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Abstract: The clusterin (CLU) rs11136000 CC genotype is a probable risk factor for Alzheimer’s
disease (AD). CLU, also known as the apolipoprotein | gene, shares certain properties with the
apolipoprotein E (APOE) gene with a well-established relationship with AD. This study aimed to
determine whether the electrophysiological patterns of brain activation during the letter fluency task
(LFT) depend on CLU genotypes in adults without dementia. Previous studies have shown that LFT
performance involves activation of the frontal cortex. We examined EEG alphal and alpha2 band
desynchronization in the frontal regions during the LFT in 94 nondemented individuals stratified by
CLU (rs11136000) genotype. Starting at 30 years of age, CLU CC carriers exhibited more pronounced
task-related alpha2 desynchronization than CLU CT&TT carriers in the absence of any differences in
LFT performance. In CLU CC carriers, alpha2 desynchronization was significantly correlated with
age. Increased task-related activation in individuals at genetic risk for AD may reflect greater “effort”
to perform the task and/or neuronal hyperexcitability. The results show that the CLU genotype is
associated with neuronal hyperactivation in the frontal cortex during cognitive tasks performances in
nondemented individuals, suggesting systematic vulnerability of LFT related cognitive networks in
people carrying unfavorable CLU alleles.

Keywords: Alzheimer’s disease; genetic predisposition; CLU genotype; EEG; event-related-desynchronization;
verbal fluency; aging

1. Introduction

Alzheimer’s disease (AD), is a progressive and irreversible neurodegenerative disease
which leads to cognitive decline and memory impairment. AD is the most common
form of dementia, affecting approximately 50 million people worldwide [1]. The major
histopathological hallmarks of AD include extracellular amyloid plaques and intracellular
neurofibrillary tangles, composed of abnormally hyperphosphorylated tau protein [2].
Age is the most significant risk factor for AD, with the incidence of the disease increasing
exponentially after the age of 65 [3].

AD is strongly linked to genetics, with heritability estimates of 59-79% [4]. Mutations
in three genes have been identified as causative factors for familial AD, including the
amyloid precursor protein (APP) gene (chr 21), the presenilin 1 (PSEN1) gene (chr14), and
presenilin 2 (PSEN2) (chrl) [4-8]. The most common genetic risk factor for AD in Caucasian
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groups, including the Russian population, is a polymorphism in apolipoprotein E (APOE)
(chr19) [9-13].

GWAS have provided evidence of AD risk genes: clusterin CLU (chr8) and PICALM
(chrl1) [14,15]. The major SNP influencing the risk of AD is rs11136000, which is located in
intron 3 of the CLU gene [16,17]. CLU is now considered the third greatest risk gene for
late onset Alzheimer’s disease (LOAD), after APOE and BIN1 [18]. The risk of developing
LOAD is 1.16 times higher with the presence of the CLU C allele than the T allele [18].
CLU rs11136000 polymorphisms have also been linked to an increased risk of MCI [19], as
well as the progression from MCI to AD [20]. CLU, also known as apolipoprotein ], has
a number of properties similar to APOE. CLU is abundantly expressed in the brain [21].
CLU and APOE act as amyloid-beta (A3) chaperones that can alter Af3 aggregation and/or
clearance [18,22]. In AD, CLU is found to be upregulated in the hippocampus and cortex,
where it colocalizes with amyloid beta (A) plaques. Additionally, CLU is upregulated in
the cerebrospinal fluid (CSF) of AD patients. The interaction between CLU and A} appears
to alter AP aggregation and promote Af3 clearance, indicating a potential neuroprotective
function [18]. However, other studies have shown that CLU reduces Af clearance and
increases Ap-induced neurotoxicity; thus, the nature of the interaction may depend on
the ratio of CLU to A [23]. CLU and APOE are involved in the transport of cholesterol
and phospholipids [21,24,25]. The influence of membrane-bound cholesterol on various
transmembrane receptors and enzymes, such as 3-secretase and y-secretase which produce
A by cleaving amyloid precursor protein, suggests that CLU may alter the risk of LOAD
by regulating cholesterol metabolism. CLU modulates AD-related pathways such as those
of inflammation and apoptosis [18].

Early identification of functional brain changes associated with genetic susceptibility
to AD is essential for elucidating the pathological processes and, potentially, developing
pharmacological interventions. The definition of AD has recently been updated to include
the preclinical stage, which is characterized by the presence of at least one biomarker
of AD pathology, but no symptoms of cognitive impairment. These biomarkers include
decreased levels of AB42, increased levels of t-tau and p-tau in cerebrospinal fluid, or
abnormal deposition of A and tau in the brain as detected by positron emission tomog-
raphy [26]. Determining the effects of AD risk gene variants on the brain would help
to characterize the mechanisms of those risk alleles, enabling the development of more
targeted therapeutic treatments.

Quantitative EEG (QEEG) is a valuable diagnostic tool in the study of dementia [27-34].
Brain oscillations represent the basic mechanisms of neural communication and reflect
the processes of excitation and inhibition in neuronal networks. The heritability of EEG
patterns has been estimated to be between 70% and 90% [35]. EEG and MEG can be used to
identify endophenotypes, which are the basic heritable quantitative biological markers that
can be detected even at the preclinical stage of the disease.

EEG may have a predictive value for future AD development in normal subjects [36,37].

Research has demonstrated an association between QEEG parameters and AD risk
variants in the APOE, CLU, PICALM, ILIRAP, UNC5C, and NAV2 genes in AD [38—42]
and MCI patients [43-45] as well as in healthy adults [46-50]. Moreover, the association
of neurophysiological parameters with AD-related genetic factors was shown to be age
dependent. In an MEG study, increased neural activity (specifically in the theta band)
during a working visual memory task was found in cognitively intact young APOE E4
carriers when compared with APOE E4 noncarriers [51].

EEG variables, particular alpha band event-related desynchronization/synchronization
(ERD/S), characterize important processes underlying human cognition [52,53]. ERD reflects
brain activation during cognitive tasks and correlates with fMRI BOLD responses, which
have been shown to differ depending on CLU and APOE genotypes [54,55].

The effect of CLU genotypes on cognitive task-related alpha band ERD/S has not been
previously investigated.
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Covert word retrieval was the cognitive task used in this study, as tested with the letter
fluency test (LFT). The LFT has been used in studies of ERD/S. Regions with LFT-related
desynchronization of brain oscillations in the 5-15 Hz frequency ranges, as detected using
MEG, align with areas of the brain showing BOLD response on fMRI [56]. LFT is one of the
most commonly used versions of the Controlled Oral Word Association Test (COWAT) [57].

Verbal fluency is a cognitive function that requires executive and language abilities.
Previous neuroimaging studies have shown that LFT performance is mediated primarily
by the frontal cortex. Peak activations during phonemic verbal fluency are mainly located
in the left inferior /middle frontal gyrus and the anterior cingulate gyrus [58]. Additionally,
left frontal lesions were more detrimental to phonemic fluency than right frontal lesions [59].

The effect of CLU genotypes on LFI-related alpha ERD/S has not been previously investigated.

The study aimed to determine whether EEG patterns of brain activation, in particular,
LFT-related alpha band ERD/S in frontal regions in nondemented adults, depend on the
CLU rs11136000 genotype, and whether this effect is modified by aging.

2. Results

There were no significant differences in age, APOE genotype, or LFT performance
between CLU CC and the CLU CT&TT carriers (Table 1). The proportion of men and women
differed in the groups with CLU CC and CLU CT&TT genotypes.

Table 1. Demographic information, APOE genotype, and letter fluency test (LFT) performance of
nondemented individuals aged 19 to 80 years with different CLU genotypes.

N Age Gender m/f APOE E4—/APOE E4+  LFT (Words)
CLUucc 34 42.7+3.0 16/18 19/15 490424
C%é’gT 60 479 £21 12/38 40/20 464+ 1.8
p-values 0.14 0.04 0.38 0.38

Data are presented as means and standard errors. APOE E4—, individuals with €3/¢3 and €2/¢3 genotypes;
APOE E4+, individuals with €3/¢e4 and €4/ ¢4 genotypes; m, men; w, women; LFT, letter fluency test.

In CLU CT&TT individuals, the LFT elicited alphal ERD in Fd (p = 0.04) and Fs regions
(p = 0.02), while alpha2 ERD was not significant. In the CLU CC carriers, LFT-induced
alpha2 ERD was significant in Fs regions (p = 0.02), but not significant in Fd regions. In CLU
CC carriers, the changes in alphal power during the LFT were not significant (Figure 1).
The effect of sex on the ERD/S during the LFT was not significant (p = 0.85).
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Figure 1. Alphal and alpha2 desynchronization/synchronization (ERD/S) in the right (Fd) and
left (Fs) frontal regions during the letter fluency test (LFT) in nondemented individuals aged 19 to
80 years with different CLU genotypes. Triangle indicates significant ERD/S.
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The effect of CLU genotype on alpha band desynchronization during LFT was signifi-
cant beginning at 30 years of age. The demographic characteristics of participants aged 30
to 80 years are presented in Table 2. There were no significant differences in age, sex, APOE
genotype, or LFT performance between the CLU CC and CLU CT&TT carriers (p > 0.05).

Table 2. Demographic information, APOE genotype, and LFT performance of nondemented individ-
uals aged 30 to 80 years with different CLU genotypes.

N Age Gender m/f APOE E4—/APOE E4+  LFT (Words)
CLucc 24 50.6 £2.9 11/13 12/12 48.8 +34
CLU
CTSTT 48 543 £ 1.5 18/30 31/17 451 £20
p values 0.22 0.61 0.31 0.33

Abbreviations are the same as in Table 1.

In CLU CC carriers older than 29 years of age, the LFT elicited significant alpha2 ERD
in Fd (p = 0.002) and Fs (p = 0.0006) regions, whereas alphal ERD was not significant. In
CLU CT&TT carriers older than 29 years of age, LFT-induced alphal ERD was significant in
Fd (p = 0.022) and Fs (p = 0.002) regions, whereas alpha2 ERD was not significant (Figure 2).
In CLU CT&TT carriers older than 29 years of age, the ERD difference between the left (Fs)
and the right (Fd) frontal regions was significant (p < 0.05).
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Figure 2. Alphal and alpha2 desynchronization/synchronization (ERD/S) in the right (Fd) and left
(Fs) frontal regions elicited by the letter fluency test (LFT) in individuals aged 30 to 80 years with
different CLU genotypes. ** p < 0.01, significant differences in ERD/S between CLU CC and CLU
CT&TT carriers according ANOVA results. Abbreviations are the same as in Figure 1 and Table 1.

The ANOVA results revealed a main effect of the CLU genotype (CLU CC vs. CLU
CT&TT) on alpha2 ERD/ERS F (1,67) = 5.31, p = 0.024). Post hoc comparison showed that
the alpha2 ERD for the Fd and Fs regions was stronger in CLU CC genotype carriers than in
CLU CT&TT carriers (p = 0.022 and p = 0.043 for Fd and Fs regions, respectively) (Figure 2).

The control analysis showed that the effect of the APOE genotype on ERD/S in the
subjects aged 30 to 80 years was not significant (F = 1.76, p = 0.19). We detected no significant
interaction between the CLU and APOE genotypes (p = 0.782). Thus, the effect of the CLU
genotype on ERD was not mediated by the APOE genotype.

In the entire sample, alpha2 ERD/S values showed a significant negative correlation
with age in CLU CC carriers only (r = —0.49, p = 0.012; r = —0.44, p = 0.023 for Fs and Fd
regions, respectively), indicating higher desynchronization in older subjects with the CLU
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CC genotype during the LFT. There was no significant correlation between alphal ERD and
age in any of the CLU genotype groups (Figure 3).
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Figure 3. Correlation between age and alpha2 desynchronization during LFT in subjects with CLU
CC and CLU CT&TT genotypes.

3. Discussion

The main results of this study were that in all examined groups, the LFT elicited alphal
and alpha2 desynchronization in the frontal cortex, particularly in the left hemisphere. In
CLU CC carriers, alpha2 ERD showed a significant correlation with age, whereas in CLU
CT&TT carriers, alpha2 ERD was age-independent. Starting at 30 years of age, in the nonde-
mented carriers of the AD risk variant CLU CC, LFT-related alpha2-desynchronization was
more pronounced than in the noncarriers of this variant in the absence of any difference in
the verbal fluency performance. The control analysis showed that the effect of the APOE
genotype on alpha band ERD/S during the LFT in individuals aged 30 to 80 years was not
significant and that the effect of the CLU genotype on alpha band ERD was not mediated
by the APOE genotype.

The importance of alpha desynchronization in processing information has been demon-
strated using a variety of different sensory-motor and cognitive paradigms [60-62]. Alpha
ERD involves top-down network interactions [62]. Our results of desynchronization, pre-
dominantly in the left hemisphere during the LFT, are consistent with previous studies
that reported higher ERD in the left hemisphere during verbal tasks [53] and, in particular,
the LFT [56]. The study of covert LFT-related brain activation was assessed using MEG
and fMRI data [56]. fMRI blood-oxygen-level-dependent (BOLD) response reflects changes
in blood oxygenation driven by changes in local cerebral blood flow coupled to neuronal
activity [63,64]. LFT-related BOLD responses were detected predominantly within the left
hemisphere, including the left frontal cortex. Areas with LFT-related ERD in the 5-10 Hz
and 15-25 Hz frequency ranges matched the areas with the observed BOLD response. This
overlap of locations active during LFT confirmed that event-related desynchronization
increased neural activation in a cortical area [52].

A greater decrease in alpha2 (11-13 Hz) power in the CLU CC subjects during the
task implied increased task-related brain activation in subjects genetically predisposed
to AD. Decreased alpha was shown to be related to the difficulty of the task, indicating
that this signal is inversely related to the amount of cortical resources allocated to task
performance [65]. Patients with dementia demonstrated upregulation of the bilateral frontal
cortex compared to cognitively healthy older individuals when performing verb fluency
tasks [66]. Increased activity of the frontal areas in patients may suggest that additional
effort is required to support attention and executive functions to maintain verbal fluency.
The upper alpha band may be modulated mainly by stimulus-related aspects of semantic
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memory processes, and the low alpha may be modulated as a function of attentional
demands [67]. fMRI studies also reported hyperactivation during working memory tasks
in asymptomatic APOE E4+ and CLU C allele carriers [54,55].

A detailed analysis of the association between APOE genotype and alpha band ERD/S
during the LFT in individuals of different ages is beyond the scope of this present study.
Further research with a larger sample size is needed to determine if APOE genotypes have
a significant effect on alpha band ERD in individuals of different ages.

Similar hyperactivation was revealed using fMRI in 18- to 26-year-old PSENT E280A
mutation carriers with increased CSF and plasma levels of Af31-42 [68]. Hyperactivation
during cognitive tasks in carriers of various AD-related genotypes indicates that the phe-
nomenon reflects processes that are important in AD pathogenesis. However, AD-related
genetic factors can influence different pathogenetic pathways, potentially modifying the
age at which neurophysiological alterations and cognitive decline occur.

The ERD alterations in CLU CC carriers may represent early signs of AD pathology
in healthy individuals. Further studies are needed to determine whether ERD alterations
are related to the preclinical stage of AD or to factors contributing to the development of
the disease. Studies have demonstrated that among nondemented individuals, biomarker
abnormalities linked to both amyloid-dependent and amyloid-independent pathological
profiles increase with aging [69].

Hyperactivation may be due to the greater cognitive effort needed to perform the
task [54,55]. Hyperactivation can also result from neuronal hyperexcitability, as has been
shown in APOE E4+ carriers under hyperventilation [46]. A number of factors connected
with the CLU genotype may cause hyperexcitability. Clusterin critically modifies A clear-
ance from the brain across the blood-brain barrier [70] and alters A aggregation [21].
Recent experimental evidence implies that at intermediate levels of A3 pathology, presy-
naptic facilitation leads to synaptic potentiation and excitation, whereas higher levels of
A induce postsynaptic depression [71].

Our previous study showed that older CLU CC carriers have higher alpha3 power
in resting-state EEG than CLU CT&TT carriers [48]. Previous studies on the interrelation
between resting-state alpha activity and ERD have reported that alpha synchronization in
spontaneous EEG is associated with ERD when performing different tasks [52,72]. Thus,
higher spontaneous upper alpha activity in CLU CC carriers compared to noncarriers may
drive ERD during the LFT.

Individuals at higher genetic risk for AD may exhibit hypersynchrony and abnormal
activation of cortical and hippocampal networks due to the loss of tonic inhibition [46,48,49,73].
Inhibitory deficits in these networks may impair subsequent learning and memory [71,73].

fMRI studies have demonstrated an association of hippocampal hyperactivity with
cortical thinning, specifically in the posteromedial and lateral temporoparietal cortices [74].
The authors proposed that hippocampal hyperactivity might represent neuronal excitotoxi-
city with impending synaptic failure and incipient cognitive decline [75].

One study [76] showed a correlation between the CLU risk variant rs11136000 and
decreased integrity of widespread white matter regions in healthy young adults, as re-
vealed through diffusion tensor imaging. The CLU rs11136000 C allele predicts increased
ventricular expansion in the brain, regardless of dementia status or APOE genotype [77].
The study also indicated that the CLU and APOE risk variants have a combined effect
on both volumetric enlargement and the shape of the lateral ventricles. An fMRI study
also indicated abnormal activation of the dorsolateral prefrontal cortex and hippocampus
during working memory tasks in healthy young individuals with the CLU rs11136000 risk
variant C [55,78].

These convergent lines of evidence imply that hyperactivation during cognitive tasks
in CLU CC carriers might be due to increased vulnerability of their LFT-related cognitive
brain networks, probably related to the neurotoxicity of small amounts of Af3. These EEG
features provide valuable insights into the neural mechanisms underlying the relationship
between genetic influences and AD development.
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4. Materials and Methods
4.1. Participants

The enrolled cohort included 94 nondemented individuals, 38 men and 56 women,
age range 19-80 years. All subjects were Russian and were from Moscow and the greater
Moscow region. Subjects underwent neurological examination and cognitive screening. The
included subjects were free of dementia and other medical, psychiatric, and neurological
conditions. The exclusion criteria were as follow: a personal history of mental illness, signs
of anxiety or depression, physical brain damage, neurological disorder or other medical
condition, e.g., hypertension, diabetes, cardiac disease, and thyroid disease, or a personal
history of drug or alcohol use disorder. Subjects were evaluated with the MMSE and
Clinical Dementia Rating (CDR) scale [79], and only subjects with MMSE scores of 28 and
more and a CDR score of 0 were included in the study. All subjects were right-handed.

Informed written consent was obtained from all participants included in the study.
The experimental protocol of this study was approved by the local ethics committee.

Subjects were divided into subgroups according to their CLU genotypes (CLU CC
and CLUCT&TT).

4.2. Procedure

During the experiments, the subjects sat comfortably in a chair. They were asked to
close their eyes and relax during the recording. The technician continuously monitored
the subjects’ vigilance by evaluating the EEG and observing the subjects. The first phase
involved 3 min of rest.

The task condition encompassed the letter fluency test, which consisted of a single
6 min session divided into 6 epochs, each 60 s in length. The first epoch was an active silent
epoch in which subjects were instructed to think of as many words as possible beginning
with the given letter. The second epoch was an active aloud epoch in which subjects spoke
aloud the invented words and other words starting with the given letter. This silent/spoken
design was repeated 3 times with three different letters. The technician spoke each of the
three letters at the beginning of the corresponding active silent epoch.

Prior to data acquisition, the participants received approximately 8 min of training.
After one or two training sessions, all participants reported that they fully understood
the instructions.

4.3. EEG Recording

EEG evaluation and recording was carried out in accordance with the International
Pharmaco-EEG Society (IPEG) guidelines [80]. EEGs were recorded during resting and
during 6 min of the LFT. A Nihon Kohden 4217 G EEG device was used, with a time
constant of 0.3 s and a high-frequency cutoff of 45 Hz. The 16 Ag/AgCl electrodes were
placed according to the international 10-20 system at the O2, O1, P4, P3, C4, C3, F4, F3,
FP2, FP1, T6, T5, T4, T3, F8, and F7 positions, with linked ears serving as the reference.
Electrode impedance did not exceed 10 k(). EEG data were simultaneously sampled at
256 Hz per channel from 180 s of resting and 180 s of active silent (LFT) conditions and
stored on a computer for off-line analysis. Visual inspection of the data was then conducted
to eliminate any periods of artifacts. After removing artifacts, the EEG data in frontal
regions (F3, F4, Fp2, Fpl) during the LFT (active silent) and resting periods were selected
for further analysis.

4.4. Genetic Analysis

Genomic DNA was isolated from peripheral venous blood samples by using a QlAamp
DNA Blood Midi Kit (Qiagen, Hilden, Germany). Genotyping was performed using PCR,
followed by a restriction fragment length polymorphism (RFLP) analysis. Amplification
was performed according to the manufacturer’s instructions using both the GeneAmp PCR
System 9700 thermal cycler (Applied Biosystems, Thermo Fisher Scientific, Waltham, MA,
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USA) and the Veriti™ 96-Well Fast Thermal Cycler (Thermo Fisher Scientific, Waltham,
MA, USA).

To genotype the APOE gene locus, the following oligonucleotide primers were used:
CGGCTGGGCGCGGACATGGAGGA and TCGCGGGCCCCGGCCTGGTACAC. The PCR
protocol was as follows: preliminary denaturation at 95 °C for 4 min; 5 cycles: 95 °C for
45s, 64 °C for 25 s, and 72 °C for 30 s; and 30 cycles: 95 °C for 5's, 64 °C for 155, and 72 °C
for 5 s, followed by a final stage at 72 °C for 3 min. PCR products were then cleaved using
BstHHI (SibEnzyme, Novosibirsk, Russia) and restriction products were analyzed in 7.5%
polyacrylamide gels.

The rs11136000 polymorphism in the CLU gene was determined with PCR using the fol-
lowing oligonucleotide primers: 5_CTTTGTAATGATGTACCATCTACCC and 3'_AGGCT
GCAGACTCCCTGAAT. The PCR protocol was as follows: preliminary denaturation at
95 °C for 1 min and 35 cycles of 94 °C for 30 s, 57 °C for 30 s, and 72 °C for 1 min. The
last stage was performed at 72 °C. The 645 bp PCR products were then cleaved by Acsl
restriction endonuclease (SibEnzyme, Novosibirsk, Russia) and restriction fragments were
analyzed in a 2% agarose gel.

4.5. Data Analysis

EEG data were collected under two different conditions: resting with eyes closed and
silent LFT with the eyes closed.

A total of 35-40 4 s epochs free of artifacts of resting and task-based EEG were
processed by fast Fourier transform. The obtained spectra were averaged to obtain a mean
power spectrum for each channel.

For the EEG spectral analysis, the frequency bands of interest were alphal (8-10.99)
and alpha?2 (11-12.99). The event-related desynchronization/synchronization (ERD/ERS)
of alphal and alpha2 was calculated as follows:

ERD% =100 x (E — R)/R 1)

where E indicates the absolute power at the “event” LFT and R is the absolute power
at “rest”.

The resting absolute powers and ERD/S during the LFT were calculated in the cortical
regions of interest as follows: frontal right Fd = (F4 + Fp2)/2 and left Fs = (F3 + Fp1)/2.

The EEG parameters from the groups were assessed for normality using the Shapiro—
Wilk test, and the results showed no evidence of skewness in the data. General linear
models (GLM) and post hoc Duncan tests with a significance threshold of p = 0.05 were
used to compare EEG parameters (alphal and alpha2 ERD) between the groups with
different CLU genotypes (CLU CC vs. CLU CT&TT) with control variables APOE, age, and
sex included as covariates or fixed factors as appropriate.

We performed Pearson’s correlations of age with alphal ERD/S, alpha2 ERD/S, and
LFT performance.

5. Conclusions

This study was the first to demonstrate that genetic risk for AD related to the CLU
rs11136000 genotype is associated with higher EEG alpha2 desynchronization in frontal
regions in clinically healthy subjects starting from 30 years of age. This indicates neurophys-
iological hyperactivation during the letter fluency task in the absence of any differences in
cognitive performance. In CLU CC carriers, alpha2 ERD exhibited a significant correlation
with age. The results suggest the systematic vulnerability of LFT-related cognitive networks
in people carrying the AD risk variant of the CLU gene.
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