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Abstract

Alzheimer’s disease (AD), the most common cause of dementia, is a growing con-
cern. As the life expectancy increases across the globe, the number of affected
people is estimated to reach 100 million by 2050. Efforts to develop effective
treatments for humans have mostly been based on the assumption that a faulty
homeostasis of beta amyloid (Ap) is the triggering or the driving factor behind this
condition. So far these efforts have failed, making a better understanding of other
pathophysiological mechanisms behind this disease necessary in order to find new
therapeutic approaches. The aim for this thesis was to explore such mechanisms.

Besides changes typical of AD, these patients often show signs of vascular
disease. In order to explore how white matter changes (WMLs) affects the course
of disease, we analyzed CSF levels of phosphorylated tau (P-tau) and assessed
WMLs on brain scans in healthy controls and patients with mild cognitive im-
pairment. We found that a pathological level of P-tau and WMLs in the parietal
lobes independently increased the risk of developing AD dementia, but that the
risk was considerably higher for patients that had both.

Next, we analyzed the CSF/plasma ratio of albumin, as a proxy for blood-
brain barrier integrity, and found it to be increased in AD and other common de-
mentias. This ratio was not associated with the APOFE genotype, as had previously
been suggested, or markers of AP load. Instead, we found it to be associated with
diabetes mellitus and markers of microvascular damage in the brain.

We then moved on from vascular factors to other mechanisms suggested in
AD.

The insulin-like growth factor (IGF) related system is implicated in regulat-
ing life span and in growth-promotion and neuroprotection in the human nervous
system. There are reports of changes to the IGF-related system in cognitive disor-
ders. When we analyzed components of this system in healthy controls and pa-
tients with AD we found differences in CSF and blood plasma levels of IGF-II and
some of its associated binding proteins, possibly reflecting an activated general
response to neuronal damage.

Lastly, we analyzed CSF biomarkers of synaptic degeneration (neurogranin)
and microglial activation (YKL-40) in healthy controls, patients with mild cogni-
tive impairment and patients with common dementias. We found the former to be
selectively increased in AD dementia, whereas the latter was increased in both AD
and frontotemporal dementia. However, these biomarkers did not improve the
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diagnostic accuracy of either prodromal AD or AD dementia when compared to
established CSF biomarkers of AD. Nevertheless, we think they are useful, since
they reflect other processes in AD than A} deposition and axonal damage.

We hope that the results from this thesis have provided new insights into the
pathophysiological mechanisms in AD and that they might suggest novel routes
for exploring this complex condition.
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Popularvetenskaplig sammanfattning
pa svenska

Alzheimers sjukdom &r den vanligaste orsaken till uppkomsten av demens. Detta
tillstand innebér att delar av hjarnan skrumpnar pé ett karakteristiskt vis, nir nerv-
celler gar under. Den drabbade brukar forst méarka svéarigheter med korttidsminnet,
for att senare drabbas av spraksvérigheter, riknesvérigheter, svarigheter med
rumslig uppfattning och svarigheter att veta hur man ska utféra vardagliga aktivi-
teter. Efter manga ars sjukdom brukar hela storhjarnans funktion vara nedsatt.
Alder och i viss méan irftlighet ir de viktigaste riskfaktorerna. I takt med att me-
dellivslangden okar i virlden kommer allt fler att drabbas av detta tillstand, vilket
gOr att behovet av effektiva behandlingar &r 6verhdngande. Under de senaste tva
artiondena har de flesta anstrdngningarna att ta fram sadana behandlingar sprungit
ur observationen att Alzheimersjuka har ansamlingar av sjuklig betaamyloid
(plack) i storhjérnans bark. Trots lovande resultat fran djurmodeller har man hit-
tills inte lyckats att ta fram ldkemedel for ménniskor som péverkar bildandet av
denna sjukliga betaamyloid, eller som minskar mdngden som ansamlats.

Den Alzheimersjuka hjdrnan uppvisar dven andra fordndringar, som forlust
av kontaktpunkter (synapser) mellan nervceller, inflammatoriska foréndringar,
arrbildning, fordndringar i hjarnans vita substans och ansamlingar av andra &mnen,
som nystan av dggvitedmnet tau. Eftersom betaamyloidsparet hittills inte varit
fruktbart finns ett behov av att undersoka andra mdjliga mekanismer bakom Alz-
heimers sjukdom, i hopp om att hitta lovande ingéngsvinklar for behandling. Mé-
let for denna avhandling var just att ndrmare undersdka ndgra av dessa mekan-
ismer.

Sedan tidigare vet man att Alzheimersjuka inte bara har karakteristiska for-
andringar som plack och nystan i sina hjarnor. Med rontgenundersékningar som
datortomografi eller magnetresonanstomografi ser man ofta tecken till kérlforand-
ringar, som rester efter gamla infarkter, eller vitsubstansforandringar. Just vitsub-
stansfordndringar dr ndgot man ofta ser 4ven hos friska dldre.

Vi ville studera hur vitsubstansfordndringar paverkar sjukdomsforloppet hos
patienter med lindriga minnesbesvir, som vi vet 16per risk att utveckla Alzheimers
sjukdom. Vi undersokte darfor ryggvitska med avseende pa en indikator for Alz-
heimerforidndringar (sjukligt forhdjd nivd av dggvitedmnet P-tau) och beddmde
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rontgenbilder med avseende pa forekomst av vitsubstansfordndringar hos friska
kontroller och patienter med lindriga minnesbesvér. Vi kunde dé se att for hog
nivé av P-tau och vitsubstansforédndringar i tinningloberna var for sig 6kade risken
for dessa patienter att utveckla Alzheimers sjukdom, men att risken var betydligt
storre om man hade béda fordndringarna.

Vi gick sedan vidare och undersokte ett annat fenomen som vanligen obser-
veras vid kdrldemenser. En fullt frisk ménniska har en barridr mellan blodomlop-
pet och hjdrnvdvnaden (blod-hjérnbarridren), som skyddar den kénsliga hjdrnans
miljo. Vid kdrldemenser observerar man vanligen att denna barridr luckras upp,
vilket kan fi negativa konsekvenser. Vi ville nu undersdka blod-hjarnbarridrens
funktion vid Alzheimers sjukdom, samt vid andra vanliga demensformer. Vi ville
ocksa se om vi kunde identifiera riskfaktorer for en sadan paverkad funktion. Vi
sdg 1 vart material indirekta tecken till uppluckring av blod-hjérnbarridren bade vid
kirldemens och Alzheimers sjukdom, men &ven vid andra vanliga demensformer.
Denna uppluckring kunde inte kopplas till forekomsten av en eller flera APOE €4
gener, som tidigare foreslagits, eller till méngden ansamlat betaamyloid i hjarnan.
Istéllet kunde vi se ett samband med forekomst av diabetes mellitus och med indi-
rekta tecken till skador i hjarnans smékaérl.

For de tva sista delarbetena ldmnade vi de kérlrelaterade faktorerna, for att
undersdka andra foreslagna mekanismer vid Alzheimers sjukdom.

Systemet med insulin-liknande tillvaxtfaktor (IGF) har beskrivits vara paver-
kat vid olika demenstillstdnd. Detta system anses vara viktigt bland annat for att
reglera livslangd och for att stimulera tillvixt och ge skydd i det ménskliga nerv-
systemet. [ vart material sdg vi fordndringar i detta system hos patienter med Alz-
heimers sjukdom, framforallt i form sénkta nivier av hormonet IGF-II i blod och
okade nivéer i ryggvitska, vilket kan spegla en 6kad aktivitet i hjirnans forsvar
mot nerveellsundergéng.

Slutligen undersokte vi en markor i ryggvitska for synapssonderfall (neuro-
granin) och en markor i ryggvitska for neuroinflammation (YKL-40) i forhopp-
ningen att dessa skulle kunna 6ka mdjligheterna for en tidig diagnos av Alzhei-
mers sjukdom. Dessvérre var dessa bada markorer inte béttre pa att forutse kom-
mande sjukdom, eller pa att skilja Alzheimers sjukdom fran andra demenstillstdnd,
nir vi jamforde med markorer som redan idag anvénds inom sjukvarden. Vi anser
dnda att dessa markorer har sin plats, da de speglar andra processer én just ansam-
ling av betaamyloid i hjadrnan.

Sammanfattningsvis har delarbetena i denna avhandling belyst hur vitsub-
stansfordndringar och typiska Alzheimerfordndringar samverkar i sjukdomspro-
cessen, hur blod-hjdrnbarridrens funktion péverkas vid vanliga demenstillstand,
hur IGF-systemet forandras vid Alzheimers sjukdom, samt virdet av markorer for
synapssonderfall och neuroinflammation vid diagnostiken av Alzheimers sjukdom.
Vi hoppas att vara fynd bidrar till en 6kad forstaelse for mekanismerna bakom
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denna folksjukdom, vilket i forldngningen férhoppningsvis leder till effektiva be-
handlingar.
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AA Alzheimer’s Association
AD Alzheimer’s disease

ADRDA Alzheimer’s Disease and Related Disorders Association

APOE Apolipoprotein E

APP Amyloid precursor protein
AB Beta amyloid

APB38 Beta amyloid 1-38

ApB40 Beta amyloid 1-40

ApB42 Beta amyloid 1-42

BBB Blood-brain barrier

CSF Cerebrospinal fluid

DLB Dementia with Lewy-bodies
FTD Frontotemporal dementia
ICAM-1 Intercellular cell adhesion molecule—1
IGF Insulin-like growth factor
IGF-1I Insulin-like growth factor one

IGF-II Insulin-like growth factor two
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IGFBP-3

IR

MCI-AD

MCI

NFT

NIA

NINCDS

P-tau

PDD

PET

PIGF

SCD

sMCI

SUVR

VaD

VCAM-1

VEGF

WML
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IGF-binding protein 2
IGF-binding protein 3
Insulin receptor

Prodromal AD, patient who progressed from mild cognitive im-
pairment to Alzheimer’s disease

Mild cognitive impairment
Neurofibrillary tangle
National Institute on Aging

National Institute of Neurological and Communicative Disorders
and Stroke

Phosphorylated tau

Parkinson’s disease with dementia
Positron emission tomography
Placental growth factor

Subjective cognitive decline
Stable MCI

Standardized uptake value ratio, defined as the uptake in a volume
of interest (VOI), normalized for the cerebellar cortex uptake.

Vascular dementia
Vascular cell adhesion molecule—1
Vascular endothelial growth factor

White matter lesion



Introduction

Dementia

Dementia, or major neurocognitive disorder, is a heterogeneous group of illnesses
affecting a wide variety of cognitive and emotional functions. They not only cause
immense human suffering, but also have a major economic impact on society as a
whole (Comas-Herrera et al., 2003; Lowin et al., 2001). The number of people
affected has been estimated to double every 20 years, making better diagnostic
methods and treatments an ever growing concern (Ferri et al., 2005).

The term dementia is used to label conditions with a decline in one or more
cognitive domains to the point where it profoundly impacts the ability to lead an
independent life. The cognitive impairment must not only be present during epi-
sodes of delirium and traditionally the symptoms should not be better explained by
a major depressive episode or schizophrenia. Generally, the term dementia should
be reserved for conditions that are non-reversible in nature.

Many conditions can lead to a syndrome of dementia. They are often divided
into two main groups: the vascular dementias and the neurodegenerative demen-
tias. Of the latter, Alzheimer’s disease (AD) is the most common, in all likelihood
comprising 50 to 60 percent of all dementias. Also dementias with Lewy bodies
(Lewy body dementia, DLB; and Parkinson’s disease with dementia, PDD) belong
to this group, as do the frontotemporal dementias (the behavioral variant, bvFTD;
the semantic variant; the progressive non-fluent aphasia; and the motorneuron
variant). The vascular dementias (VaD) can in turn roughly be divided into corti-
cal vascular dementia (multi-infarct dementia) and subcortical vascular dementia.
There are also syndromes secondary to strategic infarctions, cerebral hemorrhag-
ing and diseases of the blood vessels in the brain, such as angitis and cerebral
amyloid angiopathy. Many, if not most, patients have a mix of different conditions
(Wahlund et al., 2011).
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Mild cognitive impairment

Between cognitive changes that are a part of normal aging and those of dementia
is a condition most commonly referred to as mild cognitive impairment, or MCI.
Here, the ability to lead an independent life is preserved, even though the affected
person might have to deploy new strategies to compensate for difficulties. In 2004,
Petersen et al. suggested the following algorithm to help in the evaluation of cog-
nitive complaints:

1. A patient with a cognitive complaint...

2. ...who is neither cognitively normal, nor demented...

3. ...and where the clinician finds evidence of a cognitive decline
from patient history and preferably a collateral informant...

4. and where the functional decline as a result of that cognitive de-
cline is not significant...

5. ...could be diagnosed as having MCI.

The MCI syndrome can be further sub classified as amnestic, single non-
memory domain, or involving multiple domains (Petersen, 2004; Winblad et al.,
2004).

While all patients with dementia at some point have progressed through a
stage of MCI, not all patients with MCI will develop dementia. While the risk of
developing AD (or other dementias) is greater than in a person who is cognitively
healthy, some MCI patients are cognitively stable over time, or even improve their
cognitive functioning (Winblad et al., 2004). It has been estimated that between 10
and 20 percent of patients with MCI due to underlying AD pathology progress to
dementia each year (Petersen et al., 2010).

Alzheimer’s disease as a clinical entity

AD is a disorder characterized by typical regional atrophy of the brain, together
with plaques and neurofibrillary tangles in the cerebral cortex. Usually, the affect-
ed patient first notices difficulties with episodic memory, then dysphasia of the
word-finding type, dyscalculia, dyspraxia, difficulties with visuospatial abilities
and executive difficulties. As the condition progresses, impairment in motor func-
tion, dystonia, myoclonia and epileptic seizures may further complicate the deteri-
orating cognitive functions. These symptoms mirror the progression of the disease,
generally thought to start in the medial temporal lobe, in the hippocampus and
para-hippocampal structures, before it spreads to the parietal lobes and then to the
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entire cerebral cortex (Wahlund et al., 2011). Known risk factors for AD include
age, factors related to cognitive reserve, vascular risk factors, and genetic factors,
such as mutations of the amyloid precursor protein (4PP) gene, the presenilin 1
and 2 gene, and carrying the €4 allele of apolipoprotein E (4POE) (Blennow et al.,
2006).

In reality, AD is likely to be many different diseases, with clinical symptoms
and neuropathological changes in common. It is useful to differentiate between
AD as a clinical syndrome and AD as typical neuropathological changes, or bi-
omarkers considered to reflect those changes. It has been suggested to denote the
former AD-C (AD-clinical) and the latter as AD-P (AD-pathophysiological)
(Sperling et al., 2011). In a clinical context, we differentiate between early-onset
AD and late-onset AD.

CT scans from a patient with AD, progressing from A to B during a timespan of three years.

Neuropathology in AD

In 2012, the National Institute on Aging and Alzheimer’s Association (NIA-AA)
proposed updated guidelines for the neuropathological assessment of AD. These
guidelines differ in a few ways from the earlier criteria (the NIA-Reagan criteria),
most notably in no longer requiring a clinical diagnosis of dementia (Hyman et al.,
2012).
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Of the several characteristic lesions seen in AD, senile plaques and neurofi-
brillary tangles (NTFs) are considered essential for the diagnosis.

Senile plaques are extracellular deposits of amyloid beta (AB) peptides, with
a complex nomenclature and morphology. AP deposits can be at the center of a
cluster of dystrophic neurites that often (but not always) contain hyper-
phosphorylated tau. These are commonly called neuritic plaques. AP deposits can
also be organized into other structures, such as diffuse plaques, cotton-wool
plaques, amyloid lakes and subpial bands. Of all the different forms of AP depos-
its, neuritic plaques are considered to be most closely related to neuronal injury
and consequently with clinical symptoms (Hyman et al., 2012).

Neuropathologists score AP plaques according to criteria modified from Thal
et al (Thal et al., 2002), while neuritic plaques are scored according to criteria
modified from Consortium to Establish a Registry for Alzheimer’s Disease
(CERAD) (Mirra et al., 1991).

NTFs are, at least in early stages, intraneuronal fibrils primarily composed of
abnormally phosphorylated tau (P-tau). They can be visualized with a variety of
histochemical stains and with immunohistochemistry directly targeting tau or P-
tau epitopes. NTFs are commonly observed in the limbic regions early in the dis-
ease, but later on also in other regions, such as association areas of the cortex,
some subcortical nuclei and in brainstem regions (Hyman et al., 2012). NTFs are
found to correlate with clinical symptoms in AD (Bennett et al., 2004; Gémez-Isla
et al., 1997; Lace et al., 2009). The accumulation of NTFs are described using a
staging scheme suggested by Braak and Braak in 1991 (Braak & Braak, 1991).

Other features of neuropathological changes in AD are more difficult to as-
sess by conventional histopathological methods, or are considered to be less close-
ly related to upstream events of the disease. These include synapse loss, neuron
loss, atrophy, gliosis, degenerative white matter changes, granulovacuolar degen-
eration, cerebral amyloid angiopathy and other protein aggregates, such as TDP-
43, Lewy bodies and actin-immunoreactive Hirano bodies (Hyman et al., 2012).

The genetics of Alzheimer’s disease

Familial Alzheimer’s disease is thought to only represent up to one percent of all
disease cases (Wahlund et al., 2011). It is an autosomal dominant disorder with
onset before 65 years. While there are several known mutations of the APP gene
on chromosome 21, these have only been demonstrated in a few disease cases.
Most instances of these hereditary forms are instead explained by mutations in the
highly homogenous presenelin 1 (PSENT) and presenelin 2 (PSEN2) genes (Blen-
now et al., 2006).
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Evidence suggests that the APOE €4 allele accounts for most of the genetic
risk in sporadic AD (Raber et al., 2004) and the predictive value of APOE &4 ho-
mozygosity is as high as for many other Mendelian diseases (Hampel et al., 2010).
It has been identified as a major susceptibility gene for familial AD as well
(Huang & Mahley, 2014; Blennow et al., 2006).

Human ApoE is a lipid protein consisting of 299 amino acids with two struc-
tural domains. The N-terminal domain contains the receptor-binding region and
the C-terminal domain contains the lipid-binding region. The gene is located on
chromosome 19q13 and exists in three major variants, APOE €2, APOE €3 and
APOE €4, which in turn encode three major isoforms of the molecule, ApoE2,
ApoE3 and ApoE4. The differences among the three isoforms are only found in
position 112 and 158 in the amino acid sequence, which have a profound effect on
the structure and function of ApoE (Yu et al., 2014).

ApoE is the predominant apolipoprotein in the brain and is a part of the
transport system for lipids in the cells of different organs and tissues. It plays a
crucial role in regulating the clearance of lipoproteins from the plasma by serving
as the ligand for binding to specific cell-surface receptors. It also appears to play
an important roll in neuronal repair by redistributing lipids to regenerating axons
and Schwann cells during remyelinisation. ApoE also serves as the main lipid
transportation vehicle in the cerebrospinal fluid (CSF) (Huang & Mahley, 2014).

ApoE3 is thought to be the normal form of this molecule (Huang & Mahley,
2014). ApoE2 has been found to be defective in lipoprotein receptor-binding and
is associated with the genetic disorder type III hyperlipoproteinemia (Mahley et
al., 1999). It may also be a risk factor for developing diabetes nephropathy (Araki,
2014). ApoE4 seems to be less efficient than other variants in reusing membrane
lipids in neuronal repair (Poirier, 1994). It has also been suggested to be involved
in AP deposition, by promoting AP fibrillisation and plaque formation (Holtzman
et al., 2000). However, it seems AP does not directly interact with ApoE to a sig-
nificant extent. Instead, AR competes with ApoE for binding to the lipoprotein
receptor-related protein 1 (LRP1) in a concentration-dependent manner, which
likely impacts its clearance by glia cells and transport across the blood-brain barri-
er (Verghese et al., 2013). The equilibrium that exists between AP in plasma and
in the CSF is the basis for the “peripheral sink” hypothesis of AD treatment, which
favors clearing peripheral AP species in order to transport AP out of the CSF
(Wildsmith et al., 2013).

In 1993 Corder at al. used genetic analysis to identify APOE €4 as a major
risk factor for AD (Corder et al., 1993). A short time after APOE &2 was found to
“protect” against disease (Chartier-Harlin et al., 1994). One APOE ¢4 allele seem-
ingly shifts the risk curve in time, advancing the onset of the disease by five years,
while two APOE €4 alleles advances the onset by ten years. One copy of the AP-
OF €2 allele instead postpones the onset of the disease by five years.
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It might be useful to divide individuals at risk of developing AD into three
groups, based on their APOE €4 status. The first group would include individuals
with two alleles and a resulting high risk of AD. Other genes and the polymor-
phism of the APOE promoter further modulate this risk. The second group would
include individuals who have one allele and therefore have a moderate risk of AD.
In this group, the risk is modulated by other APOE alleles (€2 being less risky than
€3) and by the polymorphism of the APOE promoter. The third group would in-
clude individuals with no APOE €4 allele and who therefore are at low risk of AD
(Hampel et al., 2010).

The amyloid cascade hypothesis

The so-called amyloid cascade hypothesis proposes that a skewed amyloid homeo-
stasis promotes the accumulation of amyloid beta 1-42 (AB42) in the brain. This is
commonly thought to represent the earliest event in the development of AD, ulti-
mately leading to neuronal death and dementia. This theory is supported by the
fact that familial forms of AD carry mutations in both the substrate (APP) and a
key enzyme (presenilin) for AP production. Also, individuals with Down’s syn-
drome, who carry an extra copy of chromosome 21 where the APP gene is located,
generally develop AP plaques early in life (Blennow et al., 2006). The recent dis-
covery of a “protective” gene mutation (A673T), adjacent to the aspartyl protease
beta-site in the APP-gene, also lends support to this hypothesis. This mutation has
been found to be associated with a lower prevalence of AD in several large co-
horts, but also with less cognitive decline in cognitively healthy older individuals
(Jonsson et al., 2012).

APP is a transmembrane protein, existing in different isoforms. It can be pro-
cessed along two main pathways. In the a-secretase pathway, a-secretase cleaves
APP within the AP domain, which releases large soluble APP fragment (a-sAPP)
and thereby prevents the generation of APB. In the B-secretase pathway, f-secretase
cleaves APP just before the AP domain, releasing soluble BsAPP. The remaining
C-terminal fragment is then cleaved by the y-secretase complex, releasing free AP
peptides, most commonly with a length of 40 or 42 amino acids. Most -secretase
activity originates from the protease P-site APP-cleaving enzyme 1 (BACEI)
(Vassar et al., 1999). Proteases belonging to the ADAM family of disintegrin and
metalloproteases have been identified in the a-secretase pathway (Lammich et al.,
1999). y-secretase is an intramembranous protease complex, in which presenilin
constitutes the active site (Gandy, 2005).

AP is continuously produced in normal cell metabolism in the central nervous
system (CNS) (Selkoe, 2006). Under normal conditions, brain AP is degraded by
the peptidases insulin-degrading enzyme, neprilysin and by endothelin-converting
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enzyme. A is also cleared from the brain in a process balanced by the active
transport of AP across the blood-brain barrier by low-density lipoprotein receptor
(LDLR) family members (Wildsmith et al., 2013).

Initially, only AP in insoluble plaques was assumed to be neurotoxic, but
newer findings suggest that soluble AP oligomers might be the culprits instead,
inhibiting hippocampal long-term potentiation, removing synaptic glutamate re-
ceptors and eliminating glutamate synapses (Zetterberg et al., 2010; Blennow et
al., 2006; Walsh & Selkoe, 2004).

In a stereotypical manner, AP seems to accumulate in brain regions that are
considered part of specific brain networks, primary the default mode network
(Buckner et al., 2005). It also deposits in other regions of high connectivity, com-
monly called cortical hubs, which are part of other intrinsic networks (Buckner et
al., 2009). Older individuals with evidence of amyloid accumulation on PET (posi-
tron emission tomography) imaging have demonstrated impaired ability to modu-
late activity in the default mode network. In particular, failure to activate the pos-
terior cingulate/precuneus regions during episodic memory encoding tasks have
been associated with elevated AP accumulation in these regions (Sperling et al.,
2014).

Hyperphosphorylation of tau

The NTFs present in AD are composed of abnormally phosphorylated tau-protein
(Grundke-Igbal et al., 1986). Tau is an axonal protein that binds microtubules and
promotes their assembly and stability. Tau-phosphorylation is regulated by a bal-
ance between multiple kinases and phosphatases. The hyper-phosphorylation seen
in AD starts intracellularly and leads to the sequestration of normal tau and other
microtubule-associated proteins, which in turn leads to breakdown of microtubules
and a resulting impaired axonal transport (Igbal et al., 2005). Tau also tends to
aggregate into insoluble fibrils in tangles, further compromising neuronal function.
Tau pathology starts in transentorhinal neurons and then spreads to the hippocam-
pus, amygdala and finally to neocortical association areas (Braak et al., 1999).
Recent preliminary data from tau-PET studies suggest that medial temporal lobe
accumulation of tau is very common after the age of 60 (Sperling et al., 2014).
Some evidence suggests that AP triggers imbalanced activities of protein kinases
and phosphatases, which in turn affect the phosphorylated state of the brain. This
might prove to be the link between the two major neuropathological findings seen
in AD (Oliveira et al., 2015).
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Inflammation, angiogenesis and microvascular
pathology

A number of risk factors for vascular disease, as well as biomarkers for systemic
inflammation and microvascular pathology, have been associated with AD (Hall et
al., 2013).

The inflammation observed in AD is characterized by activated microglia
cells that surround AP plaques. These microglia cells are involved in clearing Af
deposits by phagocytic activity, but also in producing pro-inflammatory cytokines
(such as interleukins and tumor necrosis factor-a) and reactive oxygen and nitro-
gen species, which all cause neuronal damage. The damaged neurons then release
signals that can overactivate microglia and induce a cycle of neuronal damage in a
process known as reactive microglios. The mechanisms through which AB plaques
initiate an inflammatory response is not fully known (Doens & Fernandez, 2014).

A recent metaanalysis suggested a 28 percent reduction in risk of incident
AD for users of non-steroid anti-inflammatory drugs (NSAIDs), with greater bene-
fits from long-term use rather than short-term use. Suppression of microglial acti-
vation is one possible explanation for this effect. However, this meta-analysis was
mainly based on observational data. The only randomized controlled trial included
in this analysis failed to show any benefit of this class of drugs, which is discon-
certing (Wang et al., 2015).

Matrix metalloproteinases (MMPs) are considered to play an important role
in the neuroinflammation seen in AD. Gelatinases, such as MMP-2 and MMP-9,
degrade molecules in the basal lamina around capillaries, enable angiogenesis and
neurogenesis, participate in inducing cell death and play an important role in inju-
ry and repair. Stromelysins, such as MMP-3, MMP-10 and MMP-11, metabolize
components of the extracellular matrix, while collagenases, such as MMP-1,
MMP-8, MMP-13 and MMP-18, degrade fibrillar collagen in bone and cartilage
(Wang et al., 2014). The activity of MMPs is regulated by specific tissue inhibitors
(TIMPs), which also promote cell proliferation and synaptic plasticity and are
hypothesized to have anti-apoptotic activity. (Mroczko et al., 2014).

YKL-40 (chitinase-3-like protein 1) is a glycoprotein considered to be a
marker for macrophage and microglial differentiation and activation (Hellwig et
al., 2015) and thus reflects ongoing inflammation in a variety of human diseases
(Bonneh-Barkay et al., 2008; 2010; Comabella et al., 2010; Kjaergaard et al.,
2015). CSF-levels of YKL-40 appear to be elevated in AD, VaD and frontotem-
poral dementia (FTD) (Alcolea et al., 2014; Olsson et al., 2012), but not in Parkin-
son’s disease or DLB (Wennstrom et al., 2015). This protein is also increased in
normal aging and preclinical AD (Alcolea et al., 2015; Sutphen et al., 2015).

Risk factors for vascular disease, as well as vascular disease in itself, is
strongly associated with AD (Breteler, 2000). While some authors see vascular
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factors as intrinsically linked to the AD disease process, others argue that vascular
pathology occurs independently and that it simply increases the probability of
dementia symptoms in patients with otherwise asymptomatic low-grade AD pa-
thology (Riekse et al., 2004; Snowdon et al., 1997). In AD, the blood vessels of
the brain commonly show angiopathy, with deposited AB consisting of 40 amino
acids (Ap40) (Ellis et al., 1996). Carrying two alleles of APOE €4 is not only cor-
related with an increased risk of sporadic AD, but there is also a strong association
between vascular pathology and the APOE €4 genotype, suggesting microvascular
damage to be a part of the pathogenesis of AD (Zipser et al., 2007). Previous stud-
ies suggest a reciprocal relationship between AD-pathology and ischemic, or even
hypoxic, events in AD (Pimentel-Coelho & Rivest, 2012).

The neurovascular hypothesis suggests that dysfunctional blood vessels im-
pair delivery of nutrients to neurons and reduce the clearance of AP from the
brain, thereby contributing to cognitive disease (Iadecola, 2004). There is also data
that indicates an impaired angiogenesis in patients with AD (Pimentel-Coelho &
Rivest, 2012).

There is strong evidence of decreased vascular density in AD. Reduced capil-
lary density in this disease may in part be due to a reduction in angiogenesis
caused by the vascular endothelial growth factor (VEGF) becoming bound to A
and then sequestered in senile plaques. This leads to a failure in vascular recovery
from hypoxia-induced bouts of capillary loss and plays a part in the reduction of
vascular and functional reserve (Brown & Thore, 2011). VEGF—in reality a fami-
ly of several known growth factors, including placental growth factor (PIGF)—is
viewed as one of the key regulators of angiogenesis (Roskoski, 2008).

Hunter et al. found neuropathological evidence of a concomitant loss of func-
tional capillaries and brain volume in AD subjects. They also demonstrated a trend
of decreasing vesicular acetylcholine-transporter staining, a marker for cortical
cholinergic afferents that contribute to arteriolar vasoregulation (Hunter et al.,
2012). A study by Cheung et al found that patients with AD were more likely to
have structural changes (narrower retinal venules, sparser and more tortuous reti-
nal microvascular network) in the retinal microvasculature network of the eye,
possibly reflecting similar changes in the cerebral microcirculation (Cheung et al.,
2014).

Among a set of soluble adhesion molecules used as biomarkers for microvas-
cular pathology are vascular cell adhesion molecule-1 (VCAM-1) and intercellular
cell adhesion molecule-1 (ICAM-1). These two biomarkers have been linked to
the development of AD, as well as late-life depression (Hall et al., 2013).
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Alzheimer’s disease as a neurodegenerative metabolic
disorder

The insulin-like growth factor (IGF) related system consists of two ligands, IGF-I
and IGF-II, their binding proteins and their cell-surface receptors. Some authors
also include insulin and the insulin receptor (IR) with this system (de la Monte,
2009). While IRs are widely distributed throughout the brain, the hippocampus
presents particularly high levels of these receptors (De Felice, 2013). Both IGF-I
and IGF-II bind to the IR, in addition to their own receptors, IGF-IR and IGF-IIR
(Russo et al., 2005).

Both insulin and IGF modulate neuronal growth and survival, differentiation,
migration, metabolism, gene expression, protein synthesis, cytoskeletal assembly,
synapse formation and plasticity (D’Ercole et al., 1996). Impaired signaling
through insulin and IGF receptors adversely affects a broad range of neuronal and
glial functioning, including glucose homeostasis, energy metabolism and white
matter fiber structure and function. While systemic insulin (and IGF) can enter the
CNS from the bloodstream, locally produced insulin seems more critical for re-
sponding to the immediate needs associated with learning and memory (D’Ercole
et al., 1996; Rivera et al., 2005).

Circulating levels of IGF-I1 and IGF-II fall progressively as we grow older
(Garcia-Fernandez et al., 2011; van Dam & Aleman, 2004) and an association
between levels of IGF-I and cognitive decline has been described (Watanabe et al.,
2005; van Dam et al., 2000; Aleman & Torres-Aleman, 2009). Lower circulating
levels of IGF-I in blood plasma have also been found to increase the risk of post-
operative cognitive dysfunction in elderly patients (Jiang et al., 2015).

Researchers have found evidence suggesting that the brains of patients with
AD are resistant to insulin and IGF, while they also have lower levels of insulin
and IGF. This in effect resembles a brain-restricted form of diabetes mellitus,
coined “type 3 diabetes” (Steen et al., 2005). In the early stages of AD, cerebral
glucose utilization is reduced by as much as 45 percent and blood-flow by around
18 percent. Cerebral metabolism seems to be declining before the onset of actual
cognitive symptoms. Analysis of postmortem human brains has demonstrated that
AD is associated with significantly reduced expression of insulin/IGF trophic fac-
tors and IRS (Insulin Receptor Substrate, which carries the signal from the insulin
receptor to the cell core) proteins. These abnormalities increase with disease sever-
ity. Two main pathophysiological mechanisms of insulin/IGF resistance in AD
have been suggested (de la Monte, 2009):
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1. A progressive loss of insulin/IGF responsive neurons, following
withdrawal of trophic factors.

2. An impaired insulin/IGF ligand-receptor binding due to pathologi-
cal changes in membrane lipid composition, as well as a reduced
expression of membrane receptors.

There seems to be links between dysfunctional insulin/IGF-signaling and
neuropathological changes observed in AD. Insulin influences the metabolism of
AP, in part by promoting its secretion and inhibiting its degradation by insulin-
degrading enzyme. Therefore, impaired insulin signaling disrupts the normal pro-
cessing of AP. At the same time, A adversely affects insulin signaling by compet-
ing with and inhibiting insulin-binding, or by reducing the affinity for insulin to
bind to its own receptor (Xie et al., 2002). In the healthy brain, insulin and IGF-I
support neuronal cytoskeletal function via phosphorylation, which is a requisite
for cytoskeleton assembly and stabilization (Hong & Lee, 1997). Impaired insulin
or IGF-I signaling, as is suggested to occur in AD, can result in hyper-
phosphorylation of tau due to disruption of these physiological processes (de la
Monte, 2009). Recent data also suggest that astrocytes produce IGF-binding pro-
tein 3 (IGFBP-3) under influence of AP, which in turn induces the phosphoryla-
tion of tau in neurons. This suggests that IGFBP-3 is a link between AP and tau
pathology (Watanabe et al., 2015).

Insulin/IGF resistance also leads to increased oxidative stress, mitochondrial
dysfunction, DNA damage and cell death (de la Monte, 2009).

Human and experimental studies have also suggested neurodegeneration as-
sociated with peripheral insulin resistance (as seen in diabetes mellitus type 2),
likely caused by toxic lipids, including ceramides, that cross the blood-brain barri-
er (BBB) and trigger insulin-resistance in the brain, oxidative stress, neuroinflam-
mation and cell death (de la Monte, 2009).

Interestingly, intranasal insulin therapy improved verbal memory recall in a
test situation, for memory impaired patients with AD and MCI (who were not
APOE &4 carriers) (Reger et al., 2008). Metformin, a biguanide antihyperglycemic
drug commonly used in diabetes mellitus type 2, provides significant neuroprotec-
tion in that the down-regulation of the insulin receptor caused by AB-plaques and
oligomeres is significantly reduced (Chen et al., 2009). Used together, metformin
and insulin might significantly improve cognitive performance and slow the rate
of neurodegeneration in AD (de la Monte, 2012).
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Biomarkers

Biomarkers are parameters (physiological, biochemical or anatomical) that can be
measured in living organisms and that reflect specific pathophysiological process-
es occurring in a disease. In AD, the most widely used biomarkers can be divided
into two main groups:

1. Biomarkers of AB-accumulation; usually abnormal tracer-retention
on amyloid PET-imaging or low levels of Af in CSF.
2. Biomarkers of neuronal degeneration or injury; usually elevated

levels of tau/P-tau in CSF, decreased uptake of fluorodeoxyglucose
(FDG) on PET, in a specific topographic pattern involving tempo-
ro-parietal cortex, and typical atrophy on MRI.

Biomarkers of AP may be viewed as indicative of upstream events and they
deviate the most from normal conditions before the onset of clinical symptoms.
Biomarkers of neuronal injury and neuronal dysfunction may be viewed as indica-
tive of downstream events and deviate the most from normal conditions later in
the disease process.

In a research context, these biomarkers are used to establish the presence of
typical AD-related neuropathological changes in subjects with no (or very subtle)
clinical symptoms. At the MCI stage, they are used to establish the likelihood of
AD being responsible for the clinical deficits. In dementia, biomarkers are used to
increase (or decrease) the level of certainty that neuropathological changes typical
of AD explains the major cognitive symptoms in an individual (Jack et al., 2011).
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The temporal relationships between biomarkers as AD progresses from a presymptomatic state to dementia, as
adapted from Jack et al. (Jack et al., 2010). Evidence of AR deposition is demonstrable many years before changes
are visible with structural imaging or are noticeable as clinical symptoms.

A biomarker model may be superimposed on top of the model of the clinical
disease stages. First, AP biomarkers become abnormal and a substantial AB load
accumulates before the start of clinical symptoms. This lag between accumulation
and symptoms may last for more than a decade (Buchhave et al., 2012; Sperling et
al., 2011). Individual differences are probably explained by variations in brain
reserves, cognitive reserves and coexisting pathologies. Biomarkers of synaptic
dysfunction (FDG-PET, and functional MRI) may also demonstrate abnormalities
at a very early stage, especially in APOE €4 carriers. Biomarkers of neuronal inju-
ry (CSF tau and P-tau, as well as structural changes on MRI) come later in the
disease (Sperling et al., 2011). It should be noted that the temporal relationship
between A pathology and tau pathology described above has been challenged by
findings from neuropathology studies, where neurofibrillary changes appear to
precede AP deposits (Braak & Braak, 1997).

The combination of low CSF AB42 (reflecting AP deposition) and elevated
tau (reflecting the intensity of both acute neuronal damage and chronic neuronal
degeneration) and P-tau (reflecting the phosphorylated state of tau and the for-
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mation of tangles), is commonly referred to as the “AD signature”. This combina-
tion of biomarkers has proven robust both in early identification of AD and in
differentiating AD from other dementias (Blennow et al., 2015).

The CSF level of AB42 exhibits an inverse correlation with the load of A
deposits in neuropathological materials (Tapiola et al., 2009; Seppila et al., 2012),
as well as with a high retention of Pittsburg Compound B on PET (Fagan et al.,
2006; 2009). Possibly, the CSF AB42/AB40 ratio more accurately reflects the amy-
loidogenic AP metabolism than AB42 alone (Hampel et al., 2010).

While these core AD biomarkers are already very useful in a clinical context,
inter-assay and inter-laboratory variabilities are high, which limits their use for
research (Blennow et al., 2015; Hoglund et al., 2015).

In addition to these established biomarkers, novel markers that reflect other
aspects of the AD molecular pathology may prove valuable. Neurogranin (Ng) is a
postsynaptic protein that is involved in regulating synaptic signaling. Patients with
AD have been shown to have significantly higher levels of Ng in CSF, when com-
pared to healthy controls. The levels seem to be increased already at the MCI stage
(Thorsell et al., 2010; Kvartsberg et al., 2014).

Visinin-like protein 1 (VLP-1), a protein expressed in neurons of the CNS,
has been shown to be increased in the CSF of patients with AD. As a marker of
neuronal injury, it seems to perform as a tau-independent marker of neurodegener-
ation (Hoglund et al., 2015). The light-chain variant of neurofilament (NfL) seems
to be increased in AD, as well as other dementias, such as VaD and FTD. It might
be useful in investigating disease progression, possibly by looking at the ratio be-
tween the phosphorylated and non-phosphorylated forms (Hoglund et al., 2015).

Diagnostic criteria

Recommendations from the National Institute on Aging and the Alz-
heimer’s Association workgroup

In 1984 the NINCDS-ADRDA criteria for AD (McKhann et al., 1984) were estab-
lished and were soon universally adopted. While they proved very useful during
the next quarter-of-a-decade, advances in our understanding of AD, in our ability
to capture markers of the pathophysiological processes and changes in the way we
view this condition called for an update. In 2009, the National Institute on Aging
(NIA) tasked four groups with revising the criteria and the results of their efforts
were published in 2011 and 2012 (Jack et al., 2011; Sperling et al., 2011; Albert et
al., 2011; McKhann et al., 2011; Hyman et al., 2012).
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In contrast to the original NINCDS-ADRDA criteria, the new criteria
acknowledges the fact that the clinical and pathological correspondence is not
always consistent. They suggest making a distinction between the label used to
denote the varying qualitative and quantitative expressions of the disease (AD-C)
and the label of the pathophysiological process (AD-P) that is believed to underlie
the syndrome. Today, it is universally believed that the syndrome of AD repre-
sents a progression through a continuum, from a preclinical asymptomatic phase,
through mild cognitive impairment due to AD and finally to dementia due to AD.
The new criteria reflect this view. They also incorporate biomarkers as an im-
portant part of the diagnostic puzzle.

According to the new criteria, dementia is diagnosed when there are cogni-
tive or behavioral symptoms that interfere with activities of daily living, which
represent a decline from a previous level of functioning and which is not explained
by delirium or a major psychiatric disorder (in reality major depression or schizo-
phrenia). The cognitive impairment involves a minimum of two of the following
domains: impaired ability to form new memories, impaired reasoning and han-
dling of complex tasks, impaired visuospatial abilities, impaired language func-
tions and changes in personality or behavior. It is the significant interference with
the ability to function at work or in common daily activities that delineates demen-
tia from MCI.

The criteria propose the following classification criteria for AD dementia:

1. Probable AD dementia. These patients meet the general criteria for
dementia outlined above. In addition, they also have an insidious
onset of symptoms, a clear-cut history of worsening symptoms and
cognitive symptoms in the form of memory impairment, together
with language difficulties (typically of the word-finding type),
visuospatial impairment or executive dysfunction. If there is a doc-
umented decline, or there is evidence of a causative genetic muta-
tion (in APP, PSEN1 or PSEN2), the diagnosis of probable AD can
be used with an increased level of certainty. The diagnosis of prob-
able AD should not be used when there also is a substantial cere-
brovascular burden, in the presence of core features of DLB (other
than dementia in itself), or in the presence of prominent features of
semantic dementia or progressive non-fluent aphasia. Also, the di-
agnosis should not be used when there is evidence of another con-
current, active neurological disease, or non-neurological medical
comorbidity, or use of medication, which might have a substantial
effect on cognition.

2. Possible AD dementia. This diagnosis is for patients who meet the
core clinical criteria for AD (1) in terms of the type of cognitive
deficits, but who either has a sudden onset of symptoms, or is lack-
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ing a documented progressive decline. This diagnosis is also used
for patients with an etiologically mixed presentation, but who none-
theless meet the core criteria for AD.

3. Probable AD dementia with evidence of the AD pathophysiological
process. In persons who meet the core clinical criteria for probable
AD dementia (1), biomarkers may increase the certainty that the
basis of the clinical dementia syndrome is indeed the AD patho-
physiological process.

4. Possible AD dementia with evidence of the AD pathophysiological
process. These patients meet the clinical criteria for non-AD de-
mentia, but either have biomarker evidence of an AD pathophysio-
logical process (both markers for Af deposition and neuronal de-
generation/injury), or meet the neuropathological criteria for AD.

5. Pathophysiologically proved AD dementia. This diagnosis is re-
served for patients who meet the clinical criteria for AD dementia
(1) as well as have evidence of AD pathology in a neuropathologi-
cal examination.

6. Dementia unlikely to be due to AD. The patient does not meet the
clinical criteria for AD dementia. The diagnosis is also applicable
in cases where there is sufficient evidence for an alternative diag-
nosis that rarely overlaps with AD, or in cases where both catego-
ries of biomarkers (AP deposition and neuronal injury) are nega-
tive.

MCI due to AD

The earlier criteria for MCI were slightly refined in 2011, by the workgroup tasked
by NIA-AA (Albert et al., 2011). They first define core criteria for MCI as fol-
lows:

1. Cognitive concern reflecting a change in cognition reported by the
patient, informant or clinician. The latter might be in the form of a
historical or observed evidence of decline over time.

2. Objective evidence of impairment in one or more cognitive do-
mains. On cognitive tests these patients usually score 1 to 1.5
standard deviations below the mean for their age— and education—
matched peers in affected cognitive domains.

3. Preservation of independence in functional abilities. These patients
may need more time, be less efficient and make more errors when
performing complex tasks than in the past, but they nevertheless
maintain their independence.
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4. Not demented. These patients must not meet the general criteria for
dementia.

In a clinical setting, evidence of a progressive decline in cognition and the
absence of vascular, traumatic and other medical causes of cognitive decline sug-
gests an underlying AD pathophysiological process, suggesting MCI due to AD.
When present, evidence of known autosomal dominant genetic risk factors, such
as mutation in the APP, PSENI or PSEN2 gene, also makes an underlying AD-
pathology very likely. The presence of one or two APOE €4 alleles is also consid-
ered to increase the risk for late-onset AD.

In a research setting, biomarkers for Af deposition and neuronal injury may
also be used to assess the likelihood of an underlying AD pathology. Thus, pa-
tients meeting the core criteria of MCI and who also have positive biomarkers
both for AP deposition and neuronal injury are said to have a high likelihood for
MCI due to AD. Patients who meet the core criteria and only have one positive
category of biomarkers (and where the other category has not been analyzed) are
said to have intermediate likelihood for MCI due to AD. Patients who meet the
core clinical criteria, but have negative biomarkers of both categories are said to
have MCI unlikely due to AD. There are also situations where biomarkers are
uninformative, such as when they are in ambiguous ranges, or conflict with one
another.
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Progression from healthy cognitive functioning to AD
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The continuum of Alzheimer’s disease. The healthy ageing process usually includes some decline of cognitive
functions over the decades, most noticeable at a high age. The preclinical stage of AD starts out with a similar
trajectory of cognitive decline, but increasingly deviate as the patient reached the MCl-stage. Adapted from Sperling
et al. (Sperling et al., 2014).

The clinical trajectory of AD spans from an asymptomatic preclinical stage,
through MCI and finally ends in a syndrome of dementia. It is likely that even the
preclinical stage of AD represents a continuum from completely asymptomatic
individuals with biomarker evidence suggestive of AD neuropathology, to bi-
omarker-positive individuals already showing a subtle cognitive decline sugges-
tive of MCI. This continuum of preclinical AD would also include individuals
who carry one or more APOE ¢4 alleles and who have positive AD biomarkers, as
well as carriers of autosomal dominant mutations who are in the pre-symptomatic
biomarker-positive stage of their inevitable illness (Sperling et al., 2011).

ICD-10

In clinical practice in Sweden, the diagnosis of AD is based on the International
Classification of Disease-10, ICD-10 (World Health Organization, 1992). It first
defines dementia as a disorder with deterioration of both memory and thinking,
which is sufficient to impair personal activities of daily living. The memory im-
pairment includes registration, storage and retrieval of new information. In this
classification system the symptoms must have been present for at least six months.
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Secondly, its diagnostic guidelines for Alzheimer’s disease then include the
presence of dementia, an insidious and slow deterioration of cognition, the ab-
sence of clinical or laboratory evidence of a systemic illness or brain disease that
can induce dementia and absence of a history of sudden onset of neurological
signs indicative of focal brain injury. Early-onset (before age 65) and late-onset
subtypes are recognized as well as atypical and mixed types (i.e., Alzheimer’s
disease together with vascular dementia).

DSM-5

In the fifth edition of the Diagnostic and Statistical Manual of Mental Disorders
(DSM-5), published in 2013, the terms dementia and amnestic disorders are re-
placed by the new terms mild and major neurocognitive disorder (American Psy-
chiatric Association, 2013). However, the older term dementia is still allowed in
appropriate contexts. DSM-5 provides diagnostic criteria for both mild and major
neurocognitive disorder, which are then followed by criteria for different etiologi-
cal subtypes. It also provides an updated list of neurocognitive domains.

Major neurocognitive disorder is defined as a significant decline in one or
more cognitive domains, with clear impairment in daily living. Preferably, the
decline should be verified with standardized psychological testing. For major neu-
rocognitive disorder due to AD, the debut and progression needs to be gradual and
affect at least two cognitive domains. Also either (1) evidence of genetic mutation
known to cause AD or (2) affected memory functions, even progression without
prolonged plateaus and no evidence of mixed pathology needs to be present.

DSM-5 defines minor neurocognitive disorder as a mild to modest decline in
one or more cognitive domains, which does not interfere the capacity for inde-
pendent living. This definition encompasses MCI due to AD, as defined by NIA-
AA (Albert et al., 2011), but is also wide enough to include a more diverse group
of entities, such as younger individuals and impairments that may be transient,
static or even reversible (Sachs-Ericsson & Blazer, 2015).

Therapeutic approaches

There is no known cure for AD, but there are a few pharmacological options that
mitigate the symptoms for many patients. The acetylcholine-esterase inhibitors
(donepezil, rivastigmin and galantamin) all strengthen the cholinergic neurotrans-
mitter systems by inhibiting the enzymatic breakdown of acetylcholine in the syn-
aptic clefts, thus increasing the amount of this neurotransmitter available for sur-
viving neurons. In Sweden, treatment with these drugs is commonly started in
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mild to moderate disease. The second option is memantine, a NMDA-receptor
antagonist which inhibits prolonged influx of calcium ions, and thereby protects
against neurotoxicity. In Sweden, treatment is traditionally started in moderate to
severe disease (although there now is a trend to start treatment already in mild
dementia), and sometimes gives an additive effect to that of acetylcholine-esterase
inhibitors (Wahlund et al., 2011).

For more than a decade, attempts have been made to use the human immune
system to combat the changes seen in AD. Both active and passive anti-Af} immu-
notherapies have demonstrated a clearance of brain AP deposits, but have proven
to be a disappointment during Phase III clinical trials. A possible exception might
be the antibody solanezumab, which has shown encouraging results in a subgroup
of mildly affected AD patients. A second generation of active AP vaccines and
new passive anti-A3 immunotherapies seems to be under clinical testing, mostly in
prodromal AD, in presymptomatic subjects with AD-related mutations and in
asymptomatic subjects at risk of developing AD (Panza et al., 2014b; 2014a). Re-
cently, Bioigen’s anti-Af} monoclonal antibody aducanumab showed reduced A
plaques in prodromal and mild AD in both APOE €4 carriers and non-carriers,
causing a stir in the scientific community (Sevigny et al., 2008).
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Aims and objectives

The overreaching objective for this thesis was to explore pathophysiological pro-
cesses in Alzheimer’s disease, beyond mechanisms solely involving AB. We also
wanted to explore novel biomarkers for this disease. The objectives for the indi-
vidual papers were:

1.

To investigate the relationship between AD pathology represented
by CSF P-tau and AB42, the presence of APOE &4 alleles and white
matter lesions in patients who progress from MCI to AD.

To investigate how the CSF/plasma albumin ratio, as a proxy for
the integrity of the blood-brain barrier, is affected in major demen-
tias. We also wanted to study mechanisms behind a disruption of
the barrier and try to identify risk factors associated with it.

To investigate the IGF-related system in AD, by comparing levels
of IGF-I, IGF-II. IGFBP-2 and IGFBP-3 in CSF and blood plasma
between cognitively healthy controls and patients with a clinical di-
agnosis of AD.

To investigate two promising biomarkers, neurogranin and YKL-
40, in AD and other major dementias, and to compare their diag-
nostic performance to established CSF biomarkers for AD.
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Material and methods

Patients and healthy controls

MCI

The patients with MCI in paper one (159 patients), paper two (96 patients and 213
patients in two different cohorts) and paper four (97 patients) all originally sought
healthcare for milder memory complaints, and were diagnosed as suffering from
mild cognitive impairment by clinicians experienced in the field. At the clinical
baseline visit the patients underwent a clinical interview with focus on cognitive
symptoms and performance in activities of daily living, as well as a thorough
physical, neurological and psychiatric examination. Cognitive tests, analysis of
APOE genotype, and CT or MRI scans of the brain were performed.

Patients with MCI at baseline met the criteria advocated by Petersen and col-
leagues (Petersen, 2004), including: (1) memory complaints, preferably verified by
an informant; (2) objective impairment of memory functions adjusted for age and
education, as judged by the clinician; (3) preservation of general cognitive func-
tioning, as determined by the clinician’s judgment based on a structured interview
with the patient and a Mini-Mental Status Examination (MMSE) score greater
than or equal to 24; (4) minimal impairment of daily life activities; and (5) not
fulfilling the DSM-IIIR criteria for dementia (American Psychiatric Association,
1987). Patients with other causes of cognitive impairment, such as subdural hema-
toma, brain tumor, CNS infection, schizophrenia, major depressive episode or
current alcohol abuse were not included. As is described in paper two, the patients
with mild cognitive complaints in the second cohort of this study had to fulfill
additional criteria and were further sub classified as subjective cognitive decline
(SCD; 171 patients) or MCI (213 patients).

The MCI cohorts in the different papers overlap.
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Patients with dementia

All patients with dementia were recruited from a clinical setting at the Memory
Clinic in Malm6, Sweden. They all met the general criteria for dementia as de-
fined in DSM-IIIR (American Psychiatric Association, 1987). Patients with AD
(75 in paper two, 92 in paper three and 74 in paper four) met the criteria for prob-
able AD, as defined by NINCDS-ADRDA (McKhann et al., 1984). Patients with
VaD (28 in paper two and 34 in paper four) met the NINDS-AIREN criteria for
VaD (Romén et al., 1993). Patients with DLB/PDD (34 in paper two and 47 in
paper four) met the criteria of probable DLB according to the 2005 consensus
criteria (Geser et al., 2005). Patients with FTD (41 in paper two and 33 in paper
four) met the 1998 consensus criteria for FTD (Neary et al., 1998).
The dementia cohorts in the different papers overlap.

Healthy controls

The cognitively healthy controls in this project were all recruited from the city of
Malmd, Sweden. They were not allowed to have any cognitive complaints or any
significant neurological or psychiatric illness and they needed to have a well-
preserved general cognitive functioning. All controls were assessed with either a
MRI scan or a CT scan of the brain, after a careful clinical interview together with
at least an assessment of global function (Mini-Mental State Examination, MMSE)
and tests of visuospatial and executive function (cube-drawing test and clock test),
to rule out mild cognitive symptoms. As is described in paper two, the controls in
the second cohort of this study were subjected to additional criteria.

The control cohorts in paper one (38 individuals), paper two (65 individuals
and 294 individuals, in two different cohorts), paper three (72 individuals) and
paper four (53 individuals) overlap.

Biochemical analyses

For all patients and controls, blood plasma and CSF samples were drawn at some
point between 8 a.m. and 12 a.m. The procedure and analysis of the CSF followed
the Alzheimer’s Association Flow Chart for CSF biomarkers (Ewers et al., 2015).

For paper one and three, the levels of AB42, tau and tau phosphorylated at
Thr181 (P-tau) were measured using Luminex xMAP technology (Luminex Cor-
poration, Austin, Texas, USA).

For paper two, CSF levels of AB42, AB40 and AB38 were analyzed by Euro-
immun immunoassay (EUROIMMUN AG, Liibeck, Germany.
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Commercial kits from Mediagnost GmbH (Reutlingen, Germany) were used
for all analyses of the IGF system in paper three. Levels of IGF-II and IGFBP-2
were analyzed using a sandwich enzyme-linked immunosorbent assay (ELISA),
while radioimmunoassays (RIAs) were used for IGF-I and IGFBP-3.

For paper four, CSF neurogranin was measured using an in-house sandwich
enzyme-linked immunosorbent (ELISA) assay, as described previously (Kvarts-
berg et al., 2014). CSF levels of YKL-40 were measured using a commercially
available ELISA kit (R&D Systems, Minneapolis, MN, USA). CSF AB42, AB40
and tau were analyzed using Euroimmun (EI) (EUROIMMUN AG, Liibeck, Ger-
many) immunoassay.

BE_flutemetamol PET

For our second cohort in paper two, cerebral AP deposition was visualized using
the PET-tracer '*F-flutemetamol. PET/CT scanning of the brains was performed at
two sites, using the same type of scanner (Philips Gemini). Sum images from 90 to
110 minutes after injection were analyzed using the software NeuroMarQ (GE
Healthcare). A volume of interest (VOI) template was applied for the following
bilateral regions: prefrontal, parietal, lateral temporal, medial temporal, sensorimo-
tor, occipital, anterior cingulate, posterior cingulate/precuneus and global neocor-
tical composite region. The standardized uptake value (SUVR) was defined as the
uptake in a VOI, normalized for the cerebellar uptake.

Assessment of white matter lesions

All white matter lesions (WMLs) on CT and MRI scans where assessed with a
protocol developed by Wahlund et al. (ARWMC, Age Related White Matter
Changes scale) (Wahlund et al., 2001). This scale has been developed for rating
both MRI and CT images, with a high level of agreement between the modalities.

The WMLs were assessed separately in the left and right frontal regions, the
basal ganglia and the occipital-parietal regions (in paper one simply referred to as
the parietal region since most WMLs were located here). Temporal lesions were
not rated since this is a very rare location for WMLs and therefore unsuitable for
statistical analysis (Bronge, 2002).
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Statistical analyses

In paper one, a non-parametric Kruskal-Wallis test followed by Mann-Whitney U-
test for continuous variables was used to compare demographic and CSF baseline
data between groups. Pearson’s y2 test was used for dichotomous variables and the
Spearman correlation coefficient was calculated in bivariate correlation analyses.
To compare the extent of WMLs between individuals with pathological and non-
pathological CSF levels of P-tau, as well as between individuals with and without
at least one APOE €4 allele, a Mann-Whitney test was performed for each brain
region. A Kaplan-Meier estimate, together with a Cox-Regression, adjusted for
age and gender, was used for analyzing the probability of conversion from MCI to
AD.

In paper two, we used univariate general linear models (ANCOVA) for
group-wise comparisons. Linear regressions were used to explore associations
between two continuous variables. Because data for some of the analyses were
skewed, all variables were In-transformed before analyses. By using Pearson’s
correlation analysis and Student’s T-tests, we found the majority of the analytes to
be correlated with age and gender differences. Because of this all statistical anal-
yses were controlled for age and gender. The study participants were categorized
into groups with normal and pathological PET status using the SUVR cutoff>1.42.
Associations between the CSF/plasma albumin ratio and "*F-flutemetamol SUVR
as well as vascular risk factors were tested in the total sample with univariate and
linear regression models, controlling for age, gender and diagnosis.

In paper three, Mann—Whitney nonparametric U tests were used for compar-
ing age and MMSE scores between the two groups, while a Pearson’s y2 test was
used for comparing gender distribution and vascular risk factors. In order to adjust
for the potentially confounding effects of age, continuous variables were log-
transformed, before a univariate general linear model (ANCOVA) was used for
each biomarker, with age included as a covariate in the analyses. We then per-
formed ANCOVA analyses for each biomarker, with both age and body mass in-
dex (BMI) included as covariates. Even though the gender distribution did not
differ in a statistically significant way between the two groups, we also performed
an ANCOVA analyses for each biomarker, with age, BMI and gender included as
covariates. Because of the high coefficients of variation (CV) for the analyses of
IGF-I, we also excluded cases with a CV >20% in a separate analysis. Spearman’s
correlation coefficient was calculated in a bivariate correlation analyses.

In paper four, neurogranin and YKL-40 levels did not present a normal dis-
tribution and were therefore In-transformed before analysis. There were significant
differences in age (as tested by a one-way analysis of variance, ANOVA) and
gender (tested using Pearson’s y2 test) between the diagnostic groups. Therefore,
for group-wise comparisons of neurogranin and YKL-40, we used univariate gen-
eral linear models (ANCOVA) controlling for age and gender. Cognitively stable
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MCI patients (sMCI), MCI patients who later progressed to AD (prodromal
AD/MCI-AD) and AD dementia patient were included in all analyses as separate
diagnostic categories. The diagnostic accuracy of CSF biomarkers was assessed
with a receiving operating characteristic (ROC) curve analysis. Differences in the
area under the curve (AUC) of two ROC curves were compared using bootstrap
method (Robin et al., 2011).

Ethical considerations
The Regional Ethics Committee in Lund, Sweden, approved this project and the

patients and/or their relatives, gave their informed consent for research. All study
procedures was conducted in accordance with the Helsinki Declaration.
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Main results

The main features of the four papers are presented below, while the papers in their
entirety are found in the appendix.

Paper one

Tau pathology and parietal white matter lesions have independent but synergistic
effects on early development of Alzheimer’s disease

WMLs are common in older populations and there are earlier contradictory find-
ings suggesting them to increase the risk of future dementia in patients with MCI.
While previous studies have investigated the role of WMLs in fully developed
dementia due to AD, we wanted to investigate how these changes affect patients
with less severe amnestic symptoms.

In this study we investigated the relationship between AD pathology, repre-
sented by CSF P-tau and APB42, the presence of APOE €4 alleles and the presence
of WMLs in patients who progress from MCI to AD (prodromal AD). We did this
by comparing levels of tau, P-tau and AB42 in CSF, the presence of WMLs in the
brain, and the APOE genotype in 159 patients with MCI and 38 cognitively
healthy controls.

Results

Patients with prodromal AD showed significantly more WMLs in the parietal
lobes at baseline, when compared to healthy controls or those with stable MCI. In
the prodromal AD group, the vast majority (90%) showed pathological CSF levels
of AP42, but only a subset had pathological levels of P-tau (46%) or WMLs visi-
ble on brain scans (45%). Those with normal levels of CSF P-tau had more WMLs
in the parietal regions than those with pathological P-tau levels. Also, those with-
out an APOE ¢4 allele had more WMLs in the parietal lobes than those with at
least one allele. Further, MCI patients with both pathological P-tau levels and pa-
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rietal WMLs showed a greater risk of developing AD than those with just one of
the two pathological parameters.

Conclusion and comments

In this retrospective cohort study, patients who sought healthcare with milder
memory complaints showed less tau pathology when they also exhibited WMLs in
the parietal lobes.

Evidence of A deposition (such as lower CSF A levels) and of neuronal
degeneration (such as elevated tau and P-tau) usually precede the onset of cogni-
tive symptoms in AD (Sperling et al., 2011). In our material, almost all the pa-
tients with prodromal AD had low levels of CSF AB42, while less than half had
high CSF P-tau. This implies that the patients with normal P-tau needed the addi-
tion of other factors to develop the cognitive symptoms that prompted them so
seek healthcare. We suggest that WMLs in the parietal lobes might be such a fac-
tor, which in its own right contributes to a clinical presentation of AD.

We also found those with both pathologically elevated levels of P-tau and
presence of WMLs in the parietal lobes to progress more rapidly towards demen-
tia, when compared to those with only one of these two markers. We hypothesize
that the added effect of WMLSs in the parietal regions amplify the impact of AD
pathology and thereby lower the threshold for symptoms to emerge.

The reserve capacity of the brain can be viewed as the sum of a lifetime’s
worth of protecting and detrimental factors. This reserve is thought to buffer the
effects of different pathologies affecting the brain and it might account for the
often reported discrepancy between the degree of observed brain damage and its
clinical manifestations (Stern, 2009; 2002). Based on the findings in our study, we
suggest that WMLs in the parietal lobes erode the reserve capacity of the brain,
thereby making it harder to compensate for core AD pathology.

As we discuss in our paper, earlier work has shown that vascular pathology is
a common feature in AD (Englund, 1998; Schneider et al., 2007). The addition of
vascular lesions to AD pathology also seems to worsen the clinical symptoms of
disease in already demented individuals (Esiri et al., 1999; Heyman et al., 1998;
Snowdon et al., 1997). A few of theses studies have observed less extensive tau
pathology in demented patients with vascular lesions, which in part matches our
findings.

We attempted to study the relationship between WMLs and AD pathology al-
ready at the MCI stage and to see how these two pathologies affect disease pro-
gression. A more recent study found confluent WMLs to increase the risk of con-
version from subjective cognitive impairment to dementia due to AD (Garcia-
Ptacek et al., 2014), supporting our results.
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We used a protocol developed by Wahlund et al. (Age-Related White Matter
Changes Scale, ARWMC) for assessment of WMLs. This scale was developed for
rating both MRI and CT images, with a high level of agreement between the mo-
dalities (Wahlund et al., 2001). While other methods for rating WML load is in
use (for instance grading according to the Fazekas visual rating scale, manual vol-
umetric methods and FreeSurfer volumetry on MRI images), we felt the ARWMC
protocol closely matches the routine in a clinical setting.

In our study, patients with a diagnosis of MCI at the time of lumbar puncture
and who later developed AD were considered suffering from prodromal AD. An
addition of vascular disease was allowed, as long as the patient fulfilled the clini-
cal criteria for AD. We think this accurately reflects the reality at a memory clinic,
which adds to the clinical relevance of our findings.

Paper two

Increased blood-brain barrier permeability is associated with dementia and dia-
betes, but not amyloid pathology or APOE genotype

Proper neuronal functioning depends on a tightly regulated extracellular environ-
ment. The blood-brain barrier (BBB), a selective diffusion barrier at the level of
the cerebral microvascular endothelium, dynamically regulates ion balance, facili-
tates nutritional transport and acts as a barrier to potentially neurotoxic molecules
between the peripheral blood stream and the CNS. Disruption of this barrier has
been described in various dementias, but the mechanisms behind this needs to be
explored further.

In this study we used two large cohorts (one with 65 healthy controls and 274
patients with MCI or dementia; one with 292 healthy controls, 171 individuals
with subjective cognitive decline [SCD] and 213 individuals with MCI) to investi-
gate disruption of the blood-brain barrier in different dementias, using the
CSF/plasma ratio of albumin as a proxy. We studied how this disruption might
relate to the amyloid pathology observed in AD and to the APOE €4 genotype. We
also analyzed biomarkers of angiogenesis and endothelial damage in different
dementias, as well as possible risk factors for disruption of the blood-brain barrier.

Results

In our material, the CSF/plasma albumin ratio was significantly elevated in AD,
DLB/PDD, VaD and FTD when compared to controls, suggesting an increased
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permeability of the BBB in these conditions. This elevation was not seen in pa-
tients with MCI who later developed AD.

When we compared controls, patients with SCD and patients with MCI, who
all had a pathological CSF signature for AP (AP42/AB40<0.1), to controls with
normal CSF status (AB42/Ap40>0.1), we found no differences in the CSF/plasma
albumin ratio between these groups. We also analyzed these groups for differences
in cortical AB deposition as measured by '*F-flutemetamol PET and found no cor-
relation between the CSF/plasma albumin ratio and composite '*F-flutemetamol
SUVR. Also, there were no differences in the ratio between study subjects with
normal and pathological amyloid PET.

We did not find any differences in CSF/plasma albumin ratio between 4APOE
€4 carriers and non-carriers in any of the diagnostic groups in either of the two
cohorts.

In our cohort with dementia patients, we found an association between an el-
evated CSF/plasma albumin ratio and increased CSF-levels of ICAM-1 and
VCAM-1 in all diagnostic groups, suggesting a link between a disrupted BBB and
endothelial pathology. We also found associations between an elevated
CSF/plasma ratio and VEGF (or the VEGF/sVEGFRI1 ratio) in all diagnostic
groups except VaD, which suggests a link between disrupted BBB and angiogene-
sis as well. Compared to controls, CSF levels of VEGF (or VEGF/sVEGFR1)
were increased in all diagnostic groups, while no differences in CSF levels of
ICAM-1 or VCAM-1 were observed.

In both out cohorts we found evidence of an increased CSF/plasma albumin
ratio in patients with diabetes compared to those without the disease. We also ob-
served higher CSF-concentrations of ICAM-1, VCAM-1 and VEGF in diabetics.
For a subset of our second cohort we also had access to data collected about twen-
ty years prior to collection of the biomaterial used in this study. In this subset of
individuals, BMI and waist-hip ratio at midlife predicted an increase in
CSF/plasma albumin ratio 20 years later.

Conclusion and comments

We found evidence of a compromised BBB in several different dementias. This
dysfunction does not seem to be directly associated with AP pathology or the
APOE €4 genotype. Instead our data link dysfunction of the BBB with abnormal
angiogenic pathways, endothelial damage and diabetes mellitus.

While an elevated CSF/plasma albumin ratio is a uncontroversial finding in
vascular dementia (Wallin et al., 1990; Wada, 1998; Taheri et al., 2011; Skoog et
al., 1998), the accumulated evidence in AD is contradictory (Erickson & Banks,
2013).
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Our data suggests a dysfunction of the BBB to be common across different
dementias. Since the ratio does not seem to be elevated in cognitively healthy in-
dividuals with markers of cortical deposition of AP, we believe a causative link
between amyloid pathology and dysfunction of the BBB to be unlikely in the early
stages of AD.

In contrast to an earlier study (Halliday et al., 2013), we did not find differ-
ences in the CSF/plasma albumin ratio between APOE €4 carriers and non-
carriers, indicating that no causative link between dysfunction of the BBB and the
APOE €4 genotype exists.

Our data indicates an increased bioavailability, and consequently increased
signaling, of VEGF across different forms of dementias. Interestingly, patients
with MCI or prodromal AD had increased levels of VEGF in spite of a normal
CSF/plasma albumin ratio, which suggests that an abnormal production of VEGF
precedes an increased permeability of the BBB.

We observed associations between disruption of the BBB and diabetes in
both our cohorts, in accordance with earlier findings (Starr et al., 2003; Hawkins et
al., 2007). In these patients with diabetes, we also found increased levels of
ICAM-1 and VCAM-1 in CSF, as well as positive correlations between the
CSF/plasma albumin ratio and CSF-levels of these adhesion molecules. To the
best of our knowledge, this has not previously been described. We believe this
suggests that diabetes may lead to endothelial damage in the cerebral vasculature,
which in turn contributes to the dysfunction of the BBB.

In our first cohort, diabetes was more prevalent among patients with demen-
tia (17 out of 178) than controls, MCI and prodromal AD (7 out of 161). Since we
found an elevated CSF/plasma albumin ratio in patients with dementia, we cannot
rule out the possibility of the elevated albumin ratio seen in diabetes to be ex-
plained by this larger proportion of dementia patients in this group. Our findings
are however corroborated by findings from our second cohort (controls, SCD and
MCI), where no differences in CSF/plasma albumin ratios between groups was
found, as well as previous studies (Hawkins et al., 2007; Starr et al., 2003).

This study was mainly designed as a cross-sectional study, analyzing data
collected at a single point in time. However, for a subset of individuals we had
access to life-style data collected around twenty years prior, which meant we
could study possible risk factors for BBB disruption in a longitudinal manner in
this smaller material.

We used the CSF/plasma albumin ratio as a proxy for the permeability of the
BBB, which is considered common practice (Nédgga et al., 2014; Reiber, 1994;
Tibbling et al., 1977). However, this assumption is not unproblematic, since fac-
tors other than actual disruption of the barrier might influence measured levels of
albumin in the CSF. In particular, the turnover rate of CSF is slowed with age and
even more so in patients with AD, which results in higher CSF-levels of albumin
(Erickson & Banks, 2013; Reiber & Peter, 2001). While we did adjust for the po-
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tentially confounding effects of age in our material, we cannot entirely rule out the
risk of other factors influencing measured ratios. In future work, direct assessment
of blood-brain function, for instance by using dynamic contrast-enhanced MRI
and labeled tracers, is warranted in order to confirm our findings.

Paper three

Changes in cerebrospinal fluid and blood plasma levels of IGF-II and its binding
proteins in Alzheimer’s disease: an observational study

The IGF-related system is implicated in neuroregeneration and cell repair, as well
as regulating lifespan. The two ligands, IGF-I and IGF-II, are both potent growth-
promoting and neuroprotective factors in the human nervous system. IGF-II has
also been found to affect memory functions in a rat model.

In this study, which we designed as a pilot study, we explored changes in the
IGF-related system in patients with AD. We did this by comparing blood plasma
and CSF levels of IGF-I, IGF-II, IGFBP-2 and IGFBP-3 between 72 healthy con-
trols and 92 patients with AD.

Results

We found significantly lower blood plasma levels of IGF-II and IGFBP-3, but
higher levels of IGFBP-2 in patients with AD, compared to controls. The levels of
IGF-II and IGFBP-2 were significantly elevated in the CSF from patients with
AD. When we adjusted for age, body-mass index and gender, only differences in
IGF-II levels and IGFBP-3 levels in blood plasma reached a statistical significance
level of p<0.05. We also found correlations between established CSF biomarkers
for AD (tau and P-tau) and components of the IGF system.

Conclusion and comments

We found differences in CSF and blood plasma levels of IGF-1I and some of it’s
binding proteins between patients with AD and healthy controls. These differences
might reflect mechanisms that are part of the pathophysiological processes in AD,
or they may be part of a more general response to brain damage.

At the time of publication for this study, we were only able to find one other
paper reporting on IGF-II in AD (Nordberg et al., 1993). The findings from that
study in part matched our own. Recently, however, new data have emerged. Like
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us, Aberg et al. found increased CSF levels of IGF-II and IGFBP-2 in patients
with AD, but only in males (Aberg et al., 2015).

As we discuss in our paper, IGF-I has been more extensively studied in the
context of AD, but the accumulated body of knowledge is contradictory.

In our initial analysis, we adjusted for the potentially confounding effect of
age, since our patients with AD were significantly older than our controls. Besides
age, also body composition and possibly gender are known to affect circulating
levels of IGF-I (Duron et al., 2012). Because of this we reanalyzed our material,
adjusting for the potentially confounding effects age, gender and BMI. In this
analysis, everything but differences in IGF-II and IGFBP-3 in blood plasma failed
to reach a statistical significance. Since we only had BMI data on a subset of indi-
viduals (88 patients and 47 controls), we believe this to be caused by a loss of
statistical power, due to small sample size.

In our paper we discuss the possibility of an ineffective IGF-system that fails
to uphold the neuroregenerative and neuroprotective mechanisms of a healthy
brain. However, a more likely explanation for our findings would be that the ob-
served changes in the IGF-system reflects a more general response to brain dam-
age. The fact that a brief induction of IGF-I expression seems to follow traumatic
brain injury in a mouse model supports this (Madathil et al., 2010), as does the
finding that increasing the levels of circulating IGF-I improves disabilities after
traumatic brain damage in humans (Devesa et al., 2013). It would be interesting to
analyze the IGF-system components in other cognitive disorders as well, both
neurodegenerative and vascular, to shed light on this.

The design of the study (a case control study) makes it impossible to infer
any causality. Also, since the studied cohort was small, this probably led to a loss
of statistical power during analyses and the risk of missing less pronounced ef-
fects. Another limitation with this study is that the APOE €4 allele, which is a
known risk factor for AD, was not analyzed for the controls in this material. It
would be theoretically possible that the APOE genotype would affect the IGF-
system, but we have been unable to find any literature on the subject. A later anal-
ysis of our material did not find differences in levels of IGF-II in CSF or blood
plasma, IGFBP-2 in CSF or IGFBP-3 in blood plasma between APOE €4 carriers
and non-carriers. This makes the different frequencies of APOE €4 carriers be-
tween cases and controls an unlikely explanation for our findings.
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Paper four

Cerebrospinal fluid neurogranin and YKL-40 as biomarkers of Alzheimer’s dis-
ease

These are several known pathophysiological processes seen in AD, besides chang-
es in AP homeostasis. Biomarkers useful for early diagnosis and for monitoring
other aspects than AP are needed, both for patient care and the development of
drugs combating this disorder. In this study, we analyzed differences in CSF-
levels of neurogranin and YKL-40, promising biomarkers of synaptic degeneration
and neuroinflammation respectively, in a cohort of 338 individuals with cognitive-
ly healthy controls and patients with stable MCI (sMCI), prodromal AD, AD,
PDD, DLB, VaD and FTD. The diagnostic accuracy of neurogranin and YKL-40
were compared with that of established AD biomarkers; Ap42, AB40 and tau.

Results

We found CSF-levels of neurogranin to be higher in AD and lower in dementia of
other etiologies, when compared to healthy controls. Patients with AD showed
considerably increased CSF-levels of neurogranin compared to patients with
DLB/PDD, VaD or FTD. CSF-levels of YKL-40 was increased in AD and FTD,
when compared to healthy controls. CSF-levels of YKL-40 were also increased in
AD compared to DLB/PDD, but not to VaD or FTD. Neither levels of neu-
rogranin, nor levels of YKL-40 differed significantly between sMCI patients and
prodromal AD patients. Both neurogranin and YKL-40 showed a positive correla-
tion with CSF AB40 and tau. They could also separate AD dementia from non-AD
dementias in a ROC-analysis of diagnostic accuracy, but neither performed better
than combinations of AP and tau. We got similar results when we separated sMCI
cases from prodromal AD cases using the same method.

Conclusion and comments

The CSF-level of neurogranin seems to be selectively increased in AD dementia,
whereas YKL-40 is increased in both AD and FTD. Although, these two bio-
markers do not seem to improve the diagnostic accuracy of either prodromal AD
or AD dementia, when compared to core AD biomarkers in CSF, they reflect two
processes—synaptic degeneration and microglial activation—that may be im-
portant in this neurodegenerative disease.
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Our findings that CSF-levels of neurogranin and YKL-40 levels are increased
in patients with AD is in agreement with existing data (Olsson et al., 2012; Perrin
et al.,, 2011; Thorsell et al., 2010). Our material included patients from different
stages of the AD disease process (prodromal AD as well as dementia due to AD),
which made it possible to crudely study the timing of biomarker change in this
disease. However, we did not find evidence of neurogranin levels to be increased
in prodromal AD, which is in contrast to earlier work (Portelius et al., 2015;
Kvartsberg et al., 2014). One possible explanation for this is that we had too few
patients in the prodromal AD group to be able to detect smaller effects.

Interestingly, we found patients with FTD and VaD to have significantly
lower levels of neurogranin, when compared to healthy controls. This is something
we hope will be further investigated in future work.

This study was in part designed as a case-control study, which enabled us to
find associations between disease and biomarkers, but not infer any causality. In
part, it was also designed as a cross-sectional study, comparing the diagnostic
performance of these two biomarkers with established CSF biomarkers for AD.

It is possible that neurogranin can be used for monitoring the effects of future
disease-modifying therapies on synaptic integrity, while YKL-40 might be used to
investigate the effects of novel drugs affecting neuroinflammation. Before that can
happen, further study of these biomarkers is needed, preferably in the form of lon-
gitudinal studies, with CSF sampling at different time-points during the course of
disease.
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Concluding discussion

The amyloid cascade hypothesis posits that the aggregation of AP triggers a com-
plex neurodegenerative cascade, ultimately leading to dementia due to AD (Golde
et al., 2011). Even though a lot of experimental and observational data supports it,
this theory has thus far not been particularly useful when it comes to developing
new treatments for AD. Even if this hypothesis would be true, it does not neces-
sarily mean that the accumulation of AP is the best target for therapeutic interven-
tion.

If the accumulation of AP indeed acts as the spark that kindles the disease
process, it would be rational to deploy anti-AP therapies before the accumulation
has started (prevention), or at the very least early in the disease (secondary preven-
tion). In contrast, the therapeutic studies to date have been performed on patients
further along the AD spectrum (Golde et al., 2011; Karran et al., 2011). Apart
from one small glimmer of hope, they have all proved disappointing (Toyn, 2015).

Since proper testing of the preventive properties of anti-Ap candidate drugs
would in all likelihood require a timeline of 15 to 20 years (Golde et al., 2011), it
would be wise to in parallel investigate other pathophysiological mechanisms in
AD, where possible targets for therapy may be found. Even if anti-Ap therapies
ultimately proves a success, there will still be a need for treatments effective for
all those patients who did not have access to prevention and thus have progressed
towards dementia. The overreaching aim of this thesis was to explore such patho-
physiological mechanisms, which might contribute to the development of demen-
tia due to AD, or which might improve possibilities for an early diagnosis in this
disease.

In the work presented in this thesis we suggest that WMLs in the parietal
lobes and tau pathology both have independent effects on the reduction of the
cognitive reserve capacity of the brain. MClI-patients who had evidence of both tau
pathology in CSF and WMLs visible on brain scans had a much higher risk of
progressing to dementia due to AD.

We also saw that the permeability of the BBB is increased in major dementia
disorders, but that it does not seem to be related to AP pathology or the APOE
genotype. Instead, it seems to be associated with diabetes and damage to the mi-
crovasculature of the brain.
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We found that CSF and blood plasma levels of IGF-II and some of its bind-
ing proteins are changed in patients with AD, in particular IGF-1I and IGFBP-2 in
CSF.

Lastly, we tested the usefulness of neurogranin and YKL-40, two promising
biomarkers for two different pathophysiological processes in AD (synaptic degen-
eration and microglial activation). We found that they did not improve the diag-
nostic accuracy or either prodromal AD or AD dementia, when compared with
core CSF AD biomarkers.

The studies in this thesis were performed using clinically relevant (and in
most cases also large) materials, which makes it easier to generalize our findings
to the real-world scenario at a memory clinic. An obvious shortcoming is that the
clinical diagnoses of our patients were not verified by neuropathological assess-
ment in most cases. Such an assessment is for the most part not performed in the
clinical setting from which our patients were recruited. Also, an effort to have all
our patients examined by a neuropathologist would have resulted in very long
follow-up periods, which was beyond the scope of this thesis. Instead, all patients
were examined by medical doctors with both interest and aptitude for cognitive
disorders, which we think adds to the usefulness of the resulting knowledge in
everyday healthcare.

60



Acknowledgments

As always, this thesis has been a team effort. I have numerous people to thank for
all the help and encouragement I got along the way.

I want to thank my supervisor Oskar Hansson, for help keeping me on the
winding path that eventually led to the completion of this thesis. My co-supervisor
Lennart Minthon built the framework and the environment necessary for this pro-
ject. I would probably never have started this undertaking under the conditions
most PhD students at other departments have to settle for. I’'m also heavily indebt-
ed to my co-supervisor Shorena Janelidze, who not only ran analyses for two of
the papers, but also educated me both in statistics and scientific writing. All three
supervisors allowed me a peak behind the curtain of the academic world, which
was most enlightening.

I’'m also grateful for our entire research group at the Memory Clinic, in par-
ticular Sebastian Palmqvist, Katarina Nidgga and Malin Wennstrom, for all their
helpful suggestions, and Carina Wattmo, who always had time to patiently explain
the finer points of statistics. I also owe Anton Bonli and Erik Johansson thanks,
after all their work with preparing and sending CSF samples off for analysis.

I want to thank all personnel at the Memory Clinic. Since clinical materials
make the foundation of this work, we would have nothing without all who make
sure our patients receive the best possible care. In particular, I would like to thank
Cecilia Dahl, Pia Frejd Pélsson and Anna-Carin Bjéorkman, who accompanied me
to all those nursing homes for blood-work and follow-up, and who lend me their
taxi pass, so I could coast around in Sk&ne on my own, tracking down all those
patients who once sought our help for memory complaints. Eva Langebro Falk and
Tarja Tikkanen helped me handle a lot of practicalities around my follow-up work,
and Sassa Persson somehow always managed to find medical records everyone
thought was long lost. Marie Persson has been crucial to navigating the freezers of
the bio bank.

I also want to thank Camilla Orbjérn and Bodil Roth, who carried out many
of the analyses in this thesis, and Karin Nilsson, for helping me with all that FTD
data. Danielle van Westen helped me a lot more than might be apparent just by
reading the papers of this thesis. She somehow always had time for questions, or
for grading WMLs for hundreds of patients. And thank you Kaj Blennow, Henrik
Zetterberg and their teams for all their analytic work and their helpful suggestions
in the writing of the papers.

61



Finally, I'm grateful for my wife Anna for a great many things, but in this

particular case for helping me keep a healthier perspective on the whole process
behind this thesis.

And for all those I forgot to name here: I’'m sorry. Know that I am still very grate-
ful for your help.

62



References

Albert, M.S., DeKosky, S.T., Dickson, D., Dubois, B., Feldman, H.H., Fox, N.C., Gamst,
A., Holtzman, D.M., Jagust, W.J., Petersen, R.C., Snyder, P.J., Carrillo, M.C., Thies,
B. & Phelps, C.H. (2011). The diagnosis of mild cognitive impairment due to Alz-
heimer’s disease: Recommendations from the National Institute on Aging-
Alzheimer’s Association workgroups on diagnostic guidelines for Alzheimer’s dis-
ease. Alzheimer’s and Dementia. 7 (3). pp. 270-279.

Alcolea, D., Carmona-Iragui, M., Sudrez-Calvet, M., Sdnchez-Saudinés, M.B., Sala, 1.,
Anton-Aguirre, S., Blesa, R., Clarimoén, J., Fortea, J. & Lled, A. (2014). Relationship
between B-Secretase, inflammation and core cerebrospinal fluid biomarkers for Alz-
heimer’s disease. Journal of Alzheimer’s disease : JAD. 42 (1). pp. 157-167.

Alcolea, D., Martinez-Lage, P., Sdnchez-Juan, P., Olazaran, J., Antinez, C., Izagirre, A.,
Ecay-Torres, M., Estanga, A., Clerigué, M., Guisasola, M.C., Sanchez Ruiz, D., Ma-
rin Mufioz, J., Calero, M., Blesa, R., Clarimon, J., Carmona-Iragui, M., Morenas-
Rodriguez, E., Rodriguez-Rodriguez, E., Vazquez Higuera, J.L., Fortea, J. & Lleo,
A. (2015). Amyloid precursor protein metabolism and inflammation markers in pre-
clinical Alzheimer disease. Neurology. 85 (7). pp. 626—633.

Aleman, A. & Torres-Aleman, 1. (2009). Circulating insulin-like growth factor I and cog-
nitive function: neuromodulation throughout the lifespan. Progress in neurobiology.
89 (3). pp. 256-265.

Araki, S.-I. (2014). APOE polymorphism and diabetic nephropathy. Clinical and experi-
mental nephrology. 18 (2). pp. 230-233.

American Psychiatric Association. (2013). Diagnostic and Statistical Manual of Mental
Disorders, Fifth Edition (DSM-5). American Psychiatric Association, Washington,
DC.

American Psychiatric Association. (1987). Diagnostic and Statistical Manual of Mental
Disorders: DSM-III-R. American Psychiatric Association, Arlington.

Aberg, D., Johansson, P., Isgaard, J., Wallin, A., Johansson, J.-O., Andreasson, U., Blen-
now, K., Zetterberg, H., Aberg, N.D. & Svensson, J. (2015). Increased Cerebrospinal
Fluid Level of Insulin-like Growth Factor-1I in Male Patients with Alzheimer’s Dis-
ease. L. Baker (ed.). Journal of Alzheimer’s disease : JAD. 48 (3). pp. 637-646.

Bennett, D.A., Schneider, J.A., Wilson, R.S., Bienias, J.L. & Arnold, S.E. (2004). Neuro-
fibrillary tangles mediate the association of amyloid load with clinical Alzheimer
disease and level of cognitive function. Archives of neurology. 61 (3). pp. 378-384.

Blennow, K., de Leon, M.J. & Zetterberg, H. (2006). Alzheimer’s disease. Lancet. 368
(9533). pp. 387-403.

63



Blennow, K., Dubois, B., Fagan, A.M., Lewczuk, P., de Leon, M.J. & Hampel, H. (2015).
Clinical utility of cerebrospinal fluid biomarkers in the diagnosis of early Alz-
heimer’s disease. Alzheimer’s & dementia : the journal of the Alzheimer’s Associa-
tion. 11 (1). pp. 58-69.

Bonneh-Barkay, D., Bissel, S.J., Wang, G., Fish, K.N., Nicholl, G.C.B., Darko, S.W.,
Medina-Flores, R., Murphey-Corb, M., Rajakumar, P.A., Nyaundi, J., Mellors, J.W.,
Bowser, R. & Wiley, C.A. (2008). YKL-40, a marker of simian immunodeficiency
virus encephalitis, modulates the biological activity of basic fibroblast growth factor.
The American journal of pathology. 173 (1). pp. 130—143.

Bonneh-Barkay, D., Zagadailov, P., Zou, H., Niyonkuru, C., Figley, M., Starkey, A.,
Wang, G., Bissel, S.J., Wiley, C.A. & Wagner, A.K. (2010). YKL-40 expression in
traumatic brain injury: an initial analysis. Journal of neurotrauma. 27 (7). pp. 1215—
1223,

Braak, E., Griffing, K., Arai, K., Bohl, J., Bratzke, H. & Braak, H. (1999). Neuropathology
of Alzheimer’s disease: what is new since A. Alzheimer? European archives of psy-
chiatry and clinical neuroscience. 249 Suppl 3. pp. 14-22.

Braak, H. & Braak, E. (1997). Frequency of stages of Alzheimer-related lesions in differ-
ent age categories. Neurobiology of Aging. 18 (4). pp. 351-357.

Braak, H. & Braak, E. (1991). Neuropathological stageing of Alzheimer-related changes.
Acta Neuropathologica. 82 (4). pp. 239-259.

Breteler, M.M. (2000). Vascular involvement in cognitive decline and dementia. Epidemi-
ologic evidence from the Rotterdam Study and the Rotterdam Scan Study. Annals of
the New York Academy of Sciences. 903. pp. 457—465.

Bronge, L. (2002). Magnetic resonance imaging in dementia. A study of brain white matter
changes. Acta radiologica. Supplementum. (428). pp. 1-32.

Brown, W.R. & Thore, C.R. (2011). Review: cerebral microvascular pathology in ageing
and neurodegeneration. Neuropathology and applied neurobiology. 37 (1). pp. 56—
74.

Buchhave, P., Minthon, L., Zetterberg, H., Wallin, A.K., Blennow, K. & Hansson, O.
(2012). Cerebrospinal fluid levels of B-Amyloid 1-42, but not of Tau, are fully
changed already 5 to 10 years before the onset of Alzheimer dementia. Archives of
general psychiatry. 69 (1). pp. 98—106.

Buckner, R.L., Sepulcre, J., Talukdar, T., Krienen, F.M., Liu, H., Hedden, T., Andrews-
Hanna, J.R., Sperling, R.A. & Johnson, K.A. (2009). Cortical hubs revealed by in-
trinsic functional connectivity: mapping, assessment of stability, and relation to Alz-
heimer’s disease. The Journal of neuroscience : the official journal of the Society for
Neuroscience. 29 (6). pp. 1860—-1873.

Buckner, R.L., Snyder, A.Z., Shannon, B.J., LaRossa, G., Sachs, R., Fotenos, A.F.,
Sheline, Y.I., Klunk, W.E., Mathis, C.A., Morris, J.C. & Mintun, M.A. (2005). Mo-
lecular, structural, and functional characterization of Alzheimer’s disease: evidence
for a relationship between default activity, amyloid, and memory. The Journal of
neuroscience : the official journal of the Society for Neuroscience. 25 (34). pp. 7709—
7717.

64



Chartier-Harlin, M.C., Parfitt, M., Legrain, S., Pérez-Tur, J., Brousseau, T., Evans, A.,
Berr, C., Vidal, O., Roques, P. & Gourlet, V. (1994). Apolipoprotein E, epsilon 4 al-
lele as a major risk factor for sporadic early and late-onset forms of Alzheimer’s dis-
ease: analysis of the 19q13.2 chromosomal region. Human molecular genetics. 3 (4).
pp. 569-574.

Chen, Y., Zhou, K., Wang, R., Liu, Y., Kwak, Y.-D., Ma, T., Thompson, R.C., Zhao, Y.,
Smith, L., Gasparini, L., Luo, Z., Xu, H. & Liao, F.-F. (2009). Antidiabetic drug met-
formin (GlucophageR) increases biogenesis of Alzheimer’s amyloid peptides via up-
regulating BACE] transcription. Proceedings of the National Academy of Sciences of
the United States of America. 106 (10). pp. 3907-3912.

Cheung, C.Y.-L., Ong, Y.T., Ikram, M.K., Ong, S.Y., Li, X., Hilal, S., Catindig, J.-A.S.,
Venketasubramanian, N., Yap, P., Seow, D., Chen, C.P. & Wong, T.Y. (2014). Mi-
crovascular network alterations in the retina of patients with Alzheimer’s disease.
Alzheimer’s & dementia : the journal of the Alzheimer’s Association. 10 (2). pp.
135-142.

Comabella, M., Fernandez, M., Martin, R., Rivera-Vallvé, S., Borras, E., Chiva, C., Julia,
E., Rovira, A., Canto, E., Alvarez-Cermefio, J.C., Villar, L.M., Tintor¢, M. & Mon-
talban, X. (2010). Cerebrospinal fluid chitinase 3-like 1 levels are associated with
conversion to multiple sclerosis. Brain : a journal of neurology. 133 (Pt 4). pp.
1082-1093.

Comas-Herrera, A., Wittenberg, R., Pickard, L., Knapp, M. & Davies, B. (2003). Cognitive
impairment in older people: its implications for future demand for services and costs.

Corder, E.H., Saunders, A.M., Strittmatter, W.J., Schmechel, D.E., Gaskell, P.C., Small,
G.W., Roses, A.D., Haines, J.L. & Pericak-Vance, M.A. (1993). Gene dose of
apolipoprotein E type 4 allele and the risk of Alzheimer’s disease in late onset fami-
lies. Science. 261 (5123). pp. 921-923.

D’Ercole, A.J., Ye, P., Calikoglu, A.S. & Gutierrez-Ospina, G. (1996). The role of the
insulin-like growth factors in the central nervous system. Molecular neurobiology. 13
(3). pp. 227-255.

De Felice, F.G. (2013). Alzheimer’s disease and insulin resistance: translating basic sci-
ence into clinical applications. Journal of Clinical Investigation. 123 (2). pp. 531—
539.

De la Monte, S.M. (2009). Insulin resistance and Alzheimer’s disease. BMB reports. 42
(8). pp. 475-481.

De la Monte, S.M. (2012). Contributions of brain insulin resistance and deficiency in amy-
loid-related neurodegeneration in Alzheimer’s disease. Drugs. 72 (1). pp. 49-66.

Devesa, J., Reimunde, P., Devesa, P., Barbera, M. & Arce, V. (2013). Growth hormone
(GH) and brain trauma. Hormones and behavior. 63 (2). pp. 331-344.

Doens, D. & Fernandez, P.L. (2014). Microglia receptors and their implications in the
response to amyloid P for Alzheimer’s disease pathogenesis. Journal of neuroin-
flammation. 11 (1). p. 48.

Duron, E., Funalot, B., Brunel, N., Coste, J., Quinquis, L., Viollet, C., Belmin, J., Jouanny,
P., Pasquier, F., Treluyer, J.-M., Epelbaum, J., Le Bouc, Y. & Hanon, O. (2012). In-
sulin-like growth factor-I and insulin-like growth factor binding protein-3 in Alz-

65



heimer’s disease. The Journal of clinical endocrinology and metabolism. 97 (12). pp.
4673-4681.

Ellis, R.J., Olichney, J.M., Thal, L.J., Mirra, S.S., Morris, J.C., Beekly, D. & Heyman, A.
(1996). Cerebral amyloid angiopathy in the brains of patients with Alzheimer’s dis-
ease: the CERAD experience, Part XV. Neurology. 46 (6). pp. 1592—-1596.

Englund, E. (1998). Neuropathology of white matter changes in Alzheimer's disease and
vascular dementia. Dementia and geriatric cognitive disorders. 9 Suppl 1. pp. 6—-12.

Erickson, M.A. & Banks, W.A. (2013). Blood-brain barrier dysfunction as a cause and
consequence of Alzheimer’s disease. Journal of cerebral blood flow and metabolism
: official journal of the International Society of Cerebral Blood Flow and Metabo-
lism. 33 (10). pp. 1500-1513.

Esiri, M.M., Nagy, Z., Smith, M.Z., Barnetson, L. & Smith, A.D. (1999). Cerebrovascular
disease and threshold for dementia in the early stages of Alzheimer’s disease. Lancet.
354 (9182). pp. 919-920.

Ewers, M., Mattsson, N., Minthon, L., Molinuevo, J.L., Antonell, A., Popp, J., Jessen, F.,
Herukka, S.-K., Soininen, H., Maetzler, W., Leyhe, T., Biirger, K., Taniguchi, M.,
Urakami, K., Lista, S., Dubois, B., Blennow, K. & Hampel, H. (2015). CSF bi-
omarkers for the differential diagnosis of Alzheimer's disease: A large-scale interna-
tional multicenter study. Alzheimer ‘s & dementia : the journal of the Alzheimer’s As-
sociation. 11 (11). pp. 1306-1315.

Fagan, A.M., Mintun, M.A., Mach, R.H., Lee, S.-Y., Dence, C.S., Shah, A.R., LaRossa,
G.N., Spinner, M.L., Klunk, W.E., Mathis, C.A., DeKosky, S.T., Morris, J.C. &
Holtzman, D.M. (2006). Inverse relation between in vivo amyloid imaging load and
cerebrospinal fluid Abeta42 in humans. Annals of neurology. 59 (3). pp. 512-519.

Fagan, A.M., Mintun, M.A., Shah, A.R., Aldea, P., Roe, C.M., Mach, R.H., Marcus, D.,
Morris, J.C. & Holtzman, D.M. (2009). Cerebrospinal fluid tau and ptau(181) in-
crease with cortical amyloid deposition in cognitively normal individuals: implica-
tions for future clinical trials of Alzheimer’s disease. EMBO molecular medicine. 1
(8-9). pp. 371-380.

Ferri, C.P., Prince, M., Brayne, C., Brodaty, H., Fratiglioni, L., Ganguli, M., Hall, K.,
Hasegawa, K., Hendrie, H., Huang, Y., Jorm, A., Mathers, C., Menezes, P.R., Rim-
mer, E., Scazufca, M. & Alzheimer’s Disease International (2005). Global preva-
lence of dementia: a Delphi consensus study. Lancet. 366 (9503). pp. 2112-2117.

Gandy, S. (2005). The role of cerebral amyloid beta accumulation in common forms of
Alzheimer disease. Journal of Clinical Investigation. 115 (5). pp. 1121-1129.

Garcia-Fernandez, M., Sierra, 1., Puche, J.E., Guerra, L. & Castilla-Cortazar, 1. (2011).
Liver mitochondrial dysfunction is reverted by insulin-like growth factor IT (IGF-II)
in aging rats. Journal of translational medicine. 9. p. 123.

Garcia-Ptacek, S., Cavallin, L., Kéreholt, 1., Kramberger, M.G., Winblad, B., Jelic, V. &
Eriksdotter, M. (2014). Subjective cognitive impairment subjects in our clinical prac-
tice. Dementia and geriatric cognitive disorders extra. 4 (3). pp. 419-430.

Geser, F., Wenning, G.K., Poewe, W. & McKeith, I. (2005). How to diagnose dementia
with Lewy bodies: state of the art. Movement disorders : official journal of the
Movement Disorder Society. 20 Suppl 12 (S12). pp. S11-20.

66



Golde, T.E., Schneider, L.S. & Koo, E.H. (2011). Anti-ap therapeutics in Alzheimer’s
disease: the need for a paradigm shift. Neuron. 69 (2). pp. 203-213.

Gomez-Isla, T., Hollister, R., West, H., Mui, S., Growdon, J.H., Petersen, R.C., Parisi, J.E.
& Hyman, B.T. (1997). Neuronal loss correlates with but exceeds neurofibrillary
tangles in Alzheimer’s disease. Annals of neurology. 41 (1). pp. 17-24.

Grundke-Igbal, 1., Igbal, K., Tung, Y.C., Quinlan, M., Wisniewski, H.M. & Binder, L.I.
(1986). Abnormal phosphorylation of the microtubule-associated protein tau (tau) in
Alzheimer cytoskeletal pathology. Proceedings of the National Academy of Sciences
of the United States of America. 83 (13). pp. 4913-4917.

Hall, J.R., Wiechmann, A.R., Johnson, L.A., Edwards, M., Barber, R.C., Winter, A.S.,
Singh, M. & O’Bryant, S.E. (2013). Biomarkers of vascular risk, systemic inflamma-
tion, and microvascular pathology and neuropsychiatric symptoms in Alzheimer’s
disease. Journal of Alzheimer’s disease : JAD. 35 (2). pp. 363-371.

Halliday, M.R., Pomara, N., Sagare, A.P., Mack, W.J., Frangione, B. & Zlokovic, B.V.
(2013). Relationship between cyclophilin a levels and matrix metalloproteinase 9 ac-
tivity in cerebrospinal fluid of cognitively normal apolipoprotein e4 carriers and
blood-brain barrier breakdown. JAMA neurology. 70 (9). pp. 1198-1200.

Hampel, H., Frank, R., Broich, K., Teipel, S.J., Katz, R.G., Hardy, J., Herholz, K., Bokde,
A.L.W., Jessen, F., Hoessler, Y.C., Sanhai, W.R., Zetterberg, H., Woodcock, J. &
Blennow, K. (2010). Biomarkers for Alzheimer’s disease: academic, industry and
regulatory perspectives. Nature reviews. Drug discovery. 9 (7). pp. 560-574.

Hawkins, B.T., Lundeen, T.F., Norwood, K.M., Brooks, H.L. & Egleton, R.D. (2007).
Increased blood-brain barrier permeability and altered tight junctions in experimental

diabetes in the rat: contribution of hyperglycaemia and matrix metalloproteinases.
Diabetologia. 50 (1). pp. 202-211.

Hellwig, K., Kvartsberg, H., Portelius, E., Andreasson, U., Oberstein, T.J., Lewczuk, P.,
Blennow, K., Kornhuber, J., Maler, J.M., Zetterberg, H. & Spitzer, P. (2015). Neu-
rogranin and YKL-40: independent markers of synaptic degeneration and neuroin-
flammation in Alzheimer’s disease. Alzheimer’s research & therapy. 7 (1). pp. 1-8.

Heyman, A., Fillenbaum, G.G., Welsh-Bohmer, K.A., Gearing, M., Mirra, S.S., Mohs,
R.C., Peterson, B.L. & Pieper, C.F. (1998). Cerebral infarcts in patients with autop-
sy-proven Alzheimer’s disease: CERAD, part XVIII. Consortium to Establish a Reg-
istry for Alzheimer’s Disease. Neurology. 51 (1). pp. 159-162.

Holtzman, D.M., Bales, K.R., Tenkova, T., Fagan, A.M., Parsadanian, M., Sartorius, L.J.,
Mackey, B., Olney, J., McKeel, D., Wozniak, D. & Paul, S.M. (2000). Apolipopro-
tein E isoform-dependent amyloid deposition and neuritic degeneration in a mouse
model of Alzheimer’s disease. Proceedings of the National Academy of Sciences of
the United States of America. 97 (6). pp. 2892-2897.

Hong, M. & Lee, V.M. (1997). Insulin and insulin-like growth factor-1 regulate tau phos-
phorylation in cultured human neurons. Journal of Biological Chemistry. 272 (31).
pp. 19547-19553.

Hoglund, K., Fourier, A., Perret-Liaudet, A., Zetterberg, H., Blennow, K. & Portelius, E.
(2015). Alzheimer’s disease - Recent biomarker developments in relation to updated
diagnostic criteria. Clinica chimica acta; international journal of clinical chemistry.

67



Huang, Y. & Mahley, R.W. (2014). Apolipoprotein E: structure and function in lipid me-
tabolism, neurobiology, and Alzheimer's diseases. Neurobiology of disease. 72 Pt A.
pp. 3-12.

Hunter, J.M., Kwan, J., Malek-Ahmadi, M., Maarouf, C.L., Kokjohn, T.A., Belden, C.,
Sabbagh, M.N., Beach, T.G. & Roher, A.E. (2012). Morphological and pathological
evolution of the brain microcirculation in aging and Alzheimer’s disease. PLoS ONE.
7 (5). p. €36893.

Hyman, B.T., Phelps, C.H., Beach, T.G., Bigio, E.H., Cairns, N.J., Carrillo, M.C., Dick-
son, D.W., Duyckaerts, C., Frosch, M.P., Masliah, E., Mirra, S.S., Nelson, P.T.,
Schneider, J.A., Thal, D.R., Thies, B., Trojanowski, J.Q., Vinters, H.V. & Montine,
T.J. (2012). National Institute on Aging-Alzheimer’s Association guidelines for the
neuropathologic assessment of Alzheimer’s disease. Alzheimer’s and Dementia. 8
(1). pp. 1-13.

Tadecola, C. (2004). Neurovascular regulation in the normal brain and in Alzheimer’s dis-
ease. Nature Reviews Neuroscience. 5 (5). pp. 347-360.

Igbal, K., Alonso, A.D.C., Chen, S., Chohan, M.O., El-Akkad, E., Gong, C.-X., Khatoon,
S., Li, B, Liu, F., Rahman, A., Tanimukai, H. & Grundke-Igbal, I. (2005). Tau pa-
thology in Alzheimer disease and other tauopathies. Biochimica et biophysica acta.
1739 (2-3). pp. 198-210.

Jack, C.R., Jr, Albert, M.S., Knopman, D.S., McKhann, G.M., Sperling, R.A., Carrillo,
M.C., Thies, B. & Phelps, C.H. (2011). Introduction to the recommendations from
the National Institute on Aging-Alzheimer’s Association workgroups on diagnostic
guidelines for Alzheimer’s disease. Alzheimer’s and Dementia. 7 (3). pp. 257-262.

Jack, C.R., Knopman, D.S., Jagust, W.J., Shaw, L.M., Aisen, P.S., Weiner, M.W., Pe-
tersen, R.C. & Trojanowski, J.Q. (2010). Hypothetical model of dynamic biomarkers
of the Alzheimer’s pathological cascade. Lancet Neurol. 9 (1). pp. 119-128.

Jiang, J., Chen, Z., Liang, B., Yan, J., Zhang, Y. & Jiang, H. (2015). Insulin-like growth
factor-1 and insulin-like growth factor binding protein 3 and risk of postoperative
cognitive dysfunction. SpringerPlus. 4 (1). p. 787.

Jonsson, T., Atwal, J.K., Steinberg, S., Snaedal, J., Jonsson, P.V., Bjornsson, S., Stefans-
son, H., Sulem, P., Gudbjartsson, D., Maloney, J., Hoyte, K., Gustafson, A., Liu, Y.,
Lu, Y., Bhangale, T., Graham, R.R., Huttenlocher, J., Bjornsdottir, G., Andreassen,
0.A., Jonsson, E.G., Palotie, A., Behrens, T.W., Magnusson, O.T., Kong, A., Thor-
steinsdottir, U., Watts, R.J. & Stefansson, K. (2012). A mutation in APP protects
against Alzheimer’s disease and age-related cognitive decline. Nature. 488 (7409).
pp. 96-99.

Karran, E., Mercken, M. & De Strooper, B. (2011). The amyloid cascade hypothesis for
Alzheimer’s disease: an appraisal for the development of therapeutics. Nature re-
views. Drug discovery. 10 (9). pp. 698-712.

Kjaergaard, A.D., Johansen, J.S., Bojesen, S.E. & Nordestgaard, B.G. (2015). Elevated
plasma YKL-40, lipids and lipoproteins, and ischemic vascular disease in the general
population. Stroke. 46 (2). pp. 329-335.

Kvartsberg, H., Duits, F.H., Ingelsson, M., Andreasen, N., Ohrfelt, A., Andersson, K.,
Brinkmalm, G., Lannfelt, L., Minthon, L., Hansson, O., Andreasson, U., Teunissen,

68



C.E., Scheltens, P., Van der Flier, W.M., Zetterberg, H., Portelius, E. & Blennow, K.
(2014). Cerebrospinal fluid levels of the synaptic protein neurogranin correlates with
cognitive decline in prodromal Alzheimer’s disease. Alzheimer’s and Dementia.

Lace, G., Savva, G.M., Forster, G., de Silva, R., Brayne, C., Matthews, F.E., Barclay, J.J.,
Dakin, L., Ince, P.G., Wharton, S.B. & MRC-CFAS (2009). Hippocampal tau pa-
thology is related to neuroanatomical connections: an ageing population-based study.
Brain : a journal of neurology. 132 (Pt 5). pp. 1324-1334.

Lammich, S., Kojro, E., Postina, R., Gilbert, S., Pfeiffer, R., Jasionowski, M., Haass, C. &
Fahrenholz, F. (1999). Constitutive and regulated alpha-secretase cleavage of Alz-
heimer’s amyloid precursor protein by a disintegrin metalloprotease. Proceedings of
the National Academy of Sciences of the United States of America. 96 (7). pp. 3922—
3927.

Lowin, A., Knapp, M. & McCrone, P. (2001). Alzheimer’s disease in the UK: comparative
evidence on cost of illness and volume of health services research funding. Interna-
tional journal of geriatric psychiatry. 16 (12). pp. 1143—-1148.

Madathil, S.K., Evans, H.N. & Saatman, K.E. (2010). Temporal and regional changes in
IGF-1/IGF-1R signaling in the mouse brain after traumatic brain injury. Journal of
neurotrauma. 27 (1). pp. 95-107.

Mahley, R.W., Huang, Y. & Stanley C Rall, J. (1999). Pathogenesis of type III hyperlipo-
proteinemia (dysbetalipoproteinemia): questions, quandaries, and paradoxes. Journal
of Lipid Research. 40 (11). pp. 1933—-1949.

McKhann, G., Drachman, D., Folstein, M., Katzman, R., Price, D. & Stadlan, E.M. (1984).
Clinical diagnosis of Alzheimer’s disease: report of the NINCDS-ADRDA Work
Group under the auspices of Department of Health and Human Services Task Force
on Alzheimer’s Disease. Neurology. 34 (7). pp. 939-944.

McKhann, G.M., Knopman, D.S., Chertkow, H., Hyman, B.T., Jack, C.R., Jr, Kawas,
C.H., Klunk, W.E., Koroshetz, W.J., Manly, J.J., Mayeux, R., Mohs, R.C., Morris,
J.C., Rossor, M.N., Scheltens, P., Carrillo, M.C., Thies, B., Weintraub, S. & Phelps,
C.H. (2011). The diagnosis of dementia due to Alzheimer’s disease: Recommenda-
tions from the National Institute on Aging-Alzheimer*s Association workgroups on
diagnostic guidelines for Alzheimer”s disease. Alzheimer’s and Dementia. 7 (3). pp.
263-269.

Mirra, S.S., Heyman, A., McKeel, D., Sumi, S.M., Crain, B.J., Brownlee, L.M., Vogel,
F.S., Hughes, J.P., van Belle, G. & Berg, L. (1991). The Consortium to Establish a
Registry for Alzheimer’s Disease (CERAD). Part II. Standardization of the neuro-
pathologic assessment of Alzheimer’s disease. Neurology. 41 (4). pp. 479-486.

Mroczko, B., Groblewska, M., Zboch, M., Kulczynska, A., Koper, O.M., Szmitkowski,
M., Kornhuber, J. & Lewczuk, P. (2014). Concentrations of matrix metalloproteinas-
es and their tissue inhibitors in the cerebrospinal fluid of patients with Alzheimer’s
disease. Journal of Alzheimer’s disease : JAD. 40 (2). pp. 351-357.

Négga, K., Hansson, O., van Westen, D., Minthon, L. & Wennstrom, M. (2014). Increased
levels of hyaluronic Acid in cerebrospinal fluid in patients with vascular dementia.
Journal of Alzheimer’s disease : JAD. 42 (4). pp. 1435-1441.

69



Neary, D., Snowden, J.S., Gustafson, L., Passant, U., Stuss, D., Black, S., Freedman, M.,
Kertesz, A., Robert, P.H., Albert, M., Boone, K., Miller, B.L., Cummings, J. & Ben-
son, D.F. (1998). Frontotemporal lobar degeneration: a consensus on clinical diag-
nostic criteria. In: December 1998, pp. 1546—1554.

Nordberg, A., Grissom, F.E., Carlsson-Skwirut, C., Viitanen, M. & Sara, V.R. (1993).
Insulin-like growth factors and insulin-like growth factor binding proteins in cerebro-
spinal fluid and serum of patients with dementia of the Alzheimer type. Journal of

Neural Transmission - Parkinson’s Disease and Dementia Section. 5 (3). pp. 165—
176.

Oliveira, J.M., Henriques, A.G., Martins, F., Rebelo, S. & da Cruz E Silva, O.A.B. (2015).
Amyloid- Modulates Both ABPP and Tau Phosphorylation. Journal of Alzheimer's
disease : JAD. 45 (2). pp. 495-507.

Olsson, B., Hertze, J., Lautner, R., Zetterberg, H., Ndgga, K., Hoglund, K., Basun, H.,
Annas, P., Lannfelt, L., Andreasen, N., Minthon, L., Blennow, K. & Hansson, O.
(2012). Microglial Markers are Elevated in the Prodromal Phase of Alzheimer’s Dis-
ease and Vascular Dementia. Journal of Alzheimer’s disease : JAD. 33 (1). pp. 45—
53.

Panza, F., Logroscino, G., Imbimbo, B.P. & Solftrizzi, V. (2014a). Is there still any hope
for amyloid-based immunotherapy for Alzheimer’s disease? Current opinion in psy-
chiatry. 27 (2). pp. 128-137.

Panza, F., Solfrizzi, V., Imbimbo, B.P., Tortelli, R., Santamato, A. & Logroscino, G.
(2014b). Amyloid-based immunotherapy for Alzheimer’s disease in the time of pre-

vention trials: the way forward. Expert review of clinical immunology. 10 (3). pp.
405-419.

Perrin, R.J., Craig-Schapiro, R., Malone, J.P., Shah, A.R., Gilmore, P., Davis, A.E., Roe,
C.M,, Peskind, E.R., Li, G., Galasko, D.R., Clark, C.M., Quinn, J.F., Kaye, J.A.,
Morris, J.C., Holtzman, D.M., Townsend, R.R. & Fagan, A.M. (2011). Identification
and validation of novel cerebrospinal fluid biomarkers for staging early Alzheimer’s
disease. M. P. Mattson (ed.). PLoS ONE. 6 (1). p. e16032.

Petersen, R.C. (2004). Mild cognitive impairment as a diagnostic entity. Journal of inter-
nal medicine. 256 (3). pp. 183—-194.

Petersen, R.C., Aisen, P.S., Beckett, L.A., Donohue, M.C., Gamst, A.C., Harvey, D.J.,
Jack, C.R., Jagust, W.J., Shaw, L.M., Toga, A.W., Trojanowski, J.Q. & Weiner,
M.W. (2010). Alzheimer’s Disease Neuroimaging Initiative (ADNI): clinical charac-
terization. Neurology. 74 (3). pp. 201-209.

Pimentel-Coelho, P.M. & Rivest, S. (2012). The early contribution of cerebrovascular
factors to the pathogenesis of Alzheimer’s disease. The European journal of neuro-
science. 35 (12). pp. 1917-1937.

Poirier, J. (1994). Apolipoprotein E in animal models of CNS injury and in Alzheimer’s
disease. Trends in neurosciences. 17 (12). pp. 525-530.

Portelius, E., Zetterberg, H., Skillbéck, T., Térnqvist, U., Andreasson, U., Trojanowski,
J.Q., Weiner, M.W., Shaw, L.M., Mattsson, N., Blennow, K.Alzheimer’s Disease
Neuroimaging Initiative (2015). Cerebrospinal fluid neurogranin: relation to cogni-

70



tion and neurodegeneration in Alzheimer’s disease. Brain : a journal of neurology.
138 (Pt 11). pp. 3373-3385.

Raber, J., Huang, Y. & Ashford, J.W. (2004). ApoE genotype accounts for the vast majori-
ty of AD risk and AD pathology. Neurobiology of Aging. 25 (5). pp. 641-650.

Reger, M.A., Watson, G.S., Green, P.S., Baker, L.D., Cholerton, B., Fishel, M.A., Plym-
ate, S.R., Cherrier, M.M., Schellenberg, G.D., Frey, W.H. & Craft, S. (2008). In-
tranasal insulin administration dose-dependently modulates verbal memory and
plasma amyloid-beta in memory-impaired older adults. Journal of Alzheimer’s dis-
ease : JAD. 13 (3). pp. 323-331.

Reiber, H. (1994). Flow rate of cerebrospinal fluid (CSF)--a concept common to normal
blood-CSF barrier function and to dysfunction in neurological diseases. Journal of
the Neurological Sciences. 122 (2). pp. 189-203.

Reiber, H. & Peter, J.B. (2001). Cerebrospinal fluid analysis: disease-related data patterns
and evaluation programs. Journal of the Neurological Sciences. 184 (2). pp. 101—
122.

Riekse, R.G., Leverenz, J.B., McCormick, W., Bowen, J.D., Teri, L., Nochlin, D., Simp-
son, K., Eugenio, C., Larson, E.B. & Tsuang, D. (2004). Effect of vascular lesions on
cognition in Alzheimer’s disease: a community-based study. Journal of the American
Geriatrics Society. 52 (9). pp. 1442—-1448.

Rivera, E.J., Goldin, A., Fulmer, N., Tavares, R., Wands, J.R. & de la Monte, S.M. (2005).
Insulin and insulin-like growth factor expression and function deteriorate with pro-
gression of Alzheimer’s disease: link to brain reductions in acetylcholine. Journal of
Alzheimer’s disease : JAD. 8 (3). pp. 247-268.

Robin, X., Turck, N., Hainard, A., Tiberti, N., Lisacek, F., Sanchez, J.-C. & Miiller, M.
(2011). pROC: an open-source package for R and S+ to analyze and compare ROC
curves. BMC bioinformatics. 12 (1). p. 77.

Roman, G.C., Tatemichi, T.K., Erkinjuntti, T., Cummings, J.L., Masdeu, J.C., Garcia, J.H.,
Amaducci, L., Orgogozo, J.M., Brun, A. & Hofman, A. (1993). Vascular dementia:
diagnostic criteria for research studies. Report of the NINDS-AIREN International
Workshop. In: February 1993, pp. 250-260.

Roskoski, R. (2008). VEGF receptor protein-tyrosine kinases: structure and regulation.
Biochemical and biophysical research communications. 375 (3). pp. 287-291.

Russo, V.C., Gluckman, P.D., Feldman, E.L. & Werther, G.A. (2005). The insulin-like
growth factor system and its pleiotropic functions in brain. Endocrine Reviews. 26
(7). pp. 916-943.

Sachs-Ericsson, N. & Blazer, D.G. (2015). The new DSM-5 diagnosis of mild neurocogni-
tive disorder and its relation to research in mild cognitive impairment. Aging & men-
tal health. 19 (1). pp. 2-12.

Schneider, J.A., Arvanitakis, Z., Bang, W. & Bennett, D.A. (2007). Mixed brain patholo-
gies account for most dementia cases in community-dwelling older persons. Neurol-
0gy. 69 (24). pp. 2197-2204.

Selkoe, D.J. (2006). Amyloid beta-peptide is produced by cultured cells during normal

metabolism: a reprise. Journal of Alzheimer’s disease : JAD. 9 (3 Suppl). pp. 163—
168.

71



Seppdld, T.T., Nerg, O., Koivisto, A.M., Rummukainen, J., Puli, L., Zetterberg, H.,
Pyykko, O.T., Helisalmi, S., Alafuzoff, I., Hiltunen, M., Jadskeldinen, J.E., Rinne, J.,
Soininen, H., Leinonen, V. & Herukka, S.K. (2012). CSF biomarkers for Alzheimer
disease correlate with cortical brain biopsy findings. Neurology. 78 (20). pp. 1568—
1575.

Sevigny, J.J., Ryan, J.M., van Dyck, C.H., Peng, Y., Lines, C.R., Nessly, M.L.MK-677
Protocol 30 Study Group (2008). Growth hormone secretagogue MK-677: no clinical
effect on AD progression in a randomized trial. Neurology. 71 (21). pp. 1702—1708.

Skoog, 1., Wallin, A., Fredman, P., Hesse, C., Aevarsson, O., Karlsson, L., Gottftries, C.G.
& Blennow, K. (1998). A population study on blood-brain barrier function in 85-
year-olds: relation to Alzheimer’s disease and vascular dementia. Neurology. 50 (4).
pp. 966-971.

Snowdon, D.A., Greiner, L.H., Mortimer, J.A., Riley, K.P., Greiner, P.A. & Markesbery,
W.R. (1997). Brain infarction and the clinical expression of Alzheimer disease. The
Nun Study. JAMA : the journal of the American Medical Association. 277 (10). pp.
813-817.

Sperling, R., Mormino, E. & Johnson, K. (2014). The Evolution of Preclinical Alzheimer’s
Disease: Implications for Prevention Trials. Neuron. 84 (3). pp. 608—622.

Sperling, R.A., Aisen, P.S., Beckett, L.A., Bennett, D.A., Craft, S., Fagan, A.M., Iwatsubo,
T., Jack, C.R., Jr, Kaye, J., Montine, T.J., Park, D.C., Reiman, E.M., Rowe, C.C.,
Siemers, E., Stern, Y., Yaffe, K., Carrillo, M.C., Thies, B., Morrison-Bogorad, M.,
Wagster, M.V. & Phelps, C.H. (2011). Toward defining the preclinical stages of
Alzheimer’s disease: Recommendations from the National Institute on Aging-
Alzheimer®“s Association workgroups on diagnostic guidelines for Alzheimer”s dis-
ease. Alzheimer’s and Dementia. 7 (3). pp. 280-292.

Starr, J.M., Wardlaw, J., Ferguson, K., MacLullich, A., Deary, [.J. & Marshall, I. (2003).
Increased blood-brain barrier permeability in type II diabetes demonstrated by gado-
lintum magnetic resonance imaging. Journal of Neurology, Neurosurgery & Psychia-
try. 74 (1). pp. 70-76.

Steen, E., Terry, B.M., Rivera, E.J., Cannon, J.L., Neely, T.R., Tavares, R., Xu, X.J.,
Wands, J.R. & de la Monte, S.M. (2005). Impaired insulin and insulin-like growth
factor expression and signaling mechanisms in Alzheimer’s disease--is this type 3 di-
abetes? Journal of Alzheimer’s disease : JAD. 7 (1). pp. 63—80.

Stern, Y. (2009). Cognitive reserve. Neuropsychologia. 47 (10). pp. 2015-2028.

Stern, Y. (2002). What is cognitive reserve? Theory and research application of the reserve
concept. Journal of the International Neuropsychological Society : JINS. 8 (3). pp.
448-460.

Sutphen, C.L., Jasielec, M.S., Shah, A.R., Macy, E.M., Xiong, C., Vlassenko, A.G., Ben-
zinger, T.L.S., Stoops, E.E.J., Vanderstichele, H.M.J., Brix, B., Darby, H.D.,
Vandijck, M.L.J., Ladenson, J.H., Morris, J.C., Holtzman, D.M. & Fagan, A.M.
(2015). Longitudinal Cerebrospinal Fluid Biomarker Changes in Preclinical Alz-
heimer Disease During Middle Age. JAMA neurology. 72 (9). pp. 1029-1042.

Taheri, S., Gasparovic, C., Huisa, B.N., Adair, J.C., Edmonds, E., Prestopnik, J., Grosse-
tete, M., Shah, N.J., Wills, J., Qualls, C. & Rosenberg, G.A. (2011). Blood-brain bar-

72



rier permeability abnormalities in vascular cognitive impairment. Stroke. 42 (8). pp.
2158-2163.

Tapiola, T., Alafuzoff, 1., Herukka, S.-K., Parkkinen, L., Hartikainen, P., Soininen, H. &
Pirttild, T. (2009). Cerebrospinal fluid beta-amyloid 42 and tau proteins as bi-
omarkers of Alzheimer-type pathologic changes in the brain. Archives of neurology.
66 (3). pp. 382-389.

Thal, D.R., Riib, U., Orantes, M. & Braak, H. (2002). Phases of A beta-deposition in the

human brain and its relevance for the development of AD. Neurology. 58 (12). pp.
1791-1800.

Thorsell, A., Bjerke, M., Gobom, J., Brunhage, E., Vanmechelen, E., Andreasen, N., Hans-
son, O., Minthon, L., Zetterberg, H. & Blennow, K. (2010). Neurogranin in cerebro-
spinal fluid as a marker of synaptic degeneration in Alzheimer’s disease. Brain Re-
search. 1362. pp. 13-22.

Tibbling, G., Link, H. & Ohman, S. (1977). Principles of albumin and IgG analyses in
neurological disorders. I. Establishment of reference values. Scandinavian journal of
clinical and laboratory investigation. 37 (5). pp. 385-390.

Toyn, J. (2015). What lessons can be learned from failed Alzheimer’s disease trials? Ex-
pert Review of Clinical Pharmacology. 8 (3). pp. 267-269.

van Dam, P.S. & Aleman, A. (2004). Insulin-like growth factor-I, cognition and brain
aging. European Journal of Pharmacology. 490 (1-3). pp. 87-95.

van Dam, P.S., Aleman, A., de Vries, W.R., Deijen, J.B., van der Veen, E.A., de Haan,
E.H. & Koppeschaar, H.P. (2000). Growth hormone, insulin-like growth factor I and
cognitive function in adults. YGHIR. 10 Suppl B. pp. S69-73.

Vassar, R., Bennett, B.D., Babu-Khan, S., Kahn, S., Mendiaz, E.A., Denis, P., Teplow,
D.B., Ross, S., Amarante, P., Loeloff, R., Luo, Y., Fisher, S., Fuller, J., Edenson, S.,
Lile, J., Jarosinski, M.A., Biere, A.L., Curran, E., Burgess, T., Louis, J.C., Collins,
F., Treanor, J., Rogers, G. & Citron, M. (1999). Beta-secretase cleavage of Alz-
heimer’s amyloid precursor protein by the transmembrane aspartic protease BACE.
Science. 286 (5440). pp. 735-741.

Verghese, P.B., Castellano, J.M., Garai, K., Wang, Y., Jiang, H., Shah, A., Bu, G., Frieden,
C. & Holtzman, D.M. (2013). ApoE influences amyloid-p (AP) clearance despite
minimal apoE/A association in physiological conditions. Proceedings of the Na-
tional Academy of Sciences of the United States of America. 110 (19). pp. E1807-16.

Wada, H. (1998). Blood-brain barrier permeability of the demented elderly as studied by
cerebrospinal fluid-serum albumin ratio. Internal medicine (Tokyo, Japan). 37 (6).
pp- 509-513.

Wabhlund, L.-O., Nilsson, C. & Wallin, A. (2011). Kognitiv medicin. Norstedts, Stockholm.

Wahlund, L.O., Barkhof, F., Fazekas, F., Bronge, L., Augustin, M., Sjogren, M., Wallin,
A., Ader, H., Leys, D., Pantoni, L., Pasquier, F., Erkinjuntti, T., Scheltens, P. & Eu-
ropean Task Force on Age-Related White Matter Changes (2001). A new rating scale

for age-related white matter changes applicable to MRI and CT. Stroke. 32 (6). pp.
1318-1322.

73



Wallin, A., Blennow, K., Fredman, P., Gottfries, C.G., Karlsson, I. & Svennerholm, L.
(1990). Blood brain barrier function in vascular dementia. Acta neurologica Scandi-
navica. 81 (4). pp. 318-322.

Walsh, D.M. & Selkoe, D.J. (2004). Deciphering the molecular basis of memory failure in
Alzheimer’s disease. Neuron. 44 (1). pp. 181-193.

Wang, J., Tan, L., Wang, H.-F., Tan, C.-C., Meng, X.-F., Wang, C., Tang, S.-W. & Yu, J.-
T. (2015). Anti-inflammatory drugs and risk of Alzheimer’s disease: an updated sys-
tematic review and meta-analysis. Journal of Alzheimer’s disease : JAD. 44 (2). pp.
385-396.

Wang, X.-X., Tan, M.-S., Yu, J.-T. & Tan, L. (2014). Review ArticleMatrix Metallopro-
teinases and Their Multiple Roles in Alzheimer’s Disease. BioMed Research Interna-
tional. pp. 1-8.

Watanabe, K., Uemura, K., Asada, M., Maesako, M., Akiyama, H., Shimohama, S.,
Takahashi, R. & Kinoshita, A. (2015). The participation of insulin-like growth fac-
tor-binding protein 3 released by astrocytes in the pathology of Alzheimer’s disease.
Molecular brain. 8 (1). p. 82.

Watanabe, T., Miyazaki, A., Katagiri, T., Yamamoto, H., Idei, T. & Iguchi, T. (2005).
Relationship between serum insulin-like growth factor-1 levels and Alzheimer’s dis-

ease and vascular dementia. Journal of the American Geriatrics Society. 53 (10). pp.
1748-1753.

Wennstrom, M., Surova, Y., Hall, S., Nilsson, C., Minthon, L., Hansson, O. & Nielsen,
H.M. (2015). The Inflammatory Marker YKL-40 Is Elevated in Cerebrospinal Fluid
from Patients with Alzheimer’s but Not Parkinson’s Disease or Dementia with Lewy
Bodies. D. Bartres-Faz (ed.). PLoS ONE. 10 (8). p. e0135458.

Wildsmith, K.R., Holley, M., Savage, J.C., Skerrett, R. & Landreth, G.E. (2013). Evidence
for impaired amyloid B clearance in Alzheimer’s disease. Alzheimer’s research &
therapy. 5 (4). p. 33.

Winblad, B., Palmer, K., Kivipelto, M., Jelic, V., Fratiglioni, L., Wahlund, L.-O., Nord-
berg, A., Backman, L., Albert, M., Almkvist, O., Arai, H., Basun, H., Blennow, K.,
de Leon, M., DeCarli, C., Erkinjuntti, T., Giacobini, E., Graff, C., Hardy, J., Jack, C.,
Jorm, A., Ritchie, K., van Duijn, C., Visser, P. & Petersen, R.C. (2004). Mild cogni-
tive impairment-beyond controversies, towards a consensus: report of the Interna-
tional Working Group on Mild Cognitive Impairment. Journal of internal medicine.
256 (3). pp. 240-246.

World Health Organization (1992). The ICD-10 classification of mental and behavioral
disorders: clinical descriptions and diagnostic guidelines. World Health Organiza-
tion, Geneva.

Xie, L., Helmerhorst, E., Taddei, K., Plewright, B., Van Bronswijk, W. & Martins, R.
(2002). Alzheimer’s beta-amyloid peptides compete for insulin binding to the insulin
receptor. The Journal of neuroscience : the official journal of the Society for Neuro-
science. 22 (10). p. RC221.

Yu, J.-T., Tan, L. & Hardy, J. (2014). Apolipoprotein E in Alzheimer’s Disease: An Up-
date. Annual review of neuroscience. 37 (1). pp. 79—100.

74



Zetterberg, H., Blennow, K. & Hanse, E. (2010). Amyloid beta and APP as biomarkers for
Alzheimer’s disease. Experimental gerontology. 45 (1). pp. 23-29.

Zipser, B.D., Johanson, C.E., Gonzalez, L., Berzin, T.M., Tavares, R., Hulette, C.M., Vi-
tek, M.P., Hovanesian, V. & Stopa, E.G. (2007). Microvascular injury and blood-
brain barrier leakage in Alzheimer’s disease. Neurobiology of Aging. 28 (7). pp. 977—
986.

75



