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Highlights 

 

 

 
 Age and cardiovascular conditions initiate cerebral hypoperfusion 

 
 Chronic cerebral hypoperfusion (CCH) causes blood-brain barrier (BBB) dysfunction  

 
 BBB dysfunction causes oxidative stress, inflammation, and mitochondrial dysfunction 

 
 BBB dysfunction mediates a vicious circle causing CCH aggravation and neuronal damage 

 

 BBB dysfunction is worsened by Aɴ-endothelium interaction 
 
 

 



3 

 

Summary 

1. Introduction ..................................................................................................................................... 6 

1.1 Review focus ............................................................................................................................. 7 

2. BBB dysfunction in AD .................................................................................................................. 7 

2.1 Impaired glucose transport ........................................................................................................ 8 

2.2 Oxidative stress ......................................................................................................................... 9 

2.3 NO-mediated disruption of microvascular homeostasis ......................................................... 10 

β.4 Aȕ-endothelium interaction .................................................................................................... 11 

β.4.1 Aȕ trafficking and impaired Aȕ clearance ....................................................................... 11 

2.4.2 Endothelium-mediated mechanisms of Aȕ production .................................................... 13 

β.4.γ Aȕ-induced BBB permeability and transmigration of mononuclear cells ....................... 14 

2.4.4 Vasoactive and apoptotic effects of Aȕ ........................................................................... 16 

2.5 Endothelial response to chronic hypoperfusion-related hypoxia/ischemia ............................. 17 

2.6 Microvascular endothelium as mediator of inflammatory processes ...................................... 18 

2.7 Mitochondrial dysfunction and damage in BBB endothelial cells .......................................... 19 

2.7.1 The effect of aging ........................................................................................................... 19 

2.7.2 Effects of oxidative stress ................................................................................................ 20 

β.7.γ The effect of Aȕ ............................................................................................................... 20 

2.7.4 Consequences of deficient ATP production ..................................................................... 21 

2.8 Endothelial interaction with pericytes ..................................................................................... 22 

2.9 Endothelial interaction with astrocytes ................................................................................... 23 

3. Microvascular innervation in the AD brain .................................................................................. 24 

3.1 Intrinsic microvascular innervation and CBF regulation ........................................................ 24 

3.2 Microvascular adrenergic innervation and BBB permeability ................................................ 25 

4. Microvascular ultrastructural alterations in the AD brain ............................................................. 25 

5. Network of causative relationships ............................................................................................... 26 

5.1. Chronic cerebral hypoperfusion ............................................................................................. 27 

5.2 Hypoxia/ischemia ................................................................................................................... 27 

5.3 Oxidative stress ....................................................................................................................... 28 

5.4 Inflammation ........................................................................................................................... 28 

5.5 Mitochondrial dysfunction ...................................................................................................... 29 

5.6 Aȕ-endothelium interaction .................................................................................................... 29 

5.7 BBB permeability ................................................................................................................... 30 

6. Conclusions ................................................................................................................................... 30 



4 

 

Abbreviations 

 
ABC  = ATP binding cassette 
AD  = Alzheimer’s Disease 
ApoE  = Apolipoprotein E 
AQP  = Aquaporin  
Aȕ  =  Amyloid-ȕ 
AȕPP  = Aȕ Precursor Protein 
BACE-1 = ȕ-site AȕPP Cleaving Enzyme 1 
BBB  = Blood-Brain Barrier 
CBF  =  Cerebral blood flow 
CSF  =  Cerebrospinal fluid 
eNOS  =  Endothelial Nitric Oxide Synthase 
ER  = Endoplasmic Reticulum 
ET-1  = Endothelin 1 
GLUT-1 = Glucose Transporter 1 
HIF-1Į  = Hypoxia-Inducible Factor 1Į 
ICAM-1 = Intercellular adhesion molecule-1 
IFN-Ȗ  = Interferon-Ȗ 
IL   = Interleukin 
iNOS  =  Inducible nitric oxide synthase 
IP3  = Inositol 1,4,5-triphosphate 
LRP-1  = Low-density lipoprotein Receptor-related Protein 1 
MEOX-2 = Mesenchyme Homeobox gene-2 
MCP-1  = Monocyte Chemoattractant Protein-1 
mitoKATP  = ATP-sensitive potassium channels 
mtDNA  = Mitochondrial DNA 
NF-kB  = Nuclear Factor kappa B 
NFT  =  Neurofibrillary Tangle 
NO  =  Nitric Oxide 
PECAM-1 = Platelet Endothelial Cell Adhesion Molecule 1  
PET  =  Positron Emission Tomography 
PKC  =  Protein kinase C 
P-gp  = P-glycoprotein 
RAGE  = Receptor for Advanced Glycation End-products 
RNS  = Reactive Nitrogen Species 
ROS  = Reactive Oxygen Species 
TEER  = Trans-endothelial electrical resistance 
TGF-ȕ  =  Transforming Growth Factor-ȕ 
TNF-Į  = Tumour Necrosis Factor-Į 
TJ  = Tight Junction 
UPR  =  Unfolded Protein Response 
VEGF  = Vascular Endothelial Growth Factor 
 
 



5 

 

Abstract 

 

Late-onset dementia is a major health concern in the aging population. Alzheimer’s disease (AD) ac-

counts for the largest proportion (65-70%) of dementia cases in the older population. 

Despite considerable research effort, the pathogenesis of late-onset AD remains unclear. Substantial 

evidence suggests that the neurodegenerative process is initiated by chronic cerebral hypoperfusion 

(CCH) caused by aging and cardiovascular conditions. CCH causes reduced oxygen, glucose and oth-

er nutrient supply to the brain, with direct damage not only to parenchymal cells, but also to the 

blood-brain barrier (BBB), a key mediator of cerebral homeostasis. BBB dysfunction mediates the 

indirect neurotoxic effects of CCH by promoting oxidative stress, inflammation, paracellular permea-

bility, and dysregulation of nitric oxide, a key regulator of regional blood flow. As such, BBB dys-

function mediates a vicious circle in which cerebral perfusion is reduced further and the neurodegen-

erative process is accelerated. Endothelial interaction with pericytes and astrocytes could also play a 

role in the process. Reciprocal interactions between vascular dysfunction and neurodegeneration 

could further contribute to the development of the disease. 

A comprehensive overview of the complex scenario of interacting endothelium-mediated processes is 

currently lacking, and could prospectively contribute to the identification of adequate therapeutic in-

terventions.  

This study reviews the current literature of in vitro and ex vivo studies on endothelium-mediated 

mechanisms underlying vascular dysfunction in AD pathogenesis, with the aim of presenting a com-

prehensive overview of the complex network of causative relationships. Particular emphasis is given 

to vicious circles which can accelerate the process of neurovascular degeneration. 

 

 

Keywords: Alzheimer’s disease; blood-brain barrier permeability; cerebral hypoperfusion; endotheli-

al dysfunction; mitochondrial dysfunction; ultrastructural damage  
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1. Introduction 

 

Late-onset dementia – an irreversible and debilitating condition characterized by progressive cogni-

tive decline – is a major health concern in the aging population. Alzheimer’s disease (AD) accounts 

for the largest proportion (65-70%) of dementia cases in the older population [1–3]. Despite consider-

able research effort, the pathogenesis of sporadic AD remains unclear. A longstanding hypothesis 

proposed by Hardy and Higgins [4] – known as the “amyloid cascade hypothesis” – suggests that AD 

pathology is initiated by the deposition of insoluble amyloid ȕ (Aȕ) fragments resulting from amyloid 

precursor protein (AȕPP) proteolysis. An imbalance between Aȕ production and clearance results in 

toxic Aȕ concentrations, neuronal tau protein hyperphosphorylation and consequent neurofibrillary 

tangle formation [5]. However, substantial evidence [6–10] suggests that the neurodegenerative pro-

cess is initiated by chronic cerebral hypoperfusion caused by aging, vascular conditions such as hy-

pertension, atherosclerosis, type II diabetes, hypercholesterolemia [6, 8–11], and possibly cardiac 

conditions such as atrial fibrillation and chronic heart failure [7, 12, 13]. Chronic hypoperfusion caus-

es reduced oxygen, glucose and other nutrient supply to the brain [14], with direct damage not only to 

parenchymal cells, but also to the blood-brain barrier (BBB), a key mediator of cerebral homeostasis. 

BBB dysfunction mediates the indirect neurotoxic effects of chronic hypoperfusion by promoting ox-

idative stress [6, 15, 16], inflammation [17–20], impaired glucose transport across the BBB [21–23], 

BBB permeability [21, 24, 25], and dysregulation of nitric oxide (NO) [26–28], a key mediator of 

vascular tone and regional blood flow regulation [29, 30]. As such, BBB dysfunction could mediate a 

vicious circle in which cerebral perfusion is reduced further and the neurodegenerative process is ac-

celerated [31–33]. Adjacent to endothelial cells, astrocytes and pericytes could also play a role in this 

process. Indeed, astrocytes are known to amplify the endothelial response during inflammation [34, 

35], and some studies suggest that pericytes could contribute to microvascular tone regulation and 

regional blood flow distribution [36–38]. Reciprocal interactions between vascular dysfunction and 

neurodegeneration have also been proposed [39, 40], supported by a large body of in vitro evidence of 
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oligomeric Aȕ interaction with endothelial [41–46] and smooth muscle cells [47, 48], and by post 

mortem studies showing coexisting cerebrovascular disease in most AD patients [6, 49–51].  

Neurofibrillary tangles (NFT), a characteristic hallmark of AD together with senile plaques, have also 

been proposed to originate from chronic cerebral hypoperfusion [52], although manifesting in the later 

stage of AD progression [53]. However, there is limited quantitative evidence of a direct link between 

microvascular dysfunction and NFT formation, and microvascular abnormalities appear to correlate to 

Aȕ deposition rather than neurofibrillary tangles [54, 55]. 

As early elements which could precede the clinical manifestation of AD by years or even decades 

[56–59], chronic cerebral hypoperfusion and BBB dysfunction emerge as a crucial topic of investiga-

tion, with prospective potential for therapeutic intervention. 

 

1.1 Review focus 

 

The endothelium-mediated processes implicated in the vascular component of AD pathogenesis inter-

act in a complex network of cause-effect relationships. A comprehensive overview of this network is 

currently lacking, and could prospectively contribute to the identification of adequate therapeutic in-

terventions.  

This study reviews the current literature of in vitro and ex vivo studies on endothelium-mediated 

mechanisms underlying vascular dysfunction in AD pathogenesis (sections 2-4), with the aim of pre-

senting a comprehensive overview of the network of causative relationships (section 5). Particular 

emphasis is given to mediators of detrimental vicious circles, such as hypoxia/ischemia, oxidative 

stress, inflammation and mitochondrial dysfunction. The potential role of pericytes and astrocytes in 

this complex scenario is also investigated. 

 

2. BBB dysfunction in AD 

 

In the cerebral circulation, the BBB is a highly specialized structure which maintains neuronal home-

ostasis by regulating the flux of electrolytes, metabolites, toxic molecules, xenobiotics, and circulating 
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immune cells between the bloodstream and the brain parenchyma [60, 61]. The BBB is formed by the 

capillary endothelium, the basement membrane, and the surrounding pericytes and astrocyte end-feet. 

The endothelial cells of the BBB adhere to one another through junctional structures, termed tight 

(TJ) and adherens junctions, which regulate paracellular permeability (the so-called ‘gate function’), 

and maintain the polarity of enzymes and receptors on the luminal and abluminal domains of the en-

dothelial membrane (‘fence function’) [34, 62]. Small lipid-soluble molecules, such as oxygen, car-

bon-dioxide, and typical therapeutic drugs, can diffuse freely across the BBB [63], whereas the ex-

change of larger molecules occurs by active transport (transcytosis) through the cell body or by para-

cellular transport [9, 64]. 

In AD, the BBB undergoes functional and structural changes which disrupt the gate function, impair 

energy supply to the brain, reduce the clearance of Aɴ, and produce neurotoxic molecules. Due to its 

central role in cerebral homeostasis, the BBB becomes both a target and source of injury in the devel-

opment of the disease.     

 

2.1 Impaired glucose transport  

 

Glucose – the main energy source for the brain – requires a carrier (transporter) to cross the BBB. In 

the human BBB, this is mainly achieved by glucose transporter 1 (GLUT-1).  

Glucose uptake in the brain is determined by the concentration of glucose in the plasma, as well as the 

concentration of GLUT transporters in the BBB. Positron emission tomography (PET) studies have 

demonstrated reduced regional metabolic rate in the AD brain, especially in temporal and parietal cor-

tical regions [65–68]. Impaired glucose transport across the BBB could contribute to this condition by 

acting as rate limiting factor [22], as suggested by autopsy studies showing reduced concentration of 

GLUT transporters in the microvasculature of the AD brain [23, 69, 70].  

Among possible causes of impaired glucose transport, it has been proposed that mitochondrial dys-

function in the BBB endothelium could play an important role [22, 71]. In addition, the ultrastructural 

alterations observed in capillary walls of the AD brain  [72–74] might – in principle – induce structur-

al alterations of transport proteins [75], thus hindering the active transport of nutrients across the 



9 

 

BBB. However, it is also possible that this putative transport defect does not lower intra-cerebral glu-

cose content to a sufficient extent to alter the metabolic rate [76, 77]. Furthermore, it remains unclear 

whether the hypothesised rate limiting effect of impaired transport could explain the early manifesta-

tion of hypometabolism observed in AD [78]. 

Taken together, the available evidence suggests, but does not prove, that impaired GLUT-dependent 

transport could contribute to the reduced glucose metabolism observed in AD, and this contribution 

could be aggravated by mitochondrial dysfunction and ultrastructural cellular damage.  

 

 2.2 Oxidative stress  

 

At low concentrations, reactive oxygen species (ROS) participate in the regulation of cell functioning 

by activating intracellular signalling cascades, whereas at higher concentrations ROS may cause oxi-

dative stress, a condition in which the production of ROS overcomes antioxidant defences [79], result-

ing in damage to lipids, proteins, and DNA [80].  

Oxidative stress is a feature of aging [81, 82], and age-related diseases [83], including AD [26, 84, 

85]. Due to its high rate of oxygen consumption, presence of redox-active metals and limited antioxi-

dant enzymatic defences, the brain is particularly vulnerable to oxidative damage [80, 86], and in-

creased levels of lipid peroxidation and nucleic acid oxidation are a consistent finding in the AD brain 

[72, 87]. 

Because Aȕ plaques sequester redox-active metals [31], and Aɴ deposits have been found in peri-

vascular cells and perivascular spaces surrounding cortical microvessels [72], it has been suggested 

that the cerebral microvasculature, and in particular the BBB, could actively contribute to the oxida-

tive injury observed in the AD brain. This view is supported by the highly reactive nature of the BBB 

endothelium, which is both a source of, and a target for, ROS and inflammatory proteins [18, 88]; and 

by the peculiar features of the ultrastructural damage in endothelial and perivascular cells, which is 

characterised by large lipid-laden vacuoles and damaged, swollen mitochondria [72]. Although a 

causative link between oxidative stress and microvascular damage has not been established in the AD 

brain in vivo, in vitro studies have shown that chronic oxidative stress increases BBB permeability, 
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promotes leukocyte adhesion, and alters endothelial signal transduction and redox-regulated transcrip-

tion factors [89]. 

Taken together, these data suggest that the dysfunctional BBB could actively foster the neurodegener-

ative process through separate (and possibly synergistic) pathways, by increasing the levels of ROS in 

the brain, by promoting the extravasation of monocytes and toxic molecules into the perivascular 

space, and by further reducing regional perfusion in a vicious circle.  

 

2.3 NO-mediated disruption of microvascular homeostasis  

 

NO is an important regulatory molecule with a fundamental role in neurovascular homeostasis. In en-

dothelial cells, NO regulates vascular tone, platelet aggregation, leukocyte adhesion, and endothelial 

junctional permeability [90–92]. NO is produced by three isoforms of NO synthase (NOS), endotheli-

al (eNOS), neuronal, and inducible (iNOS). The latter is induced (also in endothelial cells) by tran-

scription factors which are activated by cytokines during inflammation [93], and is capable of increas-

ing overall NO production, far beyond the levels produced by eNOS [94].  

A common feature of aging and cerebrovascular disease is the decrease of baseline endothelial NO 

synthesis [27]. Reduced endothelial NO production/bioavailability results in impaired vasodilation,  

reduced regional cerebral blood flow (CBF), and accumulation of oxidative stress, which are common 

features in AD [95]. There is evidence that pharmacological or genetic inactivation of eNOS in cul-

tured brain microvascular endothelial cells increase the expression of AȕPP and ȕ-site AȕPP cleaving 

enzyme 1 (BACE-1), as well as Aȕ production [96].  Consistently with these findings, other studies 

[97, 98] have shown an inverse correlation between eNOS-positive capillaries and Aȕ senile plaques 

in cortical samples of AD brains. 

Chronic inhibition of constitutive NO production also increases endothelial permeability during in-

flammation [99]. Exposure of cultured human brain endothelial cells to cytokines (tumour necrosis 

factor (TNF)-ɲ, interleukin (IL)-1ȕ, interferon (IFN)-Ȗ), decreased transendothelial electrical re-

sistance (TEER) and increased TJs permeability [99], which could be reverted by NO donors. 



11 

 

Constitutive endothelial NO is reduced in chronic hypoperfusion, as evidenced by reduced eNOS im-

munostaining in rat hippocampal capillaries following chronic bilateral carotid occlusion [100], with 

concomitant evidence of mitochondrial damage in endothelial and perivascular cells. These abnormal-

ities were associated with amyloid deposition surrounding the capillary wall, suggesting a possible 

interaction of the vascular damage with Aȕ deposits. In addition, occluded rats (but not controls) 

showed worsened spatial memory following administration of eNOS inhibitors 8 weeks after occlu-

sion. These findings suggest that vascular NO derived from eNOS may play an important role in regu-

lating microvascular tone in the attempt to contrast the chronic reduction of CBF [100].  

Collectively, these data indicate that endothelial NO dysregulation may contribute to BBB dysfunc-

tion and permeability, oxidative stress, chronic regional hypoperfusion, and increased Aȕ production. 

The effects of reduced endothelial NO could also be increased during inflammation and chronic hy-

poperfusion in a detrimental vicious circle, which could accelerate the neurodegenerative process in 

AD.   

 

2.4 AȾ-endothelium interaction 

 

2.4.1 AȾ trafficking and impaired AȾ clearance 

 

 

Aȕ clearance from the brain is mediated by various mechanisms, such as glial phagocytosis, enzymat-

ic degradation, transport to the cerebrospinal fluid with subsequent re-absorption into the venous cir-

culation, and direct transport across the BBB [101].  

As macromolecules, Aȕ peptides cross the BBB by active transport. The receptor for advanced gly-

cation end-products (RAGE) mediates Aȕ transcytosis to the perivascular space (Aȕ influx) [102, 

103], whereas Aȕ efflux is mediated by multiple receptors, and in particular the lipoprotein receptor-

related protein 1 (LRP-1) [39, 104], and ATP binding cassette (ABC) subfamily B member 1, also 

termed P-glycoprotein (P-gp) [105–107]. Data from mouse models suggest that RAGE expression 

increases with age [108], whereas LRP-1 and P-gp decline [106], suggesting a possible path for in-
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creased Aȕ deposition, and decreased clearance, respectively. P-gp expression was also found to in-

versely correlate with the deposition of Aȕ1-40 and Aȕ1-42 in elderly non-demented humans [109], indi-

cating a possible dose-dependent path for Aȕ accumulation with increasing age. 

Due to the potential implication of impaired Aȕ transport across the BBB on the development of AD, 

this topic has attracted substantial research effort. While some biopsy studies have shown increased 

Aȕ influx mediated by RAGE upregulation in the human AD brain [55, 110, 111], reports from ani-

mal studies are conflicting. On the other hand, evidence of impaired Aȕ efflux appears to be more 

consistent, with an implication of P-gp and LRP-1 transporters [39].  

Using PET imaging, P-gp function has been found to be reduced in AD patients [107], concomitant 

with increased Aȕ deposition. This finding is consistent with a later in vitro study [112], in which Aȕ1-

42 reduced P-gp expression in a murine BBB model. Interestingly, the Aɴ-induced decrease of P-gp 

was attenuated when astrocytes were in close contact with endothelial cells, suggesting a protective 

role for astrocytes in preserving the expression of this transporter. As biopsy studies show morpholog-

ical alterations of endothelial cells, the question arises whether these changes could “detach” astro-

cytes from the basement membrane of the BBB endothelium, creating a favourable condition for the 

inhibition of Aȕ efflux transporters. This hypothesis appears to be supported by the observation that 

the above morphological alterations precede the formation of perivascular Aȕ deposits [113]. Con-

sistent with [112], another recent post mortem study [114] reported an inverse correlation between the 

burden of Aȕ senile plaques and P-gp positive capillaries. 

Biopsy studies also suggest that Aȕ alters LRP-1 activity [55, 111, 115]. Owen and colleagues [115] 

proposed that Aȕ could impair its own efflux from the brain by oxidising LRP-1, thereby progressive-

ly inhibiting its vascular clearance pathway. A different view was presented by Wilhelmus and col-

leagues [116] who found that Aȕ increased LRP-1 expression, and proposed that LRP-1 uptake of Aȕ 

could ultimately saturate, resulting in Aȕ accumulation. There is also evidence that BBB-mediated 

clearance of Aȕ could be modulated by ApoE, in an isoform-dependent manner. Data from mouse 

models suggest that ApoE (especially ApoE-İ4) could divert Aȕ efflux to slower receptors than LRP 

– such as the very low density lipoprotein receptor – ultimately resulting in Aȕ accumulation [117].  
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Taken together, the above data indicate a possible pathway of BBB-mediated Aȕ accumulation, pre-

dominantly based on reduced efflux rather than increased influx across the barrier. However, the in-

crease of influx transporters or decrease of efflux transporters only suggests a possible pathway of Aȕ 

accumulation, it does not prove that the parenchymal accumulation of the peptide actually occurs be-

cause of this pathway [39], especially in vivo. Furthermore, it has recently been estimated that in the 

human brain, Aȕ efflux across the BBB accounts for approximately 25% of the overall clearance of 

Aȕ [118], whereas other pathways – including glial phagocytosis, proteolytic degradation, and 

transport to the cerebrospinal fluid with subsequent re-absorption into the venous blood [101, 119] – 

cumulatively account for the predominant proportion, suggesting that impaired BBB-mediated efflux 

might contribute to Aȕ accumulation only marginally.  

 

2.4.2 Endothelium-mediated mechanisms of AȾ production 

 

It has been suggested that AȕPP and Aȕ observed in the perivascular space of the AD brain may be of 

endothelial origin [120, 121]. According to this hypothesis, altered expression of AȕPP in endothelial 

cells could contribute to the accumulation of Aȕ. Evidence from cultured endothelial cells suggests 

that thrombin could be implicated in this process by inducing AȕPP secretion through both intracellu-

lar and cell surface pathways [122]. Prolonged endoplasmic reticulum (ER) stress could also induce 

intracellular AȕPP accumulation and processing, leading to increased intracellular Aȕ levels [123]. 

The possible effects of other stressors such as hypoxia, decreased glucose supply, and exposure to 

growth factors, on endothelial Aȕ production have also been studied. Oxygen-glucose deprivation – 

an accepted model of ischemia [14, 124] – has recently been shown to increase Aȕ1-42 production in 

the rat brain capillary endothelium through the upregulation of BACE-1 mediated by hypoxia induci-

ble factor 1Į (HIF-1Į) [120].  

It has been suggested that endothelial cells in the BBB could also contribute to Aȕ production through 

the activity of enzymes which would cleave AȕPP retained by circulating platelets (whose number is 

increased in AD), leading to the formation of Aȕ fragments [39]. This hypothesis, however, appears to 

be supported by limited experimental evidence. 
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Collectively, these data suggest a potential active role of the BBB endothelium in the production of 

Aȕ through proteolytic processing of AȕPP. However, the extent to which this phenomenon could 

contribute to the parenchymal accumulation of the peptide and to the neurodegenerative process re-

mains to be established in vivo. 

 

2.4.3 AȾ-induced BBB permeability and transmigration of mononuclear cells   

 

Exposure of endothelial cells to Aȕ induces morphological and biochemical alterations which affect 

BBB permeability. Deli and colleagues [125] reported Aȕ1-42-induced ultrastructural changes in cul-

tured rat brain endothelial cells such as vacuolization, decreased number of caveolae and Golgi bod-

ies, and shrunken mitochondria. Irregular interendothelial junctions with fewer points of contact were 

also observed, with decreased TEER and increased paracellular permeability to fluorescein and albu-

min. TJ integrity in mouse endothelial cells was also regulated by ApoE [126], and Aȕ1-42-RAGE in-

teraction [127, 128]. Some line of evidence also suggests that Aȕ-induced BBB permeability might be 

mediated by protein kinase C (PKC), a family of enzymes involved in transmembrane signal transduc-

tion. PKC participates in the regulation of ion and water transport in the brain by stimulating the 

(Na+/K+)-ATPase pump [129], and has been indicated as potential mediator of BBB permeability [44]. 

Alterations in this enzyme have been reported in aging and dementia [130]. In AD, the activity of 

PKC and its isoforms is reduced in the cortex and hippocampus [131–134], and also in cerebral mi-

crovessels [44, 135]. Endothelial cells exposed to Aȕ1–40, have shown PKC translocation from the 

plasma membrane to the intracellular domain (inactive state), suggesting that Aȕ-endothelium interac-

tion might contribute to PKC inactivation [136] and, ultimately, BBB permeability. 

Aȕ interaction with endothelial cells has also been shown to increase adherence and transmigration of 

monocytes across the BBB [43, 137, 138]. Transmigrated monocytes can then undergo differentiation 

into microglia [139], and become activated in inflammatory conditions.  

In vitro studies have identified potential mechanisms by which Aȕ could promote endothelial adhe-

sion and transmigration of monocytes. Using a BBB model of human brain microvascular endothelial 

cells, Giri and colleagues [137] found Aȕ1–40-induced monocyte transmigration to be inhibited by 
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RAGE and platelet endothelial cell adhesion molecule (PECAM-1) antibodies, which suggests a me-

diating role of the Aȕ influx transporter. A subsequent study from the same group [43] showed in-

creased transmigration when the apical surface (luminal side) of the endothelium was exposed to Aȕ1–

40, suggesting that cell polarity is another important factor.  

Aȕ aggregation state has also been shown to play a role. Isolated soluble Aȕ aggregates activated ad-

hesion and transmigration of monocytes, whereas un-aggregated monomers and mature fibrils did not 

[138]. A further study from the same group also demonstrated an implication of the nuclear factor-kB 

(NF-kB) in mediating Aȕ-induced endothelial permeability to monocytes [140]. Aȕ-induced BBB 

permeability to mononuclear cells has also been demonstrated in vivo. Farkas and colleagues [141] 

observed T-lymphocyte transmigration across the BBB after carotid infusion of Aȕ25-35 in rats.  

In the perivascular space, the vasoactive agents and cytokines released by activated microglia can 

modify TJ assembly, further enhancing BBB permeability [34, 142] and the paracellular route for 

mononuclear cell extravasation [60]. This condition could trigger an “autotoxic” vicious circle in 

which the activation of microglia could cause neuronal damage, leading to further microglial activa-

tion [143, 144]. The latter effect appears to be sensitive to Aȕ. Indeed, microglia exposed to Aȕ1-42 

show increased expression of cytokines [145], suggesting that Aȕ might exacerbate the effects of the 

vicious cycle.  

In the AD brain, activated microglia have been shown to co-localize with perivascular deposits of Aȕ 

[146], suggesting a possible implication in the neurodegenerative process. While early accumulation 

of microglia seem to play a neuroprotective role by promoting Aȕ clearance [147], data from mouse 

models suggest that this neuroprotective effect might be unable to cope with persistent Aȕ accumula-

tion, especially in increasing age and progressing AD pathology [148], thus supporting the hypothesis 

that Aȕ-induced monocyte transmigration could play a role in the neurodegenerative process. 

Taken together, these data corroborate the hypothesis that activated microglia could contribute to ex-

acerbating the inflammation-mediated neurodegenerative process of AD, especially under conditions 

of chronic inflammation and Aȕ accumulation. 
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2.4.4 Vasoactive and apoptotic effects of AȾ  
 

Aȕ has vasoactive effects on endothelial cells in vitro, which might contribute to reducing cerebral 

perfusion in AD. Deane and colleagues [102] observed reduced cortical CBF following infusion of 

Aȕ1–40 in the mouse brain, which they showed to be Aȕ-RAGE dependent and mediated by the upreg-

ulation of the vasoconstrictor endothelin-1 (ET-1). This vasoactive effect of Aȕ was later confirmed 

by Palmer and colleagues [149] who reported Aȕ1-40- and Aȕ1-42-induced increases in ET-1 release in 

primary cultures of human brain endothelial cells.  

Aȕ has also been shown to cause endothelial cell death in vitro [42, 46, 150]. Exposure of cerebral 

endothelial cells to elevated (micromolar) doses of Aȕ1-40 caused mitochondrial dysfunction, nuclear 

and mitochondrial DNA damage, and cell death [46]. Consistent with these findings, a later study by 

Fonseca and colleagues showed the activation of ER stress-induced unfolded protein response (UPR) 

in rat brain endothelial cells incubated with Aȕ1–40. UPR caused Ca2+ leakage from the ER store into 

the cytoplasm, and the activation of both mitochondria-dependent and independent apoptotic path-

ways [42]. A further study from the same group showed Aȕ1–40-induced increases of nuclear HIF-1Į, 

vascular endothelial growth factor (VEGF) and GLUT1, which correlated with oxidative stress mark-

ers [45]. Despite the above VEGF upregulation, several studies have shown the lack of angiogenesis 

[151–153], suggesting that in AD, Aȕ-endothelial interaction could alter the ability of vessels to repair 

and regenerate after injury. 

Aȕ has also been shown to dysregulate endothelial NO production [154, 155], possibly through the 

alteration of cytosolic Ca2+ homeostasis caused by Inositol 1,4,5-triphosphate (IP3) receptor leakage in 

the ER [154]. There is also evidence that the Aȕ-induced reduction of NO bioavailability could be 

mediated by oxidative stress [156]. 

Collectively, the above in vitro evidence suggests that Aȕ-endothelium interaction is able to disrupt 

intracellular Ca2+ homeostasis, with detrimental effects on NO synthesis, mitochondrial function, and 

ROS production, leading to accelerated cell senescence and death. These effects could in turn be ag-

gravated by a chronic state of hypoperfusion, such as resulting from sustained ET-1-mediated micro-

vascular vasoconstriction.      
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2.5 Endothelial response to chronic hypoperfusion-related hypoxia/ischemia 

  

Chronic regional hypoperfusion in the brain has been shown to compromise memory processes [14]. 

Substantial evidence from in vitro and biopsy studies also supports the hypothesis that chronic cere-

bral hypoperfusion plays an important role in the development of AD [7, 72, 75, 157–159]. Hy-

poperfusion-induced hypoxia evokes vascular responses, in which endothelial cells in the cerebral 

microcirculation play a central role. In vitro and biopsy studies have shown that hypoxia modulates 

endothelial junctional permeability, ROS generation [160, 161] and stimulates pro-inflammatory gene 

expression [18, 162]. 

The transcription factor HIF-1Į is a key regulatory mediator of cellular responses to hypoxia, acting 

as sensor of low oxygen tension [18]. HIF-1Į is elevated in the cerebral microcirculation of AD pa-

tients and AD mouse models [163, 164], and several studies have reported elevated inflammatory pro-

teins in brain endothelial cells exposed to hypoxia [18, 164], suggesting a link between hypoxia and 

cerebrovascular inflammation. This hypothesis is also supported by the work of Yamagata and col-

leagues [21] who reported a decrease in TEER of endothelial cells exposed to hypoxia, which was 

associated with IL-1ɴ and NO. 

Hypoxia also affects AȕPP processing and Aȕ production [165], which could further contribute to the 

development of AD pathology. Acute hypoxia increased the expression and activity of BACE-1, re-

sulting in increased Aȕ production [166]. Consistently with the above, exposure of cultured endothe-

lial cells to ischemia stimulated AȕPP expression and cleavage into Aȕ, resulting in increased Aȕ 

production [167]. 

Hypoxia [21, 25, 168–170] and ischemia [171] have been shown to induce BBB permeability by alter-

ing the expression of junctional proteins. Importantly, the combined effect of hypoxia and aglycemia 

appears to enhance the increased BBB permeability produced by hypoxia alone [172].  

Hypoxia is also a potent stimulus for vascular activation and angiogenesis. Microvessels isolated from 

the brain of AD patients express a large number of angiogenic proteins, including VEGF [164], but 

without evidence of vascular growth [173]. The lack of vascular response could cause a chronic state 
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of activation of endothelial cells [174], resulting in the release of proinflammatory and potentially 

neurotoxic products. 

Hypoxia might also contribute to the low levels of mesenchyme homeobox 2 (MEOX-2) – a transcrip-

tion factor which regulates vascular cell differentiation and remodelling – which have been found in 

AD [175]. Downregulation of MEOX-2 in the AD brain endothelium have been shown to mediate an 

aberrant angiogenic response to VEGF resulting in vascular regression and reduced CBF [176]. Low 

levels of MEOX-2 also promote endothelial LRP degradation [176], thus favouring Aɴ accumulation. 

Because of the anti-angiogenic effect of Aɴ on brain endothelial cells [151, 153, 177], MEOX-2 

might mediate a cooperative effect of hypoxia and Aȕ to induce vascular regression, ultimately lead-

ing to reduced regional CBF.  

Taken together, these data indicate multiple potential neurotoxic effects of chronic cerebral hy-

poperfusion, mediated by hypoxia/ischemia-induced activation of the BBB endothelium, resulting in 

Aȕ production, expression of inflammatory proteins, BBB permeability, and vascular regression. The 

combined effects of hypoxia and aglycemia appear to cooperate in magnifying the endothelial re-

sponse. 

 

2.6 Microvascular endothelium as mediator of inflammatory processes 

  

Due to their critical role as regulators of cerebral homeostasis, perturbations of the microvascular en-

dothelium are closely linked to the pathophysiology of neuroinflammatory and neurodegenerative 

disease states, including AD [178–180]. 

Activated microglia and astrocytes are known endogenous sources of cytokines and chemokines in the 

AD brain [181]. However, increasing evidence shows that cerebral microvessels are also capable of 

expressing inflammatory mediators. Endothelial cells isolated from AD brains have revealed in-

creased expression of iNOS [94], and intercellular adhesion molecule-1 (ICAM-1) [182]. Non-

stimulated AD microvessels release higher levels of IL -1ɴ, IL -6, TNF-Į and transforming growth fac-

tor (TGF)-ɴ compared to non-AD brains [181, 183]. In addition, cultured endothelial cells exposed to 
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oxidative stress have been shown to release thrombin [180], a neurotoxic protease which has been 

observed in cerebral microvessels [20] as well as senile plaques and NFT [184]. Thrombin, in turn, 

mediates the endothelial response to hypoxia by upregulating HIF-1Į, inflammatory proteins (mono-

cyte chemoattractant protein (MCP)-1, IL-6), matrix metalloproteinase-2, and ROS [18]. Inflamma-

tion and hypoxia have also been shown to cooperate in mediating BBB permeability [21]. 

Collectively, these data suggest that the cerebral microvasculature could actively contribute to the in-

flammatory process observed in AD, contributing to the release of neurotoxic agents and increasing 

endothelial permeability. However, whether inflammation contributes to AD pathogenesis or it is a 

neurovascular response to the developing neurodegenerative process, remains unclear [6].  

 

2.7 Mitochondrial dysfunction and damage in BBB endothelial cells 

 
 

The ATP-dependent transport of macromolecules across the BBB requires efficient mitochondrial 

function for ATP production, which is reflected by the high number of mitochondria in endothelial 

cells of brain capillaries [9, 75]. However, data from autopsy studies of AD brains show reduced mi-

tochondrial density in the endothelium of cerebral capillaries [73, 74], as well as mitochondrial dam-

age – evidenced by broken cristae, membrane disruptions, swelling, and mitochondrial DNA dele-

tions – which co-localised with amyloid depositions and atherosclerotic lesions [72].  

Structural as well as functional mitochondrial alterations may result from different and possibly inter-

related causes, such as aging, oxidative stress, and Aȕ toxicity.  

 
 

2.7.1 The effect of aging 

 
 
Aging – the main risk factor for sporadic AD [50, 185] – is a recognized cause of progressive mito-

chondrial damage [80, 186, 187]. Aging cells are affected by increasing oxidative stress and perturbed 

energy homeostasis [86, 187]. Mitochondria play a central role in this process as source of cellular 

energy (through the production of ATP), as major contributors to ROS production, and regulators of 

apoptosis [187]. Alterations of mitochondrial function are generally associated with an impaired elec-
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tron-transport chain [187–193]. Mutations of mitochondrial DNA (mtDNA) also accumulate with ad-

vancing age, possibly because of the proximity of mtDNA to the respiratory chain (the major site of 

oxidative stress), and a deficient mtDNA repair mechanism [187]. 

 
 

2.7.2 Effects of oxidative stress 

 

 
Chronic hypoperfusion causes glucose and oxygen deprivation. These conditions in turn lead to in-

creased ROS production through the disruption of the mitochondrial respiratory chain and subsequent 

depletion of ATP, elevation of matrix Ca2+ concentration, and release of cytochrome C [194]. 

Mitochondria, however, are not only sources of ROS and oxidative stress, but also a major target of 

oxidative damage. Lipids and proteins in the inner mitochondrial membrane are highly susceptible to 

ROS, and lipid peroxidation has been observed in oxidative injury [187, 195]. Damage to the inner 

membrane proteins and/or lipids can result in membrane depolarization and impaired mitochondrial 

function [82]. In the AD brain, oxidative injury has been demonstrated in mitochondria of neuronal 

[82, 187, 196], and also in vascular (endothelial) and perivascular cells [72, 89, 197]. Cellular energy 

failure is demonstrated in the AD brain by post mortem studies showing deterioration of mitochondri-

al ultrastructure, formation of non-mature mitochondria (“hypoxic mitochondria” [72, 89]) and exces-

sive mtDNA deletions [72, 195]. 

 

2.7Ǥ͹ The effect of AȾ 

 

In addition to age and oxidative stress, structural and functional mitochondrial alterations may result 

from the interaction with soluble Aȕ peptides [46, 198, 199], preceding the formation of Aȕ plaques 

[200]. Aȕ interaction with mitochondria has been shown to inhibit or reduce the activity of the res-

piratory chain complex III [201], complex IV [199–201], cause mtDNA damage [46], and activate 

apoptotic pathways [202]. Atamna and Frey [189] proposed a paradigm of Aȕ-mediated mitochondri-

al dysfunction according to which Aȕ would bind to heme and cause the loss of complex IV and sub-

sequent ATP deficit. According to this paradigm, due to its peroxidase activity the Aȕ-heme complex 
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would cause oxidative damage to endothelial cells, contributing to endothelial dysfunction and ulti-

mately BBB disruption [189].  

 

 

2.7.4 Consequences of deficient ATP production 

 
 
Mitochondrial dysfunction results in deficient ATP production, which impairs ATP-dependent 

transport mechanisms in the plasma and ER membranes, such as the sodium (Na+/K+-ATPase) and 

calcium (Ca2+-ATPase) pumps [9, 203], and the ABC transporters [9]. Impaired Na+ and K+ homeo-

stasis in the perivascular space influences cell membrane depolarization in neurons, affecting neuronal 

and synaptic functions [9].  

Impaired sodium and calcium pump function results in the dysregulation of intracellular calcium con-

centration and signalling. This in turn affects endothelial NO synthase (eNOS) activity [204] and BBB 

permeability [203]. The deficient ATP production of dysfunctional mitochondria also leads to the 

dysregulation of ABC transporters, affecting brain supply of glucose and other nutrients, as well as 

Aȕ clearance from the perivascular space [9]. ATP deficiency also results in the activation of apopto-

sis [187]. 

ATP deficiency, however, does not only affect transport (and ion flux) across the cell and ER mem-

branes. The ATP-sensitive potassium channels (mitoKATP) expressed in the mitochondrial membrane, 

are also affected in dysfunctional mitochondria. In the brain, mitoKATP are found at much greater con-

centrations than in cardiac myocytes, suggesting an important role of these channels in cerebral ho-

meostasis [194]. In normal conditions, the opening of mitoKATP causes a net influx of K+ into the mi-

tochondrial matrix, resulting in membrane depolarisation (which reduces the driving force for Ca2+-

uptake, thus opposing Ca2+ accumulation [205] and excessive ROS production [206, 207], with acute 

neuroprotective effect [207, 208]) and accelerated electron transfer in the respiratory chain, resulting 

in increased ATP production [194]. Preserving this mechanism through the administration of diazox-

ide – a mitoKATP channel opener – in conditions of chronic hypoperfusion or ischemia/reperfusion 

injury has been shown to protect neural function [194] and the BBB barrier function [209] in vivo. 
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Taken together, ATP deficit causes the alteration of many key elements of cellular homeostasis, re-

sulting in accelerated cell senescence and death. ATP deficit also impairs Aȕ clearance and nutrient 

supply to the brain, thereby contributing to neuronal damage and AD progression. However, the ma-

jority of available quantitative data on mitochondrial dysfunction/damage relate to neuronal cells, and 

only relatively few studies have investigated the phenomenon in vascular cells in relation to AD.  

 

2.8 Endothelial interaction with pericytes 

 

Adjacent to the basement membrane of BBB endothelial cells are pericytes, multifunctional cells 

which contribute to structural stability, regulation of capillary blood flow, and clearance of toxic by-

products [210, 211]. Cross-talk signalling pathways between endothelial cells and pericytes have been 

identified [38, 210, 212], which regulate proliferation, migration, and recruitment of pericytes. In light 

of these findings, it has been hypothesised [63] that the location of pericytes along the microvascular 

tree could be determined functionally by the cross-talk with the adjacent endothelial cells. This hy-

pothesis is consistent with recent in vivo observations of adaptive plasticity of the cerebral microvas-

culature in the rat brain [213].  

Pericytes have typical properties of the contractile apparatus and their cell membrane expresses recep-

tors for multiple vasoactive mediators [38, 214–217]. The resting membrane potential of pericytes 

also appears to be regulated by similar mechanisms to those observed in vascular smooth muscle 

cells, with Ca2+-activated potassium channels, L-type voltage-dependent Ca2+ channels, agonist-

activated Ca2+ channels, and capacitative calcium entry [216]. Intracellular elevation of Ca2+  – a phe-

nomenon which in muscle cells precedes contraction – has also been observed in stimulated pericytes 

[215–217].  

At present, evidence of actual contraction is limited, and predominantly based on in vitro data. How-

ever, a recent study by Hall and colleagues [37] demonstrated that capillaries of anaesthetised mouse 

somatosensory cortex dilate in response to neuronal activity, as a result of pericyte relaxation. Dila-

tion of capillaries was found to precede that of the feeding arterioles, suggesting an active role of per-

icytes in the hyperaemic response. The authors hypothesised that the relaxation of pericytes could be 
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induced by prostaglandin E2 or a related compound, also involving NO production to contrast the 

synthesis of the vasoconstrictor 20-hydroxyeicosatetraenoic acid. Whether arterioles receive a signal 

to dilate from pericytes or from vasoactive messengers, remains to be elucidated. The study also 

showed that when exposed to ischemia, pericytes first caused vasoconstriction of capillaries then died 

in rigor. Although this would be expected to cause a long-lasting increase of the local resistance to 

flow, the latter was not measured in the above study. 

In summary, a potential role of pericytes in the regulation of regional CBF is starting to emerge, 

which could shed new light on microvascular dysregulation in pathological conditions in which 

chronic hypoperfusion and microvascular structural/functional damage are present. Although a link 

with AD has not been established [38], pericyte loss in mice overexpressing AɴPP accelerates amy-

loid angiopathy, and pericyte deficiency leads to the development of tau pathology and early neuronal 

loss [210], suggesting a potential role of these scaffolding cells in AD development.  

 

2.9 Endothelial interaction with astrocytes 

 

Endothelial cells of the BBB are surrounded by perivascular astrocytic end-feet. In vitro evidence 

suggests that astrocytes may influence the BBB phenotype in the endothelium [218, 219]. Data from 

cultured cells demonstrate that astrocytes can modulate TJs (physical barrier) [34, 75, 220, 221], the 

expression and localization of transendothelial transporters, including P-gp and GLUT-1 among oth-

ers [34, 222]. Astrocytes also upregulate the expression of transferrin receptor and transcytotic mech-

anisms for low-density lipoproteins [223], and secrete TGF-ȕ, glial-derived neurotrophic factor, basic 

fibroblast growth factor, and angiopoetin 1, which have been shown to induce aspects of the BBB 

phenotype in endothelial cells [34]. Furthermore, among agents modifying endothelial function and 

BBB permeability, several can be released by astrocytes, such as ET-1, glutamate, cytokines (IL-1ȕ, 

IL -6, TNF-ɲ), and macrophage inflammatory proteins [222]. 

While the above data support the hypothesis of an inductive influence of astrocytes on the endothelial 

phenotype in the BBB, reciprocal influences may also exist [34, 224]. The perivascular end-feet of 

astrocytes show several specialized features, including the water channel aquaporin 4 (AQP4) and the 
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inward rectifier (Kir4.1) K+ channel, which are involved in ion and volume regulation [34]. AQP4 co-

localizes with Kir4.1 and is segregated by agrin (a large proteoglycan in the basal lamina of the BBB 

endothelium) to the perivascular astrocytic end-feet [34], suggesting that the endothelium may con-

tribute to specialising the astrocytic phenotype [34]. 

Collectively, the above evidence suggests a complex interaction between astrocytes and BBB endo-

thelial cells, with potential implications in pathological conditions where the homeostatic function of 

the BBB is impaired. Indeed, astrocytes contribute to increase BBB permeability during inflammation 

by releasing inflammatory cytokines [34, 35], and in vitro astrocytes amplify the endothelial response 

to ischemia by increasing junctional permeability, and adhesion molecule expression [225]. Although 

these data suggest a possible implication of astrocyte-endothelium interaction in AD pathogenesis, 

this link has not been established. 

 

3. Microvascular innervation in the AD brain 

 

3.1 Intrinsic microvascular innervation and CBF regulation 

 

Cholinergic neurons of the basal forebrain and medial septum provide the major source of cholinergic 

intrinsic innervation to the cortex and hippocampus [226, 227]. The cholinergic cortical vasodilatation 

induced by stimulation of the basal forebrain is mediated by NO production, which is thought to re-

flect the activation of nitrergic interneurons and perivascular acetylcholine release [228].  Dysfunction 

of basal forebrain cholinergic neurons is a characteristic feature of AD [75, 228], which results in de-

nervation of cortical microvessels [229, 230], reduced expression of eNOS [231],  and reduced 

amount of nitrergic interneurons [230]. This condition likely compromises the ability of cortical per-

fusion to adapt to the increased metabolic demand caused by neuronal activation [229, 230], resulting 

in depressed CBF regulation, and ultimately, cerebral hypoperfusion. Experimental evidence supports 

the hypothesis that the basal forebrain can participate in neocortical CBF regulation, as it has been 

shown that unilateral lesions of the basal forebrain are followed by reduced ipsilateral CBF [75].  
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Taken together, the above data suggest that the loss of cortical cholinergic innervation might play a 

role in the regional CBF reduction observed in AD. However, it is unclear whether this phenomenon 

would contribute to the neurodegenerative process from an early stage (promoting a vicious circle), or 

only become manifest at advanced stages.    

 

3.2 Microvascular adrenergic innervation and BBB permeability 

 

Adrenergic receptors exist in brain microvessels, with a predominance of ɴ receptors [232–237]. In-

creased levels of ɴ2 and ɲ2 adrenoceptors have been reported in AD [237], suggesting possible altera-

tions of the extrinsic regulation of the microvascular tone, which might contribute to impairing re-

gional CBF distribution. Because microvascular noradrenergic innervation in cerebral microvessels 

also participates in the regulation of the (Na+/K+)-pump  [238] (an important feature of the BBB func-

tion which regulates water and electrolyte homeostasis) it could be hypothesised that alteration of 

noradrenergic innervation could also alter fluid exchange at the BBB, thus creating another potential 

pathway of impaired CBF distribution. However, quantitative evidence is needed to confront this hy-

pothesis.  

 

4. Microvascular ultrastructural alterations in the AD brain 

 

Substantial evidence from post mortem biopsy studies shows ultrastructural alterations in cerebral mi-

crovessels of the cortex of the AD brain [74, 75, 239, 240], which appear to co-localise with regions 

of Aȕ deposits [72]. Kalaria and Hedera [240] found capillaries with collapsed or degenerated endo-

thelium in AD, which were almost absent in brain regions free of Aȕ deposits and in control subjects. 

Another study from the same group [239] reported an increased content of collagen IV – the main 

constituent of the basement membrane – in microvessels of AD brains compared to age-matched con-

trols. This finding is consistent with the work of Farkas and colleagues [241] who observed a thick-

ened basement membrane and collagen accumulation in cortical microvessels of AD brains. Similar 

findings were described by Claudio [73], who additionally reported an inverse correlation between 
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endothelial pinocytotic vesicle concentration and mitochondrial concentration. Evidence of increased 

size/concentration of endothelial vesicles in AD has also been reported in other studies [72, 75]. Con-

sistent with Claudio [73], Stewart and colleagues observed a reduced density of mitochondria in the 

cerebral capillary endothelium of AD patients [74]. The study also reported an increased number of 

capillaries containing pericytes, which the authors interpreted as a protective scaffold to support the 

weak endothelium which showed junctional leakiness. An interesting view proposed by Broadwell 

and Salcman [242] is that pericytes could also limit the damage of a leaky BBB by acting as 

macrophages, degrading extravasated serum proteins in their lysosomes.  

Aliev and colleagues observed heterogeneous lesions in endothelial cells of cerebral microvessels of 

AD brains (and transgenic mice overexpressing AȕPP), which were absent in age-matched controls 

[72, 89, 113, 197]. These vascular abnormalities included clusters of mitochondria-derived lysosomes, 

large-sized lipid vacuoles, and necrotic structures. Interestingly, in early AD samples without ultra-

structural damage, the luminal side of endothelial cells protruded into the vessel lumen, suggesting 

that the effects of hypoperfusion might precede ultrastructural damage [89]. Furthermore, the ultra-

structural abnormalities of the vascular wall cells co-localised with Aȕ deposits around the mi-

crovessels [72, 89, 197]. Immunocytochemical analyses also revealed the presence of atherosclerotic 

lesions and mtDNA deletions in the damaged vascular wall, which were accompanied by increased 

AȕPP and oxidative stress markers [89]. These vascular abnormalities were associated with the selec-

tive damage to cortical neurons [89, 197], suggesting that chronic hypoperfusion might be a primary 

cause of the accumulation of oxidative injury products [95], which would initiate the process of neu-

rodegeneration. This hypothesis appears to be supported by the notion that oxidative stress is an early 

event in AD pathogenesis [72, 87, 243]. 

 

5. Network of causative relationships 
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Cerebral hypoperfusion and BBB dysfunction are key elements in the vascular pathway to AD. In 

vitro findings supports the hypothesis that factors resulting from cerebral hypoperfusion and BBB 

dysfunction are also potential causing factors, suggesting the existence of detrimental vicious circles.  

The complex interconnections of endothelium-mediated mechanisms reviewed in previous sections 

are synthesised here in the form of a network of causative relationships linking the above mechanisms 

(Figure 1).  

 

5.1. Chronic cerebral hypoperfusion 

 
 

Aging (the main risk factor for sporadic AD [50, 185]), vascular conditions [6, 8–11], and possibly 

cardiac conditions [7, 12, 13] cause chronic cerebral hypoperfusion. This in turn reduces oxygen and 

energy supply to the brain tissue [14], ultimately leading to neuronal damage.  

Hypoperfusion also damages the BBB and is aggravated by vasogenic oedema such as caused by per-

icyte detachment [9] or vascular cell death. Basal forebrain cholinergic deficit (a characteristic feature 

of AD [75, 228]) results in denervation of cortical microvessels [229, 230], further impairing CBF 

distribution. Hypoperfusion is also aggravated by the ischemia-induced death of pericytes [37], which 

constrict in rigor before dying, increasing resistance to microvascular flow.  

Indirect effects of chronic hypoperfusion such as oxidative stress, inflammation and mitochondrial 

dysfunction, cause BBB permeability and structural damage to the microvascular wall [72]. These 

effects could mediate vicious circles, which could aggravate regional CBF reduction (and reduction of 

oxygen/glucose supply to the brain), ultimately accelerating the neurodegenerative process. 

 

5.2 Hypoxia/ischemia 

 
 
Hypoxia induces BBB permeability [21, 25, 168–170], ROS generation [160, 161] and stimulates pro-

inflammatory gene expression [18, 162]. Hypoxia and inflammation may cooperate in inducing BBB 

permeability [21]. Likewise, aglycemia aggravates BBB permeability induced by hypoxia [172]. 
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Hypoxia/ischemia affect AȕPP processing and Aȕ production [165–167]. Hypoxia also stimulates 

endothelial angiogenic proteins, including VEGF [164]. However, the lack of vascular growth in re-

sponse to VEGF [173] might cause a chronic state of endothelial activation, resulting in the release of 

proinflammatory and potentially neurotoxic products. Hypoxia is also associated with low levels of 

MEOX-2 in AD, resulting in degradation of endothelial LRP-1, regression of capillary networks, and 

reduced cerebral microcirculation [175, 176]. Reduced LRP-1 promotes perivascular accumulation of 

Aɴ͘ Because of the anti-angiogenic effect of Aɴ [151, 153, 177], there may be a cooperative effect of 

hypoxia and Aȕ to induce vascular regression and subsequent reduction of regional CBF, in a vicious 

circle. 

Ischemia causes pericyte death and detachment [37]. The detachment of pericytes causes leakage of 

serum proteins and focal microhaemorrhages [9], resulting in vasogenic oedema [9], further contrib-

uting to hypoperfusion and hypoxia of the surrounding parenchyma, thus aggravating neuronal injury. 

Pericyte death in rigor causes a restriction of the capillary lumen [37], with increased resistance to 

flow and consequent reduction of regional CBF. 

 

5.3 Oxidative stress 

 
 
Excessive ROS and RNS production in oxidative stress causes scavenging of NO (e.g. by sequestra-

tion into peroxynitrite), with subsequent reduction of NO bioavailability [244]. Oxidative stress also 

damages mitochondria [82, 86]. Because mitochondria are a major source of ROS and dysfunctional 

mitochondria can increase ROS production [196], this might lead to a vicious circle which could ag-

gravate BBB damage.  

Oxidative stress also decreases the expression of LRP-1 and upregulates RAGE,  potentially leading 

to increased perivascular Aȕ deposition [15]. Furthermore, oxidative stress increases BBB permeabil-

ity, promotes leukocyte adhesion [89], and endothelial release of the neurotoxic protease thrombin 

[180]. 

 

5.4 Inflammation 
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Endothelial cells isolated from AD brains release inflammatory proteins [94, 181–183]. Inflammation 

enhances the endothelial response to hypoxia increasing BBB permeability. Astrocytes also contribute 

to BBB permeability during inflammation by releasing inflammatory cytokines [34, 35]. 

 

5.5 Mitochondrial dysfunction 

 
 

Glucose and oxygen deprivation caused by chronic hypoperfusion [194], oxidative stress [82, 86], and 

Aȕ [46, 189, 198–202] contribute to the dysregulation of mitochondrial function. This in turn depletes 

ATP stores, impairs ATP-dependent transport (of ions and Aȕ), and increases intracellular Ca2+ con-

centration, disrupting vital signalling pathways, and leading to apoptosis  [9, 203]. Dysfunctional mi-

tochondria also increase ROS production and oxidative damage in a vicious circle. 

 
 

ͷǤ͸ AȾ-endothelium interaction 

 
 

Aȕ efflux transporters P-gp and LRP-1 decrease in AD [107, 115], suggesting a possible pathway to 

perivascular Aȕ accumulation. However, this contribution is likely marginal [118]. 

Aȕ dysregulates endothelial NO production [154, 155], possibly through the alteration of cytosolic 

Ca2+ homeostasis [154]. Aȕ-induced reduction of NO bioavailability might also be mediated by oxida-

tive stress [156]. Inactivation of eNOS increases the expression of AȕPP and BACE-1, as well as Aȕ 

production [96], potentially sustaining a vicious circle. Reduced endothelial NO produc-

tion/bioavailability in turn impairs regional CBF [100]. 

Aȕ-endothelium interaction induces BBB permeability [125–128], possibly mediated by PKC inacti-

vation [136]. Aȕ also increases adherence and transmigration of monocytes across the BBB [43, 137, 

138], mediated by the transcription factor NF-kB [140]. Transmigrated monocytes undergo differenti-

ation into microglia [139], and become activated in inflammatory conditions. The vasoactive agents 

and cytokines released by activated microglia can in turn induce BBB permeability [34, 142], creating 

a paracellular route for mononuclear cell extravasation [60], in a vicious circle.  
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Furthermore, Aȕ induces vasoconstrictor ET-1 release [102, 149] – thus reducing regional CBF [102] 

– and activates the endothelial inflammatory response [245, 246]. Finally, at high concentrations Aȕ 

causes endothelial apoptosis [42, 46, 150] by disrupting intracellular Ca2+ homeostasis.  

 

5.7 BBB permeability 

 

BBB permeability is influenced by hypoxia/ischemia [21, 25, 168–170, 172], inflammation [19], oxi-

dative stress  [15], and Aȕ [125–128]. Astrocytes also contribute to BBB permeability during inflam-

mation by releasing inflammatory cytokines [34, 35], and amplify the endothelial response to ische-

mia by increasing junctional permeability [225]. 

Alterations of the adrenergic microvascular innervation might alter the (Na+/K+)-pump function of the 

BBB, possibly resulting in fluid balance impairment [238] and dysregulation of regional CBF.  

 

6. Conclusions 

 

Based on the current literature on endothelium-mediated mechanisms underlying vascular dysfunction 

in AD pathogenesis, this study has presented a comprehensive overview of the complex network of 

the interacting mechanisms, with particular emphasis on causative relationships, and mediators of det-

rimental vicious circles, such as hypoxia/ischemia, oxidative stress, inflammation and mitochondrial 

dysfunction. The possible implication of other components of the BBB, such as pericytes and astro-

cytes, in this complex scenario has also been investigated. 

As new mechanisms are discovered in this rapidly evolving field of research, the proposed network 

can be expanded, adding new elements (mechanisms) and/or interactions. Prospectively, this network 

could be exploited in the identification of adequate therapeutic interventions to treat, delay or prevent 

AD.   

 

Acknowledgement 

 



31 

 

This study was partially funded by the European Union’s Seventh Framework Programme (FP7/β007 

– 2013) as part of the project VPH-DARE@IT (grant agreement no. 601055); and by the Engineering 

and Physical Sciences Research Council (EPSRC) (OCEAN Project, Grant No. EP/M006328/1). Dr 

Farkas is supported by the Bolyai János Research Scholarship of the Hungarian Academy of Sciences 

(BO/00327/14/5). There are no conflicts of interest associated with this work. 

 

 



32 

 

Figure Captions 

 

 

Figure 1. Causative relationships of endothelium-mediated mechanisms of vascular dysfunction 

in AD pathogenesis. Green boxes indicate systemic factors causing regional cerebral hypoperfusion, 

orange boxes indicate key mediators of vicious circles leading to hypoperfusion aggravation. Arrows 

indicate causal relationship in the direction of the arrow. Arrows pointing up inside a box indicate 

upregulation/increased quantity; arrows pointing down indicate the opposite. See text for further de-

tail. ABC: ATP binding cassette (transporter); Aȕ: amyloid-ȕ; AȕPP: Aȕ precursor protein; BACE-1: 

ȕ-site AȕPP Cleaving Enzyme 1; BBB: blood-brain barrier; BF: basal forebrain; ER: endoplasmic 

reticulum; LRP-1: low-density lipoprotein receptor-related protein 1; MEOX-2: mesenchyme homeo-

box gene-2; NO: nitric oxide; PKC: protein kinase C; P-gp: P glycoprotein; RAGE: receptor for ad-

vanced glycation end-products; RNS: reactive nitrogen species; ROS: reactive oxygen species; TEER: 

Transendothelial resistance; VEGF: vascular endothelial growth factor. 



33 

 

References 

 

1.  Plassman BL, Langa KM, Fisher GG, et al (2007) Prevalence of dementia in the United States: 
the aging, demographics, and memory study. Neuroepidemiology 29:125–32 

2.  Whitehouse PJ, Sciulli CG, Mason RM (1997) Dementia drug development: use of 
information systems to harmonize global drug development. Psychopharmacol Bull 33:129–33 

3.  Wilson RS, Weir DR, Leurgans SE, Evans DA, Hebert LE, Langa KM, Plassman BL, Small 
BJ, Bennett DA (β011) Sources of variability in estimates of the prevalence of Alzheimer’s 
disease in the United States. Alzheimers Dement 7:74–9 

4.  Hardy JA, Higgins GA (199β) Diseaseௗ: Alzheimer ’ s Cascade Hypothesis Amyloid. Science 
(80- ) 256:184–185 

5.  Hardy J, Selkoe DJ (β00β) The amyloid hypothesis of Alzheimer’s disease: progress and 
problems on the road to therapeutics. Science 297:353–6 

6.  Kelleher RJ, Soiza RL (2013) Evidence of endothelial dysfunction in the development of 
Alzheimer ’ s disease: Is Alzheimer ’ s a vascular disorder? Am J Cardiovasc Dis γ:197–226 

7.  De La Torre JC (β004) Personal view Is Alzheimer ’ s disease a neurodegenerative or a 
vascular disorderௗ? Data , dogma , and dialectics. Lancet Neurol γ:184–190 

8.  Cordonnier C, van der Flier WM (β011) Brain microbleeds and Alzheimer’s disease: innocent 
observation or key player? Brain 134:335–44 

9.  Zlokovic B V (β011) Neurovascular pathways to neurodegeneration in Alzheimer’s disease 
and other disorders. Nat Rev Neurosci 12:723–38 

10.  Van Norden AGW, van Dijk EJ, de Laat KF, Scheltens P, Olderikkert MGM, de Leeuw FE 
(2012) Dementia: Alzheimer pathology and vascular factors: from mutually exclusive to 
interaction. Biochim Biophys Acta 1822:340–9 

11.  De la Torre JC (2012) Cerebral hemodynamics and vascular risk factors: setting the stage for 
Alzheimer’s disease. J Alzheimers Dis γβ:55γ–67 

12.  Abete P, Della-Morte D, Gargiulo G, Basile C, Langellotto A, Galizia G, Testa G, Canonico 
V, Bonaduce D, Cacciatore F (2014) Cognitive impairment and cardiovascular diseases in the 
elderly. A heart-brain continuum hypothesis. Ageing Res Rev 18:41–52 

13.  Kalaria RN (β00γ) Vascular factors in Alzheimer’s disease. Int Psychogeriatr 15 Suppl 1:47–
52 

14.  Farkas E, Luiten PGM, Bari F (2007) Permanent, bilateral common carotid artery occlusion in 
the rat: a model for chronic cerebral hypoperfusion-related neurodegenerative diseases. Brain 
Res Rev 54:162–80 

15.  Cai Z, Zhao B, Ratka A (β011) Oxidative stress and ȕ-amyloid protein in Alzheimer’s disease. 
Neuromolecular Med 13:223–50 



34 

 

16.  Sanchez A, Tripathy D, Luo J, Yin X, Martinez J, Grammas P (2013) Neurovascular unit and 
the effects of dosage in VEGF toxicity: role for oxidative stress and thrombin. J Alzheimers 
Dis 34:281–91 

17.  Grammas P (2011) Neurovascular dysfunction, inflammation and endothelial activation: 
implications for the pathogenesis of Alzheimer’s disease. J Neuroinflammation 8:β6 

18.  Tripathy D, Sanchez A, Yin X, Luo J, Martinez J, Grammas P (2013) Thrombin, a mediator of 
cerebrovascular inflammation in AD and hypoxia. Front Aging Neurosci 5:19 

19.  Abbott NJ (2000) Inflammatory mediators and modulation of blood-brain barrier permeability. 
Cell Mol Neurobiol 20:131–47 

20.  Grammas P, Samany PG, Thirumangalakudi L (2006) Thrombin and inflammatory proteins 
are elevated in Alzheimer ’ s disease microvesselsௗ: Implications for disease pathogenesis. J 
Alzheimer’s Dis 9:51–58 

21.  Yamagata K, Tagami M, Takenaga F, Yamori Y, Itoh S (2004) Hypoxia-induced changes in 
tight junction permeability of brain capillary endothelial cells are associated with IL-1beta and 
nitric oxide. Neurobiol Dis 17:491–9 

22.  Shah K, Desilva S, Abbruscato T (2012) The Role of Glucose Transporters in Brain Disease: 
Diabetes and Alzheimer&rsquo;s Disease. Int J Mol Sci 13:12629–55 

23.  Kalaria RN, Harik SI (1989) Reduced glucose transporter at the blood-brain barrier and in 
cerebral cortex in Alzheimer disease. J Neurochem 53:1083–8 

24.  Krizbai IA, Bauer H, Bresgen N, Eckl PM, Farkas A, Szatmári E, Traweger A, Wejksza K, 
Bauer H-C (2005) Effect of oxidative stress on the junctional proteins of cultured cerebral 
endothelial cells. Cell Mol Neurobiol 25:129–39 

25.  Mark KS, Davis TP (2002) Cerebral microvascular changes in permeability and tight junctions 
induced by hypoxia-reoxygenation. Am J Physiol Heart Circ Physiol 282:H1485–94 

26.  Perry G, Nunomura A, Hirai K, Takeda A, Aliev G, Smith MA (2000) Oxidative damage in 
Alzheimer’s disease: the metabolic dimension. Int J Dev Neurosci 18:417–21 

27.  Austin SA, Santhanam A V, Hinton DJ, Choi D-S, Katusic ZS (2013) Endothelial nitric oxide 
deficiency promotes Alzheimer’s disease pathology. J Neurochem 1β7:691–700 

28.  Walsh T, Donnelly T, Lyons D (2009) Impaired endothelial nitric oxide bioavailability: a 
common link between aging, hypertension, and atherogenesis? J Am Geriatr Soc 57:140–5 

29.  Katusic ZS, Austin SA (2014) Endothelial nitric oxide: protector of a healthy mind. Eur Heart 
J 35:888–94 

30.  Toda N, Ayajiki K, Okamura T (2009) Cerebral Blood Flow Regulation by Nitric Oxide: 
Recent Advances. Pharmacol Rev 61:62–97 

31.  Nunomura A, Castellani RJ, Zhu X, Moreira PI, Perry G, Smith MA (2006) Involvement of 
oxidative stress in Alzheimer disease. J Neuropathol Exp Neurol 65:631–41 



35 

 

32.  Guglielmotto M, Aragno M, Autelli R, et al (2009) The up-regulation of BACE1 mediated by 
hypoxia and ischemic injury: role of oxidative stress and HIF1alpha. J Neurochem 108:1045–
56 

33.  Coma M, Guix FX, Ill-Raga G, Uribesalgo I, Alameda F, Valverde MA, Muñoz FJ (2008) 
Oxidative stress triggers the amyloidogenic pathway in human vascular smooth muscle cells. 
Neurobiol Aging 29:969–80 

34.  Abbott NJ, Rönnbäck L, Hansson E (2006) Astrocyte-endothelial interactions at the blood-
brain barrier. Nat Rev Neurosci 7:41–53 

35.  Minagar A, Shapshak P, Fujimura R, Ownby R, Heyes M, Eisdorfer C (2002) The role of 
macrophage/microglia and astrocytes in the pathogenesis of three neurologic disorders: HIV-
associated dementia, Alzheimer disease, and multiple sclerosis. J Neurol Sci 202:13–23 

36.  Peppiatt CM, Howarth C, Mobbs P, Attwell D (2006) Bidirectional control of CNS capillary 
diameter by pericytes. Nature 443:700–4 

37.  Hall CN, Reynell C, Gesslein B, Hamilton NB, Mishra A, Sutherland BA, O’Farrell FM, 
Buchan AM, Lauritzen M, Attwell D (2014) Capillary pericytes regulate cerebral blood flow 
in health and disease. Nature 508:55–60 

38.  Winkler EA, Sagare AP, Zlokovic B V (2014) The pericyte: a forgotten cell type with 
important implications for Alzheimer’s disease? Brain Pathol β4:γ71–86 

39.  Burgmans S, van de Haar HJ, Verhey FRJ, Backes WH (2013) Amyloid-ȕ interacts with 
blood-brain barrier function in dementia: a systematic review. J Alzheimers Dis 35:859–73 

40.  Iadecola C (2010) The overlap between neurodegenerative and vascular factors in the 
pathogenesis of dementia. Acta Neuropathol 120:287–96 

41.  Suo Z, Tan J, Placzek A, Crawford F, Fang C, Mullan M (1998) Alzheimer’s beta-amyloid 
peptides induce inflammatory cascade in human vascular cells: the roles of cytokines and 
CD40. Brain Res 807:110–7 

42.  Fonseca ACRG, Ferreiro E, Oliveira CR, Cardoso SM, Pereira CF (2013) Activation of the 
endoplasmic reticulum stress response by the amyloid-beta 1-40 peptide in brain endothelial 
cells. Biochim Biophys Acta 1832:2191–203 

43.  Giri R, Selvaraj S, Miller CA, Hofman F, Yan SD, Stern D, Zlokovic B V, Kalra VK (2002) 
Effect of endothelial cell polarity on beta-amyloid-induced migration of monocytes across 
normal and AD endothelium. Am J Physiol Cell Physiol 283:C895–904 

44.  Grammas P, Moore P, Botchlet T, Hanson-Painton O, Cooper DR, Ball MJ, Roher A (1995) 
Cerebral microvessels in Alzheimer’s have reduced protein kinase C activity. Neurobiol Aging 
16:563–9 

45.  Fonseca ACRG, Moreira PI, Oliveira CR, Cardoso SM, Pinton P, Pereira CF (2014) Amyloid-
Beta Disrupts Calcium and Redox Homeostasis in Brain Endothelial Cells. Mol Neurobiol. 
doi: 10.1007/s12035-014-8740-7 



36 

 

46.  Xu J, Chen S, Ku G, Ahmed SH, Chen H, Hsu CY (2001) Amyloid beta peptide-induced 
cerebral endothelial cell death involves mitochondrial dysfunction and caspase activation. J 
Cereb Blood Flow Metab 21:702–10 

47.  Ruzali WAW, Kehoe PG, Love S (2013) Influence of LRP-1 and apolipoprotein E on 
amyloid-ȕ uptake and toxicity to cerebrovascular smooth muscle cells. J Alzheimers Dis 
33:95–110 

48.  Vromman A, Trabelsi N, Rouxel C, Béréziat G, Limon I, Blaise R (β01γ) ȕ-Amyloid context 
intensifies vascular smooth muscle cells induced inflammatory response and de-differentiation. 
Aging Cell 12:358–69 

49.  Jellinger KA, Attems J (2005) Prevalence and pathogenic role of cerebrovascular lesions in 
Alzheimer disease. J Neurol Sci 229-230:37–41 

50.  De la Torre JC (β00β) Alzheimer’s disease: how does it start? J Alzheimers Dis 4:497–512 

51.  Kalaria RN (2000) The role of cerebral ischemia in Alzheimer’s disease. Neurobiol Aging 
21:321–30 

52.  De la Torre JC, Stefano GB (β000) Evidence that Alzheimer’s disease is a microvascular 
disorder: the role of constitutive nitric oxide. Brain Res Brain Res Rev 34:119–36 

53.  Sun M-K, Alkon DL (2004) Cerebral hypoperfusion and amyloid-induced synergistic 
impairment of hippocampal CA1 synaptic efficacy and spatial memory in young adult rats. J 
Alzheimers Dis 6:355–66; discussion 443–9 

54.  Kalaria RN (1997) Cerebrovascular degeneration is related to amyloid-beta protein deposition 
in Alzheimer’s disease. Ann N Y Acad Sci 8β6:β6γ–71 

55.  Jeynes B, Provias J (2008) Evidence for altered LRP/RAGE expression in Alzheimer lesion 
pathogenesis. Curr Alzheimer Res 5:432–7 

56.  Alonso A, Jacobs DR, Menotti A, Nissinen A, Dontas A, Kafatos A, Kromhout D (2009) 
Cardiovascular risk factors and dementia mortality: 40 years of follow-up in the Seven 
Countries Study. J Neurol Sci 280:79–83 

57.  Braak E, Griffing K, Arai K, Bohl J, Bratzke H, Braak H (1999) Neuropathology of 
Alzheimer’s disease: what is new since A. Alzheimer? Eur Arch Psychiatry Clin Neurosci β49 
Suppl :14–22 

58.  Hughes T, Chang CH, Bilt J Vander (2010) Engagement in reading and hobbies and risk of 
incident dementiaௗ: The MoVIES Project. Am J Alzheimers Dis Other Demen 25:432–438 

59.  De la Torre JC (β010) Vascular risk factor detection and control may prevent Alzheimer’s 
disease. Ageing Res Rev 9:218–25 

60.  Abbott NJ, Patabendige A a K, Dolman DEM, Yusof SR, Begley DJ (2010) Structure and 
function of the blood-brain barrier. Neurobiol Dis 37:13–25 

61.  Bradbury MW (1993) The blood-brain barrier. Exp Physiol 78:453–72 



37 

 

62.  Deli MA, Abrahám CS, Kataoka Y, Niwa M (2005) Permeability studies on in vitro blood-
brain barrier models: physiology, pathology, and pharmacology. Cell Mol Neurobiol 25:59–
127 

63.  Zlokovic B V (2008) The blood-brain barrier in health and chronic neurodegenerative 
disorders. Neuron 57:178–201 

64.  Lyros E, Bakogiannis C, Liu Y, Fassbender K (2014) Molecular links between endothelial 
dysfunction and neurodegeneration in Alzheimer’s disease. Curr Alzheimer Res 11:18–26 

65.  Benson DF, Kuhl DE, Hawkins RA, Phelps ME, Cummings JL, Tsai SY (1983) The 
fluorodeoxyglucose 18F scan in Alzheimer’s disease and multi-infarct dementia. Arch Neurol 
40:711–4 

66.  Duara R, Grady C, Haxby J, Sundaram M, Cutler NR, Heston L, Moore A, Schlageter N, 
Larson S, Rapoport SI (1986) Positron emission tomography in Alzheimer’s disease. 
Neurology 36:879–87 

67.  Faulstich ME (1991) Brain imaging in dementia of the Alzheimer type. Int J Neurosci 57:39–
49 

68.  Heiss WD, Kessler J, Szelies B, Grond M, Fink G, Herholz K (1991) Positron emission 
tomography in the differential diagnosis of organic dementias. J Neural Transm Suppl 33:13–9 

69.  Simpson IA, Chundu KR, Davies-Hill T, Honer WG, Davies P (1994) Decreased 
concentrations of GLUT1 and GLUT3 glucose transporters in the brains of patients with 
Alzheimer’s disease. Ann Neurol γ5:546–51 

70.  Harik SI (1992) Changes in the glucose transporter of brain capillaries. Can J Physiol 
Pharmacol 70 Suppl:S113–7 

71.  Cunnane S, Nugent S, Roy M, et al (β011) Brain fuel metabolism, aging, and Alzheimer’s 
disease. Nutrition 27:3–20 

72.  Aliev G, Seyidova D, Neal ML, et al (2002) Atherosclerotic lesions and mitochondria DNA 
deletions in brain microvessels as a central target for the development of human AD and AD-
like pathology in aged transgenic mice. Ann N Y Acad Sci 977:45–64 

73.  Claudio L (1996) Ultrastructural features of the blood-brain barrier in biopsy tissue from 
Alzheimer’s disease patients. Acta Neuropathol 91:6–14 

74.  Stewart PA, Hayakawa K, Akers MA, Vinters H V (1992) A morphometric study of the blood-
brain barrier in Alzheimer’s disease. Lab Invest 67:7γ4–42 

75.  Farkas E, Luiten PG (2001) Cerebral microvascular pathology in aging and Alzheimer’s 
disease. Prog Neurobiol 64:575–611 

76.  Jagust WJ, Seab JP, Huesman RH, Valk PE, Mathis CA, Reed BR, Coxson PG, Budinger TF 
(1991) Diminished glucose transport in Alzheimer’s disease: dynamic PET studies. J Cereb 
Blood Flow Metab 11:323–30 



38 

 

77.  Friedland RP, Jagust WJ, Huesman RH, Koss E, Knittel B, Mathis CA, Ober BA, Mazoyer 
BM, Budinger TF (1989) Regional cerebral glucose transport and utilization in Alzheimer’s 
disease. Neurology 39:1427–34 

78.  Foster NL, Chase TN, Mansi L, Brooks R, Fedio P, Patronas NJ, Di Chiro G (1984) Cortical 
abnormalities in Alzheimer’s disease. Ann Neurol 16:649–54 

79.  Wang J-Y, Wen L-L, Huang Y-N, Chen Y-T, Ku M-C (2006) Dual effects of antioxidants in 
neurodegeneration: direct neuroprotection against oxidative stress and indirect protection via 
suppression of glia-mediated inflammation. Curr Pharm Des 12:3521–33 

80.  Valko M, Leibfritz D, Moncol J, Cronin MTD, Mazur M, Telser J (2007) Free radicals and 
antioxidants in normal physiological functions and human disease. Int J Biochem Cell Biol 
39:44–84 

81.  Bennett S, Grant MM, Aldred S (β009) Oxidative stress in vascular dementia and Alzheimer’s 
disease: a common pathology. J Alzheimers Dis 17:245–57 

82.  Harper M-E, Bevilacqua L, Hagopian K, Weindruch R, Ramsey JJ (2004) Ageing, oxidative 
stress, and mitochondrial uncoupling. Acta Physiol Scand 182:321–31 

83.  Aliev G, Smith MA, Seyidov D, et al (2002) The role of oxidative stress in the 
pathophysiology of cerebrovascular lesions in Alzheimer’s disease. Brain Pathol 12:21–35 

84.  Smith MA, Perry G, Richey PL, Sayre LM, Anderson VE, Beal MF, Kowall N (1996) 
Oxidative damage in Alzheimer’s. Nature γ8β:1β0–1 

85.  Smith MA, Richey Harris PL, Sayre LM, Beckman JS, Perry G (1997) Widespread 
peroxynitrite-mediated damage in Alzheimer’s disease. J Neurosci 17:β65γ–7 

86.  Aliev G, Li Y, Palacios HH, Obrenovich ME (2011) Oxidative stress induced mitochondrial 
DNA deletion as a hallmark for the drug development in the context of the cerebrovascular 
diseases. Recent Pat Cardiovasc Drug Discov 6:222–41 

87.  Smith MA, Rottkamp CA, Nunomura A, Raina AK, Perry G (2000) Oxidative stress in 
Alzheimer’s disease. Biochim Biophys Acta 150β:1γ9–44 

88.  Grammas P, Martinez J, Miller B (2011) Cerebral microvascular endothelium and the 
pathogenesis of neurodegenerative diseases. Expert Rev Mol Med 13:e19 

89.  Aliyev A, Chen SG, Seyidova D, Smith MA, Perry G, de la Torre J, Aliev G (2005) 
Mitochondria DNA deletions in atherosclerotic hypoperfused brain microvessels as a primary 
target for the development of Alzheimer’s disease. J Neurol Sci ββ9-230:285–92 

90.  Maxwell AJ (2002) Mechanisms of dysfunction of the nitric oxide pathway in vascular 
diseases. Nitric Oxide 6:101–24 

91.  Moncada S, Higgs A (1993) The L-arginine-nitric oxide pathway. N Engl J Med 329:2002–12 

92.  Schini-Kerth VB (1999) Vascular biosynthesis of nitric oxide: effect on hemostasis and 
fibrinolysis. Transfus Clin Biol 6:355–63 



39 

 

93.  Morris SM, Billiar TR (1994) New insights into the regulation of inducible nitric oxide 
synthesis. Am J Physiol 266:E829–39 

94.  Dorheim MA, Tracey WR, Pollock JS, Grammas P (1994) Nitric oxide synthase activity is 
elevated in brain microvessels in Alzheimer’s disease. Biochem Biophys Res Commun 
205:659–65 

95.  Aliev G, Palacios HH, Lipsitt AE, Fischbach K, Lamb BT, Obrenovich ME, Morales L, 
Gasimov E, Bragin V (2009) Nitric oxide as an initiator of brain lesions during the 
development of Alzheimer disease. Neurotox Res 16:293–305 

96.  Austin SA, Santhanam A V, Katusic ZS (2010) Endothelial nitric oxide modulates expression 
and processing of amyloid precursor protein. Circ Res 107:1498–502 

97.  Provias J, Jeynes B (β008) Neurofibrillary tangles and senile plaques in Alzheimer’s brains are 
associated with reduced capillary expression of vascular endothelial growth factor and 
endothelial nitric oxide synthase. Curr Neurovasc Res 5:199–205 

98.  Jeynes B, Provias J (2009) Significant negative correlations between capillary expressed eNOS 
and Alzheimer lesion burden. Neurosci Lett 463:244–8 

99.  Wong D, Dorovini-Zis K, Vincent SR (2004) Cytokines, nitric oxide, and cGMP modulate the 
permeability of an in vitro model of the human blood-brain barrier. Exp Neurol 190:446–55 

100.  De la Torre JC, Aliev G (2005) Inhibition of vascular nitric oxide after rat chronic brain 
hypoperfusion: spatial memory and immunocytochemical changes. J Cereb Blood Flow Metab 
25:663–72 

101.  Zlokovic B V (2004) Clearing amyloid through the blood-brain barrier. J Neurochem 89:807–
11 

102.  Deane R, Du Yan S, Submamaryan RK, et al (2003) RAGE mediates amyloid-beta peptide 
transport across the blood-brain barrier and accumulation in brain. Nat Med 9:907–13 

103.  Mackic JB, Stins M, McComb JG, et al (1998) Human blood-brain barrier receptors for 
Alzheimer’s amyloid-beta 1- 40. Asymmetrical binding, endocytosis, and transcytosis at the 
apical side of brain microvascular endothelial cell monolayer. J Clin Invest 102:734–43 

104.  Ueno M, Nakagawa T, Wu B, Onodera M, Huang C-L, Kusaka T, Araki N, Sakamoto H 
(2010) Transporters in the brain endothelial barrier. Curr Med Chem 17:1125–38 

105.  Cirrito JR, Deane R, Fagan AM, et al (2005) P-glycoprotein deficiency at the blood-brain 
barrier increases amyloid-beta deposition in an Alzheimer disease mouse model. J Clin Invest 
115:3285–90 

106.  Silverberg GD, Messier AA, Miller MC, Machan JT, Majmudar SS, Stopa EG, Donahue JE, 
Johanson CE (2010) Amyloid efflux transporter expression at the blood-brain barrier declines 
in normal aging. J Neuropathol Exp Neurol 69:1034–43 

107.  Van Assema DME, Lubberink M, Bauer M, et al (2012) Blood-brain barrier P-glycoprotein 
function in Alzheimer’s disease. Brain 1γ5:181–9 



40 

 

108.  Silverberg GD, Miller MC, Messier AA, Majmudar S, Machan JT, Donahue JE, Stopa EG, 
Johanson CE (2010) Amyloid deposition and influx transporter expression at the blood-brain 
barrier increase in normal aging. J Neuropathol Exp Neurol 69:98–108 

109.  Vogelgesang S, Cascorbi I, Schroeder E, Pahnke J, Kroemer HK, Siegmund W, Kunert-Keil 
C, Walker LC, Warzok RW (2002) Deposition of Alzheimer’s beta-amyloid is inversely 
correlated with P-glycoprotein expression in the brains of elderly non-demented humans. 
Pharmacogenetics 12:535–41 

110.  Miller MC, Tavares R, Johanson CE, Hovanesian V, Donahue JE, Gonzalez L, Silverberg GD, 
Stopa EG (2008) Hippocampal RAGE immunoreactivity in early and advanced Alzheimer’s 
disease. Brain Res 1230:273–80 

111.  Donahue JE, Flaherty SL, Johanson CE, et al (2006) RAGE, LRP-1, and amyloid-beta protein 
in Alzheimer’s disease. Acta Neuropathol 11β:405–15 

112.  Park R, Kook S-Y, Park J-C, Mook-Jung I (β014) Aȕ1-42 reduces P-glycoprotein in the blood-
brain barrier through RAGE-NF-țB signaling. Cell Death Dis 5:e1β99 

113.  Aliev G, Smith MA, Obrenovich ME, de la Torre JC, Perry G (2003) Role of vascular 
hypoperfusion-induced oxidative stress and mitochondria failure in the pathogenesis of 
Azheimer disease. Neurotox Res 5:491–504 

114.  Provias J, Jeynes B (2014) The role of the blood-brain barrier in the pathogenesis of senile 
plaques in Alzheimer’s disease. Int J Alzheimers Dis 2014:191863 

115.  Owen JB, Sultana R, Aluise CD, Erickson MA, Price TO, Bu G, Banks WA, Butterfield DA 
(2010) Oxidative modification to LDL receptor-related protein 1 in hippocampus from 
subjects with Alzheimer disease: implications for Aȕ accumulation in AD brain. Free Radic 
Biol Med 49:1798–803 

116.  Wilhelmus MMM, Otte-Höller I, van Triel JJJ, Veerhuis R, Maat-Schieman MLC, Bu G, de 
Waal RMW, Verbeek MM (2007) Lipoprotein receptor-related protein-1 mediates amyloid-
beta-mediated cell death of cerebrovascular cells. Am J Pathol 171:1989–99 

117.  Deane R, Sagare A, Hamm K, Parisi M, Lane S, Finn MB, Holtzman DM, Zlokovic B V 
(2008) apoE isoform-specific disruption of amyloid beta peptide clearance from mouse brain. J 
Clin Invest 118:4002–13 

118.  Roberts KF, Elbert DL, Kasten TP, et al (2014) Amyloid-ȕ efflux from the central nervous 
system into the plasma. Ann Neurol 76:837–44 

119.  Wang Y-J, Zhou H-D, Zhou X-F (2006) Clearance of amyloid-beta in Alzheimer’s disease: 
progress, problems and perspectives. Drug Discov Today 11:931–8 

120.  Bulbarelli A, Lonati E, Brambilla A, Orlando A, Cazzaniga E, Piazza F, Ferrarese C, 
Masserini M, Sancini G (β01β) Aȕ4β production in brain capillary endothelial cells after 
oxygen and glucose deprivation. Mol Cell Neurosci 49:415–22 

121.  Kalaria RN, Premkumar DR, Pax AB, Cohen DL, Lieberburg I (1996) Production and 
increased detection of amyloid beta protein and amyloidogenic fragments in brain 
microvessels, meningeal vessels and choroid plexus in Alzheimer’s disease. Brain Res Mol 
Brain Res 35:58–68 



41 

 

122.  Ciallella JR, Figueiredo H, Smith-Swintosky V, McGillis JP (1999) Thrombin induces surface 
and intracellular secretion of amyloid precursor protein from human endothelial cells. Thromb 
Haemost 81:630–7 

123.  Plácido AI, Oliveira CR, Moreira PI, Pereira CMF (2014) Enhanced Amyloidogenic 
Processing of Amyloid Precursor Protein and Cell Death Under Prolonged Endoplasmic 
Reticulum Stress in Brain Endothelial Cells. Mol Neurobiol. doi: 10.1007/s12035-014-8819-1 

124.  Brouns R, De Deyn PP (2009) The complexity of neurobiological processes in acute ischemic 
stroke. Clin Neurol Neurosurg 111:483–95 

125.  Deli MA, Veszelka S, Csiszár B, et al (2010) Protection of the blood-brain barrier by pentosan 
against amyloid-ȕ-induced toxicity. J Alzheimers Dis 22:777–94 

126.  Nishitsuji K, Hosono T, Nakamura T, Bu G, Michikawa M (2011) Apolipoprotein E regulates 
the integrity of tight junctions in an isoform-dependent manner in an in vitro blood-brain 
barrier model. J Biol Chem 286:17536–42 

127.  Kook S-Y, Hong HS, Moon M, Ha CM, Chang S, Mook-Jung I (β01β) Aȕ1Ζ42-RAGE 
interaction disrupts tight junctions of the blood-brain barrier via Ca2+-calcineurin signaling. J 
Neurosci 32:8845–54 

128.  Kook S-Y, Seok Hong H, Moon M, Mook-Jung I (2013) Disruption of blood-brain barrier in 
Alzheimer disease pathogenesis. Tissue barriers 1:e23993 

129.  Johshita H, Asano T, Matsui T, Koide T (1993) Effects of protein kinase C agonists on Na,K-
ATPase activity in rat brain microvessels. Adv Exp Med Biol 331:61–4 

130.  Lucke-Wold BP, Turner RC, Logsdon AF, Simpkins JW, Alkon DL, Smith KE, Chen Y-W, 
Tan Z, Huber JD, Rosen CL (β015) Common mechanisms of Alzheimer’s disease and 
ischemic stroke: the role of protein kinase C in the progression of age-related 
neurodegeneration. J Alzheimers Dis 43:711–24 

131.  Cole G, Dobkins KR, Hansen LA, Terry RD, Saitoh T (1988) Decreased levels of protein 
kinase C in Alzheimer brain. Brain Res 452:165–74 

132.  Masliah E, Cole GM, Hansen LA, Mallory M, Albright T, Terry RD, Saitoh T (1991) Protein 
kinase C alteration is an early biochemical marker in Alzheimer’s disease. J Neurosci 
11:2759–67 

133.  Wang HY, Pisano MR, Friedman E (1994) Attenuated protein kinase C activity and 
translocation in Alzheimer’s disease brain. Neurobiol Aging 15:293–8 

134.  Matsushima H, Shimohama S, Chachin M, Taniguchi T, Kimura J (1996) Ca2+-dependent and 
Ca2+-independent protein kinase C changes in the brain of patients with Alzheimer’s disease. 
J Neurochem 67:317–23 

135.  Moore P, White J, Christiansen V, Grammas P (1998) Protein kinase C-zeta activity but not 
level is decreased in Alzheimer’s disease microvessels. Neurosci Lett β54:β9–32 

136.  Pakaski M, Balaspiri L, Checler F, Kasa P (2002) Human amyloid-beta causes changes in the 
levels of endothelial protein kinase C and its alpha isoform in vitro. Neurochem Int 41:409–14 



42 

 

137.  Giri R, Shen Y, Stins M, Du Yan S, Schmidt AM, Stern D, Kim KS, Zlokovic B, Kalra VK 
(2000) beta-amyloid-induced migration of monocytes across human brain endothelial cells 
involves RAGE and PECAM-1. Am J Physiol Cell Physiol 279:C1772–81 

138.  Gonzalez-Velasquez FJ, Moss MA (2008) Soluble aggregates of the amyloid-beta protein 
activate endothelial monolayers for adhesion and subsequent transmigration of monocyte cells. 
J Neurochem 104:500–13 

139.  Eglitis MA, Mezey E (1997) Hematopoietic cells differentiate into both microglia and 
macroglia in the brains of adult mice. Proc Natl Acad Sci U S A 94:4080–5 

140.  Gonzalez-Velasquez FJ, Reed JW, Fuseler JW, Matherly EE, Kotarek J a, Soto-Ortega DD, 
Moss M a (2011) Activation of brain endothelium by soluble aggregates of the amyloid-ȕ 
protein involves nuclear factor-țB. Curr Alzheimer Res 8:81–94 

141.  Farkas IG, Czigner A, Farkas E, Dobó E, Soós K, Penke B, Endrész V, Mihály A (2003) Beta-
amyloid peptide-induced blood-brain barrier disruption facilitates T-cell entry into the rat 
brain. Acta Histochem 105:115–25 

142.  Luissint A-C, Artus C, Glacial F, Ganeshamoorthy K, Couraud P-O (2012) Tight junctions at 
the blood brain barrier: physiological architecture and disease-associated dysregulation. Fluids 
Barriers CNS 9:23 

143.  Latta CH, Brothers HM, Wilcock DM (β014) Neuroinflammation in Alzheimer’s disease; A 
source of heterogeneity and target for personalized therapy. Neuroscience. doi: 
10.1016/j.neuroscience.2014.09.061 

144.  McGeer EG, McGeer PL (1998) The importance of inflammatory mechanisms in Alzheimer 
disease. Exp Gerontol 33:371–8 

145.  Lue LF, Rydel R, Brigham EF, et al (β001) Inflammatory repertoire of Alzheimer’s disease 
and nondemented elderly microglia in vitro. Glia 35:72–9 

146.  Uchihara T, Akiyama H, Kondo H, Ikeda K (1997) Activated microglial cells are colocalized 
with perivascular deposits of amyloid-beta protein in Alzheimer’s disease brain. Stroke 
28:1948–50 

147.  Bell RD, Zlokovic B V (2009) Neurovascular mechanisms and blood-brain barrier disorder in 
Alzheimer’s disease. Acta Neuropathol 118:10γ–13 

148.  Hickman SE, Allison EK, El Khoury J (2008) Microglial dysfunction and defective beta-
amyloid clearance pathways in aging Alzheimer’s disease mice. J Neurosci β8:8γ54–60 

149.  Palmer JC, Tayler HM, Love S (2013) Endothelin-converting enzyme-1 activity, endothelin-1 
production, and free radical-dependent vasoconstriction in Alzheimer’s disease. J Alzheimers 
Dis 36:577–87 

150.  Blanc EM, Toborek M, Mark RJ, Hennig B, Mattson MP (1997) Amyloid beta-peptide 
induces cell monolayer albumin permeability, impairs glucose transport, and induces apoptosis 
in vascular endothelial cells. J Neurochem 68:1870–81 

151.  Grammas P, Botchlet T, Fugate R, Ball MJ, Roher AE (1995) Alzheimer disease amyloid 
proteins inhibit brain endothelial cell proliferation in vitro. Dementia 6:126–30 



43 

 

152.  Folin M, Baiguera S, Tommasini M, Guidolin D, Conconi MT, De Carlo E, Nussdorfer GG, 
Parnigotto PP (2005) Effects of beta-amyloid on rat neuromicrovascular endothelial cells 
cultured in vitro. Int J Mol Med 15:929–35 

153.  Hayashi S, Sato N, Yamamoto A, Ikegame Y, Nakashima S, Ogihara T, Morishita R (2009) 
Alzheimer disease-associated peptide, amyloid beta40, inhibits vascular regeneration with 
induction of endothelial autophagy. Arterioscler Thromb Vasc Biol 29:1909–15 

154.  Gentile MT, Vecchione C, Maffei A, Aretini A, Marino G, Poulet R, Capobianco L, Selvetella 
G, Lembo G (2004) Mechanisms of soluble beta-amyloid impairment of endothelial function. J 
Biol Chem 279:48135–42 

155.  Toda N, Okamura T (β01β) Cerebral blood flow regulation by nitric oxide in Alzheimer’s 
disease. J Alzheimers Dis 32:569–78 

156.  Park L, Anrather J, Zhou P, Frys K, Pitstick R, Younkin S, Carlson GA, Iadecola C (2005) 
NADPH-oxidase-derived reactive oxygen species mediate the cerebrovascular dysfunction 
induced by the amyloid beta peptide. J Neurosci 25:1769–77 

157.  Roher AE, Esh C, Kokjohn TA, Kalback W, Luehrs DC, Seward JD, Sue LI, Beach TG (2003) 
Circle of willis atherosclerosis is a risk factor for sporadic Alzheimer’s disease. Arterioscler 
Thromb Vasc Biol 23:2055–62 

158.  Kalaria RN, Akinyemi R, Ihara M (2012) Does vascular pathology contribute to Alzheimer 
changes? J Neurol Sci 322:141–7 

159.  Roher AE, Tyas SL, Maarouf CL, et al (2011) Intracranial atherosclerosis as a contributing 
factor to Alzheimer’s disease dementia. Alzheimers Dement 7:4γ6–44 

160.  Itoh Y, Takaoka R, Ohira M, Abe T, Tanahashi N, Suzuki N (2006) Reactive oxygen species 
generated by mitochondrial injury in human brain microvessel endothelial cells. Clin 
Hemorheol Microcirc 34:163–8 

161.  Strasser A, Stanimirovic D, Kawai N, McCarron RM, Spatz M (1997) Hypoxia modulates free 
radical formation in brain microvascular endothelium. Acta Neurochir Suppl 70:8–11 

162.  Sanchez A, Tripathy D, Yin X, Desobry K, Martinez J, Riley J, Gay D, Luo J, Grammas P 
(2012) p38 MAPK: a mediator of hypoxia-induced cerebrovascular inflammation. J 
Alzheimers Dis 32:587–97 

163.  Grammas P, Samany PG, Thirumangalakudi L (2006) Thrombin and inflammatory proteins 
are elevated in Alzheimer’s disease microvessels: implications for disease pathogenesis. J 
Alzheimers Dis 9:51–8 

164.  Grammas P, Tripathy D, Sanchez A, Yin X, Luo J (2011) Brain microvasculature and 
hypoxia-related proteins in Alzheimer’s disease. Int J Clin Exp Pathol 4:616–27 

165.  Peers C, Dallas ML, Boycott HE, Scragg JL, Pearson HA, Boyle JP (2009) Hypoxia and 
neurodegeneration. Ann N Y Acad Sci 1177:169–77 

166.  Zhang X, Zhou K, Wang R, Cui J, Lipton SA, Liao F-F, Xu H, Zhang Y (2007) Hypoxia-
inducible factor 1alpha (HIF-1alpha)-mediated hypoxia increases BACE1 expression and beta-
amyloid generation. J Biol Chem 282:10873–80 



44 

 

167.  Bennett SA, Pappas BA, Stevens WD, Davidson CM, Fortin T, Chen J (2000) Cleavage of 
amyloid precursor protein elicited by chronic cerebral hypoperfusion. Neurobiol Aging 
21:207–14 

168.  Fischer S, Wobben M, Marti HH, Renz D, Schaper W (2002) Hypoxia-induced 
hyperpermeability in brain microvessel endothelial cells involves VEGF-mediated changes in 
the expression of zonula occludens-1. Microvasc Res 63:70–80 

169.  Engelhardt S, Al-Ahmad AJ, Gassmann M, Ogunshola OO (2014) Hypoxia selectively 
disrupts brain microvascular endothelial tight junction complexes through a hypoxia-inducible 
factor-1 (HIF-1) dependent mechanism. J Cell Physiol 229:1096–105 

170.  Fischer S, Clauss M, Wiesnet M, Renz D, Schaper W, Karliczek GF (1999) Hypoxia induces 
permeability in brain microvessel endothelial cells via VEGF and NO. Am J Physiol 
276:C812–20 

171.  Brown RC, Davis TP (2005) Hypoxia/aglycemia alters expression of occludin and actin in 
brain endothelial cells. Biochem Biophys Res Commun 327:1114–23 

172.  Abbruscato TJ, Davis TP (1999) Combination of hypoxia/aglycemia compromises in vitro 
blood-brain barrier integrity. J Pharmacol Exp Ther 289:668–75 

173.  Bürger S, Noack M, Kirazov LP, Kirazov EP, Naydenov CL, Kouznetsova E, Yafai Y, 
Schliebs R (2009) Vascular endothelial growth factor (VEGF) affects processing of amyloid 
precursor protein and beta-amyloidogenesis in brain slice cultures derived from transgenic 
Tg2576 mouse brain. Int J Dev Neurosci 27:517–23 

174.  Grammas P, Sanchez A, Tripathy D, Luo E, Martinez J (2011) Vascular signaling 
abnormalities in Alzheimer disease. Cleve Clin J Med 78 Suppl 1:S50–3 

175.  Sagare AP, Bell RD, Zlokovic B V (β01β) Neurovascular dysfunction and faulty amyloid ȕ-
peptide clearance in Alzheimer disease. Cold Spring Harb Perspect Med. doi: 
10.1101/cshperspect.a011452 

176.  Wu Z, Guo H, Chow N, et al (2005) Role of the MEOX2 homeobox gene in neurovascular 
dysfunction in Alzheimer disease. Nat Med 11:959–65 

177.  Paris D, Townsend K, Quadros A, et al (2004) Inhibition of angiogenesis by Abeta peptides. 
Angiogenesis 7:75–85 

178.  Andjelkovic A V, Pachter JS (1998) Central nervous system endothelium in 
neuroinflammatory, neuroinfectious, and neurodegenerative disease. J Neurosci Res 51:423–
30 

179.  Grammas P, Yamada M, Zlokovic B (2002) The cerebromicrovasculature: a key player in the 
pathogenesis of Alzheimer’s disease. J Alzheimers Dis 4:β17–23 

180.  Grammas P, Ottman T, Reimann-Philipp U, Larabee J, Weigel PH (2004) Injured brain 
endothelial cells release neurotoxic thrombin. J Alzheimers Dis 6:275–81 

181.  Grammas P, Ovase R (2001) Inflammatory factors are elevated in brain microvessels in 
Alzheimer’s disease. Neurobiol Aging ββ:8γ7–42 



45 

 

182.  Frohman EM, Frohman TC, Gupta S, de Fougerolles A, van den Noort S (1991) Expression of 
intercellular adhesion molecule 1 (ICAM-1) in Alzheimer’s disease. J Neurol Sci 106:105–11 

183.  Grammas P, Ovase R (2002) Cerebrovascular transforming growth factor-beta contributes to 
inflammation in the Alzheimer’s disease brain. Am J Pathol 160:158γ–7 

184.  Akiyama H, Ikeda K, Kondo H, McGeer PL (1992) Thrombin accumulation in brains of 
patients with Alzheimer’s disease. Neurosci Lett 146:15β–4 

185.  García-Escudero V, Martín-Maestro P, Perry G, Avila J (2013) Deconstructing mitochondrial 
dysfunction in Alzheimer disease. Oxid Med Cell Longev 2013:162152 

186.  Perluigi M, Swomley AM, Butterfield DA (2014) Redox proteomics and the dynamic 
molecular landscape of the aging brain. Ageing Res Rev 13:75–89 

187.  Müller WE, Eckert A, Kurz C, Eckert GP, Leuner K (2010) Mitochondrial dysfunction: 
common final pathway in brain aging and Alzheimer’s disease--therapeutic aspects. Mol 
Neurobiol 41:159–71 

188.  Benzi G, Pastoris O, Marzatico F, Villa RF, Dagani F, Curti D The mitochondrial electron 
transfer alteration as a factor involved in the brain aging. Neurobiol Aging 13:361–8 

189.  Atamna H, Frey WH (2007) Mechanisms of mitochondrial dysfunction and energy deficiency 
in Alzheimer’s disease. Mitochondrion 7:β97–310 

190.  Martínez M, Ferrándiz ML, De Juan E, Miquel J (1994) Age-related changes in glutathione 
and lipid peroxide content in mouse synaptic mitochondria: relationship to cytochrome c 
oxidase decline. Neurosci Lett 170:121–4 

191.  Parker WD, Parks J, Filley CM, Kleinschmidt-DeMasters BK (1994) Electron transport chain 
defects in Alzheimer’s disease brain. Neurology 44:1090–6 

192.  Mutisya EM, Bowling AC, Beal MF (1994) Cortical cytochrome oxidase activity is reduced in 
Alzheimer’s disease. J Neurochem 6γ:β179–84 

193.  Cardoso SM, Proença MT, Santos S, Santana I, Oliveira CR (2004) Cytochrome c oxidase is 
decreased in Alzheimer’s disease platelets. Neurobiol Aging β5:105–10 

194.  Farkas E, Domoki F, Institoris A, Annahazi A, W. Busija D, Bari F (2006) Neuroprotection by 
Diazoxide in Animal Models for Cerebrovascular Disorders. Vasc Dis Prev 3:253–263 

195.  Aliev G, Priyadarshini M, Reddy VP, et al (2014) Oxidative Stress Mediated Mitochondrial 
and Vascular Lesions as Markers in the Pathogenesis of Alzheimer Disease. Curr Med Chem 
21:2208–2217 

196.  Yao J, Irwin RW, Zhao L, Nilsen J, Hamilton RT, Brinton RD (2009) Mitochondrial 
bioenergetic deficit precedes Alzheimer’s pathology in female mouse model of Alzheimer's 
disease. Proc Natl Acad Sci U S A 106:14670–5 

197.  Aliev G, Gasimov E, Obrenovich ME, Fischbach K, Shenk JC, Smith MA, Perry G (2008) 
Atherosclerotic lesions and mitochondria DNA deletions in brain microvessels: implication in 
the pathogenesis of Alzheimer’s disease. Vasc Health Risk Manag 4:7β1–30 



46 

 

198.  Suhara T, Magrané J, Rosen K, Christensen R, Kim H-S, Zheng B, McPhie DL, Walsh K, 
Querfurth H Abeta42 generation is toxic to endothelial cells and inhibits eNOS function 
through an Akt/GSK-3beta signaling-dependent mechanism. Neurobiol Aging 24:437–51 

199.  Crouch PJ, Blake R, Duce JA, et al (2005) Copper-dependent inhibition of human cytochrome 
c oxidase by a dimeric conformer of amyloid-beta1-42. J Neurosci 25:672–9 

200.  Manczak M, Anekonda TS, Henson E, Park BS, Quinn J, Reddy PH (2006) Mitochondria are a 
direct site of A beta accumulation in Alzheimer’s disease neurons: implications for free radical 
generation and oxidative damage in disease progression. Hum Mol Genet 15:1437–49 

201.  Caspersen C, Wang N, Yao J, Sosunov A, Chen X, Lustbader JW, Xu HW, Stern D, McKhann 
G, Yan S Du (2005) Mitochondrial Abeta: a potential focal point for neuronal metabolic 
dysfunction in Alzheimer’s disease. FASEB J 19:β040–1 

202.  Fossati S, Ghiso J, Rostagno A (2012) Insights into caspase-mediated apoptotic pathways 
induced by amyloid-ȕ in cerebral microvascular endothelial cells. Neurodegener Dis 10:γβ4–8 

203.  De Bock M, Wang N, Decrock E, Bol M, Gadicherla AK, Culot M, Cecchelli R, Bultynck G, 
Leybaert L (2013) Endothelial calcium dynamics, connexin channels and blood-brain barrier 
function. Prog Neurobiol 108:1–20 

204.  Busse R, Mülsch A (1990) Calcium-dependent nitric oxide synthesis in endothelial cytosol is 
mediated by calmodulin. FEBS Lett 265:133–6 

205.  Calderone V, Testai L, Martelli A, Rapposelli S, Digiacomo M, Balsamo A, Breschi MC 
(2010) Anti-ischemic properties of a new spiro-cyclic benzopyran activator of the cardiac 
mito-KATP channel. Biochem Pharmacol 79:39–47 

206.  Garlid KD, Dos Santos P, Xie Z-J, Costa ADT, Paucek P (2003) Mitochondrial potassium 
transport: the role of the mitochondrial ATP-sensitive K(+) channel in cardiac function and 
cardioprotection. Biochim Biophys Acta 1606:1–21 

207.  Kruman II, Mattson MP (1999) Pivotal role of mitochondrial calcium uptake in neural cell 
apoptosis and necrosis. J Neurochem 72:529–40 

208.  Liu D, Lu C, Wan R, Auyeung WW, Mattson MP (2002) Activation of mitochondrial ATP-
dependent potassium channels protects neurons against ischemia-induced death by a 
mechanism involving suppression of Bax translocation and cytochrome c release. J Cereb 
Blood Flow Metab 22:431–43 

209.  Lenzsér G, Kis B, Bari F, Busija DW (2005) Diazoxide preconditioning attenuates global 
cerebral ischemia-induced blood-brain barrier permeability. Brain Res 1051:72–80 

210.  Sagare AP, Bell RD, Zhao Z, Ma Q, Winkler EA, Ramanathan A, Zlokovic B V (2013) 
Pericyte loss influences Alzheimer-like neurodegeneration in mice. Nat Commun 4:2932 

211.  Dore-Duffy P (2008) Pericytes: pluripotent cells of the blood brain barrier. Curr Pharm Des 
14:1581–93 

212.  Bell RD, Winkler EA, Sagare AP, Singh I, LaRue B, Deane R, Zlokovic B V (2010) Pericytes 
control key neurovascular functions and neuronal phenotype in the adult brain and during 
brain aging. Neuron 68:409–27 



47 

 

213.  Harb R, Whiteus C, Freitas C, Grutzendler J (2013) In vivo imaging of cerebral microvascular 
plasticity from birth to death. J Cereb Blood Flow Metab 33:146–56 

214.  Bandopadhyay R, Orte C, Lawrenson JG, Reid AR, De Silva S, Allt G (2001) Contractile 
proteins in pericytes at the blood-brain and blood-retinal barriers. J Neurocytol 30:35–44 

215.  Hirase H, Creso J, Singleton M, Barthó P, Buzsáki G (2004) Two-photon imaging of brain 
pericytes in vivo using dextran-conjugated dyes. Glia 46:95–100 

216.  Kamouchi M, Kitazono T, Ago T, Wakisaka M, Ooboshi H, Ibayashi S, Iida M (2004) 
Calcium influx pathways in rat CNS pericytes. Brain Res Mol Brain Res 126:114–20 

217.  Oishi K, Kamiyashiki T, Ito Y (2007) Isometric contraction of microvascular pericytes from 
mouse brain parenchyma. Microvasc Res 73:20–8 

218.  Reinhardt CA, Gloor SM (1997) Co-culture blood-brain barrier models and their use for 
pharmatoxicological screening. Toxicol In Vitro 11:513–8 

219.  Bauer HC, Bauer H (2000) Neural induction of the blood-brain barrier: still an enigma. Cell 
Mol Neurobiol 20:13–28 

220.  Dehouck MP, Méresse S, Delorme P, Fruchart JC, Cecchelli R (1990) An easier, reproducible, 
and mass-production method to study the blood-brain barrier in vitro. J Neurochem 54:1798–
801 

221.  Rubin LL, Hall DE, Porter S, Barbu K, Cannon C, Horner HC, Janatpour M, Liaw CW, 
Manning K, Morales J (1991) A cell culture model of the blood-brain barrier. J Cell Biol 
115:1725–35 

222.  Abbott NJ (2002) Astrocyte-endothelial interactions and blood-brain barrier permeability. J 
Anat 200:629–38 

223.  Dehouck B, Dehouck MP, Fruchart JC, Cecchelli R (1994) Upregulation of the low density 
lipoprotein receptor at the blood-brain barrier: intercommunications between brain capillary 
endothelial cells and astrocytes. J Cell Biol 126:465–73 

224.  Mi H, Haeberle H, Barres BA (2001) Induction of astrocyte differentiation by endothelial 
cells. J Neurosci 21:1538–47 

225.  Chaitanya GV, Minagar A, Alexander JS (2014) Neuronal and astrocytic interactions modulate 
brain endothelial properties during metabolic stresses of in vitro cerebral ischemia. Cell 
Commun Signal 12:7 

226.  Niewiadomska G, Mietelska-Porowska A, Mazurkiewicz M (2011) The cholinergic system, 
nerve growth factor and the cytoskeleton. Behav Brain Res 221:515–26 

227.  Sato A, Sato Y (1995) Cholinergic neural regulation of regional cerebral blood flow. 
Alzheimer Dis Assoc Disord 9:28–38 

228.  Van Beek AHEA, Claassen JAHR (2011) The cerebrovascular role of the cholinergic neural 
system in Alzheimer’s disease. Behav Brain Res ββ1:5γ7–42 



48 

 

229.  Hamel E (2004) Cholinergic modulation of the cortical microvascular bed. Prog Brain Res 
145:171–8 

230.  Tong XK, Hamel E (1999) Regional cholinergic denervation of cortical microvessels and 
nitric oxide synthase-containing neurons in Alzheimer’s disease. Neuroscience 9β:16γ–75 

231.  Rosengarten B, Paulsen S, Molnar S, Kaschel R, Gallhofer B, Kaps M (2006) Acetylcholine 
esterase inhibitor donepezil improves dynamic cerebrovascular regulation in Alzheimer 
patients. J Neurol 253:58–64 

232.  Ferrari-DiLeo G, Potter LT (1985) Alpha-adrenoreceptors and muscarine receptors in human 
pial arteries and microvessels: a receptor binding study. J Cereb Blood Flow Metab 5:458–64 

233.  Harik SI, Sharma VK, Wetherbee JR, Warren RH, Banerjee SP (1981) Adrenergic and 
cholinergic receptors of cerebral microvessels. J Cereb Blood Flow Metab 1:329–38 

234.  Kalaria RN, Stockmeier CA, Harik SI (1989) Brain microvessels are innervated by locus 
ceruleus noradrenergic neurons. Neurosci Lett 97:203–8 

235.  Kobayashi H, Frattola L, Ferrarese C, Spano P, Trabucchi M (1982) Characterization of beta-
adrenergic receptors on human cerebral microvessels. Neurology 32:1384–7 

236.  Peroutka SJ, Moskowitz MA, Reinhard JF, Snyder SH (1980) Neurotransmitter receptor 
binding in bovine cerebral microvessels. Science 208:610–2 

237.  Kalaria RN, Harik SI (1989) Increased alpha 2- and beta 2-adrenergic receptors in cerebral 
microvessels in Alzheimer disease. Neurosci Lett 106:233–8 

238.  Harik SI (1986) Blood--brain barrier sodium/potassium pump: modulation by central 
noradrenergic innervation. Proc Natl Acad Sci U S A 83:4067–70 

239.  Kalaria RN, Pax AB (1995) Increased collagen content of cerebral microvessels in 
Alzheimer’s disease. Brain Res 705:γ49–52 

240.  Kalaria RN, Hedera P (1995) Differential degeneration of the cerebral microvasculature in 
Alzheimer’s disease. Neuroreport 6:477–80 

241.  Farkas E, De Jong GI, de Vos RA, Jansen Steur EN, Luiten PG (2000) Pathological features of 
cerebral cortical capillaries are doubled in Alzheimer’s disease and Parkinson's disease. Acta 
Neuropathol 100:395–402 

242.  Broadwell RD, Salcman M (1981) Expanding the definition of the blood-brain barrier to 
protein. Proc Natl Acad Sci U S A 78:7820–4 

243.  Nunomura A, Perry G, Aliev G, et al (2001) Oxidative damage is the earliest event in 
Alzheimer disease. J Neuropathol Exp Neurol 60:759–67 

244.  Zhu X, Smith MA, Honda K, Aliev G, Moreira PI, Nunomura A, Casadesus G, Harris PLR, 
Siedlak SL, Perry G (2007) Vascular oxidative stress in Alzheimer disease. J Neurol Sci 
257:240–6 

245.  Bamji-Mirza M, Callaghan D, Najem D, Shen S, Hasim MS, Yang Z, Zhang W (2014) 
Stimulation of insulin signaling and inhibition of JNK-AP1 activation protect cells from 



49 

 

amyloid-ȕ-induced signaling dysregulation and inflammatory response. J Alzheimers Dis 
40:105–22 

246.  Vukic V, Callaghan D, Walker D, Lue L-F, Liu QY, Couraud P-O, Romero IA, Weksler B, 
Stanimirovic DB, Zhang W (2009) Expression of inflammatory genes induced by beta-
amyloid peptides in human brain endothelial cells and in Alzheimer’s brain is mediated by the 
JNK-AP1 signaling pathway. Neurobiol Dis 34:95–106  

 

 

 


