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Associations of cerebrovascular metabolism genotypes
with neuropsychiatric symptoms and age at onset of

Alzheimer’s disease dementia
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Obijective: To study associations of cerebrovascular metabolism genotypes and haplotypes with age
at Alzheimer’s disease dementia (AD) onset and with neuropsychiatric symptoms according to each
dementia stage.

Methods: Consecutive outpatients with late-onset AD were assessed for age at dementia onset
and Neuropsychiatric Inventory scores according to Clinical Dementia Rating scores, apolipoprotein E
gene (APOE) haplotypes, angiotensin-converting enzyme gene (ACE) variants rs1800764 and rs4291,
low-density lipoprotein cholesterol receptor gene (LDLR) variants rs11669576 and rs5930, cholesteryl
ester transfer protein gene (CETP) variants 1422V and TaqIB, and liver X receptor beta gene (NR1H2)
polymorphism rs2695121.

Results: Considering 201 patients, only APOE-¢4 carriers had earlier dementia onset in multiple
correlations, as well as less apathy, more delusions, and more aberrant motor behavior. Both ACE
polymorphisms were associated with less intense frontally mediated behaviors. Regarding LDLR
variants, carriers of the A allele of rs11669576 had less anxiety and more aberrant motor behavior,
whereas carriers of the A allele of rs5930 had less delusions, less anxiety, more apathy, and more
irritability. CETP variants that included G alleles of 1422V and TaqlB were mostly associated with less
intense frontally mediated behaviors, while severely impaired carriers of the T allele of rs2695121 had
more anxiety and more aberrant motor behavior.

Conclusion: Though only APOE haplotypes affected AD onset, cerebrovascular metabolism geno-

types were associated with differences in several neuropsychiatric manifestations of AD.
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Introduction

Cerebrovascular risk factors play an important role in the
pathogenesis of Alzheimer's disease dementia (AD). When
present in midlife, pooled cerebrovascular risk factors
synergistically increase AD risk and lower the age at AD
onset.! As a result, these patients usually present with a
combination of AD and vascular neuropathological pro-
files.? Conversely, we have previously shown that higher
cerebrovascular risk in late life leads to cognitive and
functional stabilization or even improvement for patients
with AD, possibly related to enhanced cerebral perfu-
sion,® though some studies have shown that cerebrovas-
cular risk factors may lead to faster cognitive decline.?
The astrocyte-secreted apolipoprotein E is a cholesterol-
binding lipoprotein that transports cholesterol through cell
membranes* and is involved in cholinergic dysfunction,®
atherogenesis, and amyloidogenesis,® besides being a
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high-affinity ligand for the low-density lipoprotein receptor
(LDLR) within the central nervous system.” The apolipo-
protein E gene (APOE) is a moderately penetrant gene
that is neither a prerequisite nor a sufficient agent for
development of AD, despite the fact that APOE-¢4 is the
most important genetic risk factor for incidence® and earlier
onset of late-onset AD," while also affecting behavioral
performance® and decreasing prospective physical activity
in such patients.®> APOE-¢4 carriers are also more prone
to decreased risk of dementia associated with physical
activity,® while neuropsychiatric assessment findings may
correlate with specific biomarkers.'®

Several other genetic variants involved in cerebrovas-
cular metabolism have been associated with AD. The two
functional variants of the angiotensin-converting enzyme
gene (ACE) with the most significant effects for higher
activity and boosted serum levels of the angiotensin-
converting enzyme (ACE) are the promoter polymorphisms
rs1800764 and rs4291, affecting risk and age at onset
of the amnestic phenotype of AD,"" as well as cognitive
decline and incidence of early-onset hypertension.’ The
LDLR mediates increased astrocytic expression of APOE
induced by amyloid-B,* whereas storage and release of
cholesterol depend on the expression of the low-density
lipoprotein receptor gene (LDLR), which resides within a
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region linked to AD in 19p13.3; rs11669576" and rs5930'®
are two of the most important genetic variants of the
epidermal growth factor precursor homology domain of
LDLR to be associated with disrupted cholesterol metabo-
lism and variability in the risk of AD. Cholesterol governs
synaptogenesis and myelin biosynthesis,'* while the cho-
lesteryl ester transfer protein (CETP) is associated with
reverse cholesterol transport (from tissues to the liver)>;
protective cholesteryl ester transfer protein gene (CETP)
variants lead to lower serum CETP levels and healthier
lipid profiles,'® though not all studies have shown gene-
tically mediated lifetime cognitive effects.'® Nevertheless,
the A allele of rs708272 (TaqlB) is associated with lower
serum CETP activity and lower coronary heart disease
risk,'” while the G allele of rs5882 (1422V) has been asso-
ciated with lower serum CETP levels and greater white
matter integrity in young adults,'* as well as with preserved
cognitive function in longevity'® and less medial temporal
lobe atrophy in APOE-¢4 carriers with AD.'® Moreover, the
nuclear liver X receptor B (LXR-B) isoform is also expres-
sed in the brain,* acting as a regulator of cholesterol
homeostasis, controlling amyloidogenesis, and modulating
inhibition of angiotensin Il, while several variants of the
LXR-B gene (NR1H2) close to APOE in chromosome 19
have also been linked with variable risk of AD.%°

We aimed to examine associations of genetic variants
of APOE, ACE, LDLR, CETP, and intron 2 of NR1H2 with
age at onset of late-onset AD and with neuropsychiatric
symptoms, stratified by stage of dementia.

Methods
Participants

In this cross-sectional study, consecutive outpatients with
late-onset AD according to U.S. National Institute on Aging-
Alzheimer’s Association criteria®' were recruited from the
Setor de Neurologia do Comportamento, Hospital Sao
Paulo, Universidade Federal de Sao Paulo (UNIFESP),
Sao Paulo, SP, Brazil, from October 2010 to February
2013. All outpatients with this diagnosis who were followed
during the study period were recruited. Late-onset AD was
defined as AD with onset of dementia syndrome after
age 60 years." All patients underwent magnetic resonance
imaging (MRI) to evaluate either medial parietal or medial,
basal, or lateral temporal atrophy or, in cases of claus-
trophobia or pacemaker use, a computed tomography (CT)
scan to exclude vascular lesions. Patients with history of
stroke were not included in the study.

A detailed self-report and/or proxy report was con-
ducted for assessment of age at AD onset, years of school-
ing, gender, and history of antipsychotic and antidepressant
therapy. Information on age at dementia onset was obtained
through a review of medical records and confirmed
after an interview with the caregiver (preferably a family
member), who was required to visit the patient frequently.
The time of onset of subjective memory complaints or
mild cognitive impairment was not taken into account;
rather, only the time of dementia onset (when functional
decline actually began) was considered. Use of antipsy-
chotics or antidepressants was quantified in patients who
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had been receiving them for at least 3 months before the
evaluation, to ensure that proper clinical response result-
ing from stability of drug levels in the central nervous
system had been achieved, as well as because follow-up
assessments at the study facility are usually conducted in
3-month intervals.

Neuropsychiatric assessment

A thorough neuropsychiatric evaluation was conducted,
with particular attention to caregiver-reported Clinical Demen-
tia Rating (CDR)?? and the 10-item version of the Neuro-
psychiatric Inventory, which does not take into account
night-time behavior disturbances or appetite and eating
abnormalities.?® Effects of body mass index on age at AD
onset’ and cognitive and functional change® have been
previously assessed in our population, and associations of
sleep duration and sleep satisfaction with neuropsychiatric
symptoms and APOE haplotypes have been described
elsewhere.?* Ratings for the final score of each item in the
Neuropsychiatric Inventory took into account the frequency
and severity of each patient’s behaviors, while the total
score was the sum of the subscale scores. All functional
and behavioral assessments were conducted on weekday
mornings, by the same examiner (FFO).

Genotyping procedures

Blood samples were collected from all patients into tubes
containing 0.1% ethylenediaminetetraacetic acid (EDTA).
Genomic DNA was extracted from these samples using
a standard salting-out procedure for determination of APOE
haplotypes (polymorphisms rs7412 and rs429358), ACE
genotypes and haplotypes (polymorphisms rs1800764 and
rs4291), LDLR genotypes and haplotypes (polymorphisms
rs11669576 and rs5930), CETP genotypes and haplotypes
(polymorphisms rs5882 and rs708272), and genotypes of
rs2695121 (intron 2 of the NR1H2 gene). All single nucle-
otide polymorphisms (SNPs) were assessed by real-time
polymerase chain reactions using TagMan® SNP Geno-
typing Assays on the Applied Biosystems® 7500 Fast Real-
Time PCR System (Applied Biosystems®, Carlsbad, USA).
Standard manufacturer protocols were followed. Geno-
typing procedures were carried out only after clinical data
had been collected from all patients, thus ensuring observer
blinding to genetic data.

Outcome measures

Primarily, we sought to determine associations of genetic
variants of APOE, ACE, LDLR, CETP, and intron 2 of the
LXR-B gene NR1HZ2 with age at AD onset and neuro-
psychiatric symptoms, stratified by dementia stage. Sec-
ondarily, we also investigated combined associations of
gender and schooling with age at AD onset, as well as
associations of gender, schooling, age at dementia onset,
antipsychotic therapy, and antidepressant therapy with
each neuropsychiatric symptom according to CDR scores.??
Finally, frequencies and scores for all behavioral symp-
toms were compared according to stage of dementia.
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Table 1 Demographic and clinical profile (n=201)

Assessed factors n (%) Mean = SD Range
Gender
Female 141 (70.1)
Male 60 (29.9)
Age at dementia onset (years) 73.53+6.3 60.0-88.0
Schooling (years) 4.22+3.7 0-15
Neuropsychiatric Inventory score (0-120 points) 22.11+16.3 0-87
Antipsychotic therapy (mg/day)
Olanzapine (0.5) 10.00+0.0 10-10
Quetiapine 36 (17.9) 70.83+74.5 25-400
Risperidone 10 (5.0) 1.90+0.9 1.0-4.0
Antidepressant therapy (mg/day)*
Amitriptyline 1 (0.5) 25.00£0.0 25-25
Bupropion 8 (4.0) 150.00+0.0 150-150
Citalopram 18 (9.0) 23.33+7.7 20-40
Clomipramine 1 (0.5) 25.00+0.0 25-25
Escitalopram 3 (1.5) 10.00+0.0 10-10
Fluoxetine 11 (5.5) 27.27+10.1 20-40
Mirtazapine 2 (1.0) 30.00+0.0 30-30
Nortriptyline 1 (0.5) 10.00+0.0 10-10
Paroxetine 8 (4.0) 27.50+14.9 20-60
Sertraline 25 (12.4) 60.00+20.4 50-100
Trazodone 9 (4.5) 61.11+22.0 50-100
Venlafaxine (1.5) 175.00+114.6 75-300

*Qverall, 85 patients (42.3%) used antidepressants during the evaluation, five of whom were on two antidepressants at the same time:
one took bupropion 150 mg/day + trazodone 50 mg/day, one took citalopram 20 mg/day + mirtazapine 30 mg/day, and three took sertraline

50 mg/day + trazodone 50 mg/day.
SD = standard deviation.

Statistical analysis

Associations of APOE haplotypes, ACE genotypes and
haplotypes of rs1800764 and rs4291, LDLR genotypes
and haplotypes of rs11669576 and rs5930, CETP geno-
types and haplotypes of rs5882 and rs708272, and
genotypes of rs2695121 with age at AD onset were
investigated independently by way of the Mann-Whitney
U test and further assessed in combination in a multiple
linear regression model that included male gender and
schooling as covariates. Multiple linear regression models
including a copy of each minor allele, each copy of APOE-¢4,
male gender, years of schooling, age at dementia onset,
antipsychotic therapy, and antidepressant therapy were
employed at each dementia stage to investigate associa-
tions of these factors with each behavioral symptom and
with Neuropsychiatric Inventory total scores. Each haplo-
type that was represented in at least three patients
was associated with each behavioral symptom and with
Neuropsychiatric Inventory total scores at each dementia
stage by the Mann-Whitney U test. The threshold of signifi-
cance was set at p < 0.05.

Ethical considerations

This study is part of a larger research project (1067/10)
approved by the Ethics Committee of Hospital Sdo Paulo,
UNIFESP, in August 2010 (CAAE 0540.0.174.000-10). All
invited patients and their legal representatives agreed to
participate in the study and provided written informed
consent before the evaluation.

Results

At the end of the recruitment period, 217 patients had
been included. Of these, 16 (7.4%) were excluded due to
missing genetic information, resulting in a final sample of
201 patients.

Table 1 shows demographic and clinical results for the
final sample. More than two-thirds of patients were female,
47 patients (23.4%) received antipsychotic treatment, and
85 (42.3%) were on at least one antidepressant.

Table 2 reports genotypes and haplotypes for the final
sample. Overall, 108 patients (53.7%) were APOE-¢4
carriers, while 93 (46.3%) were APOE-g¢4 non-carriers.
All assessed genetic variants were in Hardy-Weinberg
equilibrium.

Regarding independent haplotypes that could affect
age at dementia onset, we found that APOE-g4/e4 car-
riers had earlier dementia onset by 4.31 years (p = 0.001),
rs5882-AA/rs708272-AG carriers had later dementia
onset by 1.77 year (p = 0.048), rs5882-AG/rs708272-AA
carriers had earlier dementia onset by 4.55 years
(p = 0.014), and rs11669576-GG/rs5930-GG carriers had
later dementia onset by 2.14 years (p = 0.021). The only
isolated genotype that affected age at AD onset was
rs5882-AA: carriers had later dementia onset by 1.76 year
(p = 0.018), but this analysis did not survive multiple
correlations. According to Table 3, the only variable to
affect age at AD onset in a multiple linear regression
model was the APOE haplotype: each copy of APOE-¢4
led to earlier dementia onset by 1.728 year (p = 0.012).

Tables 4, 5, and 6 show the results of multiple linear
regression analyses regarding factors that may affect
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Table 2 Genetic analysis findings (n=201)

Genotypes and haplotypes n (%) p-value*
APOE haplotypes
ed/ed 23 (11.4)
e4/e3 78 (38.8)
ed/e2 7 (3.5)
£3/e3 83 (41.3)
£3/e2 10 (5.0)
£2/e2 0 (0.0)
rs1800764 genotypes
CcC 53 (26.4) 0.291
cT 93 (46.3)
TT 55 (27.3)
rs4291 genotypes
AA 93 (46.3) 0.245
AT 82 (40.8)
TT 26 (12.9)
ACE haplotypes
rs1800764 CC/rs4291 AA 7 (3.5)
rs1800764 CC/rs4291 AT 20 (10.0)
rs1800764 CC/rs4291 TT 26 (12.9)
rs1800764 CT/rs4291 AA 31 (15.4)
rs1800764 CT/rs4291 AT 62 (30.9)
rs1800764 CT/rs4291 TT 0 (0.0)
rs1800764 TT/rs4291 AA 55 (27.3)
rs1800764 TT/rs4291 AT 0 (0.0)
rs1800764 TT/rs4291 TT 0 (0.0)
rs11669576 genotypes (LDLR8)
AA 2(1.0) 0.425
AG 27 (13.4)
GG 172 (85.6)
rs5930 genotypes (LDLR10)
AA 23 (11.4) 0.593
AG 95 (47.3)
GG 83 (41.3)
LDLR haplotypes
rs11669576 AA/rs5930 AA 0 (0.0)
rs11669576 AA/rs5930 AG 0 (0.0)
rs11669576 AA/rs5930 GG 2(1.0)
rs11669576 AG/rs5930 AA 0 (0.0)
rs11669576 AG/rs5930 AG 10 (5.0)
rs11669576 AG/rs5930 GG 17 (8.5)
rs11669576 GG/rs5930 AA 23 (11.4)
rs11669576 GG/rs5930 AG 85 (42.3)
rs11669576 GG/rs5930 GG 64 (31.8)
rs2695121 genotypes (NR1H2 gene)
CcC 76 (37.8) 0.691
CT 93 (46.3)
TT 32 (15.9)
rs5882 genotypes (CETP gene)
AA 75 (37.3) 0.412
AG 100 (49.8)
GG 26 (12.9)
rs708272 genotypes (CETP gene)
AA 21 (10.5) 0.058
AG 106 (52.7)
GG 74 (36.8)
CETP haplotypes
rs5882 AA/rs708272 AA 3(1.5)
rs5882 AA/rs708272 AG 38 (18.9)
rs5882 AA/rs708272 GG 34 (16.9)
rs5882 AG/rs708272 AA 11 (5.5)
rs5882 AG/rs708272 AG 56 (27.8)
rs5882 AG/rs708272 GG 33 (16.4)
rs5882 GG/rs708272 AA 7 (3.5)
rs5882 GG/rs708272 AG 12 (6.0)
rs5882 GG/rs708272 GG 7 (3.5)
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ACE = angiotensin-converting enzyme gene; APOE =
apolipoprotein E gene; CETP = cholesteryl ester transfer protein
gene; LDLR = low-density lipoprotein cholesterol receptor gene;
NR1H2 = liver X receptor beta gene.
* Hardy-Weinberg equilibrium (chi-square test).

Table 3 Multiple linear regression for age at AD onset
(n=201)

95%ClI
Effects B Lower Upper p-value
Constant 75.099 72513 77.686 < 0.001
Male gender -1.473 -3.419 0472 0.137
Years of schooling 0.134 -0.113  0.381 0.285
Copies of APOE-c4 -1.728 -3.071 -0.385 0.012
Copies of rs1800764-C 0.608 -1.119 2.335 0.488
Copies of rs4291-T 0.310 -1.502 2.122 0.736
Copies of rs11669576-A  -1.177  -3.562 1.207 0.331
Copies of rs5930-A -1.251  -2.601 0.099 0.069
Copies of rs2695121-T 0.745 -0.516  2.006 0.246
Copies of rs5882-G -0.668 -2.039 0.703 0.338
Copies of rs708272-A -0.530 -1.963  0.902 0.466

F-ratio = 2.044; multiple R = 0.312; adjusted squared multiple
R = 0.050; p = 0.031.

95%CI = 95% confidence interval; AD = Alzheimer’s disease
dementia; APOE = apolipoprotein E gene.

Results in bold are significant.

each behavioral symptom and Neuropsychiatric Inventory
total score for patients who were mildly impaired (CDR =
1.0), moderately impaired (CDR = 2.0), and severely
impaired (CDR = 3.0), respectively. Overall, Neuropsy-
chiatric Inventory total scores increased according to
dementia severity. For mildly impaired patients (n=78),
anxiety was the most frequent and highest-scored symp-
tom, while euphoria was the least frequent and hallucina-
tions were the lowest-scored symptom. For moderately
impaired patients (n=92), apathy was the most frequent
and the highest-scored symptom, while euphoria was the
least frequent and hallucinations were the lowest-scored
symptom. For severely impaired patients (n=31), apathy
was the most frequent and highest-scored symptom,
while euphoria was the least frequent and lowest-scored
symptom.

Considering associations of independent haplotypes
with behavioral scores in mildly impaired patients,
rs1800764-CC/rs4291-AT carriers (n=10) had more
hallucinations (1.40+x2.6 versus 0.15+0.4, p=0.031),
rs1800764-CT/rs4291-AA carriers (n=11) had more dis-
inhibition (1.00+1.3 versus 0.39+1.3, p=0.021) and more irri-
tability (3.00+4.1 versus 1.12+3.0, p=0.022), rs1800764-TT/
rs4291-AA carriers (n=19) had more agitation (3.32+3.1
versus 1.69+3.1, p=0.017), rs11669576-AG/rs5930-AG
carriers (n=5) had more apathy (7.20*=3.6 versus
3.19+3.7, p=0.026), rs11669576-AG/rs5930-GG carriers
(n=8) had less apathy (1.00£2.1 versus 3.73+3.8,
p=0.033), rs5882-AA/rs708272-AG carriers (n=14) had
lower Neuropsychiatric Inventory total scores (9.86*
6.7 versus 18.66+11.3, p=0.007) and less irritability (0.57+
0.8 versus 2.80+3.1, p=0.008), rs5882-AA/rs708272-GG
carriers (n=13) had higher Neuropsychiatric Inventory total
scores (24.38+9.4 versus 15.62+11.0, p=0.007) and more
apathy (5.31+3.4 versus 3.08+3.8, p=0.041) and more
dysphoria (3.38+3.8 versus 1.34+2.2, p=0.036), rs5882-AG/
rs708272-GG carriers (n=12) had less anxiety (1.42+2.7
versus 4.39+4.5, p=0.025), and rs5882-GG/rs708272-AG
carriers (n=5) had more delusions (3.40+5.1 versus
0.58+1.7, p=0.027).



99

Cerebrovascular genetics in Alzheimer’s disease

‘Jueonubis ase pjog ul synsey
"ou 10 s8A = Adesayy [eoibojooewieyd |, "sieak ul abY .
‘uonielnep piepuels = QS ‘Alojusaul oujelyoAsdoinaN wal-0f = |dN ‘Buney enuswaq [eoluln = 4ao ‘eusb 3 uloidodijode = 304Y

0v¥ere 2eFsre 62Fve’L SvFes v Le¥eet 8'eTove y'e¥5ee ¥'€¥55C 22+80'} €€¥00¢C L'S1¥.9'2¢ (@S ¥ ueaw) sa100g
0°L¢ G'95 ¥'0€ 5’89 gle L9y 6°09 0'€9 L'6€ LSy - (%) fousnbaiy woydwAs
0EL0 /&1 €150 050 €900 921 G080 #20 €050 <egv0- 8560 620- 1820 020- OO 88t 1910 690- 20¥0 €90- 86v0 2S¢  Adeisy) juesseidepnuy
080 G20 .00 6.0 1620 L0 ¥.60 680 26L0 +80 G820 €60 .00 OEL- 8€00 9L 8LL0 /90 8200 0L+ 0900 kL Adessyy onoyohAsdnuy
666°0 000 260 6V0 €90 120 O¥6'0 900 €250 L€0- LbP0 0S0- €6¥0 LEO- G860 LOO- 6LS0 #20 960 €S0- 66L0 LLO- V-22280/81 jo saido)
$99°0 LlE'0 €550 9€0- 0860 OO 9680 OO GS9¥0 /L€0- 1850 8E0- 200 €E€L- 9860 100- L€60 €00 LvyO 9Ov0 #6550 6G}- ©-288Gs! jo saido)
.20  690- 89¥'0 6€0 SPL0 GL'0 9960 00 9.0 6€0- 8l20 ¥L0- Ly90 €20 O0€L0 6L'0- 9920 OL0 SSL0 SL20- 940 98-  1-1215692s! jo seidon
0620 8L'0 G500 ¥L'L 0S20 650 ¥LZ0 820 2920 GS0- KOO L9'L- 200 LOk- 90€0 190 evSO €20 €2L'0 060 980 8.0 V-0£6Gs! Jo saidoD
1200 v,z 060 820 +/50 IS0 6¥80 920- 89Y0 290- k00O ¥ES- €020 GZ'L €850 850- €VL'0 860~ 2SL0 Z¥'l- 6920 8vL-  V-9.569911s! jo saidod
9v20 LL'L- 1980 ¥L'0 6920 $90 LL€O 0L 9600 €Ll 9690 €0 0900 GS¥'L ¥ESO IS0 €20 S0 6090 IF0O 98L0 €2G 1-162¥s! jo seidon
L2€0 /80 O0Er'0 G90- 8680 GL'O- 160 +00- 62L'0 GO'L- 2980 /LL'O- 1200 28'L- 9620 /80 G220 +90- 6€L0 L20O- +€20 6L%-  O-¥9.008Lsl jo saidod
2880 00 99¥0 ¥¥0 20O ¥80 #HO'0 8SL- L.S0 820 OO0 S50 8.0 0SS0 /660 LOO0- 0S80 Z00 OWFO0 G¥O 050  S9'L #3-30dV jo seido)
9le0 /00 09€0 900 6LE0 GO0 €€0°0 LL'O- €00 OL'O- 8¥20 800- 6880 10O 2250 +00 H000 <2L'O- 8L90 €00 2b'0 120-  +dsuo enuswep je aby
$90°0 920 2960 00 097’0 800 8020 6L0- 880 800- 9600 2¢20- G000 2E€0- 0/50 LOO +¥E€20 600- LEEO LL'O- G820  L90O- Bujooyos jo siea
6890 Ov0- ¥l90 €v0- 2850 L¥'0- 6L00 #9C 0680 OL'0 €280 120 6L¥0 S90- €020 OL'L 16e0 /Ly0- 6280 8L'L- 920 G¥'l Japusb sjep
L0 €8v-  ¥ES0 60€- 8620 9L'SG- 6000 €2ZLL €100 bOL VOO OFLL G220 69G GS0L0 L6k- 2000 GS2Z0L €660 ¥00 00L0 OLOY jueisuo)
d d d d d d d d d d d d d g d d d g d d d d sj08y3
(6L20=d (sog0=d (ovro=d (g500=d (8eg0=d (8gz0=d (0200 =d (Lez0=d (eL10=d (e6z0=d (sv20=d
‘€ge’ | = onel-4) ‘6¥9°0 ‘SL0°L ‘818°L '826°0 ‘50€°L ‘05l ‘162'L ‘el ‘502°L ‘€1L°0 = ofel-4)
Joineyaq Jojow = ofjel-4) = ofjes-4) = ofjel-4) = ones-4) = ofjes-4) = ofnel-4) = ofjes-4) = ones-4) = ofjel-4) 0J09s [e10} |dN
elaqy 100 uoniqiyuisiq Ayredy eloydng Reixuy eloydsAqg uolelby suoleulon|ieH suoisnjaq
(26=Uu) (0’2 = 4an) siuened pairedw Aoreispow ul woldwAs ourelyoAsdoinau yoes Jo sisAjeue uoissalbal seaul aidyny g ajqel
‘eoiubis ase pjoq ul synsey
"ou 10 seh = Adelsy} |eoifojooeuIRYd | "Sieeh ul 8By 4
"UOIJEINSP PJBpUE]S = S ‘Alojudnul oujelyoAsdoinaN wal-0) = |dN ‘Buiey enuswaq [eolun) = ygo ‘eusb 3 uisjoidodijode = 304V
2eT8e’L 62¥0ve €1LFL¥0 8'€¥Sh'e 817090 yyTv6'e 92+89'} 2'€¥60C 0'L¥LE0 L'2¥9L0 L'LL¥80°LL (Qs  uesw) sa1008
6'92 ¥'59 §02 €09 A 629 9'es 0'0S 6'LL L'ee - (%) Aousnbaiy woydwAs
¥05°0 G50 2810 860 6€£L0 LL'O 020 G2k 6EL0 0.0 /800 €61 GEO0 8EL 68Y0 GSO ¥BLO €0 vEFO OF0- 8000 8€.  Adeisy juessaidepnuy
6920 /9L 8/00 6£C G000 691 8850 L60 /880 20 9SL0 26C erl'0 GLL 2900 +v.Z 0€€0 GFO- €190 L¥O- 6000 GEEL JAdessy) onoyohsdiuy
8020 €80- 00y0 670 8990 LL'O 00LO O€k- 2820 €L0- 0020 GLL ZS20 9L0- 0690 G20 /beO0 €20 660 6E£0 0680 0€0- V-2.280/81 jo saido)
96e'0 /S0 0950 €0 LZLL'O 9€0- g0 1S0 /260 €00- 8S¥0 6S0- 290 020- 6460 L00- €860 9L'0 8200 180 LSS0 GL'L 9-288Gs! Jo saido)
€050 €0 9220 /LL'0- 8L¥0 LL'O- 2190 €€0- 89¥0 €20- 29¥0 G50 G820 20 EvY0 Ly0- 000 LE0- 8590 GLO- €890 #L0-  1-1215692s! Jo seidoy
/980 950 #1200 020- 2leg0 0€0- <2EL'0 2L’k 6500 890 8960 +00 H#OY'O0 OvO- GL90 00 LS00 Z€0- 9v0'0 LL0O- 2SL0 +90 V-0£6Gs Jo saldoD
906°0 'O S¥6'0 900 /€80 800 €¥L'0 2Lt 8080 VL0 €0 8LL- 6580 +vL0O 060 €00 SL80 00 0660 250 6650 69 V-9/5699L1sl}o S
LLL'0  L0'L- 660 200 Obr0 €20- 9820 660 /LpL'0O G90- 6960 SO0 L0 190 Zl90 [LE0- 2.¥0 LL'O- 1€80 OLO 6.0 2LO- 1-162¥sd jo saidod
9500 €L 1860 L00- 16L0 860 0220 60L- 82F0 €€0 660 LOO- 0/80 600- 60L0 GL'L- 8200 LSO 69€0 I¥0 8920 2.0  O-9.008LS! Jo sa1doy
9¥9'0 820- €0¥'0 G¥0- G980 120 <2€6'0 900- 8¥20 O¥0- 620 680~ €60 200 /9%0 =g2v0 L0660 <200 0€6'0 €00 O06V0 LEIL- #3-30dV jo seido)
8950 00 8620 100 1980 100- €vZ0 €00 9¥90 200- 85,0 L00- €6L0 LOO S0 SO0 GE60 LOO- ¥L80 k00 26L0 900  «I9SUO BjUSWSP e aby
2180 200 vle0 800- S¥80 L00- 28€0 OL'0- €860 LOO €80 600 0850 GOO- /20 OLO- S¥L'0O  #00 OFL'0O 800- 68€0 920- Buijooyos Jo sieap
¥0€°0 880 €00 €61 €9Y0 “20- 98650 GSO 1250 LEO- 8060 €L0O- €910 ¥6'0- €LL0 0€0- ¥890 LLO- €620 950 2050 88 Jopuab sjepy
0250 6£€ P60 PEO G¥90 60 €680 2€L 8650 981 G620 0SL 1880 290 6£60 6E£0 €960 L00- +¥880 O 1090 +0'6 eisuo)
d g d d d d d d d d d ¢ d d d d d d d d d g S100)3
(Lego=d (Lezo=d (r2r0=d (6990=d (,650=d (9s¥'0=d (60z0=d (0220=d (eL00=d (6L00=d (e600=d
‘1€8°0 = ofes-o) ALY ‘el ‘6820 ‘0980 ‘900°L ‘16€°L ‘sve’L WLl LILL ‘G69°L
loineyaq = ojjel-d) = ojjel-d) = ojjel-4) = ojjel-) = ojjes-o) = ojjes-o) = oljes-o) = ojel-d) = onel-d) = onel-d)
Jojow JueLlaqy Algen) uoniquyuisig Ayredy eloydng Aoixuy eloydsAqg uoneyby suoneudn|ieq suoisn|aQg 2100s [e10} |dN

(82=u) (0’1 = HaD) swaned pasedw Apjiw ul woldwAs oulelydoAsdoinau yoes Jo sisAjeue uoissalbai Jeaul| ajdiniy ¥ alqel

39(2)

Rev Bras Psiquiatr. 2017



100 FF de Oliveira et al.

oo
o
S
o®
=Zo=| o
Scaw
teug
85-8?
<‘5$Q. a
Ed
>0 o =
Zowd
a=a N
S sNOo
=
= al =
< —_
S 3 Q
= R
523~
£g8Wwo
S
gu\., ol =
=
i
—~
=" 9 Qo
e E
= -
S|88wo
T
o [TLT
1l
o s
@) -
Oflegnr 5| =
= |< o
» _8':8@.
= a8~ o
cC |3 o
QU= o] =
©
o
e}
O [ = =
= | Fogod
RS
glEo@s
-
E|<L !
>
[0
5]
3 S § a
G o
(2] ‘C'ﬁ"\"‘_'
c|g8rS
=L =
c A= al =@
o
£
cll @ a
>1| 0o S0
So
2] ;;,;:8@.
o|=2gfdo
E | QL
a ~ al|l @
2
S R
<
n (2]
a| 5§%@| =
[e) =R ]
= ®© o
5 cng
o) S o
c 2=
= grel=
S L
(0]
Blen @ a
sony
D gEa2
»|[538x00
|0 N
© | O= o] =
c
©
5| £z
B gaog| =
%) oy
) s 12
et g 50
g Qﬁu
| zye|«
5| °%
(0]
£
2
o
£
=
©
() 2
Qo L
© pim}
-

Rev Bras Psiquiatr. 2017;39(2)

0.040
0.340

-27.17 0.018 -12.11 0.333 25.82
0.287 2.06

1.92

0.109
0.345

0.372 -19.71

-9.91
0.109 0.84 0.673

-21.73 0.080

-6.52 0.550
0.17 0.930

-9.04 0.456
-0.46 0.832

0.092
0.292

0.056 -4.02 0.628 -21.57
5.52

-106.0
20.44

Constant

2.41

0.318

2.05

3.56

2.38

0.002

0.043

Male gender

OCNOANOWIW® O =X ©
NNFOOT-rOrWO©O
OQQQWVOoOOVYQOQON® o
CS86000C80800 (v
mH
<
AN
<t I 0 [To) < :
R8BI n o
PRWoPTorYoo R
TOONTISLT DT OOD
NODIDNONNTONKN
OYNANNROUWOWVOO
SC0O0O0COCB80SO0O00 ¥
58
©
DOt r-~N~N—w0  ©
Vr-roaTont—od o
QorTaQRdArr-r-oO<
NN~ Or-NOANT— O —
COr-O0ANDOYTOI W
—QUTmONT NN N
[SECRCRCRCRCRCRCRCRORONC IRy
o
<
DO DP—-—0oOoC 0N~ " ©
ODNHNO-MOO-IAR® o
QooNoco~Tr+roQa
TNOSTWLOLNNOD AW
OANOUNArOTOO®
YONNOroN¥IdOo0o o
COO0OO0OCO0O0O00000 v
5 &
© © O N oy~ 0 o
ARRHFIR2HBIAY &
PRTTOBLE TN ™
TOTNDOTDOD TN
NTOVOAANO N O DI~
SYaRYoR-oaY- @
ooooooooooooy\.?‘
D~
OO otnoT 0w ®
C@rANNOOE— O
QoPPr-rocoaorr-a
NODDOOWOTONON
OO+~ ITO— S F O~
QOmAaNOVOOoQO- |
SO0 O0CO0O0B868080S ¢
9 &
ConRNAr~©0Ro0—wo N
NAYCV0ORLQLO©0O® o
QoadPTr~ramMProm
NOYTODN A= QOO
COVTILINONRTONT— o
TTmROOQNOMNG N d
ooooooooooooo.:
—
‘10c>«>oo(">ooq-!')“?oocoﬂ-'\3
S-NoORonQUremN o
QoQRoPt+"TTOOO
TO-ONOMONNT O
FTOONRANNDQOODY o
QO -— NI ON® :
oooooooooooocxgjr"‘
NEE)
CvtmFozsownnPgt
NrdQo®RoooN - o
o~ T-adoQ@a
—FONDOTIMNO T D
NONNDODO©OONOWm
TORY RN E IO -~
COCCO00CSO00S0 (¢
VH
<
R R . N =
LAY —PUV®MALY AN
QoovTQRo~QRarr—a
Yt OYOYTOONNDO©
OVT-VRAVOOOND
AR MNMOMOON~Q NN d
oocooooooooo.—‘ﬁ
B
DNV NNO—oowos N
CPORROUYNO-INY o
QQPaoNN~oco <t~
M= OO~ M OWOL
O ~NNNOTOMON <
QernaNYeoNoewe
[E-J=NeNoNoN-NoNoN-Noi - BN
. 1
o 0 o o 2
o o -
I220<¥R8-Bhelt o
BTN ONNoalsQ @
* < <. 0
5%
3 Q@ & K L5288
2Bl ez
o6 IRFALNON T om
SoUlSc-8QQUANTE Ty
S E02398BRREL S
SEQCXN-DORO=E 5
SoLL 308082898
oEq:h,_h,_h,_h*ag.::m
D D oz e N um S ) 1S
ua-oooooooooo;_Ev
R R R N A ]
PTOOOODOLO A5 2D
soagoaaaaaa=sE EQ
DDDOO0O000000EE SO
00000000 h®

Clinical Dementia Rating; NPI = 10-item Neuropsychiatric Inventory; SD = standard deviation.

Pharmacological therapy

gene; CDR

apolipoprotein E

*Age in years. '

APOE

yes or no.

Results in bold are significant.

Considering associations of independent haplotypes
with behavioral scores in moderately impaired patients,
rs1800764-CC/rs4291-AT carriers (n=8) had less agitation
(0.37£0.7 versus 2.76+3.5, p=0.018), rs11669576-AG/
rs5930-GG carriers (n=7) had less apathy (2.00*+4.5
versus 5.05+4.5, p=0.049), rs11669576-GG/rs5930-AA
carriers (n=8) had less anxiety (0.12+0.4 versus 2.68+
3.9, p=0.033), rs11669576-GG/rs5930-AG carriers (n=42)
had less irritability (3.26+3.7 versus 1.76=2.6, p=0.034),
rs11669576-GG/rs5930-GG carriers (n=30) had less
irritability (1.37+2.4 versus 2.97+3.4, p=0.006), rs5882-AG/
rs708272-AA carriers (n=8) had more agitation (4.75+2.9
versus 2.35+3.4, p=0.008) and more hallucinations
(3.00+3.8 versus 0.89+1.9, p=0.018) and more disinhibition
(4.00£5.3 versus 1.08+2.5, p=0.029), and rs5882-AG/
rs708272-AG carriers (n=23) had less agitation (1.39+2.9
versus 2.94+3.5, p=0.012).

Considering associations of independent haplotypes
with behavioral scores in severely impaired patients,
rs1800764-CT/rs4291-AA carriers (n=3) had more aber-
rant motor behavior (9.33+2.3 versus 3.14+4.6, p=0.033),
rs1800764-CT/rs4291-AT carriers (n=11) had less disin-
hibition (1.27+2.9 versus 3.35+4.0, p=0.038), rs1800764-TT/
rs4291-AA carriers (n=12) had more disinhibition (4.25+4.5
versus 1.58+2.8, p=0.029), rs5882-AA/rs708272-AG car-
riers (n=5) had more anxiety (8.00+5.7 versus 2.35+3.6,
p=0.023), rs5882-AG/rs708272-AG carriers (n=11) had
more irritability (6.09+4.1 versus 2.30+3.6, p=0.028), and
rs5882-AG/rs708272-GG carriers (n=8) had less delu-
sions (0.25%+0.5 versus 3.00+3.9, p=0.017).

Discussion

With the exceptions of anxiety and irritability, a trend was
found for all other behavioral symptoms to be intensified
according to functional decline; likewise, most significant
correlations were found in later dementia stages. Anxiety
is usually inversely correlated with apathy,?® whereas overall
neuropsychiatric symptoms tend to correlate better with
functional independence than with cognitive decline.?%2°
Antipsychotic therapy was associated with higher Neu-
ropsychiatric Inventory total scores for mildly impaired
patients, particularly regarding disinhibition, and with more
delusions and more agitation for moderately impaired
patients, probably representing the need for psychotropic
treatment when more behavioral symptoms are present,
while agitation does not usually improve with atypical
antipsychotics in the long term.® Likewise, antidepressant
therapy was associated with higher Neuropsychiatric
Inventory total scores for mildly impaired and severely
impaired patients (particularly regarding dysphoria), and
with more agitation for moderately impaired patients, also
representing the expected need for such therapy accord-
ing to symptoms of depression.

Male gender was associated with more irritability in
mildly impaired patients, more apathy in moderately
impaired patients, and higher Neuropsychiatric Inven-
tory total scores, particularly regarding delusions, in
severely impaired patients. Gender differences have been
reported in other studies, particularly regarding greater
anxiety and dysphoria in women.®



Schooling did not correlate with dementia onset in
this sample. Nevertheless, more years of education were
associated with less dysphoria in moderately impaired
patients and with lower Neuropsychiatric Inventory total
scores in severely impaired patients, particularly regard-
ing agitation and irritability. Though an earlier study
showed that educational attainment and AD duration
did not affect behavior,?® patients were not stratified by
dementia stage, and some associations may have been
missed. Education enhances cognitive reserve and may
affect the way the brain copes with the burden of AD
neuropathology, thus modulating behavior.

Later dementia onset was associated with fewer hal-
lucinations, less euphoria, and less apathy for moderately
impaired patients. Considering that hallucinations are
strong predictors of faster functional decline,?® they may
also be more frequent when dementia starts earlier.
A high prevalence of hallucinations and extrapyramidal
signs might predict the presence of Lewy bodies in
patients with AD.?” In severely impaired patients, later
dementia onset was associated with higher Neuropsy-
chiatric Inventory total scores, particularly regarding dis-
inhibition, but also with less apathy and less aberrant
motor behavior, a complex link that could be partly due to
APOE-£4 non-carriers having later AD onset.

On analysis of multiple correlations, only APOE hap-
lotypes affected the age at dementia onset in this sample,
confirming the essential role of genetically mediated
neurodegeneration on AD onset.' Furthermore, mod-
erately impaired APOE-¢4 carriers had less apathy,
whereas severely impaired APOE-g4 carriers had more
delusions and more aberrant motor behavior. Whereas
some cross-sectional studies have not found associations
of APOE haplotypes with specific neuropsychiatric symp-
toms?° or sleep satisfaction,?* other studies have shown
dose-dependent associations of copies of APOE-g4 with
delusions,?® aberrant motor behavior,® anxiety,?® and
agitation.®® Mechanisms involve atrophy of the prefrontal
cortex,?® temporal lobe hypoperfusion,?® cholinergic
imbalance,® and tau-mediated disruption of frontal ser-
otonergic and dopaminergic networks.>*® APOE haplo-
types have also been associated with variable frequency
of hallucinations.®?® The incidence of delusions and hal-
lucinations tends to be dissociated, considering that in AD
delusions are usually more common than hallucinations,
while in Lewy body dementia syndromes, hallucinations
are more common than delusions.® Though APOE-c4
carrier status seems to predispose to late-onset depres-
sion,® particularly in women,%? we did not find correlations
with dysphoria in our sample. Nevertheless, one study
showed that women have earlier AD onset when they are
APOE-c4 carriers with a history of depression,® confirm-
ing that gender differences might affect dementia onset.

Considering ACE genotypes, carriers of the C allele of
rs1800764 had more hallucinations when mildly impaired
and less dysphoria when moderately impaired, whereas
carriers of the T allele of rs4291 had less dysphoria when
severely impaired. Regarding represented haplotypes
in independent analyses, presence of the C allele of
rs1800764 was associated with less agitation, while
presence of the A allele of rs4291 was associated with

Cerebrovascular genetics in Alzheimer’s disease

more agitation, more disinhibition, more irritability, and worse
aberrant motor behavior. To the best of our knowledge,
these are all previously unreported associations, while only
the T allele of rs4291 was reported as a susceptibility factor
for unipolar major depression and hypothalamic-hypophy-
seal-adrenocortical axis hyperactivity in an earlier study of
subjects without dementia.®* Given that angiotensin-con-
verting enzyme degrades amyloid-p*® and is overexpressed
in a compensatory manner in the hippocampus, frontal
cortex, and caudate nucleus of both hemispheres of patients
with AD,'? suppression of frontally mediated behaviors
could occur by boosted enzyme levels and activity. Func-
tional studies are needed to confirm these associations.

Considering LDLR genotypes, carriers of the A allele of
rs11669576 had less anxiety and more aberrant motor
behavior when moderately impaired, whereas carriers
of the A allele of rs5930 had less delusions when mildly
impaired, less anxiety when moderately impaired, and
higher Neuropsychiatric Inventory total scores when severely
impaired, particularly regarding apathy and irritability.
Regarding represented haplotypes in independent ana-
lyses, presence of the G allele of rs5930 was asso-
ciated with less apathy in mildly and moderately impaired
patients. Still, carriers of rs11669576-GG/rs5930-GG had
later dementia onset. The A allele of rs11669576 has been
associated with variable risk of AD, either increasing risk
when in combination with copies of APOE-£4” or decreas-
ing risk - only in women - when in combination with other
LDLR polymorphisms,®*® while the A allele of rs5930
was associated with lower risk of AD when combined with
other LDLR polymorphisms in an earlier study.'® Although
neuropsychiatric symptoms have not previously been
studied in association with variants of LDLR, genotypes
associated with less AD neuropathology®® could lead to
later dementia onset and milder behavioral burden in
earlier stages.

Considering CETP genotypes, carriers of the G allele of
rs5882 had more delusions when mildly impaired, less
dysphoria when moderately impaired, and less anxiety
when severely impaired, whereas carriers of the A allele
of rs708272 had higher Neuropsychiatric Inventory total
scores when severely impaired, particularly regarding
delusions, anxiety, and aberrant motor behavior. Regard-
ing represented haplotypes in independent analyses,
mildly impaired carriers of rs5882-AA/rs708272-GG had
higher Neuropsychiatric Inventory total scores, particu-
larly regarding apathy and dysphoria, whereas moder-
ately impaired carriers of rs5882-AG/rs708272-AA had
more agitation, more hallucinations, and more disinhibi-
tion. Carriers of rs5882-AG/rs708272-AG had less agita-
tion when moderately impaired and more irritability
when severely impaired. Carriers of rs5882-AA had later
dementia onset, but this finding did not survive multiple
correlations; conversely, carriers of rs5882-AG/rs708272-
AA had earlier dementia onset on independent analysis.
Though associations of CETP genotypes with behavioral
symptoms have not been reported before, the AA geno-
type of rs708272 was associated with increased risk of
AD for APOE-¢4 carriers in one meta-analysis,37 while the
GG genotype of rs5882 has been associated either with
slower cognitive decline and lower risk of AD,® with faster
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cognitive decline and higher risk of AD,%® or with increased
risk of AD only for APOE-¢4 non-carriers.®® The G allele
of rs708272 and the G allele of rs5882 seemed to play
protective roles in our sample, possibly by improving
myelin biosynthesis in the brain.

Severely impaired carriers of the T allele of rs2695121
had more anxiety and more aberrant motor behavior.
Among all polymorphisms of the LXR-B gene (NR1H2),
the T allele of rs2695121 is the most significant for risk of
AD,?° though it had not been previously associated with
behavioral symptoms. Polymorphisms in cellular choles-
terol efflux-related genes may affect the neuropsychiatric
profile of patients with AD, as increased cholesterol levels
induce amyloidogenesis.

An important limitation of this study is that it was con-
ducted in a single center with no randomization. We tried
to mitigate this drawback by ensuring that examiners were
blinded to genetic data during the evaluations. In addition,
the genotype and haplotype frequencies found were similar
to those reported in most previous studies, confirming that
our outpatient sample was probably representative of
our population as a whole. The cross-sectional design of
this study precludes deeper assumptions regarding causal
relations. Even though APOE haplotypes were the only
genetic factors to consistently affect age at AD onset,
variants involved in cerebrovascular metabolism were
associated with several behavioral symptoms, leading to
the conclusion that cerebrovascular risk plays an important
genetically mediated role in neuropsychiatric manifesta-
tions of AD.
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