism. Am J Physiol Endocrinol Metab, 2007. 292(3): p. E654-67. 
1077. Reynolds, R.M. and B.R. Walker, Human insulin resistance: the role of glucocorticoids. Diabetes Obes 

Metab, 2003. 5(1): p. 5-12. 
1078. Siminialayi, I.M. and P.C. Emem-Chioma, Glucocorticoids and the insulin resistance syndrome. Niger J 

Med, 2004. 13(4): p. 330-5. 
1079. Teelucksingh, S., et al., Does insulin resistance co-exist with glucocorticoid resistance in the metabolic 

syndrome? Studies comparing skin sensitivity to glucocorticoids in individuals with and without 
acanthosis nigricans. Cardiovasc Diabetol, 2012. 11: p. 31. 

1080. Pomara, N., et al., Therapeutic implications of HPA axis abnormalities in Alzheimer's disease: review 
and update. Psychopharmacol Bull, 2003. 37(2): p. 120-34. 

1081. Huang, C.-W., et al., Elevated basal cortisol level predicts lower hippocampal volume and cognitive 
decline in Alzheimer’s disease. Journal of Clinical Neuroscience, 2009. 16(10): p. 1283-1286. 

1082. Lupien, S.J., et al., Cortisol levels during human aging predict hippocampal atrophy and memory 
deficits. Nat Neurosci, 1998. 1(1): p. 69-73. 

1083. Huang, S.J., et al., Increase of insulin sensitivity and reversal of age-dependent glucose intolerance with 
inhibition of ASIC3. Biochem Biophys Res Commun, 2008. 371(4): p. 729-34. 

1084. Lamport, D.J., et al., Impairments in glucose tolerance can have a negative impact on cognitive function: 
A systematic research review. Neuroscience & Biobehavioral Reviews, 2009. 33(3): p. 394-413. 

1085. Nooyens, A.C., et al., Type 2 diabetes and cognitive decline in middle-aged men and women: the 
Doetinchem Cohort Study. Diabetes Care, 2010. 33(9): p. 1964-9. 

1086. Williamson, R., A. McNeilly, and C. Sutherland, Insulin resistance in the brain: an old-age or new-age 
problem? Biochem Pharmacol, 2012. 84(6): p. 737-45. 

1087. Allen, K.V., B.M. Frier, and M.W. Strachan, The relationship between type 2 diabetes and cognitive 
dysfunction: longitudinal studies and their methodological limitations. Eur J Pharmacol, 2004. 490(1-3): 
p. 169-75. 

1088. Samaras, K. and P.S. Sachdev, Diabetes and the elderly brain: sweet memories? Ther Adv Endocrinol 
Metab, 2012. 3(6): p. 189-96. 

1089. Trial., T.D.C.a.C., Long-Term Effect of Diabetes and Its Treatment on Cognitive Function. New England 
Journal of Medicine, 2007. 356(18): p. 1842-1852. 

1090. Swaab, D.F., et al., Increased cortisol levels in aging and Alzheimer's disease in postmortem 
cerebrospinal fluid. J Neuroendocrinol, 1994. 6(6): p. 681-7. 



 

267 

 

1091. Duncan, B.B., et al., Low-grade systemic inflammation and the development of type 2 diabetes: the 
atherosclerosis risk in communities study. Diabetes, 2003. 52(7): p. 1799-805. 

1092. Mu, Y. and F.H. Gage, Adult hippocampal neurogenesis and its role in Alzheimer's disease. Mol 
Neurodegener, 2011. 6: p. 85. 

1093. Chen, Q., et al., Adult neurogenesis is functionally associated with AD-like neurodegeneration. Neurobiol 
Dis, 2008. 29(2): p. 316-26. 

1094. Stockhorst, U., et al., Insulin and the CNS: effects on food intake, memory, and endocrine parameters 
and the role of intranasal insulin administration in humans. Physiol Behav, 2004. 83(1): p. 47-54. 

1095. Laron, Z., Insulin and the brain. Arch Physiol Biochem, 2009. 115(2): p. 112-6. 
1096. Benedict, C., et al., Intranasal insulin improves memory in humans. Psychoneuroendocrinology, 2004. 

29(10): p. 1326-34. 
1097. Benedict, C., et al., Intranasal insulin improves memory in humans: superiority of insulin aspart. 

Neuropsychopharmacology, 2007. 32(1): p. 239-43. 
1098. Reger, M.A., et al., Effects of intranasal insulin on cognition in memory-impaired older adults: 

modulation by APOE genotype. Neurobiol Aging, 2006. 27(3): p. 451-8. 
1099. Reger, M.A., et al., Intranasal insulin administration dose-dependently modulates verbal memory and 

plasma amyloid-beta in memory-impaired older adults. J Alzheimers Dis, 2008. 13(3): p. 323-31. 
1100. Craft, S., et al., Enhancement of memory in Alzheimer disease with insulin and somatostatin, but not 

glucose. Arch Gen Psychiatry, 1999. 56(12): p. 1135-40. 
1101. Kern, W., et al., Central nervous system effects of intranasally administered insulin during euglycemia in 

men. Diabetes, 1999. 48(3): p. 557-63. 
1102. Francis, G.J., et al., Intranasal insulin prevents cognitive decline, cerebral atrophy and white matter 

changes in murine type I diabetic encephalopathy. Brain, 2008. 131(Pt 12): p. 3311-34. 
1103. Marks, D.R., et al., Awake intranasal insulin delivery modifies protein complexes and alters memory, 

anxiety, and olfactory behaviors. J Neurosci, 2009. 29(20): p. 6734-51. 
1104. Park, C.R., et al., Intracerebroventricular insulin enhances memory in a passive-avoidance task. Physiol 

Behav, 2000. 68(4): p. 509-14. 
1105. Haj-ali, V., G. Mohaddes, and S.H. Babri, Intracerebroventricular insulin improves spatial learning and 

memory in male Wistar rats. Behav Neurosci, 2009. 123(6): p. 1309-14. 
1106. Zhao, W.Q. and D.L. Alkon, Role of insulin and insulin receptor in learning and memory. Mol Cell 

Endocrinol, 2001. 177(1-2): p. 125-34. 
1107. Zhao, W.Q., et al., Insulin and the insulin receptor in experimental models of learning and memory. Eur J 

Pharmacol, 2004. 490(1-3): p. 71-81. 
1108. Kopf, S.R. and C.M. Baratti, Effects of posttraining administration of insulin on retention of a 

habituation response in mice: participation of a central cholinergic mechanism. Neurobiol Learn Mem, 
1999. 71(1): p. 50-61. 

1109. Skeberdis, V.A., et al., Insulin promotes rapid delivery of N-methyl-D- aspartate receptors to the cell 
surface by exocytosis. Proc Natl Acad Sci U S A, 2001. 98(6): p. 3561-6. 

1110. van der Heide, L.P., et al., Insulin modulates hippocampal activity-dependent synaptic plasticity in a N-
methyl-d-aspartate receptor and phosphatidyl-inositol-3-kinase-dependent manner. J Neurochem, 2005. 
94(4): p. 1158-66. 

1111. Wang, Y.T. and D.J. Linden, Expression of cerebellar long-term depression requires postsynaptic 
clathrin-mediated endocytosis. Neuron, 2000. 25(3): p. 635-47. 

1112. Man, H.Y., et al., Regulation of AMPA receptor-mediated synaptic transmission by clathrin-dependent 
receptor internalization. Neuron, 2000. 25(3): p. 649-62. 

1113. Huang, C.C., et al., Insulin induces a novel form of postsynaptic mossy fiber long-term depression in the 
hippocampus. Mol Cell Neurosci, 2003. 24(3): p. 831-41. 

1114. Costello, D.A., et al., Brain deletion of insulin receptor substrate 2 disrupts hippocampal synaptic 
plasticity and metaplasticity. PLoS One, 2012. 7(2): p. e31124. 

1115. Figlewicz, D.P., et al., Insulin reduces norepinephrine transporter mRNA in vivo in rat locus coeruleus. 
Brain Res, 1993. 602(1): p. 161-4. 

1116. Lebouvier, T., et al., The microtubule-associated protein tau is also phosphorylated on tyrosine. J 
Alzheimers Dis, 2009. 18(1): p. 1-9. 

1117. Morales, I., G. Farias, and R.B. Maccioni, Neuroimmunomodulation in the pathogenesis of Alzheimer's 
disease. Neuroimmunomodulation, 2010. 17(3): p. 202-4. 

1118. Iqbal, K., et al., Mechanisms of tau-induced neurodegeneration. Acta Neuropathol, 2009. 118(1): p. 53-
69. 

1119. Riederer, B.M., et al., The role of the ubiquitin proteasome system in Alzheimer's disease. Exp Biol Med 
(Maywood), 2011. 236(3): p. 268-76. 

1120. Arnaud, L., N.K. Robakis, and M.E. Figueiredo-Pereira, It May Take Inflammation, Phosphorylation and 
Ubiquitination to ‘Tangle’ in Alzheimer’s Disease. Neurodegenerative Diseases, 2006. 3(6): p. 313-319. 

1121. Mandelkow, E.M., et al., Clogging of axons by tau, inhibition of axonal traffic and starvation of 
synapses. Neurobiol Aging, 2003. 24(8): p. 1079-85. 

1122. Schubert, M., et al., Insulin receptor substrate-2 deficiency impairs brain growth and promotes tau 
phosphorylation. J Neurosci, 2003. 23(18): p. 7084-92. 



 

268 

 

1123. Schubert, M., et al., Role for neuronal insulin resistance in neurodegenerative diseases. Proc Natl Acad 
Sci U S A, 2004. 101(9): p. 3100-5. 

1124. de la Monte, S.M., et al., Neuronal thread protein regulation and interaction with microtubule-associated 
proteins in SH-Sy5y neuronal cells. Cell Mol Life Sci, 2003. 60(12): p. 2679-91. 

1125. Watson, G.S., et al., Insulin increases CSF Abeta42 levels in normal older adults. Neurology, 2003. 
60(12): p. 1899-903. 

1126. Gasparini, L., et al., Stimulation of beta-amyloid precursor protein trafficking by insulin reduces 
intraneuronal beta-amyloid and requires mitogen-activated protein kinase signaling. J Neurosci, 2001. 
21(8): p. 2561-70. 

1127. Gasparini, L., et al., Does insulin dysfunction play a role in Alzheimer's disease? Trends Pharmacol Sci, 
2002. 23(6): p. 288-93. 

1128. Nalivaeva, N.N., et al., Are amyloid-degrading enzymes viable therapeutic targets in Alzheimer's 
disease? J Neurochem, 2012. 120 Suppl 1: p. 167-85. 

1129. Pedersen, W.A., et al., Rosiglitazone attenuates learning and memory deficits in Tg2576 Alzheimer mice. 
Exp Neurol, 2006. 199(2): p. 265-73. 

1130. Love, S., Resistant to amyloid-beta or just waiting for disease to happen? Alzheimers Res Ther, 2012. 
4(3): p. 19. 

1131. Akter, K., et al., Diabetes mellitus and Alzheimer's disease: shared pathology and treatment? Br J Clin 
Pharmacol, 2011. 71(3): p. 365-76. 

1132. Friedrich, N., et al., The association between IGF-I and insulin resistance: a general population study in 
Danish adults. Diabetes Care, 2012. 35(4): p. 768-73. 

1133. Sun, M.K. and D.L. Alkon, Links between Alzheimer's disease and diabetes. Timely Top Med 
Cardiovasc Dis, 2006. 10: p. E24. 

1134. Gotz, J., L.M. Ittner, and Y.A. Lim, Common features between diabetes mellitus and Alzheimer's disease. 
Cell Mol Life Sci, 2009. 66(8): p. 1321-5. 

1135. Cheng, D., et al., Type 2 diabetes and late-onset Alzheimer's disease. Dement Geriatr Cogn Disord, 2011. 
31(6): p. 424-30. 

1136. Gambassi, G. and R. Bernabei, Insulin, diabetes mellitus, Alzheimer's disease, and apolipoprotein E. 
Neurology, 1998. 51(3): p. 925-6. 

1137. Messier, C., Diabetes, Alzheimer's disease and apolipoprotein genotype. Exp Gerontol, 2003. 38(9): p. 
941-6. 

1138. Nelson, P.T., et al., Human cerebral neuropathology of Type 2 diabetes mellitus. Biochim Biophys Acta, 
2009. 1792(5): p. 454-69. 

1139. Janson, J., et al., Increased risk of type 2 diabetes in Alzheimer disease. Diabetes, 2004. 53(2): p. 474-81. 
1140. Winocur, G. and C.E. Greenwood, Studies of the effects of high fat diets on cognitive function in a rat 

model. Neurobiol Aging, 2005. 26 Suppl 1: p. 46-9. 
1141. Winocur, G., et al., Memory impairment in obese Zucker rats: an investigation of cognitive function in an 

animal model of insulin resistance and obesity. Behav Neurosci, 2005. 119(5): p. 1389-95. 
1142. Moroz, N., et al., Limited Alzheimer-type neurodegeneration in experimental obesity and type 2 diabetes 

mellitus. J Alzheimers Dis, 2008. 15(1): p. 29-44. 
1143. Lyn-Cook, L.E., Jr., et al., Hepatic ceramide may mediate brain insulin resistance and 

neurodegeneration in type 2 diabetes and non-alcoholic steatohepatitis. J Alzheimers Dis, 2009. 16(4): p. 
715-29. 

1144. Ho, L., et al., Diet-induced insulin resistance promotes amyloidosis in a transgenic mouse model of 
Alzheimer's disease. FASEB J, 2004. 18(7): p. 902-4. 

1145. Jolivalt, C.G., et al., Type 1 diabetes exaggerates features of Alzheimer's disease in APP transgenic mice. 
Exp Neurol, 2010. 223(2): p. 422-31. 

1146. Kohjima, M., Y. Sun, and L. Chan, Increased food intake leads to obesity and insulin resistance in the 
tg2576 Alzheimer's disease mouse model. Endocrinology, 2010. 151(4): p. 1532-40. 

1147. Moll, L., et al., Neuronal insulin resistance reduces Alzheimer-like pathology in Tg2576 mice 
independent of Foxo1 mediated transcription. Alzheimers Dement, 2011. 7(4): p. S391. 

1148. Pedersen, W.A., et al., Aberrant stress response associated with severe hypoglycemia in a transgenic 
mouse model of Alzheimer's disease. J Mol Neurosci, 1999. 13(1-2): p. 159-65. 

1149. Townsend, M., T. Mehta, and D.J. Selkoe, Soluble Abeta inhibits specific signal transduction cascades 
common to the insulin receptor pathway. J Biol Chem, 2007. 282(46): p. 33305-12. 

1150. Zhao, W.Q., et al., Amyloid beta oligomers induce impairment of neuronal insulin receptors. FASEB J, 
2008. 22(1): p. 246-60. 

1151. De Felice, F.G., et al., Protection of synapses against Alzheimer's-linked toxins: insulin signaling 
prevents the pathogenic binding of Abeta oligomers. Proc Natl Acad Sci U S A, 2009. 106(6): p. 1971-6. 

1152. Shankar, G.M., et al., Natural oligomers of the Alzheimer amyloid-beta protein induce reversible synapse 
loss by modulating an NMDA-type glutamate receptor-dependent signaling pathway. J Neurosci, 2007. 
27(11): p. 2866-75. 

1153. Snyder, E.M., et al., Regulation of NMDA receptor trafficking by amyloid-beta. Nat Neurosci, 2005. 8(8): 
p. 1051-8. 

1154. Brodbeck, J., et al., Rosiglitazone increases dendritic spine density and rescues spine loss caused by 
apolipoprotein E4 in primary cortical neurons. Proc Natl Acad Sci U S A, 2008. 105(4): p. 1343-6. 



 

269 

 

1155. Lee, H.K., et al., The insulin/Akt signaling pathway is targeted by intracellular beta-amyloid. Mol Biol 
Cell, 2009. 20(5): p. 1533-44. 

1156. Greenfield, J.P., et al., Cellular and molecular basis of beta-amyloid precursor protein metabolism. Front 
Biosci, 2000. 5: p. D72-83. 

1157. Saavedra, L., et al., Internalization of beta-amyloid peptide by primary neurons in the absence of 
apolipoprotein E. J Biol Chem, 2007. 282(49): p. 35722-32. 

1158. Ott, A., et al., Diabetes mellitus and the risk of dementia: The Rotterdam Study. Neurology, 1999. 53(9): 
p. 1937-42. 

1159. Aisen, P.S. and B. Vellas, Editorial: passive immunotherapy for Alzheimer's disease: what have we 
learned, and where are we headed? J Nutr Health Aging, 2013. 17(1): p. 49-50. 

1160. Sarafidis, P.A., Thiazolidinedione derivatives in diabetes and cardiovascular disease: an update. Fundam 
Clin Pharmacol, 2008. 22(3): p. 247-64. 

1161. Heneka, M.T. and G.E. Landreth, PPARs in the brain. Biochim Biophys Acta, 2007. 1771(8): p. 1031-45. 
1162. Yki-Jarvinen, H., Thiazolidinediones. N Engl J Med, 2004. 351(11): p. 1106-18. 
1163. Xu, H., et al., Chronic inflammation in fat plays a crucial role in the development of obesity-related 

insulin resistance. J Clin Invest, 2003. 112(12): p. 1821-30. 
1164. Mohanty, P., et al., Evidence for a potent antiinflammatory effect of rosiglitazone. J Clin Endocrinol 

Metab, 2004. 89(6): p. 2728-35. 
1165. Strum, J.C., et al., Rosiglitazone induces mitochondrial biogenesis in mouse brain. J Alzheimers Dis, 

2007. 11(1): p. 45-51. 
1166. Landreth, G., et al., PPARgamma agonists as therapeutics for the treatment of Alzheimer's disease. 

Neurotherapeutics, 2008. 5(3): p. 481-9. 
1167. Hyong, A., et al., Rosiglitazone, a PPAR gamma agonist, attenuates inflammation after surgical brain 

injury in rodents. Brain Res, 2008. 1215: p. 218-24. 
1168. Kaundal, R.K. and S.S. Sharma, Peroxisome proliferator-activated receptor gamma agonists as 

neuroprotective agents. Drug News Perspect, 2010. 23(4): p. 241-56. 
1169. Ramanan, S., et al., Role of PPARs in Radiation-Induced Brain Injury. PPAR Res, 2010. 2010: p. 

234975. 
1170. Braissant, O., et al., Differential expression of peroxisome proliferator-activated receptors (PPARs): 

tissue distribution of PPAR-alpha, -beta, and -gamma in the adult rat. Endocrinology, 1996. 137(1): p. 
354-66. 

1171. Willson, T.M., et al., The PPARs: from orphan receptors to drug discovery. J Med Chem, 2000. 43(4): p. 
527-50. 

1172. Baker, P.R., et al., Convergence of nitric oxide and lipid signaling: anti-inflammatory nitro-fatty acids. 
Free Radic Biol Med, 2009. 46(8): p. 989-1003. 

1173. Lehmann, J.M., et al., An antidiabetic thiazolidinedione is a high affinity ligand for peroxisome 
proliferator-activated receptor gamma (PPAR gamma). J Biol Chem, 1995. 270(22): p. 12953-6. 

1174. Hernandez, R., T. Teruel, and M. Lorenzo, Rosiglitazone produces insulin sensitisation by increasing 
expression of the insulin receptor and its tyrosine kinase activity in brown adipocytes. Diabetologia, 
2003. 46(12): p. 1618-28. 

1175. Kramer, D., et al., Insulin-sensitizing effect of rosiglitazone (BRL-49653) by regulation of glucose 
transporters in muscle and fat of Zucker rats. Metabolism, 2001. 50(11): p. 1294-300. 

1176. Lebovitz, H.E. and M.A. Banerji, Point: Visceral Adiposity Is Causally Related to Insulin Resistance. 
Diabetes Care, 2005. 28(9): p. 2322-2325. 

1177. Arita, Y., et al., Paradoxical decrease of an adipose-specific protein, adiponectin, in obesity. Biochem 
Biophys Res Commun, 1999. 257(1): p. 79-83. 

1178. Weyer, C., et al., Hypoadiponectinemia in obesity and type 2 diabetes: close association with insulin 
resistance and hyperinsulinemia. J Clin Endocrinol Metab, 2001. 86(5): p. 1930-5. 

1179. Stefan, N., et al., Plasma Adiponectin Concentration Is Associated With Skeletal Muscle Insulin Receptor 
Tyrosine Phosphorylation, and Low Plasma Concentration Precedes a Decrease in Whole-Body Insulin 
Sensitivity in Humans. Diabetes, 2002. 51(6): p. 1884-1888. 

1180. Hotta, K., et al., Plasma concentrations of a novel, adipose-specific protein, adiponectin, in type 2 
diabetic patients. Arterioscler Thromb Vasc Biol, 2000. 20(6): p. 1595-9. 

1181. Sepilian, V. and M. Nagamani, Adiponectin levels in women with polycystic ovary syndrome and severe 
insulin resistance. J Soc Gynecol Investig, 2005. 12(2): p. 129-34. 

1182. Carmina, E., et al., Evidence for altered adipocyte function in polycystic ovary syndrome. Eur J 
Endocrinol, 2005. 152(3): p. 389-94. 

1183. Vrbikova, J., et al., Determinants of circulating adiponectin in women with polycystic ovary syndrome. 
Gynecol Obstet Invest, 2005. 60(3): p. 155-61. 

1184. Ardawi, M.S. and A.A. Rouzi, Plasma adiponectin and insulin resistance in women with polycystic ovary 
syndrome. Fertil Steril, 2005. 83(6): p. 1708-16. 

1185. Yamauchi, T., et al., The Mechanisms by Which Both Heterozygous Peroxisome Proliferator-activated 
Receptor γ (PPARγ) Deficiency and PPARγ Agonist Improve Insulin Resistance. Journal of Biological 
Chemistry, 2001. 276(44): p. 41245-41254. 

1186. Maeda, N., et al., PPARgamma ligands increase expression and plasma concentrations of adiponectin, 
an adipose-derived protein. Diabetes, 2001. 50(9): p. 2094-9. 



 

270 

 

1187. Walczak, R. and P. Tontonoz, PPARadigms and PPARadoxes: expanding roles for PPARgamma in the 
control of lipid metabolism. J Lipid Res, 2002. 43(2): p. 177-86. 

1188. Korner, A., et al., Adiponectin expression in humans is dependent on differentiation of adipocytes and 
down-regulated by humoral serum components of high molecular weight. Biochem Biophys Res 
Commun, 2005. 337(2): p. 540-50. 

1189. Fu, Y., et al., Adiponectin promotes adipocyte differentiation, insulin sensitivity, and lipid accumulation. 
J Lipid Res, 2005. 46(7): p. 1369-79. 

1190. Majuri, A., et al., Rosiglitazone treatment increases plasma levels of adiponectin and decreases levels of 
resistin in overweight women with PCOS: a randomized placebo-controlled study. Eur J Endocrinol, 
2007. 156(2): p. 263-9. 

1191. Pita, J., et al., The insulin sensitizing effects of PPAR-gamma agonist are associated to changes in 
adiponectin index and adiponectin receptors in Zucker fatty rats. Regul Pept, 2012. 174(1-3): p. 18-25. 

1192. Hung, Y.J., et al., Rosiglitazone improves insulin sensitivity in nonobese subjects with impaired glucose 
tolerance: the role of adiponectin and C-reactive protein. Metabolism, 2006. 55(4): p. 439-44. 

1193. Osei, K., et al., Effects of rosglitazone on plasma adiponectin, insulin sensitivity, and insulin secretion in 
high-risk African Americans with impaired glucose tolerance test and type 2 diabetes. Metabolism, 2004. 
53(12): p. 1552-7. 

1194. Mandal, P., et al., The anti-inflammatory effects of adiponectin are mediated via a heme oxygenase-1-
dependent pathway in rat Kupffer cells. Hepatology, 2010. 51(4): p. 1420-9. 

1195. Desvergne, B. and W. Wahli, Peroxisome Proliferator-Activated Receptors: Nuclear Control of 
Metabolism. Endocr Rev, 1999. 20(5): p. 649-688. 

1196. Rollins, M.D., et al., Anti-inflammatory effects of PPAR-gamma agonists directly correlate with PPAR-
gamma expression during acute pancreatitis. J Gastrointest Surg, 2006. 10(8): p. 1120-30. 

1197. Feinstein, D.L., et al., Receptor-independent actions of PPAR thiazolidinedione agonists: is 
mitochondrial function the key? Biochem Pharmacol, 2005. 70(2): p. 177-88. 

1198. Szanto, A. and T. Roszer, Nuclear receptors in macrophages: a link between metabolism and 
inflammation. FEBS Lett, 2008. 582(1): p. 106-16. 

1199. Szanto, A. and L. Nagy, The many faces of PPARgamma: anti-inflammatory by any means? 
Immunobiology, 2008. 213(9-10): p. 789-803. 

1200. Zhao, Y., et al., Docosahexaenoic acid-derived neuroprotectin D1 induces neuronal survival via 
secretase- and PPARgamma-mediated mechanisms in Alzheimer's disease models. PLoS One, 2011. 6(1): 
p. e15816. 

1201. Madrigal, J.L., et al., Neuroprotective actions of noradrenaline: effects on glutathione synthesis and 
activation of peroxisome proliferator activated receptor delta. J Neurochem, 2007. 103(5): p. 2092-101. 

1202. Kalinin, S., J.C. Richardson, and D.L. Feinstein, A PPARdelta agonist reduces amyloid burden and brain 
inflammation in a transgenic mouse model of Alzheimer's disease. Curr Alzheimer Res, 2009. 6(5): p. 
431-7. 

1203. Chinetti-Gbaguidi, G., et al., Peroxisome proliferator-activated receptor alpha controls cellular 
cholesterol trafficking in macrophages. J Lipid Res, 2005. 46(12): p. 2717-25. 

1204. Aprahamian, T., et al., The peroxisome proliferator-activated receptor gamma agonist rosiglitazone 
ameliorates murine lupus by induction of adiponectin. J Immunol, 2009. 182(1): p. 340-6. 

1205. Cowley, T.R., et al., Rosiglitazone attenuates the age-related changes in astrocytosis and the deficit in 
LTP. Neurobiol Aging, 2012. 33(1): p. 162-75. 

1206. Defaux, A., et al., Effects of the PPAR-beta agonist GW501516 in an in vitro model of brain 
inflammation and antibody-induced demyelination. J Neuroinflammation, 2009. 6: p. 15. 

1207. Gemma, C., et al., Rosiglitazone improves contextual fear conditioning in aged rats. Neuroreport, 2004. 
15(14): p. 2255-9. 

1208. Ghanim, H., et al., Low-dose rosiglitazone exerts an antiinflammatory effect with an increase in 
adiponectin independently of free fatty acid fall and insulin sensitization in obese type 2 diabetics. J Clin 
Endocrinol Metab, 2006. 91(9): p. 3553-8. 

1209. Yi, J.H., et al., PPARgamma agonist rosiglitazone is neuroprotective after traumatic brain injury via 
anti-inflammatory and anti-oxidative mechanisms. Brain Res, 2008. 1244: p. 164-72. 

1210. Yoon, S.Y., et al., Rosiglitazone reduces tau phosphorylation via JNK inhibition in the hippocampus of 
rats with type 2 diabetes and tau transfected SH-SY5Y cells. Neurobiol Dis, 2010. 40(2): p. 449-55. 

1211. Pathan, A.R., et al., Rosiglitazone attenuates the cognitive deficits induced by high fat diet feeding in rats. 
Eur J Pharmacol, 2008. 589(1-3): p. 176-9. 

1212. Denner, L.A., et al., Cognitive enhancement with rosiglitazone links the hippocampal PPARgamma and 
ERK MAPK signaling pathways. J Neurosci, 2012. 32(47): p. 16725-35a. 

1213. Escribano, L., et al., Rosiglitazone rescues memory impairment in Alzheimer's transgenic mice: 
mechanisms involving a reduced amyloid and tau pathology. Neuropsychopharmacology, 2010. 35(7): p. 
1593-604. 

1214. Escribano, L., et al., Rosiglitazone reverses memory decline and hippocampal glucocorticoid receptor 
down-regulation in an Alzheimer's disease mouse model. Biochem Biophys Res Commun, 2009. 379(2): 
p. 406-10. 

1215. Rodriguez-Rivera, J., L. Denner, and K.T. Dineley, Rosiglitazone reversal of Tg2576 cognitive deficits is 
independent of peripheral gluco-regulatory status. Behav Brain Res, 2011. 216(1): p. 255-61. 



 

271 

 

1216. Toledo, E.M. and N.C. Inestrosa, Activation of Wnt signaling by lithium and rosiglitazone reduced 
spatial memory impairment and neurodegeneration in brains of an APPswe/PSEN1DeltaE9 mouse model 
of Alzheimer's disease. Mol Psychiatry, 2010. 15(3): p. 272-85, 228. 

1217. O'Reilly, J.A. and M. Lynch, Rosiglitazone improves spatial memory and decreases insoluble Abeta(1-
42) in APP/PS1 mice. J Neuroimmune Pharmacol, 2012. 7(1): p. 140-4. 

1218. Almasi-Nasrabadi, M., et al., Involvement of NMDA receptors in the beneficial effects of pioglitazone on 
scopolamine-induced memory impairment in mice. Behav Brain Res, 2012. 231(1): p. 138-45. 

1219. Blalock, E.M., et al., Effects of long-term pioglitazone treatment on peripheral and central markers of 
aging. PLoS One, 2010. 5(4): p. e10405. 

1220. Gupta, R. and L.K. Gupta, Improvement in long term and visuo-spatial memory following chronic 
pioglitazone in mouse model of Alzheimer's disease. Pharmacol Biochem Behav, 2012. 102(2): p. 184-90. 

1221. Heneka, M.T., et al., Acute treatment with the PPARgamma agonist pioglitazone and ibuprofen reduces 
glial inflammation and Abeta1-42 levels in APPV717I transgenic mice. Brain, 2005. 128(Pt 6): p. 1442-
53. 

1222. Luo, D., et al., Effect of pioglitazone on altered expression of Abeta metabolism-associated molecules in 
the brain of fructose-drinking rats, a rodent model of insulin resistance. Eur J Pharmacol, 2011. 664(1-
3): p. 14-9. 

1223. Mandrekar-Colucci, S., J.C. Karlo, and G.E. Landreth, Mechanisms underlying the rapid peroxisome 
proliferator-activated receptor-gamma-mediated amyloid clearance and reversal of cognitive deficits in 
a murine model of Alzheimer's disease. J Neurosci, 2012. 32(30): p. 10117-28. 

1224. Masciopinto, F., et al., Effects of long-term treatment with pioglitazone on cognition and glucose 
metabolism of PS1-KI, 3xTg-AD, and wild-type mice. Cell Death Dis, 2012. 3: p. e448. 

1225. Ponce-Lopez, T., et al., Lithium, phenserine, memantine and pioglitazone reverse memory deficit and 
restore phospho-GSK3beta decreased in hippocampus in intracerebroventricular streptozotocin induced 
memory deficit model. Brain Res, 2011. 1426: p. 73-85. 

1226. Rapic, S., et al., Imaging microglial activation and glucose consumption in a mouse model of Alzheimer's 
disease. Neurobiol Aging, 2013. 34(1): p. 351-4. 

1227. Searcy, J.L., et al., Long-term pioglitazone treatment improves learning and attenuates pathological 
markers in a mouse model of Alzheimer's disease. J Alzheimers Dis, 2012. 30(4): p. 943-61. 

1228. Xiang, G.Q., et al., PPARgamma agonist pioglitazone improves scopolamine-induced memory 
impairment in mice. J Pharm Pharmacol, 2012. 64(4): p. 589-96. 

1229. Yamanaka, M., et al., PPARgamma/RXRalpha-induced and CD36-mediated microglial amyloid-beta 
phagocytosis results in cognitive improvement in amyloid precursor protein/presenilin 1 mice. J 
Neurosci, 2012. 32(48): p. 17321-31. 

1230. Yan, Q., et al., Anti-inflammatory drug therapy alters beta-amyloid processing and deposition in an 
animal model of Alzheimer's disease. J Neurosci, 2003. 23(20): p. 7504-9. 

1231. Galea, E., D.L. Feinstein, and P. Lacombe, Pioglitazone does not increase cerebral glucose utilisation in 
a murine model of Alzheimer's disease and decreases it in wild-type mice. Diabetologia, 2006. 49(9): p. 
2153-61. 

1232. Szekely, C.A., et al., Nonsteroidal anti-inflammatory drugs for the prevention of Alzheimer's disease: a 
systematic review. Neuroepidemiology, 2004. 23(4): p. 159-69. 

1233. Szekely, C.A., et al., No advantage of A beta 42-lowering NSAIDs for prevention of Alzheimer dementia 
in six pooled cohort studies. Neurology, 2008. 70(24): p. 2291-8. 

1234. Sastre, M., et al., Nonsteroidal anti-inflammatory drugs and peroxisome proliferator-activated receptor-
gamma agonists modulate immunostimulated processing of amyloid precursor protein through regulation 
of beta-secretase. J Neurosci, 2003. 23(30): p. 9796-804. 

1235. Watson, G.S., et al., Preserved cognition in patients with early Alzheimer disease and amnestic mild 
cognitive impairment during treatment with rosiglitazone: a preliminary study. Am J Geriatr Psychiatry, 
2005. 13(11): p. 950-8. 

1236. Risner, M.E., et al., Efficacy of rosiglitazone in a genetically defined population with mild-to-moderate 
Alzheimer's disease. Pharmacogenomics J, 2006. 6(4): p. 246-54. 

1237. Tzimopoulou, S., et al., A multi-center randomized proof-of-concept clinical trial applying 
[(1)(8)F]FDG-PET for evaluation of metabolic therapy with rosiglitazone XR in mild to moderate 
Alzheimer's disease. J Alzheimers Dis, 2010. 22(4): p. 1241-56. 

1238. Harrington, C., et al., Rosiglitazone does not improve cognition or global function when used as 
adjunctive therapy to AChE inhibitors in mild-to-moderate Alzheimer's disease: two phase 3 studies. Curr 
Alzheimer Res, 2011. 8(5): p. 592-606. 

1239. Festuccia, W.T., et al., Peroxisome proliferator-activated receptor-gamma-mediated positive energy 
balance in the rat is associated with reduced sympathetic drive to adipose tissues and thyroid status. 
Endocrinology, 2008. 149(5): p. 2121-30. 

1240. Karran, E., M. Mercken, and B. De Strooper, The amyloid cascade hypothesis for Alzheimer's disease: an 
appraisal for the development of therapeutics. Nat Rev Drug Discov, 2011. 10(9): p. 698-712. 

1241. Hanyu, H., et al., Pioglitazone improved cognition in a pilot study on patients with Alzheimer's disease 
and mild cognitive impairment with diabetes mellitus. J Am Geriatr Soc, 2009. 57(1): p. 177-9. 

1242. Hsiao, K., et al., Correlative Memory Deficits, Aβ Elevation, and Amyloid Plaques in Transgenic Mice. 
Science, 1996. 274(5284): p. 99-103. 



 

272 

 

1243. Gimenez-Llort, L., et al., Modeling behavioral and neuronal symptoms of Alzheimer's disease in mice: a 
role for intraneuronal amyloid. Neurosci Biobehav Rev, 2007. 31(1): p. 125-47. 

1244. Pedersen, W.A. and E.R. Flynn, Insulin resistance contributes to aberrant stress responses in the Tg2576 
mouse model of Alzheimer's disease. Neurobiol Dis, 2004. 17(3): p. 500-6. 

1245. Jacobsen, J.S., et al., Early-onset behavioral and synaptic deficits in a mouse model of Alzheimer's 
disease. Proc Natl Acad Sci U S A, 2006. 103(13): p. 5161-6. 

1246. Barnes, P., G. Hale, and M. Good, Intramaze and extramaze cue processing in adult APPSWE Tg2576 
transgenic mice. Behav Neurosci, 2004. 118(6): p. 1184-95. 

1247. Gold, M., et al., Rosiglitazone monotherapy in mild-to-moderate Alzheimer's disease: results from a 
randomized, double-blind, placebo-controlled phase III study. Dement Geriatr Cogn Disord, 2010. 30(2): 
p. 131-46. 

1248. Gotz, J., et al., Transgenic animal models of Alzheimer's disease and related disorders: histopathology, 
behavior and therapy. Mol Psychiatry, 2004. 9(7): p. 664-83. 

1249. Morrissette, D.A., et al., Relevance of transgenic mouse models to human Alzheimer disease. J Biol 
Chem, 2009. 284(10): p. 6033-7. 

1250. Wilcock, D.M., The usefulness and challenges of transgenic mouse models in the study of Alzheimer's 
disease. CNS Neurol Disord Drug Targets, 2010. 9(4): p. 386-94. 

1251. Corcoran, K.A., et al., Overexpression of hAPPswe impairs rewarded alternation and contextual fear 
conditioning in a transgenic mouse model of Alzheimer's disease. Learn Mem, 2002. 9(5): p. 243-52. 

1252. Ognibene, E., et al., Aspects of spatial memory and behavioral disinhibition in Tg2576 transgenic mice 
as a model of Alzheimer's disease. Behav Brain Res, 2005. 156(2): p. 225-32. 

1253. Hale, G. and M. Good, Impaired visuospatial recognition memory but normal object novelty detection 
and relative familiarity judgments in adult mice expressing the APPswe Alzheimer's disease mutation. 
Behav Neurosci, 2005. 119(4): p. 884-91. 

1254. Cao, D., et al., Intake of sucrose-sweetened water induces insulin resistance and exacerbates memory 
deficits and amyloidosis in a transgenic mouse model of Alzheimer disease. J Biol Chem, 2007. 282(50): 
p. 36275-82. 

1255. Wang, X., et al., Insulin deficiency exacerbates cerebral amyloidosis and behavioral deficits in an 
Alzheimer transgenic mouse model. Mol Neurodegener, 2010. 5: p. 46. 

1256. Crews, L., E. Rockenstein, and E. Masliah, APP transgenic modeling of Alzheimer's disease: mechanisms 
of neurodegeneration and aberrant neurogenesis. Brain Struct Funct, 2010. 214(2-3): p. 111-26. 

1257. Robakis, N.K., Are Abeta and its derivatives causative agents or innocent bystanders in AD? 
Neurodegener Dis, 2010. 7(1-3): p. 32-7. 

1258. Robakis, N.K., et al., Molecular cloning and characterization of a cDNA encoding the cerebrovascular 
and the neuritic plaque amyloid peptides. Proc Natl Acad Sci U S A, 1987. 84(12): p. 4190-4. 

1259. Games, D., et al., Alzheimer-type neuropathology in transgenic mice overexpressing V717F beta-amyloid 
precursor protein. Nature, 1995. 373(6514): p. 523-7. 

1260. Reilly, J.F., et al., Amyloid deposition in the hippocampus and entorhinal cortex: quantitative analysis of 
a transgenic mouse model. Proc Natl Acad Sci U S A, 2003. 100(8): p. 4837-42. 

1261. Chen, G., et al., A learning deficit related to age and beta-amyloid plaques in a mouse model of 
Alzheimer's disease. Nature, 2000. 408(6815): p. 975-9. 

1262. Dodart, J.C., et al., Neuroanatomical abnormalities in behaviorally characterized APP(V717F) 
transgenic mice. Neurobiol Dis, 2000. 7(2): p. 71-85. 

1263. Hsiao, K., et al., Correlative memory deficits, Abeta elevation, and amyloid plaques in transgenic mice. 
Science, 1996. 274(5284): p. 99-102. 

1264. Chishti, M.A., et al., Early-onset amyloid deposition and cognitive deficits in transgenic mice expressing 
a double mutant form of amyloid precursor protein 695. J Biol Chem, 2001. 276(24): p. 21562-70. 

1265. Janus, C., et al., New developments in animal models of Alzheimer's disease. Curr Neurol Neurosci Rep, 
2001. 1(5): p. 451-7. 

1266. Mucke, L., et al., High-level neuronal expression of abeta 1-42 in wild-type human amyloid protein 
precursor transgenic mice: synaptotoxicity without plaque formation. J Neurosci, 2000. 20(11): p. 4050-
8. 

1267. Duff, K., et al., Increased amyloid-beta42(43) in brains of mice expressing mutant presenilin 1. Nature, 
1996. 383(6602): p. 710-3. 

1268. Borchelt, D.R., et al., Accelerated amyloid deposition in the brains of transgenic mice coexpressing 
mutant presenilin 1 and amyloid precursor proteins. Neuron, 1997. 19(4): p. 939-45. 

1269. Holcomb, L., et al., Accelerated Alzheimer-type phenotype in transgenic mice carrying both mutant 
amyloid precursor protein and presenilin 1 transgenes. Nat Med, 1998. 4(1): p. 97-100. 

1270. Borchelt, D.R., et al., Familial Alzheimer's disease-linked presenilin 1 variants elevate Abeta1-42/1-40 
ratio in vitro and in vivo. Neuron, 1996. 17(5): p. 1005-13. 

1271. Citron, M., et al., Mutant presenilins of Alzheimer's disease increase production of 42-residue amyloid 
beta-protein in both transfected cells and transgenic mice. Nat Med, 1997. 3(1): p. 67-72. 

1272. Irizarry, M.C., et al., APPSw transgenic mice develop age-related A beta deposits and neuropil 
abnormalities, but no neuronal loss in CA1. J Neuropathol Exp Neurol, 1997. 56(9): p. 965-73. 

1273. Frautschy, S.A., et al., Microglial response to amyloid plaques in APPsw transgenic mice. Am J Pathol, 
1998. 152(1): p. 307-17. 



 

273 

 

1274. Urbanc, B., et al., Neurotoxic effects of thioflavin S-positive amyloid deposits in transgenic mice and 
Alzheimer's disease. Proc Natl Acad Sci U S A, 2002. 99(22): p. 13990-5. 

1275. Irizarry, M.C., et al., Abeta deposition is associated with neuropil changes, but not with overt neuronal 
loss in the human amyloid precursor protein V717F (PDAPP) transgenic mouse. J Neurosci, 1997. 
17(18): p. 7053-9. 

1276. Kumar-Singh, S., et al., Dense-core plaques in Tg2576 and PSAPP mouse models of Alzheimer's disease 
are centered on vessel walls. Am J Pathol, 2005. 167(2): p. 527-43. 

1277. Oddo, S., et al., Triple-transgenic model of Alzheimer's disease with plaques and tangles: intracellular 
Abeta and synaptic dysfunction. Neuron, 2003. 39(3): p. 409-21. 

1278. Billings, L.M., et al., Intraneuronal Abeta causes the onset of early Alzheimer's disease-related cognitive 
deficits in transgenic mice. Neuron, 2005. 45(5): p. 675-88. 

1279. Braidy, N., et al., Recent rodent models for Alzheimer's disease: clinical implications and basic research. 
J Neural Transm, 2012. 119(2): p. 173-95. 

1280. Duyckaerts, C., M.C. Potier, and B. Delatour, Alzheimer disease models and human neuropathology: 
similarities and differences. Acta Neuropathol, 2008. 115(1): p. 5-38. 

1281. Wisniewski, T. and E.M. Sigurdsson, Murine models of Alzheimer's disease and their use in developing 
immunotherapies. Biochim Biophys Acta, 2010. 1802(10): p. 847-59. 

1282. Tarconic-Farms. APPSWE (Microinjected). 2013  [cited 2013; Available from: 
http://www.taconic.com/wmspage.cfm?parm1=2646. 

1283. Kawarabayashi, T., et al., Dimeric amyloid beta protein rapidly accumulates in lipid rafts followed by 
apolipoprotein E and phosphorylated tau accumulation in the Tg2576 mouse model of Alzheimer's 
disease. J Neurosci, 2004. 24(15): p. 3801-9. 

1284. Westerman, M.A., et al., The relationship between Abeta and memory in the Tg2576 mouse model of 
Alzheimer's disease. J Neurosci, 2002. 22(5): p. 1858-67. 

1285. Bizon, J., S. Prescott, and M.M. Nicolle, Intact spatial learning in adult Tg2576 mice. Neurobiol Aging, 
2007. 28(3): p. 440-6. 

1286. Pratico, D., et al., Increased lipid peroxidation precedes amyloid plaque formation in an animal model of 
Alzheimer amyloidosis. J Neurosci, 2001. 21(12): p. 4183-7. 

1287. Irizarry, M.C., J.J. Locascio, and B.T. Hyman, beta-site APP cleaving enzyme mRNA expression in APP 
transgenic mice: anatomical overlap with transgene expression and static levels with aging. Am J Pathol, 
2001. 158(1): p. 173-7. 

1288. Chapman, P.F., et al., Impaired synaptic plasticity and learning in aged amyloid precursor protein 
transgenic mice. Nat Neurosci, 1999. 2(3): p. 271-6. 

1289. Chapman, P.F., et al., Genes, models and Alzheimer's disease. Trends Genet, 2001. 17(5): p. 254-61. 
1290. Ashe, K.H., Mechanisms of memory loss in Abeta and tau mouse models. Biochem Soc Trans, 2005. 

33(Pt 4): p. 591-4. 
1291. Kawarabayashi, T., et al., Age-dependent changes in brain, CSF, and plasma amyloid (beta) protein in 

the Tg2576 transgenic mouse model of Alzheimer's disease. J Neurosci, 2001. 21(2): p. 372-81. 
1292. Sasaki, A., et al., Amyloid cored plaques in Tg2576 transgenic mice are characterized by giant plaques, 

slightly activated microglia, and the lack of paired helical filament-typed, dystrophic neurites. Virchows 
Arch, 2002. 441(4): p. 358-67. 

1293. Benzing, W.C., et al., Evidence for glial-mediated inflammation in aged APP(SW) transgenic mice. 
Neurobiol Aging, 1999. 20(6): p. 581-9. 

1294. Lim, G.P., et al., Ibuprofen suppresses plaque pathology and inflammation in a mouse model for 
Alzheimer's disease. J Neurosci, 2000. 20(15): p. 5709-14. 

1295. Sastre, M., et al., Nonsteroidal anti-inflammatory drugs repress beta-secretase gene promoter activity by 
the activation of PPARgamma. Proc Natl Acad Sci U S A, 2006. 103(2): p. 443-8. 

1296. Rocher, A.B., M.S. Kinson, and J.I. Luebke, Significant structural but not physiological changes in 
cortical neurons of 12-month-old Tg2576 mice. Neurobiol Dis, 2008. 32(2): p. 309-18. 

1297. Apelt, J., A. Kumar, and R. Schliebs, Impairment of cholinergic neurotransmission in adult and aged 
transgenic Tg2576 mouse brain expressing the Swedish mutation of human beta-amyloid precursor 
protein. Brain Res, 2002. 953(1-2): p. 17-30. 

1298. Tomidokoro, Y., et al., Abeta amyloidosis induces the initial stage of tau accumulation in APP(Sw) mice. 
Neurosci Lett, 2001. 299(3): p. 169-72. 

1299. Ashe, K.H., Learning and memory in transgenic mice modeling Alzheimer's disease. Learn Mem, 2001. 
8(6): p. 301-8. 

1300. Hong, S., et al., Dynamic analysis of amyloid beta-protein in behaving mice reveals opposing changes in 
ISF versus parenchymal Abeta during age-related plaque formation. J Neurosci, 2011. 31(44): p. 15861-
9. 

1301. Baloyannis, S.J., Dendritic pathology in Alzheimer's disease. J Neurol Sci, 2009. 283(1-2): p. 153-7. 
1302. Penzes, P., et al., Dendritic spine pathology in neuropsychiatric disorders. Nat Neurosci, 2011. 14(3): p. 

285-93. 
1303. Yu, W. and B. Lu, Synapses and dendritic spines as pathogenic targets in Alzheimer's disease. Neural 

Plast, 2012. 2012: p. 247150. 
1304. Moolman, D.L., et al., Dendrite and dendritic spine alterations in Alzheimer models. J Neurocytol, 2004. 

33(3): p. 377-87. 

http://www.taconic.com/wmspage.cfm?parm1=2646


 

274 

 

1305. Spires-Jones, T. and S. Knafo, Spines, plasticity, and cognition in Alzheimer's model mice. Neural Plast, 
2012. 2012: p. 319836. 

1306. Terry, R.D., et al., Physical basis of cognitive alterations in Alzheimer's disease: synapse loss is the 
major correlate of cognitive impairment. Ann Neurol, 1991. 30(4): p. 572-80. 

1307. Smith, D.L., et al., Reversal of long-term dendritic spine alterations in Alzheimer disease models. Proc 
Natl Acad Sci U S A, 2009. 106(39): p. 16877-82. 

1308. Dong, H., et al., Spatial relationship between synapse loss and beta-amyloid deposition in Tg2576 mice. J 
Comp Neurol, 2007. 500(2): p. 311-21. 

1309. Dong, H., et al., Effects of donepezil on amyloid-beta and synapse density in the Tg2576 mouse model of 
Alzheimer's disease. Brain Res, 2009. 1303: p. 169-78. 

1310. Lanz, T.A., D.B. Carter, and K.M. Merchant, Dendritic spine loss in the hippocampus of young PDAPP 
and Tg2576 mice and its prevention by the ApoE2 genotype. Neurobiol Dis, 2003. 13(3): p. 246-53. 

1311. Middei, S., et al., Region-specific changes in the microanatomy of single dendritic spines over time might 
account for selective memory alterations in ageing hAPPsweTg2576 mice, a mouse model for Alzheimer 
disease. Neurobiol Learn Mem, 2008. 90(2): p. 467-71. 

1312. Perez-Cruz, C., et al., Reduced spine density in specific regions of CA1 pyramidal neurons in two 
transgenic mouse models of Alzheimer's disease. J Neurosci, 2011. 31(10): p. 3926-34. 

1313. Su, Y. and B. Ni, Selective deposition of amyloid-beta protein in the entorhinal-dentate projection of a 
transgenic mouse model of Alzheimer's disease. J Neurosci Res, 1998. 53(2): p. 177-86. 

1314. Calabrese, B., et al., Rapid, concurrent alterations in pre- and postsynaptic structure induced by 
naturally-secreted amyloid-beta protein. Mol Cell Neurosci, 2007. 35(2): p. 183-93. 

1315. Lacor, P.N., et al., Abeta oligomer-induced aberrations in synapse composition, shape, and density 
provide a molecular basis for loss of connectivity in Alzheimer's disease. J Neurosci, 2007. 27(4): p. 796-
807. 

1316. Chapman, P.F., et al., Correlative Memory Deficits, Aβ Elevation, and Amyloid Plaques in Transgenic 
Mice Nat Neurosci, 1999. 2(3): p. 271-6. 

1317. Larson, M.E. and S.E. Lesne, Soluble Abeta oligomer production and toxicity. J Neurochem, 2012. 120 
Suppl 1: p. 125-39. 

1318. Barnes, P. and M. Good, Impaired Pavlovian cued fear conditioning in Tg2576 mice expressing a human 
mutant amyloid precursor protein gene. Behav Brain Res, 2005. 157(1): p. 107-117. 

1319. Lelos, M.J. and M.A. Good, c-Fos expression reveals aberrant neural network activity during cued fear 
conditioning in APPswe transgenic mice. Neurobiol Learn Mem, 2012. 98(1): p. 1-11. 

1320. Lelos, M.J., et al., Outcome-specific satiety reveals a deficit in context-outcome, but not stimulus- or 
action-outcome, associations in aged Tg2576 mice. Behav Neurosci, 2011. 125(3): p. 412-25. 

1321. Palmer, A. and M. Good, Hippocampal synaptic activity, pattern separation and episodic-like memory: 
implications for mouse models of Alzheimer's disease pathology. Biochem Soc Trans, 2011. 39(4): p. 
902-9. 

1322. Alvarez, V.A. and B.L. Sabatini, Anatomical and physiological plasticity of dendritic spines. Annu Rev 
Neurosci, 2007. 30: p. 79-97. 

1323. Fitzjohn, S.M., et al., Age-related impairment of synaptic transmission but normal long-term potentiation 
in transgenic mice that overexpress the human APP695SWE mutant form of amyloid precursor protein. J 
Neurosci, 2001. 21(13): p. 4691-8. 

1324. Good, M.A., G. Hale, and V. Staal, Impaired "episodic-like" object memory in adult APPswe transgenic 
mice. Behav Neurosci, 2007. 121(2): p. 443-8. 

1325. Middei, S., et al., Progressive cognitive decline in a transgenic mouse model of Alzheimer's disease 
overexpressing mutant hAPPswe. Genes Brain Behav, 2006. 5(3): p. 249-56. 

1326. Pappolla, M.A., et al., Evidence of oxidative stress and in vivo neurotoxicity of beta-amyloid in a 
transgenic mouse model of Alzheimer's disease: a chronic oxidative paradigm for testing antioxidant 
therapies in vivo. Am J Pathol, 1998. 152(4): p. 871-7. 

1327. Apelt, J., et al., Aging-related increase in oxidative stress correlates with developmental pattern of beta-
secretase activity and beta-amyloid plaque formation in transgenic Tg2576 mice with Alzheimer-like 
pathology. Int J Dev Neurosci, 2004. 22(7): p. 475-84. 

1328. Lee, J.Y., I. Mook-Jung, and J.Y. Koh, Histochemically reactive zinc in plaques of the Swedish mutant 
beta-amyloid precursor protein transgenic mice. J Neurosci, 1999. 19(11): p. RC10. 

1329. Lee, J.Y., et al., Contribution by synaptic zinc to the gender-disparate plaque formation in human 
Swedish mutant APP transgenic mice. Proc Natl Acad Sci U S A, 2002. 99(11): p. 7705-10. 

1330. Lee, K.W., et al., Behavioral stress accelerates plaque pathogenesis in the brain of Tg2576 mice via 
generation of metabolic oxidative stress. J Neurochem, 2009. 108(1): p. 165-75. 

1331. Seo, J.S., et al., SK-PC-B70M confers anti-oxidant activity and reduces Abeta levels in the brain of 
Tg2576 mice. Brain Res, 2009. 1261: p. 100-8. 

1332. Liu, P., et al., Grape seed polyphenolic extract specifically decreases abeta*56 in the brains of Tg2576 
mice. J Alzheimers Dis, 2011. 26(4): p. 657-66. 

1333. Mancuso, C., et al., Natural antioxidants in Alzheimer's disease. Expert Opin Investig Drugs, 2007. 
16(12): p. 1921-31. 

1334. Galasko Dr, P.E.C.C.M. and et al., Antioxidants for alzheimer disease: A randomized clinical trial with 
cerebrospinal fluid biomarker measures. Arch Neurol, 2012. 69(7): p. 836-841. 



 

275 

 

1335. Pratico, D., Oxidative stress hypothesis in Alzheimer's disease: a reappraisal. Trends Pharmacol Sci, 
2008. 29(12): p. 609-15. 

1336. Lee, J.Y., et al., The lipophilic metal chelator DP-109 reduces amyloid pathology in brains of human 
beta-amyloid precursor protein transgenic mice. Neurobiol Aging, 2004. 25(10): p. 1315-21. 

1337. Adlard, P.A., et al., Rapid restoration of cognition in Alzheimer's transgenic mice with 8-hydroxy 
quinoline analogs is associated with decreased interstitial Abeta. Neuron, 2008. 59(1): p. 43-55. 

1338. Adlard, P.A., et al., Metal ionophore treatment restores dendritic spine density and synaptic protein 
levels in a mouse model of Alzheimer's disease. PLoS One, 2011. 6(3): p. e17669. 

1339. Quinn, J.F., et al., A copper-lowering strategy attenuates amyloid pathology in a transgenic mouse model 
of Alzheimer's disease. J Alzheimers Dis, 2010. 21(3): p. 903-14. 

1340. Budimir, A., Metal ions, Alzheimer's disease and chelation therapy. Acta Pharm, 2011. 61(1): p. 1-14. 
1341. Ward, R.J., D.T. Dexter, and R.R. Crichton, Chelating agents for neurodegenerative diseases. Curr Med 

Chem, 2012. 19(17): p. 2760-72. 
1342. Raber, J., Detrimental effects of chronic hypothalamic-pituitary-adrenal axis activation. From obesity to 

memory deficits. Mol Neurobiol, 1998. 18(1): p. 1-22. 
1343. Buren, J., et al., Dexamethasone impairs insulin signalling and glucose transport by depletion of insulin 

receptor substrate-1, phosphatidylinositol 3-kinase and protein kinase B in primary cultured rat 
adipocytes. Eur J Endocrinol, 2002. 146(3): p. 419-29. 

1344. Zhao, L., et al., Insulin-degrading enzyme as a downstream target of insulin receptor signaling cascade: 
implications for Alzheimer's disease intervention. J Neurosci, 2004. 24(49): p. 11120-6. 

1345. Kulstad, J.J., et al., Effects of chronic glucocorticoid administration on insulin-degrading enzyme and 
amyloid-beta peptide in the aged macaque. J Neuropathol Exp Neurol, 2005. 64(2): p. 139-46. 

1346. Shi, H. and S.P.D.S. Kumar, Sex Differences in Obesity-Related Glucose Intolerance and Insulin 
Resistance. Glucose Tolerance. 2012. 

1347. Luo, F., et al., Characterization of 7- and 19-month-old Tg2576 mice using multimodal in vivo imaging: 
limitations as a translatable model of Alzheimer's disease. Neurobiol Aging, 2012. 33(5): p. 933-44. 

1348. Kuchibhotla, K.V., et al., Synchronous hyperactivity and intercellular calcium waves in astrocytes in 
Alzheimer mice. Science, 2009. 323(5918): p. 1211-5. 

1349. Wang, C.Y. and J.K. Liao, A mouse model of diet-induced obesity and insulin resistance. Methods Mol 
Biol, 2012. 821: p. 421-33. 

1350. Phiel, C.J., et al., GSK-3alpha regulates production of Alzheimer's disease amyloid-beta peptides. Nature, 
2003. 423(6938): p. 435-9. 

1351. Gibbs, R.B. and R. Gabor, Estrogen and cognition: applying preclinical findings to clinical perspectives. 
J Neurosci Res, 2003. 74(5): p. 637-43. 

1352. Good, D.J., Using obese mouse models in research: special considerations for IACUC members, animal 
care technicians, and researchers. Lab Anim (NY), 2005. 34(2): p. 30-7. 

1353. Malik, V.S., et al., Sugar-sweetened beverages, obesity, type 2 diabetes mellitus, and cardiovascular 
disease risk. Circulation, 2010. 121(11): p. 1356-64. 

1354. Rodriguiz, R.M. and W.C. Wetsel, Assessments of Cognitive Deficits in Mutant Mice, in Animal Models 
of Cognitive Impairment, E.D. Levin and J.J. Buccafusco, Editors. 2006: Boca Raton (FL). 

1355. Bryan, K.J., et al., Transgenic Mouse Models of Alzheimer's Disease: Behavioral Testing and 
Considerations, in Methods of Behavior Analysis in Neuroscience, J.J. Buccafusco, Editor. 2009: Boca 
Raton (FL). 

1356. King, D.L. and G.W. Arendash, Behavioral characterization of the Tg2576 transgenic model of 
Alzheimer's disease through 19 months. Physiol Behav, 2002. 75(5): p. 627-42. 

1357. Craft, S., et al., Insulin metabolism in Alzheimer's disease differs according to apolipoprotein E genotype 
and gender. Neuroendocrinology, 1999. 70(2): p. 146-52. 

1358. McEwen, B.S., Plasticity of the hippocampus: adaptation to chronic stress and allostatic load. Ann N Y 
Acad Sci, 2001. 933: p. 265-77. 

1359. Lupien, S.J., et al., The modulatory effects of corticosteroids on cognition: studies in young human 
populations. Psychoneuroendocrinology, 2002. 27(3): p. 401-16. 

1360. Selkoe, D.J., Clearing the brain's amyloid cobwebs. Neuron, 2001. 32(2): p. 177-80. 
1361. Perreault, M. and A. Marette, Targeted disruption of inducible nitric oxide synthase protects against 

obesity-linked insulin resistance in muscle. Nat Med, 2001. 7(10): p. 1138-43. 
1362. Febbraio, M.A. and B.K. Pedersen, Muscle-derived interleukin-6: mechanisms for activation and 

possible biological roles. FASEB J, 2002. 16(11): p. 1335-47. 
1363. Sapolsky, R.M., S. Zola-Morgan, and L.R. Squire, Inhibition of glucocorticoid secretion by the 

hippocampal formation in the primate. J Neurosci, 1991. 11(12): p. 3695-704. 
1364. Willson, T.M., et al., The structure-activity relationship between peroxisome proliferator-activated 

receptor gamma agonism and the antihyperglycemic activity of thiazolidinediones. J Med Chem, 1996. 
39(3): p. 665-8. 

1365. Diano, S., et al., Peroxisome proliferation-associated control of reactive oxygen species sets 
melanocortin tone and feeding in diet-induced obesity. Nat Med, 2011. 17(9): p. 1121-7. 

1366. Lu, M., et al., Brain PPAR-gamma promotes obesity and is required for the insulin-sensitizing effect of 
thiazolidinediones. Nat Med, 2011. 17(5): p. 618-22. 



 

276 

 

1367. Ryan, K.K., et al., A role for central nervous system PPAR-gamma in the regulation of energy balance. 
Nat Med, 2011. 17(5): p. 623-6. 

1368. Jiang, Q., M. Heneka, and G.E. Landreth, The role of peroxisome proliferator-activated receptor-gamma 
(PPARgamma) in Alzheimer's disease: therapeutic implications. CNS Drugs, 2008. 22(1): p. 1-14. 

1369. Ialenti, A., et al., Mechanism of the anti-inflammatory effect of thiazolidinediones: relationship with the 
glucocorticoid pathway. Mol Pharmacol, 2005. 67(5): p. 1620-8. 

1370. Matthews, L., et al., Thiazolidinediones are partial agonists for the glucocorticoid receptor. 
Endocrinology, 2009. 150(1): p. 75-86. 

1371. Oitzl, M.S., et al., Spatial learning deficits in mice with a targeted glucocorticoid receptor gene 
disruption. Eur J Neurosci, 1997. 9(11): p. 2284-96. 

1372. De Kloet, E.R., et al., Antiglucocorticoid RU 38486 attenuates retention of a behaviour and disinhibits 
the hypothalamic-pituitary adrenal axis at different brain sites. Neuroendocrinology, 1988. 47(2): p. 109-
15. 

1373. Deacon, R.M., A. Croucher, and J.N. Rawlins, Hippocampal cytotoxic lesion effects on species-typical 
behaviours in mice. Behav Brain Res, 2002. 132(2): p. 203-13. 

1374. Deacon, R.M., et al., Age-dependent and -independent behavioral deficits in Tg2576 mice. Behav Brain 
Res, 2008. 189(1): p. 126-38. 

1375. Luine, V. and M. Frankfurt, Interactions between estradiol, BDNF and dendritic spines in promoting 
memory. Neuroscience, 2012. 

1376. Mauvais-Jarvis, F., D.J. Clegg, and A.L. Hevener, The Role of Estrogens in Control of Energy Balance 
and Glucose Homeostasis. Endocr Rev, 2013. 

1377. Khan, M.M., et al., Estrogen regulation of spine density and excitatory synapses in rat prefrontal and 
somatosensory cerebral cortex. Steroids, 2012. 

1378. Kirchheiner, J., et al., Pharmacokinetics and pharmacodynamics of rosiglitazone in relation to CYP2C8 
genotype. Clin Pharmacol Ther, 2006. 80(6): p. 657-67. 

1379. Aquilante, C.L., et al., Pharmacodynamic effects of rosiglitazone in nondiabetic patients with metabolic 
syndrome. Pharmacotherapy, 2010. 30(3): p. 236-47. 

1380. Aggleton, J.P., P.R. Hunt, and J.N. Rawlins, The effects of hippocampal lesions upon spatial and non-
spatial tests of working memory. Behav Brain Res, 1986. 19(2): p. 133-46. 

1381. Lassalle, J.M., et al., Effects of the genetic background on cognitive performances of TG2576 mice. 
Behav Brain Res, 2008. 191(1): p. 104-10. 

1382. Gil-Bea, F.J., et al., Increase of locomotor activity underlying the behavioral disinhibition in tg2576 
mice. Behav Neurosci, 2007. 121(2): p. 340-4. 

1383. Crawley, J.N., Behavioral phenotyping strategies for mutant mice. Neuron, 2008. 57(6): p. 809-18. 
1384. Good, M.A. and G. Hale, The "Swedish" mutation of the amyloid precursor protein (APPswe) dissociates 

components of object-location memory in aged Tg2576 mice. Behav Neurosci, 2007. 121(6): p. 1180-91. 
1385. Cacucci, F., et al., Place cell firing correlates with memory deficits and amyloid plaque burden in 

Tg2576 Alzheimer mouse model. Proc Natl Acad Sci U S A, 2008. 105(22): p. 7863-8. 
1386. Nicolakakis, N., et al., Complete rescue of cerebrovascular function in aged Alzheimer's disease 

transgenic mice by antioxidants and pioglitazone, a peroxisome proliferator-activated receptor gamma 
agonist. J Neurosci, 2008. 28(37): p. 9287-96. 

1387. Sharma, S., S. Rakoczy, and H. Brown-Borg, Assessment of spatial memory in mice. Life Sci, 2010. 
87(17-18): p. 521-36. 

1388. Paul, C.-M., G. Magda, and S. Abel, Spatial memory: Theoretical basis and comparative review on 
experimental methods in rodents. Behav Brain Res, 2009. 203(2): p. 151-164. 

1389. Dudchenko, P.A., An overview of the tasks used to test working memory in rodents. Neurosci Biobehav 
Rev, 2004. 28(7): p. 699-709. 

1390. Lalonde, R., et al., Transgenic mice expressing the betaAPP695SWE mutation: effects on exploratory 
activity, anxiety, and motor coordination. Brain Res, 2003. 977(1): p. 38-45. 

1391. King, D.L., et al., Progressive and gender-dependent cognitive impairment in the APP(SW) transgenic 
mouse model for Alzheimer's disease. Behav Brain Res, 1999. 103(2): p. 145-62. 

1392. Arendash, G.W. and D.L. King, Intra- and intertask relationships in a behavioral test battery given to 
Tg2576 transgenic mice and controls. Physiol Behav, 2002. 75(5): p. 643-52. 

1393. Yassine, N., et al., Detecting spatial memory deficits beyond blindness in tg2576 Alzheimer mice. 
Neurobiol Aging, 2013. 34(3): p. 716-30. 

1394. Morris, R.G., et al., Place navigation impaired in rats with hippocampal lesions. Nature, 1982. 
297(5868): p. 681-3. 

1395. Whishaw, I.Q., A comparison of rats and mice in a swimming pool place task and matching to place task: 
some surprising differences. Physiol Behav, 1995. 58(4): p. 687-93. 

1396. Bannerman, D.M., et al., Double dissociation of function within the hippocampus: a comparison of 
dorsal, ventral, and complete hippocampal cytotoxic lesions. Behav Neurosci, 1999. 113(6): p. 1170-88. 

1397. Wenk, G.L., Assessment of Spatial Memory Using the T Maze, in Current Protocols in Neuroscience. 
2001, John Wiley & Sons, Inc. 

1398. Deacon, R.M. and J.N. Rawlins, T-maze alternation in the rodent. Nat Protoc, 2006. 1(1): p. 7-12. 
1399. Lalonde, R., The neurobiological basis of spontaneous alternation. Neurosci Biobehav Rev, 2002. 26(1): 

p. 91-104. 



 

277 

 

1400. Stewart, S., F. Cacucci, and C. Lever, Which Memory Task for My Mouse? A Systematic Review of 
Spatial Memory Performance in the Tg2576 Alzheimer's Mouse Model. Journal of Alzheimer's Disease, 
2011. 26(1): p. 105-126. 

1401. Kinnear, P.R. and C.D. Gray, PASW statistics 17 made simple. 2010, Hove, East Sussex ; New York, 
NY: Psychology Press. xvi, 645 p. 

1402. Field, A.P., Discovering statistics using SPSS : (and sex, drugs and rock 'n' roll). 3rd ed. 2009, Los 
Angeles: SAGE Publications. xxxii, 821 p. 

1403. Wang, B.W., et al., Rosiglitazone enhances learning, place cell activity, and synaptic plasticity in middle-
aged rats. Neurobiol Aging, 2012. 33(4): p. 835 e13-30. 

1404. Chang, E.H., et al., AMPA receptor downscaling at the onset of Alzheimer's disease pathology in double 
knockin mice. Proc Natl Acad Sci U S A, 2006. 103(9): p. 3410-5. 

1405. Saab, B.J., A.M. Saab, and J.C. Roder, Statistical and theoretical considerations for the platform re-
location water maze. J Neurosci Methods, 2011. 198(1): p. 44-52. 

1406. Garcia, M.F., et al., The retinal degeneration (rd) gene seriously impairs spatial cognitive performance in 
normal and Alzheimer's transgenic mice. Neuroreport, 2004. 15(1): p. 73-7. 

1407. Ning, A., et al., Amyloid-beta deposits lead to retinal degeneration in a mouse model of Alzheimer 
disease. Invest Ophthalmol Vis Sci, 2008. 49(11): p. 5136-43. 

1408. Liu, B., et al., Amyloid-peptide vaccinations reduce {beta}-amyloid plaques but exacerbate vascular 
deposition and inflammation in the retina of Alzheimer's transgenic mice. Am J Pathol, 2009. 175(5): p. 
2099-110. 

1409. Dudchenko, P.A., How do animals actually solve the T maze? Behav Neurosci, 2001. 115(4): p. 850-60. 
1410. Dudchenko, P.A. and M. Davidson, Rats use a sense of direction to alternate on T-mazes located in 

adjacent rooms. Anim Cogn, 2002. 5(2): p. 115-8. 
1411. Gresack, J.E., et al., Sex differences in contextual fear conditioning are associated with differential 

ventral hippocampal extracellular signal-regulated kinase activation. Neuroscience, 2009. 159(2): p. 
451-67. 

1412. Dubois, B. and M.L. Albert, Amnestic MCI or prodromal Alzheimer's disease? Lancet Neurol, 2004. 
3(4): p. 246-8. 

1413. Langston, R.F., et al., The role of hippocampal subregions in memory for stimulus associations. Behav 
Brain Res, 2010. 215(2): p. 275-291. 

1414. Montgomery, K.C. and J.A. Monkman, The relation between fear and exploratory behavior. J Comp 
Physiol Psychol, 1955. 48(2): p. 132-136. 

1415. Bourin, M., et al., Animal models of anxiety in mice. Fundam Clin Pharmacol, 2007. 21(6): p. 567-74. 
1416. Silveira, M.C., G. Sandner, and F.G. Graeff, Induction of Fos immunoreactivity in the brain by exposure 

to the elevated plus-maze. Behav Brain Res, 1993. 56(1): p. 115-8. 
1417. Dawson, G.R. and M.D. Tricklebank, Use of the elevated plus maze in the search for novel anxiolytic 

agents. Trends Pharmacol Sci, 1995. 16(2): p. 33-6. 
1418. Komada, M., K. Takao, and T. Miyakawa, Elevated plus maze for mice. J Vis Exp, 2008(22). 
1419. Walf, A.A. and C.A. Frye, The use of the elevated plus maze as an assay of anxiety-related behavior in 

rodents. Nat Protoc, 2007. 2(2): p. 322-8. 
1420. Pellow, S., et al., Validation of open:closed arm entries in an elevated plus-maze as a measure of anxiety 

in the rat. J Neurosci Methods, 1985. 14(3): p. 149-67. 
1421. Ramos, A., Animal models of anxiety: do I need multiple tests? Trends Pharmacol Sci, 2008. 29(10): p. 

493-498. 
1422. O'Leary, T.P., R.K. Gunn, and R.E. Brown, What are we measuring when we test strain differences in 

anxiety in mice? Behav Genet, 2013. 43(1): p. 34-50. 
1423. Wada, T. and N. Fukuda, Effects of DN-2327, a new anxiolytic, diazepam and buspirone on exploratory 

activity of the rat in an elevated plus-maze. Psychopharmacology (Berl), 1991. 104(4): p. 444-50. 
1424. Holmes, A., Targeted gene mutation approaches to the study of anxiety-like behavior in mice. Neurosci 

Biobehav Rev, 2001. 25(3): p. 261-73. 
1425. You, J.S., et al., Evaluation of anxiolytic activity of compound Valeriana jatamansi Jones in mice. BMC 

Complement Altern Med, 2012. 12: p. 223. 
1426. LeDoux, J.E., Emotion circuits in the brain. Annu Rev Neurosci, 2000. 23: p. 155-84. 
1427. Dineley, K.T., et al., Accelerated plaque accumulation, associative learning deficits, and up-regulation of 

alpha 7 nicotinic receptor protein in transgenic mice co-expressing mutant human presenilin 1 and 
amyloid precursor proteins. J Biol Chem, 2002. 277(25): p. 22768-80. 

1428. Barnes, P. and M. Good, Impaired Pavlovian cued fear conditioning in Tg2576 mice expressing a human 
mutant amyloid precursor protein gene. Behav Brain Res, 2005. 157(1): p. 107-17. 

1429. Comery, T.A., et al., Acute gamma-secretase inhibition improves contextual fear conditioning in the 
Tg2576 mouse model of Alzheimer's disease. J Neurosci, 2005. 25(39): p. 8898-902. 

1430. Dong, H., et al., Acetylcholinesterase inhibitors ameliorate behavioral deficits in the Tg2576 mouse 
model of Alzheimer's disease. Psychopharmacology (Berl), 2005. 181(1): p. 145-52. 

1431. Quinn, J.F., et al., Chronic dietary alpha-lipoic acid reduces deficits in hippocampal memory of aged 
Tg2576 mice. Neurobiol Aging, 2007. 28(2): p. 213-25. 

1432. Gupta, R.R., et al., Estrogen modulates sexually dimorphic contextual fear conditioning and hippocampal 
long-term potentiation (LTP) in rats(1). Brain Res, 2001. 888(2): p. 356-365. 



 

278 

 

1433. Krezel, W., et al., Increased anxiety and synaptic plasticity in estrogen receptor beta -deficient mice. 
Proc Natl Acad Sci U S A, 2001. 98(21): p. 12278-82. 

1434. Callahan, M.J., et al., Augmented Senile Plaque Load in Aged Female β-Amyloid Precursor Protein-
Transgenic Mice. Am J Pathol, 2001. 158(3): p. 1173-1177. 

1435. Van Groen, T., et al., Differences in amyloid-β levels and in development of pathology during aging 
between male and female APP/PS1 mutant mice. , in Six International Stockholm/Springfield Symposium 
on Advances in Alzheimer Therapy.  (abstract 230)2000: Stockholm. 

1436. Wang, J., et al., Gender differences in the amount and deposition of amyloidβ in APPswe and PS1 double 
transgenic mice. Neurobiol Dis, 2003. 14(3): p. 318-327. 

1437. de Fiebre, N.C., et al., Spatial learning and psychomotor performance of C57BL/6 mice: age sensitivity 
and reliability of individual differences. Age (Dordr), 2006. 28(3): p. 235-53. 

1438. Doremus, T.L., E.I. Varlinskaya, and L.P. Spear, Age-related differences in elevated plus maze behavior 
between adolescent and adult rats. Ann N Y Acad Sci, 2004. 1021: p. 427-30. 

1439. Ribes, D., et al., Effects of oral aluminum exposure on behavior and neurogenesis in a transgenic mouse 
model of Alzheimer's disease. Exp Neurol, 2008. 214(2): p. 293-300. 

1440. Garcia, T., et al., Evaluation of the protective role of melatonin on the behavioral effects of aluminum in 
a mouse model of Alzheimer's disease. Toxicology, 2009. 265(1-2): p. 49-55. 

1441. Heredia, L., et al., Individual housing and handling procedures modify anxiety levels of Tg2576 mice 
assessed in the zero maze test. Physiol Behav, 2012. 107(2): p. 187-191. 

1442. McNaughton, N., Cognitive dysfunction resulting from hippocampal hyperactivity--a possible cause of 
anxiety disorder? Pharmacol Biochem Behav, 1997. 56(4): p. 603-11. 

1443. Braun, A.A., et al., Comparison of the elevated plus and elevated zero mazes in treated and untreated 
male Sprague-Dawley rats: effects of anxiolytic and anxiogenic agents. Pharmacol Biochem Behav, 
2011. 97(3): p. 406-15. 

1444. Naghibi, B. and F. Rayatnia, Co-administration of subeffective anxiolytic doses of diazepam and 
hydroxyzine in elevated zero-maze in mice. Psychiatry Investig, 2011. 8(2): p. 169-73. 

1445. Weiss, S.M., et al., Utility of ethological analysis to overcome locomotor confounds in elevated maze 
models of anxiety. Neurosci Biobehav Rev, 1998. 23(2): p. 265-71. 

1446. Kulkarni, S.K., K. Singh, and M. Bishnoi, Comparative behavioural profile of newer antianxiety drugs 
on different mazes. Indian J Exp Biol, 2008. 46(9): p. 633-8. 

1447. Gray, J.A. and N. McNaughton, The Neuropsychology of Anxiety: An Enquiry into the Functions of the 
Septo-Hippocampal System. Oxford Psychology Series No. 33. 2000, Oxford: Oxford University Press. 

1448. Deacon, R.M., Digging and marble burying in mice: simple methods for in vivo identification of 
biological impacts. Nat Protoc, 2006. 1(1): p. 122-4. 

1449. De Boer, S.F. and J.M. Koolhaas, Defensive burying in rodents: ethology, neurobiology and 
psychopharmacology. Eur J Pharmacol, 2003. 463(1-3): p. 145-61. 

1450. Witkin, J.M., Animal models of obsessive-compulsive disorder. Curr Protoc Neurosci, 2008. Chapter 9: 
p. Unit 9 30. 

1451. Njung'e, K. and S.L. Handley, Effects of 5-HT uptake inhibitors, agonists and antagonists on the burying 
of harmless objects by mice; a putative test for anxiolytic agents. Br J Pharmacol, 1991. 104(1): p. 105-
12. 

1452. Matsushita, M., et al., Perospirone, a novel antipsychotic drug, inhibits marble-burying behavior via 5-
HT1A receptor in mice: implications for obsessive-compulsive disorder. J Pharmacol Sci, 2005. 99(2): p. 
154-9. 

1453. Nicolas, L.B., Y. Kolb, and E.P. Prinssen, A combined marble burying-locomotor activity test in mice: a 
practical screening test with sensitivity to different classes of anxiolytics and antidepressants. Eur J 
Pharmacol, 2006. 547(1-3): p. 106-15. 

1454. Njung'e, K. and S.L. Handley, Evaluation of marble-burying behavior as a model of anxiety. Pharmacol 
Biochem Behav, 1991. 38(1): p. 63-7. 

1455. Frye, C.A., S.M. Petralia, and M.E. Rhodes, Estrous cycle and sex differences in performance on anxiety 
tasks coincide with increases in hippocampal progesterone and 3alpha,5alpha-THP. Pharmacol Biochem 
Behav, 2000. 67(3): p. 587-96. 

1456. Frye, C.A. and A.A. Walf, Estrogen and/or progesterone administered systemically or to the amygdala 
can have anxiety-, fear-, and pain-reducing effects in ovariectomized rats. Behav Neurosci, 2004. 118(2): 
p. 306-13. 

1457. Walf, A.A., M.E. Rhodes, and C.A. Frye, Ovarian steroids enhance object recognition in naturally 
cycling and ovariectomized, hormone-primed rats. Neurobiol Learn Mem, 2006. 86(1): p. 35-46. 

1458. Llaneza, D.C. and C.A. Frye, Progestogens and estrogen influence impulsive burying and avoidant 
freezing behavior of naturally cycling and ovariectomized rats. Pharmacol Biochem Behav, 2009. 93(3): 
p. 337-42. 

1459. Wicke, K.M. and G. Gross, Marble burying behavior is prevented by anxiolytics as well as by 
motorstimulants. Pharmacopsychiatry, 2005. 38(05): p. A253. 

1460. Archer, T., et al., Marble burying and spontaneous motor activity in mice: interactions over days and the 
effect of diazepam. Scand J Psychol, 1987. 28(3): p. 242-9. 



 

279 

 

1461. Broekkamp, C.L., et al., Major tranquillizers can be distinguished from minor tranquillizers on the basis 
of effects on marble burying and swim-induced grooming in mice. Eur J Pharmacol, 1986. 126(3): p. 223-
9. 

1462. Gyertyan, I., Analysis of the marble burying response: marbles serve to measure digging rather than 
evoke burying. Behav Pharmacol, 1995. 6(1): p. 24-31. 

1463. Millan, M.J., et al., Stereospecific blockade of marble-burying behaviour in mice by selective, non-
peptidergic neurokinin1 (NK1) receptor antagonists. Neuropharmacology, 2002. 42(5): p. 677-84. 

1464. Thomas, A., et al., Marble burying reflects a repetitive and perseverative behavior more than novelty-
induced anxiety. Psychopharmacology (Berl), 2009. 204(2): p. 361-73. 

1465. Poling, A., J. Cleary, and M. Monaghan, Burying by rats in response to aversive and nonaversive stimuli. 
J Exp Anal Behav, 1981. 35(1): p. 31-44. 

1466. Masuda, Y., S. Ishigooka, and Y. Matsuda, Digging behavior of ddY mouse. Exp Anim, 2000. 49(3): p. 
235-7. 

1467. Deacon, R.M. and J.N. Rawlins, Hippocampal lesions, species-typical behaviours and anxiety in mice. 
Behav Brain Res, 2005. 156(2): p. 241-9. 

1468. McNaughton, N. and P.J. Corr, A two-dimensional neuropsychology of defense: fear/anxiety and 
defensive distance. Neurosci Biobehav Rev, 2004. 28(3): p. 285-305. 

1469. Winters, B.D., L.M. Saksida, and T.J. Bussey, Object recognition memory: neurobiological mechanisms 
of encoding, consolidation and retrieval. Neurosci Biobehav Rev, 2008. 32(5): p. 1055-70. 

1470. Yonelinas, A.P., et al., Recollection and familiarity: examining controversial assumptions and new 
directions. Hippocampus, 2010. 20(11): p. 1178-94. 

1471. Ennaceur, A. and J. Delacour, A new one-trial test for neurobiological studies of memory in rats. 1: 
Behavioral data. Behav Brain Res, 1988. 31(1): p. 47-59. 

1472. Forwood, S.E., B.D. Winters, and T.J. Bussey, Hippocampal lesions that abolish spatial maze 
performance spare object recognition memory at delays of up to 48 hours. Hippocampus, 2005. 15(3): p. 
347-55. 

1473. Bevins, R.A. and J. Besheer, Object recognition in rats and mice: a one-trial non-matching-to-sample 
learning task to study 'recognition memory'. Nat Protoc, 2006. 1(3): p. 1306-11. 

1474. Clark, R.E. and S.J. Martin, Interrogating rodents regarding their object and spatial memory. Curr Opin 
Neurobiol, 2005. 15(5): p. 593-8. 

1475. Warburton, E.C. and M.W. Brown, Findings from animals concerning when interactions between 
perirhinal cortex, hippocampus and medial prefrontal cortex are necessary for recognition memory. 
Neuropsychologia, 2010. 48(8): p. 2262-72. 

1476. Dix, S.L. and J.P. Aggleton, Extending the spontaneous preference test of recognition: evidence of 
object-location and object-context recognition. Behav Brain Res, 1999. 99(2): p. 191-200. 

1477. Taglialatela, G., et al., Intermediate- and long-term recognition memory deficits in Tg2576 mice are 
reversed with acute calcineurin inhibition. Behav Brain Res, 2009. 200(1): p. 95-9. 

1478. Simon, A.M., et al., Early changes in hippocampal Eph receptors precede the onset of memory decline in 
mouse models of Alzheimer's disease. J Alzheimers Dis, 2009. 17(4): p. 773-86. 

1479. Stanley, G.B., It's not you, it's me. Really. Nat Neurosci, 2009. 12(4): p. 374-375. 
1480. Sato, T., et al., Efficacy of PPAR-gamma agonist pioglitazone in mild Alzheimer disease. Neurobiol 

Aging, 2011. 32(9): p. 1626-33. 
1481. Cohen, D., Rosiglitazone: what went wrong? BMJ, 2010. 341. 
1482. Ouchi, N. and K. Walsh, Adiponectin as an anti-inflammatory factor. Clin Chim Acta, 2007. 380(1-2): p. 

24-30. 
1483. Thundyil, J., et al., Adiponectin receptor signalling in the brain. Br J Pharmacol, 2012. 165(2): p. 313-27. 
1484. Tomizawa, A., et al., Adiponectin induces NF-kappaB activation that leads to suppression of cytokine-

induced NF-kappaB activation in vascular endothelial cells: globular adiponectin vs. high molecular 
weight adiponectin. Diab Vasc Dis Res, 2008. 5(2): p. 123-7. 

1485. Choi, K.C., et al., Effect of PPAR-delta agonist on the expression of visfatin, adiponectin, and resistin in 
rat adipose tissue and 3T3-L1 adipocytes. Biochem Biophys Res Commun, 2007. 357(1): p. 62-7. 

1486. Yilmaz, M.I., et al., Peroxisome proliferator-activated receptor gamma (PPAR-gamma) agonist 
increases plasma adiponectin levels in type 2 diabetic patients with proteinuria. Endocrine, 2004. 25(3): 
p. 207-14. 

1487. Qi, Y., et al., Adiponectin acts in the brain to decrease body weight. Nat Med, 2004. 10(5): p. 524-9. 
1488. Kubota, N., et al., Adiponectin stimulates AMP-activated protein kinase in the hypothalamus and 

increases food intake. Cell Metab, 2007. 6(1): p. 55-68. 
1489. Spranger, J., et al., Adiponectin Does Not Cross the Blood-Brain Barrier but Modifies Cytokine 

Expression of Brain Endothelial Cells. Diabetes, 2006. 55(1): p. 141-147. 
1490. Bragt, M., et al., Anti-inflammatory effect of rosiglitazone is not reflected in expression of NFkappaB-

related genes in peripheral blood mononuclear cells of patients with type 2 diabetes mellitus. BMC 
Endocrine Disorders, 2009. 9(1): p. 8. 

1491. Cabrero, A., J.C. Laguna, and M. Vazquez, Peroxisome proliferator-activated receptors and the control 
of inflammation. Curr Drug Targets Inflamm Allergy, 2002. 1(3): p. 243-8. 

1492. Rinaldi, B., et al., Rosiglitazone reduces the inflammatory response in a model of vascular injury in rats. 
Shock, 2009. 32(6): p. 638-44. 



 

280 

 

1493. Tuepker, J., Effect of rosiglitazone treatment on nontraditional markers of cardiovascular disease in 
patients with type 2 diabetes mellitus. Circulation, 2003. 107(16): p. e109; author reply e109. 

1494. Hattori, Y., S. Hattori, and K. Kasai, Globular adiponectin activates nuclear factor-kappaB in vascular 
endothelial cells, which in turn induces expression of proinflammatory and adhesion molecule genes. 
Diabetes Care, 2006. 29(1): p. 139-41. 

1495. Liao, W., et al., Adiponectin induces interleukin-6 production and activates STAT3 in adult mouse 
cardiac fibroblasts. Biol Cell, 2009. 101(5): p. 263-72. 

1496. Guzowski, J.F., J.J. Knierim, and E.I. Moser, Ensemble dynamics of hippocampal regions CA3 and CA1. 
Neuron, 2004. 44(4): p. 581-4. 

1497. Biggs, D.S., 3D deconvolution microscopy. Curr Protoc Cytom, 2010. Chapter 12: p. Unit 12 19 1-20. 
1498. Rodriguez, A., et al., Automated three-dimensional detection and shape classification of dendritic spines 

from fluorescence microscopy images. PLoS One, 2008. 3(4): p. e1997. 
1499. Rodriguez, A., et al., Rayburst sampling, an algorithm for automated three-dimensional shape analysis 

from laser scanning microscopy images. Nat Protoc, 2006. 1(4): p. 2152-61. 
1500. Araki, W., et al., IGF-1 promotes beta-amyloid production by a secretase-independent mechanism. 

Biochem Biophys Res Commun, 2009. 380(1): p. 111-4. 
1501. van Himbergen, T.M., et al., Biomarkers for insulin resistance and inflammation and the risk for all-

cause dementia and alzheimer disease: results from the Framingham Heart Study. Arch Neurol, 2012. 
69(5): p. 594-600. 

 
 

END OF LINE. 

 


