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57 questions in eight domains of the characteristics of
children with PDD, which was developed by the Autism
Society Japan. The clinicians who diagnosed the indivi-
duals were trained in the use of PARS. Twenty indivi-
duals met the full criteria for autistic disorder, 11 met the
criteria for Asperger syndrome and four for PDD-not
otherwise specified (PDD-NOS). Among the patients
with ASD, 11 had a low intelligence quotient (IQ) ( < 70).
The schizophrenia cohort consisted of 45 patients with
schizophrenia and 45 age- and sex-matched healthy con-
trols (Table 2). Each patient with schizophrenia received
a consensus diagnosis by at least two trained psychiatrists
according to the DSM-IV-TR criteria using the struc-
tured clinical interview (SCID) for DSM-1V.

A detailed description of healthy controls was given in
previous reports [35,36]. Briefly, controls were biologi-
cally unrelated Japanese participants. Healthy controls
were screened using the SCID for the Diagnostic and
Statistical Manual, Fourth Edition, Axis 1 Disorders,
Non-Patient version (SCID-I/NP) and were excluded if
they (1) had neurological or medical conditions that
could potentially affect the central nervous system, (2)
had any psychiatric diseases and/or received psychiatric
medication, (3) had first- or second-degree relatives with
psychiatric disease or (4) presented with an IQ < 70. IQ
data were collected using the Japanese version of the
full-scale Wechsler Adult Intelligence Scale (WAIS)-III
or the full-scale Wechsler Intelligence Scale for Chil-
dren-Third Edition (WISC-III) {37,38].

Following description of the study, written informed
consent was obtained from each individual (or, when
appropriate, his/her guardians). This study was carried
out in accordance with the World Medical Association’s
Declaration of Helsinki and was approved by the ethics
committee at Osaka University.

Immortalization of lymphocytes and RNA extraction
Isolation of lymphocytes from blood and lymphocyte
immortalization using Epstein-Barr virus (EBV) were

Table 2 Demographic information for schizophrenia and
control cohorts®

Demographics Schizophrenia  Controls P value

(n = 45) (n = 45)
Sex, M/F 26/19 26/19 % =0(1, N = 90),

P=10

Mean age, years 379 (1.6) 381 (1.7) U=9885 P =009,
(+SD) Z=-02
Age range, years 21 to 65 21 to 65
Estimated premorbid 100.8 (9.3) 1054 (84) U=0687P=
IQ (JARTS0) 0009, Z =-26

M: male, F: female, 1Q: intelligence quotient; JART50: Japanese Adult Reading
Test: Japanese version of the National Adult Reading Test. Data are means +
SD unless otherwise specified. Differences in clinical characteristics were

analyzed using the y? test for gender and the Mann-Whitney U test for age.
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entrusted to SRL of Tokyo, Japan. Immortalized,
patient-derived lymphocytes were grown in culture
media supplemented with 20% fetal bovine serum. Total
RNA was extracted from cell pellets using the RNeasy
Mini Kit (Qiagen K.K., Tokyo, Japan). The total RNA
yield was determined by absorbance at 260 nm, and RNA
quality was analyzed using agarose gel electrophoresis.

DNase treatment and reverse transcriptase reaction

Total RNA was treated with DNase to remove contami-
nating genomic DNA using DNase Treatment &
Removal Reagents (Ambion, Austin, TX, USA) according
to the manufacturer’s protocol. Total RNA (10 ug) trea-
ted with DNase was used in a 50-pL reverse transcriptase
reaction to synthesize cDNA with the SuperScript First-
Strand Synthesis System for RT-PCR (Invitrogen, Carls-
bad, CA, USA) according to the manufacturer’s protocol.
Briefly, total RNA (10 pg) was denatured with 1 mM
deoxyribonucleotide triphosphate (ANTP) and 5 ng/uL
random hexamers at 65°C for 5 minutes. After the addi-
tion of 10xRT buffer (20 mM Tris-HCI (pH 8.4) and
50 mM KClI final concentration; Invitrogen), MgCl,
(5 mM final concentration), dithiothreitol (10 mM final
concentration), RNaseOUT Recombinant Ribonuclease
Inhibitor (100 U; Invitrogen) and SuperScript III Reverse
Transcriptase (125 U; Invitrogen), the reaction mixture
was incubated at 25°C for 10 minutes, at 42°C for
40 minutes and at 70°C for 15 minutes. RNase H (5 U)
was added to the reaction mixture and incubated at 37°C
for 20 minutes to stop the reaction.

Real-time quantitative RT-PCR

The Pre-Developed TagMan Assay Reagent kit (Applied
Biosystems, Foster City, CA, USA) was used to measure
mRNA expression levels of NLGN3, NLGN4, NRXN1,
SHANK3, MeCP2, NHEY, AKT1 and housekeeping genes
(B-actin and TBP). Primers were purchased from Applied
Biosystems (gene name: assay ID, transcript ID, target
region; NLGN3: Hs01043809_m1, NM_181303.1, Exon4-
5; NLGN4: Hs00535592_m1, NM_020742.2, Exonl-2;
NRXNI: Hs00985123_m1, NM_001135659.1, Exon22-23;
SHANK3: Hs01586468_m1, NM_001080420.1, Exon22-
23; MECP2: Hs00172845_m1, NM_004992.3, Exon2-3;
NHE9: Hs00543518_m1, NM_173653.3, Exon7-8; AKT1:
Hs00920503_m1, NM_001014432.1, Exon13-14; B-actin:
4326315E, NM_001101, no region indicated; TBP:
4326322E, NM_003194, no region indicated). Expression
levels of these genes were measured by real-time quanti-
tative reverse transcriptase polymerase chain reaction
(qRT-PCR) using an ABI Prism 7900 Sequence Detection
System (Applied Biosystems) with a 384-well format as
previously described [39,40]. Each 20-uL PCR reaction
contained 6 pL of cDNA, 900 nM concentrations of each
primer, a 250 nM concentration of probe and 10 pL of
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TagMan Universal PCR Master Mix containing Ampli-
Taq Gold DNA Polymerase and AmpErase Uracil N-gly-
cosylase (all from Applied Biosystems), as well as ANTP
with deoxyuridine triphosphate, passive reference and
optimized buffer components. The PCR cycling condi-
tions were 50°C for 2 minutes, 95°C for 10 minutes,
40 cycles of 95°C for 15 seconds and 59°C or 60°C for 1
minute. PCR data were obtained by using Sequence
Detector software (SDS version 2.1; Applied Biosystems)
and quantified using a standard curve method. This
software plotted the real-time fluorescence intensity and
selected the threshold within the linear phase of the
amplicon profile. The software plotted a standard curve
of the cycle at threshold (C,) (where the fluorescence
generated within a reaction crossed the threshold) ver-
sus the quantity of RNA. All samples were measured
using a single plate per target gene, and their C, values
were in the linear range of the standard curve. Sample
quantities were predicted by C, values. Experiments
were typically performed three times in triplicate, and
each gene expression level was taken as the average of
three independent experiments. The individual expres-
sion level of each target gene normalized by a house-
keeping gene (raw target gene expression level divided
by raw housekeeping gene expression level) was used
for statistical analysis.

Statistical analyses

Statistical analyses were carried out using SPSS for Win-
dows version 16.0 software (SPSS Japan Inc., Tokyo,
Japan). Group comparisons of demographic data were
performed using the c® test for one categorical variable
(sex) or the Mann-Whitney U test for continuous vari-
ables as appropriate. Differences in mRNA transcript
levels between the groups were analyzed using the
Mann-Whitney U test. The Bonferroni correction for
multiple tests was applied to assess the mRNA tran-
script levels on the number of genes (five). All P values
reported are based on two-tailed tests. Statistical signifi-
cance was defined as P < 0.05.

Results

Standard curves for the seven target genes (NLGNS3,
NLGN4, NRXN1, SHANK3, MeCP2, NHE9 and AKT1)
and the two housekeeping genes (B-actin and TBP) were
prepared using serial dilutions (1:4) of pooled cDNA
from 300 ng of total RNA derived from immortalized
lymphoblasts (Figure 1). The R* values of the standard
curves were more than 0.99 (NLGN3, MeCP2, NHES9,
AKT1I, B-actin and TBP), 0.87 (SHANK3), 0.64 (NRXNI)
and 0.63 (NLGN4). Although the SHANK3 gene expres-
sion was relatively low, it was measurable in our sample.
On the other hand, we did not further analyze NLGN4
and NRXNI gene expression, as the expression levels of
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Figure 1 Standard curves for target genes and housekeeping
genes. Standard curves for NLGN3, NLGN4, NRXN1, SHANK3, MeCP2,
NHE9, AKT1 and two housekeeping genes (B-actin and TBP). The
highest quantity represents an amount of cDNA prepared from 300

ng of total RNA in the polymerase chain reaction.

the two genes were too low to quantify using this
method.

Using immortalized lymphoblastoid cells from 35 indi-
viduals with ASD and 35 controls, we quantified the
mRNA expression levels of the NLGN3, SHANKS,
NHE9, MeCP2 and AKTI genes normalized by two
housekeeping genes, -actin and TBP (Figure 2). The
mRNA expression levels of the NLGN3 gene normalized
by B-actin or TBP were decreased by 35% or 26%,
respectively, in individuals with ASD (B-actin: P =
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Figure 2 Expression analysis of NLGN3, SHANK3, NHE9, MeCP2
and AKT1 in autism spectrum disorder. Mean relative mRNA
expression level scores normalized by housekeeping gene S-actin
(a) or TBP (b) in the autism spectrum disorder (ASD) group and the
control group are shown. Bars represent the standard error of the
mean. Differences between the groups in expression levels of the
five genes were analyzed by using the Mann-Whitney U test. Post
hoc comparisons were performed by using the Bonferroni
correction. **P < 0.01 and ***P < 0.001.
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0.00024; TBP: P = 0.00089). The mRNA expression
levels of the SHANK3 gene normalized by B-actin or
TBP were also decreased in individuals with ASD by
39% or 40%, respectively (B-actin: P = 0.000036; TBP:
P = 0.0061). The mRNA expression levels of the NHE9
gene were increased by 24% (P = 0.052: normalized by
B-actin) and 39% (P = 0.048: normalized by TBP). There
was no significant difference in mRNA expression levels
of the MeCP2 gene normalized by B-actin or TBP
between the two groups (P > 0.1). The mRNA expres-
sion levels of the AKT1 gene were decreased by 11%
(P = 0.03: normalized by B-actin); however, those levels
were not altered when normalized by TBP (P = 0.45).
After correction for multiple tests, mRNA expression
levels of NLGN3 and SHANKS3 remained significantly
lower in individuals with ASD than in healthy controls
(NLGN3: corrected P = 0.0012, normalized by B-actin,
corrected P = 0.0045, normalized by TBP; SHANK3: cor-
rected P = 0.00018, normalized by B-actin, corrected P =
0.03, normalized by TBP). However, the altered expres-
sion level of NHE9 or AKTI was no longer significant
after the correction for multiple tests (P > 0.1).

We next measured NLGN3 and SHANK3 mRNA
expression levels in immortalized lymphoblastoid cells
from 45 patients with schizophrenia and 45 healthy con-
trols to examine the disease specificity of the differential
expression levels between patients and healthy controls
(Figure 3). We found that the mRNA expression levels
for these two genes normalized by f-actin or TBP were
not significantly different between patients with schizo-
phrenia and healthy controls (P > 0.2). These results
suggest that reduced levels of NLGN3 and SHANK3

a
% =~ L5
g3
28 1
E- % " O Contrel
o = 0.5 . .
=7 ® Schizophrenia
£z 04 T
& NLGN3 SHANK3
b
2 15
7
51
?; &~ 0.5 OControl
3] ~ o Schizophrenia
€5 0+ T
K NLGN3 SHANK?

Figure 3 Expression analysis of the NLGN3 and SHANK3 genes
in patients with schizophrenia. Mean relative mRNA expression
level scores normalized by housekeeping gene B-actin (a) or TBP (b)
in the schizophrenia group and the control group are shown. Bars
represent standard error of the mean. Differences in expression
levels of the two genes between the groups were analyzed by
using the Mann-Whitney U test.
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mRNA expression might be associated with ASD but
not with schizophrenia.

Discussion

In this study, we found that the mRNA expression levels
of NLGN3 and SHANK3 were significantly lower in indi-
viduals with ASD than in healthy controls. Mutations of
causal genes are rare, and they have been found to be
associated with specific types of ASD. Our findings sug-
gest that not only rare mutations of the causal genes
but also functional alterations in the transcriptional
activity of these genes might be associated with the
pathophysiology of ASD. The NLGN3 and SHANK3
genes are synapse-related genes and were found to be
affected in ASD, whereas other genes, including NHE9
and MeCP2, do not play major roles at the synapse and
were not found to be affected in ASD. These findings
suggest that impairments in synaptic function might be
associated with the pathophysiology of ASD.

Reduced expression of the NLGN3 and SHANK3
genes in lymphoblasts of individuals with ASD is consis-
tent with previous reports indicating that mutations of
these genes cause reduced expression or loss of function
of the protein. Since the NLGN3 gene is located in chro-
mosome X, there may be expressional difference
between genders. However, no significant difference of
NLGNS3 gene expression normalized by S-actin or TBP
was observed with regard to gender in healthy controls
or individuals with ASD (P > 0.05). This might be due
to inactivation of one X chromosome in females [41].
There are several possibilities that might explain the
reduced expression of the NLGN3 and SHANK3 genes
in ASD. First, our sporadic ASD cases might have muta-
tions, polymorphisms or copy number variations in the
NLGN3 or SHANK3 genes, which could result in
reduced expression of these genes. Second, mutations or
polymorphisms in genes that regulate the expression of
NLGN3 or SHANK3 might contribute to the observed
reduction in expression of the NLGN3 or SHANK3
genes. To our knowledge, although the regulation of
NLGNS3 by other genes has not been reported, there are
some reports in the literature describing the regulation of
SHANKS3 gene expression. For example, SHANK3 expres-
sion is regulated by DNA methylation {42,43]. In addition,
SHANKS is one of the predicted targets of dysregulated
microRNA (miRNA), and altered miRNA expression levels
were found in postmortem brain from autism patients
[44]. Further epigenetic analyses might elucidate the
mechanisms of reduced SHANK3 expression.

Some findings of gene expression in lymphoblastoid
cell lines are in conflict with those of previous studies.
For example, Beri et al. [42] reported that SHANKS is
not expressed in EBV-transformed human lymphoblas-
toid cell lines in an investigation of tissue-specific
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SHANK3 gene expression and DNA methylation. By
using lymphoblastoid cells from autism patients, Talebi-
zadeh et al. [8] detected novel splice isoforms of
NLGN4. There are methodological differences between
previous studies and our study. SHANK3 gene expres-
sion in the previous study [42] was analyzed by using a
conventional RT-PCR method; however, we measured
the expression levels of SHANKS3 gene by using a real-
time qRT-PCR method (the TagMan method). Further-
more, the expression level of SHANK3 was relatively
low, which is shown in the standard curve in Figure 1.
It is possible that the sensitivity of our real-time qRT-
PCR method to detect the SHANK3 gene expression
level might be higher than that of a conventional RT-
PCR method. On the other hand, we could not quanti-
tatively measure the NLGN4 and NRXNI genes by using
the real-time qRT-PCR method. However, there were
slight expressions of these genes in lymphoblastoid cell
lines when we used a large quantity of cDNA for the
real-time qRT-PCR (Figure 1). Unfortunately, the small
expression levels of these genes made it impossible to
quantitatively measure the gene expressions in our sam-
ple. This may explain possible discrepancies of the gene
expression findings of previous studies and our results.
There are several limitations of this study. First, our
positive results might have arisen from sample bias due
to non-age-matched samples, although the Japanese are
a relatively homogeneous population, so the use of non-
age-matched samples is unlikely to explain our findings.
Second, our sample size might not be small for type I
errors but small for type II errors. There is a possibility
of type II errors in mRNA expression differences of
NHE9, MECP2 and AKT1 between individuals with
ASD and healthy controls and expression differences of
NLGN3 and SHANK3 between individuals with schizo-
phrenia and healthy controls. In particular, NHE9 might
be increased in individuals with ASD, as the expression
level of NHE9 was marginally significant before correc-
tion for multiple testing. Thus, replication studies using
a larger sample size are needed before a firm conclusion
can be drawn. Third, we did not perform a mutation
search for the examined genes in our sample to replicate
the association between the examined genes and ASD
and how the causal or risk variants of the genes regulate
the gene expression. As the previous evidence for candi-
date genes of ASD are based on rare mutations and/or
copy number variations of the genes, it might be diffi-
cult to find a mutation in our 35 individuals with ASD
for analysis of the variant effects on the gene expression
in this study. A mutation search study of these candi-
date genes should be done in future studies. Fourth, the
IQ scores in the ASD group were lower than those in
the healthy control group, so reduced gene expression
could be related to lower 1Q. However, lower expression
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of the NLGN3 or SHANKS3 genes was not found in indi-
viduals with schizophrenia who had lower premorbid IQ
scores, and no expression difference was observed in
individuals with ASD and mental retardation versus
individuals with ASD but without mental retardation
(data not shown). Taken together, the reduced gene
expression in ASD might be specific to ASD, although
other neuropsychiatric diseases, such as attention-defi-
cit/hyperactivity disorder, mental retardation, major
depression and bipolar disorder, should be examined in
future studies. The ASD cases in this study were consis-
tent with idiopathic autism diagnosed on the basis of
clinical features. We did not include individuals with
Rett syndrome and the other syndromic autisms, such as
multiple sclerosis, which could explain why we did not
find altered expression of MeCP2 in this cohort. Our
results suggest that the MeCP2 gene may not be associated
with the common pathology of ASD, while NLGN3 and
SHANK3 may be. Because lymphoblastoid cell lines are
not neuronal cells, some of our findings might not reflect
the pathophysiology in ASD brains. Further studies inves-
tigating these limitations are warranted.

Conclusions

Our study reveals reduced levels of NLGN3 and
SHANK3 mRNA expression in lymphoblastoid cell lines
derived from individuals with ASD, but not from those
of individuals with schizophrenia. These results are con-
sistent with findings that rare mutations of these genes
in specific cases cause loss of function, suggesting that
reduction of NLGN3 and SHANK3 mRNA expression
could be related to the pathophysiology of ASD in a
substantial population of patients. Although there are
several limitations present in this study, lymphoblastoid
cell lines may still allow investigation of the pathophy-
siology of ASD. Further analyses are required, such as a
mutation analysis of the NLGN3 and SHANK3 genes
and the genes regulating their expression, in addition to
studies designed to elucidate the mechanisms of this
reduced expression.
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Alterations in centrosomal function have been suggested in the pathology of schizophrenia. The molecule
pericentriolar material 1 (PCM1) is involved in maintaining centrosome integrity and in the regulation of the
microtubule cytoskeleton. PCM1 forms a complex at the centrosome with the disrupted-in-schizophrenia 1
(DISC1) protein, which is a major susceptibility factor for schizophrenia. The association between genetic
variants in the PCM1 gene and schizophrenia has been reported by several case-control studies, linkage
studies and a meta-analysis. The aims of this study are to replicate the association between four single-
nucleotide polymorphisms (SNPs) in the PCM1 gene and schizophrenia in a Japanese population (1496 cases
and 1845 controls) and to perform a meta-analysis of the combined sample groups (3289 cases and 3567
controls). We failed to find a significant association between SNPs or haplotypes of the PCM1 gene and
schizophrenia in the Japanese population (P>0.28). The meta-analysis did not reveal an association between
the four examined SNPs and schizophrenia. Our data did not support genetic variants in the PCM1 gene as a
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susceptibility locus for schizophrenia.

© 2011 Elsevier B.V. All rights reserved.

1. Introduction

Schizophrenia is a common and complex psychiatric disease. The
lifetime morbidity rate is 0.5-1.0% across distinct populations. Family,
twin and adoption studies of schizophrenia have indicated that there
are strong genetic factors implicated in the etiopathogenesis of the
condition. Indeed, the estimated heritability is approximately 80%
(Cardno and Gottesman, 2000). Several genetic linkage analyses of the
8p22-21 region in independent schizophrenia family samples have
confirmed linkage in schizophrenia (Kendler et al., 1996; Blouin et al,,
1998; Brzustowicz et al, 1999; Gurling et al,, 2001). The region

* Corresponding author at: Molecular Research Center for Children's Mental
Development, United Graduate School of Child Development, Osaka University,
Kanazawa University and Hamamatsu University School of Medicine, D3, 2-2,
Yamadaoka, Suita, Osaka, 5650871, Japan. Tel./fax: + 81 668793074.
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0920-9964/% - see front matter © 2011 Elsevier B.V. All rights reserved.
doi:10.1016/j.schres.2011.03.024

includes several genes implicated in the etiology of schizophrenia,
such as pericentriolar material 1 (PCM1), PPP3CC, SLC18A1 and FZD3.

The PCM1 gene has been implicated in schizophrenia across
multiple studies. Gurling et al. (2006) found that the marker D85261
within PCM1 showed both linkage and transmission disequilibrium
with schizophrenia in a family sample of 13 UK and Iceland families
affected with schizophrenia and that this marker was also associated
with schizophrenia in a US sample of 100 trios but not in a Scottish
sample of 200 cases and 200 controls from Edinburgh. They
performed a follow-up study on these results with a University
College of London (UCL) sample group of 450 cases and 450 controls
and found that markers within PCM1 were associated with schizo-
phrenia. The associated markers were rs445422, rs13276297, D8S261
and rs370429. Two other markers, D852616 and rs3214087, showed a
trend towards association. In addition, Gurling et al. (2006) have
found that PCMI-associated patients with schizophrenia had a
significant reduction in the volume of the grey matter of the
orbitofrontal cortex in comparison with non-PCM1-associated
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patients with schizophrenia. Kamiya et al. (2008) have performed
mutation screening of 39 exons and flanking splice sites of the PCM1
gene in 32 patients with schizophrenia. Although they found two
known missense mutations (rs412750 and rs370429) in the cohort,
they failed to find any association between these SNPs (single-
nucleotide polymorphisms) and schizophrenia (32 cases and 219
controls). Additionally, Kamiya et al. (2008) have found a mutation
(E1353X) of the gene in schizophrenia. The allele was not present in
any of the controls, whereas the allele was present in a family (a
proband and the two affected relatives). Datta et al. (2010) have
reported a significant replication of the PCM1 associations in a Scottish
sample group of 858 cases and 591 controls from Aberdeen
(rs445422) and in combined UCL and Aberdeen sample groups
(rs208747, rs370429 and rs445422). More recently, a meta-analysis
has shown evidence for an association between the PCM1 gene and
schizophrenia (Moens et al., 2010).

The centrosome plays a role in organizing microtubules and
contributes to cell cycle progression, cell polarization, and ciliogenesis
(Badano et al., 2005). The centrosome is required for proper neuro-
development, especially in the cerebral cortex (Higginbotham and
Gleeson, 2007). The PCM1 protein is a component of centriolar satel-
lites and acts as a scaffold to target several proteins to the centrosome
in a dynein motor-dependent manner. It also regulates microtubular
dynamics and neuronal cell growth (Kubo et al,, 1999). The PCM1
protein interacts directly with the disrupted-in-schizophrenia 1
(DISC1), one of the major susceptibility factors for schizophrenia,
and Bardet-Biedl syndrome 4 (BBS4) proteins (Kamiya et al.,, 2008).
DISC1 and BBS4 are required for targeting PCM1 and other cargo
proteins to the centrosome in a synergistic manner. In the developing
cerebral cortex, the suppression of PCM1 leads to neuronal migration
defects, which are phenocopied by the suppression of either DISC1 or
BBS4 and are exacerbated by the concomitant suppression of both
(Kamiya et al., 2008). Several BBS proteins localize primarily to the
centrosome and the basal body of ciliated cells where they contribute
to the maintenance of microtubular dynamics as well as intracellular
transport and ciliary function (Ansley et al, 2003). These findings
suggest that PCM1 plays a role in centrosomal functions in cortical
development and that the perturbation of centrosomal function
contributes to the development of schizophrenia. In this study, we
first investigated whether the PCM1 gene is associated with
schizophrenia in a Japanese population and we then performed a
meta-analysis.

2. Methods
2.1. Subjects

The subjects in our genetic association study consisted of 1496
patients with schizophrenia (54.7% males (818/678); mean age 4-SD:
46.9 4 15.1 years) and 1845 healthy controls (51.1% males (942/903);
mean age +SD: 45.14+20.0 years). The sex ratio and the mean age
differed significantly between the groups (sex ratio: y*>=4.35,
P=0.037; mean age: z=5.15, P<0.001). All subjects were biologically
unrelated Japanese and were recruited at three geographic regions in
Japan: Osaka, Aichi and Tokushima (Ohi et al., 2009). Patients were
recruited among both the outpatient and inpatient populations at
university and psychiatric hospitals. Each patient with schizophrenia
in the study had been diagnosed by at least two trained psychiatrists
according to the criteria of the Diagnostic and Statistical Manual of
Mental Disorders, fourth edition (DSM-IV), based on an unstructured
clinical interview. Controls were recruited through local advertise-
ments. Psychiatrically healthy controls were evaluated using unstruc-
tured interviews to exclude individuals who had current or past
contact with psychiatric services. Written informed consent was
obtained for all subjects after the procedures had been fully explained.
This study was carried out in accordance with the World Medical
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Association's Declaration of Helsinki and approved by the Research
Ethical Committee of Osaka University, Fujita Health University,
Nagoya University and Tokushima University.

2.2. SNP selection and SNP genotyping

We first selected two SNPs in the PCM1 gene, rs208747 and
rs445422, which had been associated with schizophrenia in the
reported meta-analysis comprising 1794 patients and 1553 controls
(Moens et al, 2010) to replicate the association in the Japanese
population (1463 patients and 1795 controls). Then, we chose an
additional six SNPs: rs370429, rs454755, rs13276297, rs3780103,
1s6991775 and rs3214087; the association of these SNPs with
schizophrenia had been examined in reported studies (Gurling
et al., 2006; Kamiya et al., 2008; Datta et al,, 2010; Moens et al.,
2010). Venous blood was collected from the subjects, and genomic
DNA was extracted from whole blood according to standard pro-
cedures. SNPs were genotyped using the TagMan 5’-exonuclease
allelic discrimination assay (Applied Biosystems, Foster City, Califor-
nia, USA), as described previously (Hashimoto et al., 2006, 2007).
TagMan probe and primers for rs454755 was failed to design by the
manufacturer (the Custom TagMan® SNP Genotyping Assays: Applied
Biosystems, Foster City, California, USA). Detailed information on
the PCR conditions is available upon request. We did not find poly-
morphic variations in rs208747 within our sample groups (480
patients and 643 controls), which is consistent with the HapMap JPT
data. While genotyping call rates were 95.9% (rs13276297) and 98.8%
(rs6991775), we chose the four remaining SNPs for further analysis
that had genotyping call rates greater than 99% (rs445422: 99.2% ,
rs3780103: 99.4%, rs3214087: 99.7%, and 1s370429: 99.4%). No
deviation from the Hardy-Weinberg equilibrium (HWE) in the
examined four SNPs was detected in the patients with schizophrenia
or the healthy controls (P>0.05). The positions of the four SNPs
analyzed in the present study are shown in Supplementary Fig. 1.

2.3. Power analysis

We performed power calculations using the Power Calculator for
Two Stage Association Studies (http://www.sph.umich.edu/csg/abe-
casis/CaTS/ (Skol et al,, 2006)). Power estimates were based on an
allele frequency of 0.0135 (rs445422); an odds ratio of 1.78
(rs445422), as indicated by Moens et al. (2010); and an alpha level
of 0.05. Power was calculated with a prevalence of 0.01 using a
multiplicative model.

2.4. Meta-analysis of the PCM1 association studies

The studies included in the meta-analysis were selected using the
Schizophrenia Research Forum (http://www.schizophreniaforum.
org) and PubMed with the search terms “PCM1” and “Schizophrenia”.
The analyzed data encompass all publications up to Nov 2010.

2.5. Statistical analyses

Statistical analyses were performed using SNPAlyze V5.1.1 Pro
software (DYNACOM, Yokohama, Japan) and PASW Statistics 18.0
software (SPSS Japan Inc., Tokyo, Japan). Differences in clinical
characteristics between patients and controls were analyzed using
2 tests for sex and the Mann-Whitney U-test for age. Deviation from
HWE was tested separately in cases and controls using y? tests for
goodness of fit. The allelic and genotypic distributions of the PCM1
polymorphisms between patients and controls were analyzed using
y* tests. Pairwise linkage disequilibrium (LD) analyses, expressed
using r°, were applied to detect the intermarker relationship in each
group using Haploview 4.1 software (http://www.broad.mit.edu/
mpg/haploview/contact.php). Haplotype analysis was performed as
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Table 1

Comparison of genotype and allele distributions for SNPs in the PCM1 gene between patients with schizophrenia and controls.
Marker SCZ CON Genotypic  SCZ CON  Allelic OR
db SNP IDs  Position® M/m®  Location M/M  M/m m/m M/M  M/m m/m p value MAF p value (95% C1)

(df=2) (df=1)

rs445422 17837373  C/T Intron 2 0.90 0.10 0.004 0.90 0.10 0.003 081 005 0.05 0.89 1.02 (0.82-1.26)
rs3780103 17863852  C/T Exon 16 (P784P) 0.72 0.25 0.023 0.73 0.25 0.022 099 0.15 0.15 0.89 1.01 (0.88-1.16)
1s3214087 17871541  C/— Intron 22 046 044 0.10 046 044 0.10 0.88 032 032 090 1.01 (0.91-1.12)
15370429 17893427 (/T Exon 28 (T15431) 086 013 0007 085 015 0009 056 007 008 028 0.91 (0.76-1.09)

SCZ, patients with schizophrenia; CON, healthy controls; M, major allele; m, minor allele; MAF, minor allele frequency; OR, odds ratio. All alleles are represented according to the + strand

DNA sequence to make them comparable with the previously published data.
2 db SNP build 129.
b The first shown alleles are major alleles.

described previously (Ohi et al, 2009). We used a two- to four-
window fashion analysis.

The meta-analyses were performed using the Comprehensive
Meta Analysis software (Version 2.0, BIOSTAT, Englewood, NJ, USA).
Cochran's y*-based Q statistical test was performed to assess possible
heterogeneity among the individual studies. The random-effect model
described by DerSimonian and Laird was applied in the presence of
the heterogeneity of the genetic effects (P<0.05), while the fixed-
effect model described by Mantel-Haenszel was applied in the
absence of heterogeneity (P>0.05). The significance of the pooled
odds ratios (ORs) was assessed using a y? test. Statistical tests were
two-tailed, and the significance level was set at P<0.05.

3. Results
3.1. Genetic association analysis

The genotype and allele frequencies of four SNPs located in the
PCMT1 gene are summarized in Table 1. Our study size of 1496 cases
and 1845 controls had sufficient power (>0.8) to detect an effect at an
odds ratio of 1.78 or larger, as described in the previous report for
rs445422 (Moens et al, 2010). No significant difference in the
genotype or allele frequency between patients and controls was
observed in four of the SNPs analyzed in our Japanese population
(P>0.28). Haplotype analysis also showed no significant association
with schizophrenia (global P>0.40) (Supplementary Table 1). The LD
relationships between markers in our Japanese sample group are
provided in Supplementary Fig. 1. The LD pattern observed in our
controls was nearly identical to that observed in our patients, which is
similar to the HAPMAP data for the Japanese population. However, the
LD pattern was different from those previously reported for the UCL
and Aberdeen samples (Datta et al., 2010). The strong LD patterns
observed between rs445422 and rs370429 were observed in both
Japanese and Caucasian populations. Although there was strong LD

Table 2
Demographics of the combined studies.

with rs3780103 and rs3214087 in the Caucasian population, weak LD
was observed between rs3780103 and rs3214087 in the Japanese
population.

3.2. Meta-analysis

We selected eight studies (six case-control and two family-based
studies) using the Schizophrenia Research Forum and MEDLINE
(Gurling et al., 2006; Kamiya et al, 2008; Datta et al,, 2010; Moens
et al,, 2010). The demographics of the combined study population are
shown in Table 2. A case-control and two family-based samples
(studies 2, 8 and 9) were excluded from the present study because
they only examined associations between schizophrenia and micro-
satellite markers, including D852615, D8S2616 and D8S261. The
subjects (study 4) studied by Datta et al. (2010) were identical to
those (study 1) used by Gurling et al. (2006). Thus, we included four
case-control samples (studies 1, 3, 5, 6 and 7) (3289 patients and 3567
controls). The meta-analysis showed no association between any SNP
and schizophrenia in the overall population (Table 3). We found no
evidence of heterogeneity among studies in the overall population in
rs3780103 and rs3214087, however, probabilities of heterogeneity in
15445422 (P=0.058, y* =7.48) and rs370429 (P=0.022, y*=9.62)
were less than the traditional threshold for the heterogeneity test
(P=0.1) (Table 3). Detailed information concerning allele frequencies
for each PCM1 polymorphism in each study is shown in Supplement
Table 2.

4. Discussion

Although several publications have provided evidence for the
association between the polymorphisms within PCM1 and schizo-
phrenia (Gurling et al., 2006; Kamiya et al,, 2008; Datta et al,, 2010;
Moens et al., 2010), we failed to replicate the association in a Japanese
population. Qur meta-analysis also demonstrated no significant

Authors Ethnicities Patients Controls Diagnostic criteria
Case-control studies
1 Gurling et al. (2006) UK (white English, Irish, Welsh or Scottish descent) 450 450 ICD-10
2 Gurling et al. (2006)? Scottish 200 200 ICD-10
3 Kamiya et al. (2008) USA 32 219 DSM-IV
4 Datta et al. (2010)° UK (English, Irish, Welsh or Scottish descent) 450 450 ICD-10
5 Datta et al. (2010) Aberdeen 858 591 DSM-III or IV
6 Moens et al. (2010) Swedish 486 512 DSM-IV
7 Hashimoto et al. (present study) Japanese 1496 1845 DSM-IV
Family-based studies
8 Gurling et al. (2006)* UK, Iceland 13 families DSM-III
9 Gurling et al. (2006)* USA 100 families DSM-III

3 These samples (2, 8 and 9) were excluded from the present study because these studies only examined associations between schizophrenia and microsatellite markers, such as

D8S2615, D8S2616 and D8S261.
b These subjects (4) were identical to those (1) used by Gurling et al. (2006).
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Table 3

Meta-analysis of the genetic association studies for each SNP.
db SNP ID M/m Number of studies® Q statistic (heterogeneity) p value (Q) p value (z) OR (95% CI)
rs445422 (T) C/T 4 0.058 (7.48) 0.11 (1.56) 1.17 (0.96-1.41)
153780103 (T) T 4 0.57 (2.00) 0.30 (1.04) 1.04 (0.96-1.13)
r$3214087 (—) c/— 4 0.55 (2.11) 0.56 (—0.58) 0.98 (0.90-1.06)
1$370429 (T) T 4 0.022 (9.62) 0.31 (1.02)" 131 (0.78-2.18)

Fixed- or random-effects p value (z): chi-square test was used to determine the significance of the overall OR. Q statistic (heterogeneity) p value (Q): Cochran's Q test was used to
assess heterogeneity. A random-effects model was applied in the presence of the heterogeneity of the genetic effects (p<0.05), while a fixed-effects model was applied in the

absence of heterogeneity (p>0.1). Significant p values are shown in bold.
¥ The number of studies included in each meta-analysis is indicated.
b These analyses were performed using a random-effects model.

association between any of the SNPs in the PCMI gene and
schizophrenia in the overall populations.

The inability to replicate genetic association is a common problem
in attempts to detect genetic polymorphisms contributing to
susceptibility to a complex human disease. A number of reasons for
this have been discussed, including population stratification, genetic
heterogeneity, clinical assessment, publication bias, sample size and
random error (Cardon and Palmer, 2003; Colhoun et al., 2003). First,
the most likely reason for heterogeneity is ethnic stratification.
Significant heterogeneity among studies was observed in rs370429,
which was associated with schizophrenia in previous studies (Gurling
et al., 2006; Datta et al., 2010). The allele frequencies for each SNP
in the present study were not similar to those in the Caucasian
sample groups (Gurling et al, 2006; Kamiya et al., 2008; Datta et
al., 2010). Indeed, polymorphic variation of rs208747, which was
associated with schizophrenia in the reported meta-analysis, was
not found in the examined Japanese population (more than 1000
subjects). The LD patterns within the PCM1 gene reported for the JPT
HapMap sample are not similar to those reported for the CEU and YRI
HapMap samples. Thus, the significant heterogeneity observed in our
meta-analysis could result from ethnic stratification in the combined
samples. Second, there were differences in the criteria used to
diagnose schizophrenia among the studies. Patients were diagnosed
according to the DSM-III, DSM-IV or ICD-10 criteria for each study.
This difference between the studies may have been one of the reasons
for the observed heterogeneity. Third, the combined sample popula-
tion (3289 cases and 3567 controls) in our meta-analysis had
sufficient power (>0.80) to detect a genetic effect at ORs of 1.285
or greater for rs445422 when the allele frequency was input as
0.034. However, the sample size had insufficient power (<0.80)
to detect a small effect with ORs of 1.12-1.16 in the three risk SNPs
for schizophrenia in the genome-wide association study and in
the subsequent replication studies using total of 16,726 subjects
(O'Donovan et al., 2008). To achieve 80% power, greater than 10,000
cases and comparable controls are needed to detect small effects of
the OR (less than 1.12-1.16) reported by O'Donovan et al. (2008).
Other variables, such as differences in age and sex, might increase the
heterogeneity.

In conclusion, we failed to find an association between the PCM1
gene and schizophrenia in a Japanese population. These findings are
supported by meta-analyses of previously published studies and the
present study. The heterogeneity among studies observed in our
meta-analysis might be due to differences in ethnic heterogeneity,
phenotypic heterogeneity or the sample size of each study. Factors
such as inadequate power, as well as allelic and locus heterogeneity
could all affect the ability to detect genetic associations. Further
replication studies in distinct populations are required to confirm the
ethnic stratification of the association between the PCM1 gene and
schizophrenia.
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ABSTRACT

Schizophrenia is a complex disorder with a high heritability. Relatives with schizophrenia have an
increased risk not only for schizophrenia but also for schizophrenia spectrum disorders, such as schizoty-
pal personality disorder. A single nucleotide polymorphism (SNP), rs1344706, in the Zinc Finger Protein
804A (ZNF804A) gene, has been implicated in susceptibility to schizophrenia by several genome-wide
association studies, follow-up association studies and meta-analyses. This SNP has been shown to affect
neuronal connectivities and cognitive abilities. We investigated an association between the ZNF804A
genotype of rs1344706 and schizotypal personality traits using the Schizotypal Personality Questionnaire
(SPQ) in 176 healthy subjects. We also looked for specific associations among ZNF804A polymorphisms
and the three factors of schizotypy—cognitive/perceptual, interpersonal and disorganization—assessed
by the SPQ. The total score for the SPQ in carriers of the risk T allele was significantly higher than that in
individuals with the G/G genotype (p=0.042). For the three factors derived from the SPQ, carriers with
the risk T allele showed a higher disorganization factor (p=0.011), but there were no differences in the
cognitive/perceptual or interpersonal factors between genotype groups (p > 0.30). These results suggest
that the genetic variation in ZNF804A might increase susceptibility not only for schizophrenia but also
for schizotypal personality traits in healthy subjects.

© 2011 Elsevier Ireland Ltd. All rights reserved.

Schizophrenia is a common and complex psychiatric disease with
a lifetime morbidity rate of 0.5-1.0%. Family, twin, and adop-
tion studies of schizophrenia have indicated that there are strong
genetic factors associated with schizophrenia, with an estimated
heritability of approximately 80%, and that the risk of occurrence

Abbreviations: ANOVA, one-way analysis of variance; ANCOVA, one-way anal-
ysis of covariance; DSM, Diagnostic and Statistical Manual of Mental Disorders;
GWAS, genome wide association study; SPD, schizotypal personality disorder;
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is increased approximately 10-fold in first-degree relatives with
schizophrenia [3,28].

Since a genome wide association study (GWAS) for schizophre-
nia identified a single-nucleotide polymorphism (SNP), rs1344706,
in the Zinc Finger Protein 804A (ZNF804A) gene as one of the
strongest risk genes for schizophrenia [16], this gene has been
the subject of intense research activity. The ZNF804A gene is
located on chromosome 2q32.1 and consists of four exons and
three introns, spanning 341 kb. Several subsequent genome wide
association and follow-up case-control studies for schizophrenia
have supported association with the same T risk allele [19,22].
In addition, meta-analysis of a robust data set (schizophre-
nia/schizoaffective disorder, n=18,945; schizophrenia plus bipolar
disorder, n=21,274; and controls n=38,675) has provided evi-
dence for association between rs1344706 in the ZNF804A gene and
schizophrenia and psychotic disorders (schizophrenia and bipo-
lar disorder) [31]. Despite an extensive search for other functional
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variants at this locus in the study, rs1344706 remains the most
strongly associated variant [31]. There is a difference of allelic
distributions of this SNP among ethnic groups, e.g. T allele fre-
quencies in Japan: 42%, in China: 52%, in UK: 59%, in Germany
(Munich): 58%, in USA: 61%, respectively (SzGene database:
http://[www.szgene.org). Rs1344706 is located on intron near the 3’
end of the gene and lies in approximately 30 bp of conserved mam-
malian sequence. The ZNF804A mRNA expression level in subjects
with the T allele of rs1344706 was higher than that in subjects
with the G allele in prefrontal cortex [19]. The region of this SNP
contains zinc ion and DNA binding domains and predicted bind-
ing sites for the brain-expressed transcription factors MYT1l and
POU3F1/OCT-6 include the T allele of this SNP. Thus, rs1344706
may have a possible role in regulation of gene expression.

Although the biological function of the ZNF804A gene remains
unclear, several clues about the gene’s function have been gathered
from cognitive neuroscience studies. In these studies, rs1344706
has been associated with variance of the functional brain connectiv-
ity during n-back tasks [5], neural activation during theory-of-mind
tasks [29], and neuropsychological performances, such as visual
memory, episodic and working memory and attention [2,9,30].
These functions are impaired in patients with schizophrenia.

Schizotypal personality disorder (SPD) is characterized by social
avoidance, ideas of reference, vagueness, magical thinking, odd
speech, illusions and paranoid ideation. Relatives of individuals
with schizophrenia show such personality traits at increased rates
in comparison with relatives of individuals with other psychi-
atric disorders or in mentally healthy subjects [24]. These traits
were subsequently incorporated into the Diagnostic and Statisti-
cal Manual of Mental Disorders (DSM)-III criteria for SPD and are
listed in the DSM-IV-TR on Axis Il. These traits can be identified by
means of a well-validated questionnaire, the Schizotypal Personal-
ity Questionnaire (SPQ) [18]. In line with converging evidence from
adoption, family and twin studies [11,12,27], genetic linkage pat-
terns to schizotypy and schizophrenia have been reported to be
similar [6]. Furthermore, several studies have demonstrated that
individuals with SPD scores similar to patients with schizophre-
nia show abnormalities in a very wide range of neuropsychological
tests and in cerebral gray matter volumes [4,15]. Cognitive deficits
and smaller gray-matter volumes in individuals with SPD are very
similar to, but somewhat less pronounced than, those in patients
with schizophrenia, indicating that SPD is in a genetic continuum
with schizophrenia.

Little is known about the influence of susceptibility genes for
schizophrenia on schizotypal personality traits. Association studies
have shown correlations between the Val158 allele with high activ-
ity in the COMT gene and high scores on schizotypal personality
traits in healthy individuals [1,21]. Other molecular genetic studies
have reported associations between the NRG1 [13], DTNBP1 [26],
RGS4 [25] and DAAO [26] genes and schizotypy components. In this
study, we investigated whether the genome-wide supported psy-
chosis variant in the ZNF804A gene is associated with schizotypal
personality traits in healthy subjects.

The subjects in this study consisted of 176 healthy individuals
[47.2% males (83/93), 36.8 = 11.5 years old]. All subjects were bio-
logically unrelated and were Japanese. They were recruited through
local advertisements at Osaka University. Psychiatrically, medi-
cally and neurologically healthy controls were evaluated using the
structured clinical interview from the DSM-IV non-patient ver-
sion, to exclude individuals who had current or past contact with
psychiatric services or had received psychiatric medication [32].
Subjects were excluded from this study if they had neurological
or medical conditions that could potentially affect the central ner-
vous system, such as atypical headache, head trauma with loss of
consciousness, chronic lung disease, kidney disease, chronic hep-
atic disease, thyroid disease, active cancer, cerebrovascular disease,

epilepsy, seizures or mental retardation. Subjects who had first-
or second-degree relatives with psychiatric disorders or who were
receiving psychotropic medication were also excluded. Full scale
1Q is assessed using the Wechsler Adult Intelligence Scale, Revised
or Third edition. Written informed consent was obtained for all
subjects after the procedures had been fully explained. This study
was carried out in accordance with the World Medical Association’s
Declaration of Helsinki and was approved by the Osaka University
Research Ethics Committee.

For assessing schizotypal personality traits, a full Japanese
version of the SPQ was administered to all subjects [10,23].
The SPQ is a 74-item self-report questionnaire with a “yes/no”
response format [17]. All items answered “yes” are scored 1.
The SPQ measures nine subscales of specific schizotypal fea-
tures, i.e., ideas of reference, odd beliefs/magical thinking, unusual
perceptual experiences, suspiciousness/paranoid ideation, social
anxiety, no close friends, constricted affect, eccentric/odd behavior,
and odd speech. The total SPQ score is obtained by sim-
ply adding scores from all of the items together. The three
schizotypal trait factors—cognitive/perceptual, interpersonal and
disorganization-are derived by summation of the related subscale
raw scores according to the three-factor model of Raine et al. [18].
We examined the factor structure of the SPQ for our sample using
a confirmatory factor analysis in Amos 19.0 (IBM SPSS Amos for
Japan) to determine whether the three-factor solution (cognitive-
perceptual, interpersonal and disorganized) provides better fit to
our sample or not. Several indices were selected to assess the fit
of the three-factor model for the nine subscales for the full 74-
item SPQ to our sample, such as the Goodness of Fit Index (GFI),
the Adjusted GFI (AGFI), the Comparative Fit Index (CFI) and the
Root Mean Square Error of Approximation (RMSEA). Indices of the
fit of the three-factor model to our sample were 0.90 (GFI), 0.81
(AGFI),0.87 (CFI) and 0.13 (RMSEA). Values greater than 0.9 for GFI,
0.8 for AGFI and 0.9 for CFI indicate a good fit. While RMSEA val-
ues < 0.05 indicate very good goodness of fit, RMSEA values > 0.1 are
a sign of poor goodness of fit. GFI and AGFI values for three-factor
model were greater than 0.9 and 0.8, while CFI and RMSEA values
were lesser than 0.9 and greater than 0.10. These data suggests that
the three-factor model moderately fits for our sample, as reported
previously [10,18,20].

We selected rs1344706 in the ZNF804A gene because this vari-
ant has been found to be associated with schizophrenia and bipolar
disorder in genome-wide association and follow-up studies [16]
and to be associated with functional brain connectivity, visual
memory, episodic and working memory and attention [2,5,9,30].
Venous blood was collected from the subjects, and genomic DNA
was extracted from whole blood according to standard procedures.
The SNP was genotyped using the TagMan 5’-exonuclease allelic
discrimination assay (Applied Biosystems, Foster City, CA, USA), as
described previously [7,8]. Detailed information on the PCR condi-
tions is available upon request.

Statistical analyses were performed using SNPAlyze V5.1.1 Pro
software (DYNACOM, Yokohama, Japan) and PASW Statistics 18.0
software (SPSS Japan Inc., Tokyo, Japan). The differences in the
clinical characteristics between genotype groups were analyzed
using x? tests for categorical variables and the Mann-Whitney
U-test for continuous variables. The presence of Hardy—Weinberg
equilibrium was examined using the x2 test for goodness of fit.
No deviation from Hardy-Weinberg equilibrium was detected in
the subjects (p > 0.05). The effects of the ZNF804A genotype on the
total score and on the three factors of the SPQ were analyzed by
a one-way analysis of variance (ANOVA). To control confounding
factors, the effects of the ZNF804A genotype on the total score and
the three factors of the SPQ were analyzed by a one-way analy-
sis of covariance (ANCOVA), with age, sex and education years as
covariates, because the score and factors have been correlated with
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Table 1

Demographic variables for subjects.
Variables Total (n=176) T carrier (n=125) G/G (n=51) p values (2)
Age (years) 36.8+11.5 373+118 35.7+11.0 0.49 -0.69
Sex (male/female)? 83/93 64/61 19/32 0.09 2.83
Education (years) 154+2.4 153+24 155423 0.68 0.41
1Q 109.3+£11.9 1101£116 107.1+12.6 0.21 -1.25

Means = SD are shown.
2 x? test.

Table 2

Impact of the risk variant in the ZNF804A gene on the schizotypal personality trait.
SPQ T carrier (n=125) G/G(n=51) Cohen’s d Genotype effect
Variables Fian p values n?
Total score 11.7 £ 95 87472 0.36 4.19 0.042 0.024
Cognitive/perceptual 35+39 28 £36 0.19 1.10 0.30 0.006
Interpersonal 53 + 4.8 42 + 35 0.26 2.20 0.14 0.013
Disorganization 36+36 22+27 0.44 6.59 0.011 0.037

SPQ; schizotypal personality questionnaire. Means = SD are shown. The effect sizes are typically categorized as small (d=0.20, n? =0.01), medium (d =0.50, > =0.06) or large
(d=0.80, 7% =0.14). To control the confounding factors, the effect of the ZNF804A genotype on schizotypal traits was analyzed by a one-way analysis of covariance with age,
sex and years of education as covariates. Significant p-values are shown in boldface and underlined.

these confounding factors [14]. Given the relatively low number of
homozygous risk T allele individuals, these analyses focused on a
comparison of homozygous carriers of one or two copies of the T
allele (a combined T/T and T/G genotype group) versus homozy-
gous non-risk G/G genotype carriers. Bonferroni correction was
applied for multiple testing on three factors of the SPQ to avoid
type I error. Standardized effect sizes were calculated using Cohen’s
d method (http://www.uccs.edu/faculty/lbecker). The significant
level for statistical tests was set at two-tailed p <0.05.

We examined possible associations between the ZNF804A geno-
type (T carrier vs. G/G genotype) and schizotypal traits in healthy
subjects. Demographic variables, age, sex, years of education and IQ
were not significantly different between genotype groups (p > 0.09)
(Table 1). We first examined the possible effect of the ZNF804A SNP
on the total SPQ score and found a significant effect of genotype on
the total SPQ score (Fy 174=4.21, p=0.042; adjusted F; 171 =4.19,
p=0.042) (Table 2). Then, we further investigated the genotype
effects on the three SPQ factors: cognitive/perceptual, interper-
sonal and disorganization. There was a significant genotype effect
on the disorganization factors (F;174=6.36, p=0.013; adjusted
F1171=6.59, p=0.011), whereas there was no significant geno-
type effect on the cognitive/perceptual or interpersonal factors
(p>0.30). The effect of genotype on the disorganization factors
remained positive after correction for multiple tests (corrected
p value, disorganization: p=0.033). The risk T allele carriers of
rs1344706 showed higher scores on schizotypal traits, particularly
disorganization factors, compared with subjects with the G/G geno-
type (Fig. 1). These effect sizes of the total score and disorganization
factor were 0.36 and 0.44, respectively. When the two geno-
types were divided into three genotype groups (subjects with T/T
genotype, T/G genotype and G/G genotype), we found a marginal
genotype effect on the total SPQ score (adjusted F,170=2.64,
p=0.074) and a significant genotype effect on the disorganization
factors (adjusted F, 170 =3.33, p=0.038) (Supplementary Table 1).
Post hoc analysis revealed that the subjects with the T/G geno-
type showed marginally higher scores on the total SPQ score than
subjects with G/G genotype (post hoc corrected p=0.071) and
significantly higher scores on disorganization factors than sub-
jects with G/G genotype (post hoc corrected p=0.039). There was
no difference of the scores between subjects with T/T genotype
and T/G genotype or subjects with T/T genotype and G/G geno-
type. When we compared schizotypal traits between different two
genotype groups (T/T vs. G carrier), there was no significant dif-
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ference between the genotype groups in total score or factors
(Supplementary Table 2).

In this study, we found an association between the genetic
variant in the ZNF804A gene and schizotypal personality traits, par-
ticularly disorganization factors, in healthy subjects. Individuals
with the risk T allele scored higher on schizotypal personality traits
and disorganization factors than those with non-risk alleles. Thus,
the ZNF804A gene could affect personality and neurocognitive per-
formance. SPD has a strong familial relationship with schizophrenia
[12]. The SPQ is useful in screening for SPD in the general pop-
ulation and in researching the correlates of individual schizotypal
traits [17]. The ZNF804A gene that increases the risk for schizophre-
nia might also increase the risk for the schizotypal personality
traits measured by the SPQ, consistent with a continuum model
of schizophrenia.

wp _*

$—'1

T carrier
OG/IG

SPQ score

Fig. 1. The association between the risk-associated ZNF804A genotype and the total
score and the three SPQ factors. Gray bars represent individuals who are T-carriers
(T/T and T/G genotypes) of rs1344706. White bars represent individuals with the
G/G genotype of the SNP. Error bars represent standard errors of the mean. *p < 0.05.
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Because the odds ratio of rs1344706 between patients with
schizophrenia and controls was 1.10 [31], the genetic variation
makes a small contribution to the risk for schizophrenia. How-
ever, the effect size of the risk SNP on the schizotypal personality
traits is medium. Therefore, the larger effects size of schizotypal
personality traits than that for the diagnosis of schizophrenia sug-
gests that schizotypal personality traits could be more powerful
tools to detect an association with schizophrenia. In other words,
it might be possible to require a smaller sample size of schizoty-
pal personality traits to find an association with schizophrenia. It is
necessary to carry out further investigations to confirm our findings
in other sample groups with much larger sample sizes, in different
ethnicities or in relatives with schizophrenia.

There were several limitations in this study. As this personality
assessment is based on self-report, it is not an objective measure-
ment. It might not be representative of the general population
because the subjects were recruited from single place (a univer-
sity) and the sample size of this study was small. A false-positive
association could not be excluded in our study, despite relatively
homogenous population and correction for multiple testing of this
study. As the function of this SNP is unknown, other variants, which
are in linkage disequilibrium with this SNP, might be truly associ-
ated with the personality trait.

In conclusion, we found for the first time that in healthy sub-
jects, risk T carriers had higher scores for self-reported schizotypal
personality traits in comparison with individuals with the G/G
genotype. This finding is in agreement with reported findings
on schizophrenia, and it adds to the body of evidence that the
ZNF804A gene might be involved in the pathogenesis of schizophre-
nia. It may be useful to investigate schizotypal personality traits
and the ZNF804A gene for prevention of and early intervention in
schizophrenia. The SPQ could be used to assess the potential for
developing schizophrenia.
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Several studies have identified the possible involvement of sigma non-opioid intracellular receptor 1
(SIGMART) in the pathogenesis of schizophrenia. The GIn2Pro polymorphism in the SIGMAR1T gene has been
extensively examined for an association with schizophrenia. However, findings across multiple studies have
been inconsistent. We performed a meta-analysis of the association between the functional GIn2Pro
polymorphism and schizophrenia using combined samples (1254 patients with schizophrenia and 1574
healthy controls) from previously published studies and our own additional samples (478 patients and 631

Keywords:
chizophrenia controls). We then used near-infrared spectroscopy to analyze the effects of the GIn2Pro genotype, a
SIGMAR1 schizophrenia diagnosis and the interaction between genotype and diagnosis on activation of the prefrontal

Meta-analysis cortex (PFC) during a verbal fluency task (127 patients and 216 controls). The meta-analysis provided
NIRS evidence of an association between GIn2Pro and schizophrenia without heterogeneity across studies (odds
Prefrontal cortex ratio = 1.12, p= 0.047). Consistent with previous studies, patients with schizophrenia showed lower bilateral
activation of the PFC when compared to controls (p<0.05). We provide evidence that Pro carriers, who are
more common among patients with schizophrenia, have significantly lower activation of the right PFC
compared to subjects with the GIn/Gln genotype (p=0.013). These data suggest that the SIGMARI

polymorphism is associated with an increased risk of schizophrenia and differential activation of the PFC.
© 2011 Elsevier Inc. All rights reserved.

1. Introduction

Schizophrenia is a common and complex psychiatric disease with
strong genetic components. Schizophrenia has an estimated herita-
bility of approximately 80% (Cardno and Gottesman, 2000; Tsuang,
2000) and many genes have been implicated in the pathogenesis of
schizophrenia (Sun et al.,, 2008).

Abbreviations: SIGMART1, sigma non-opioid intracellular receptor 1; PFC, prefrontal
cortex; NIRS, near-infrared spectroscopy; SNP, single nucleotide polymorphism;
VFT-letter, letter version of the verbal fluency test; oxyHb, oxygenated hemoglobin;
OR, odds ratio; ANCOVA, analysis of covariance.
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Sigma-1 receptors are relatively small single transmembrane
proteins located on the plasma and subcellular membranes, particu-
larly in the endoplasmic reticulum; the protein plays a role in
modulating intracellular calcium signaling (van Waarde et al., 2010).
Sigma-1 receptors are also involved in modulating the activity of
some ion channels and in several neurotransmitter systems such as
glutamatergic and dopaminergic neurotransmission (Hayashi and Su,
2004). Several drugs targeted to the central nervous system, including
antipsychotics (haloperidol, chlorpromazine and nemonapride),
selective serotonin reuptake inhibitors (fluvoxamine and sertraline)
and acetylcholinesterase inhibitors (donepezil), show high to mod-
erate affinities for sigma-1 receptors (Cobos et al, 2008). Of the
antipsychotics, only haloperidol is known to act as an antagonist for
sigma-1 receptor (Cobos et al, 2008). This affinity between
antipsychotic drugs and sigma-1 receptors suggests that the receptors
play a substantial role in the pathogenesis of schizophrenia. Sigma-1
antagonists improve the behavior of animals in models based on the
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motor effects of dopaminergic stimulants or NMDA antagonists
(Cobos et al., 2008). In clinical trials, putative selective antagonists
of sigma receptors showed antipsychotic effects for schizophrenia
(Cobos et al., 2008).

The sigma non-opioid intracellular receptor 1 (SIGMARI) gene is
located on chromosome 9p13. This gene contains cytokine and steroid
responsive elements. In genetic association studies, Ishiguro et al.
(1998) detected associations between schizophrenia and two functional
polymorphisms of the SIGMARI gene, GIn2Pro and GC-241-240TT.
These two polymorphisms were in near complete linkage disequilibri-
um with each other and resulted in two haplotypes, Pro2/TT241-240
and Gln2/GC-241-240 (Ishiguro et al,, 1998). The transcriptional activity
of the TT-241-240 haplotype, which was in near complete linkage
disequilibrium with Pro2 in SIGMAR1 gene, was significantly reduced
compared with that of the GC-241-240 haplotype (Miyatake et al,
2004). The GIn2Pro polymorphism is part of the N-terminus amino acid
sequence motif MQWAVGRR, which is a putative endoplasmic
reticulum retention signal (Schutze et al, 1994). The functional
polymorphism has been extensively examined for an association with
schizophrenia. However, the findings of multiple studies have been
inconsistent (Ohmori et al,, 2000; Satoh et al., 2004; Uchida et al., 2003).
A meta-analysis of GIn2Pro in SIGMART has found no evidence for a
significant association between the genetic variant and schizophrenia,
although the Pro allele was marginally more frequent in schizophrenia
patients (32%) than in controls (29%) (p =0.06) (Uchida et al, 2003).
The lack of association identified in the meta-analysis may be the result
of a type Il error stemming from a small sample size (779 patients with
schizophrenia and 636 healthy controls).

Many attempts have been made to minimize clinical and genetic
heterogeneity for schizophrenia. A strategy for gene discovery proposes
using quantitative neurobiological traits as intermediate phenotypes
instead of the diagnosis of schizophrenia (Meyer-Lindenberg and
Weinberger, 2006; Tan et al., 2008). This strategy has the potential to
reduce clinical and genetic heterogeneity by applying intermediate
phenotypes that reflect underlying genetic vulnerability better than
diagnostic categorization. Combined imaging and genetic studies have
shown that brain function, as assessed by neuroimaging techniques, is a
sensitive intermediate phenotype that bridges the gap between
genotype and diagnostic categorization (Weinberger et al, 2001).
Near-infrared spectroscopy (NIRS) is a functional neuroimaging
technology used to noninvasively assess changes in cerebral blood
volume. Verbal fluency, a classic test of executive function, is the most
reliable task currently used to induce prominent and wide-spread
frontotemporal activation in normal subjects that can be well-
differentiated from that of patients with schizophrenia (lkezawa et al.,
2009; Takizawa et al., 2008). Structural and functional abnormalities of
the prefrontal cortex (PFC) are well known to exist in patients with
schizophrenia (Ragland et al, 2009; Segall et al, 2009). Sigma-1
receptors are widely expressed in the mammalian brain tissues (Kekuda
et al., 1996; Kitaichi et al., 2000). The chronic administration of the
preferential sigma-1 receptor ligand is able to modify levels of several
glutamate subunits in the rat PFC (Guitart et al,, 2000). Postmortem
study comparing normal controls to patients with schizophrenia
revealed that schizophrenics have a reduced density of sigma binding
sites in the frontal cerebral cortex (Simpson et al, 1991). There is
evidence that activation of the PFC during the verbal fluency task, as
assessed using multi-channel NIRS, is significantly lower in Pro carriers
of the SIGMAR1 gene than in individuals with the Gln/GIn genotype
(Takizawa et al, 2009a). We hypothesized that the lower SIGMAR1
expression modulated by the GIn2Pro polymorphism might be related
to hypoactivation of the PFC in schizophrenia via impaired regulation of
NMDA receptor-mediated glutamatergic neurotransmission.

In this study, we first attempted to replicate the association between
afunctional single nucleotide polymorphism (SNP) in the SIGMAR1 gene
and schizophrenia in our samples; we then added our samples to the
available samples from previous studies and performed a meta-analysis.
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We next examined the influence of the GIn2Pro polymorphism on
prefrontal hemodynamic activation during a verbal fluency task using a
noninvasive neuroimaging technique, two-channel NIRS, in patients
with schizophrenia and in healthy volunteers.

2. Methods
2.1. Subjects

Subjects for the genetic association study included 478 unrelated
patients with schizophrenia [48.5% males (232 males/246 females),
mean age + SD: 48.34-15.7 years] and 631 unrelated healthy controls
[46.9% males (296/335), mean age+SD: 58.7421.4 years]. The sex
ratio did not differ significantly between cases and controls (p =0.56),
while the mean age of schizophrenia patients was significantly lower
than that of controls (p<0.001). Cases were recruited from both
outpatients and inpatients at Osaka University Hospital and the
psychiatric hospitals. Each subject with schizophrenia had been
diagnosed by at least two trained psychiatrists based on an unstructured
clinical interview; diagnoses were made based on the criteria of the
fourth edition of the Diagnostic and Statistical Manual of Mental
Disorders (DSM-IV). Controls were recruited through local advertise-
ments. Psychiatrically healthy controls were evaluated using unstruc-
tured interviews to exclude individuals who had current or past contact
with psychiatric services.

The subjects who underwent NIRS analysis were 127 unrelated
patients with schizophrenia [55.1% males (70/57), mean age 4 SD:
36.9+12.3 years] and 216 unrelated healthy controls [44.4% males
(96/120), mean age+ SD: 36.8411.6 years]. These subjects were
included in the genetic association study and agreed to receive the
examination using NIRS. These subjects in the present NIRS analysis
included subjects in our two previous NIRS studies (Azechi et al.,
2010; lkezawa et al., 2009). All subjects were biologically unrelated
Japanese. Subjects were excluded from this analysis if they had
neurological or medical conditions that could potentially affect the
central nervous system, such as atypical headache, head trauma with
loss of consciousness, chronic lung disease, kidney disease, chronic
hepatic disease, thyroid disease, cancer with active stage, cerebro-
vascular disease, epilepsy, seizures, substance-related disorders or
mental retardation. Cases were recruited from both outpatients and
inpatients at Osaka University Hospital. Each patient with schizo-
phrenia had been diagnosed by a trained psychiatrist according to the
DSM-IV criteria based on Structured Clinical Interview for DSM-IV
(SCID). Controls were recruited through local advertisements at Osaka
University. Psychiatrically, medically and neurologically healthy con-
trols were evaluated using the SCID-Non-Patient version to exclude
individuals who had current or past contact with psychiatric services or
had received psychiatric medication (Hashimoto et al., 2010; Ohi et al.,
2009). Current symptoms of schizophrenia were evaluated using the
five syndrome models of the positive and negative syndrome scale
(PANSS) (Lindenmayer et al, 1994). There were 15 patients taking
haloperidol, which has a high affinity and acts as an antagonist for
sigma-1 receptor (Cobos et al, 2008), at the NIRS measurement [Pro
carrier N=10, mean chlorpromazine equivalents (CPZeq) of haloper-
idol + SD: 398.8 4 338.2 mg/day, GIn/Gln N=5, 500.0 4- 326.0 mg/day].
We found no differences in CPZeq of haloperidol in subjects taking
haloperidol between the genotype groups (p =0.46). The sex ratio and
mean age did not differ significantly between cases and controls
(p>0.06), while years of education, estimated premorbid intelligence
quotient (IQ) and performance score on the letter version of the verbal
fluency test (VFT-letter) during the NIRS measurement were signifi-
cantly lower in patients with schizophrenia than in controls (p<0.001)
(Table 1). When the genotype groups were compared, we found no
differences in demographic variables, age, sex, years of education,
estimated premorbid 1Q, performance score on VFT-letter, CPZeq of total
antipsychotics, ratio of subjects taking haloperidol, age at onset of
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Table 1
Demographic variables for subjects included in the NIRS analysis.

GIn2Pro (rs1800866) Schizophrenia (N=127)

Control (N==216) Group difference

Pro carrier Gln/GIn p values (z) Pro carrier GIn/Gln p values (z) p values (z)
Variables (N=70) (N=57) (N=115) (N=101)
Age (years) 366115 3724134 0.92 (—0.10) 3774122 3584109 030 (—1.03) 0.95 (0.06)
Sex (Male/Female) 38/32 32/25 0.83 (0.04)° 51/64 45/56 0.98 (<0.01)° 0.06 (3.65)°
Education (years) 137426 142422 0.27 (1.09) 153424 151423 0.57 (—0.56) 3.62x107% (—4.63)
Estimated premorbid 1Q? 101.0410.0 1004 +10.3 0.85 (—0.19) 106.7+84 106.74+7.8 0.94 (—0.08) 2.96x1078 (—5.54)
Performance score of VFT-letter 13.1+5.0 12.7+43 0.68 (—0.41) 174+48 172446 0.99 (<0.01) 5.03%x107 4 (—7.53)
CPZeq (mg/day) 616.1£492.9 640.3+623.3 0.68 (—0.41) - - - -
Subjects taking haloperidol (+/—) 10/60 5/52 034 (0.92)° - - - -
Age at onset (years) 239+83 238495 0.66 (—0.44) - - - -
Duration of illness (years) 126+104 134 £115 0.81 (0.25) - - - -
PANSS, Positive 144444 152454 0.31 (—1.02) - - - -
PANSS, Negative 17.746.2 16.5+6.1 035 (—0.93) - - - -
PANSS, Cognitive 122439 11.9+£39 0.94 (—0.07) - - - -
PANSS, Excitement 83429 8.0+£36 0.39 (—0.86) - - - -
PANSS, Depression/Anxiety 10.0+3.1 94437 0.20 (—1.28) - - - -

CPZeq; CPZeq of total antipsychotics. Five syndrome model of PANSS proposed by Lindenmayer et al. (1994). Means = SD are shown. ®Pro carriers (N=69); GIn/Gln (N=56), °y?

test. Significant p-values are shown in boldface and underlined.

illness, duration of illness, or PANSS scores (Table 1). Written informed
consent was obtained from all subjects after the procedures had been
fully explained. This study was carried out in accordance with the World
Medical Association's Declaration of Helsinki and approved by the
Research Ethical Committee of Osaka University.

2.2. SNP selection and SNP genotyping

We selected GIn2Pro (1rs1800866) in the SIGMART gene to examine
the association between the GIn2Pro polymorphism and schizophrenia
and to investigate the association between the polymorphism and
prefrontal hemodynamic responses. GIn2Pro is located within exon 1.
Venous blood was collected from the subjects and genomic DNA was
extracted from whole blood according to standard procedures. The SNP
was genotyped using the custom designed TagMan 5’-exonuclease
allelic discrimination assay (Applied Biosystems, Foster City, California,
USA) as previously described (Hashimoto et al,, 2006; Hashimoto et al.,
2007b). No deviation from Hardy-Weinberg equilibrium in the
examined SNP was detected in the patients or controls (p>0.05).

2.3. Meta-analysis of the SIGMAR1 association studies

The studies included in the meta-analysis were selected using the
Schizophrenia Research Forum (http://www.schizophreniaforum.
org) and PubMed with the search terms “SIGMAR1” and “Schizo-
phrenia”. The analyzed data encompass all publications up to
December 2010.

2.4. Analysis of activation of the prefrontal cortex by NIRS

Activation of the PFC during the VFT-letter task was analyzed
according to methods that have been previously described (Azechi etal.,
2010; Ikezawa et al.,, 2009). The test consisted of a pre-task period (30 s),
a task period (60 s) and a post-task period (60 s). In the VFT-letter task,
subjects were instructed to generate as many nouns as possible that
start with a Japanese hiragana letter (‘a’, ‘ka’, and ‘sa’, each for 20 s). They
were also instructed to pronounce the syllables ‘@, ‘i', ‘u’, ‘e’ and ‘0’
repeatedly during the pre-task and post-task periods. The total number
of generated words was defined as task performance during the NIRS
measurement. NIRS measurements were conducted using a two-
channel system (NIRO-200, Hamamatsu Photonics, Japan) to detect
changes in the concentration of oxygenated hemoglobin (JoxyHb]) in
primal venous blood in the cerebral cortex. Two pairs of emission probes
located in F7 and F8 (BA45 and BA47) and a detection probe located in
Fp1 and Fp2 (BA10) were attached bilaterally to the subjects’ foreheads.

During data analysis, the difference between activation and baseline
levels was defined as the size of activation (A [oxyHb]).

2.5. Statistical analyses

The presence of Hardy-Weinberg equilibrium was examined by
the y? test for goodness of fit using SNPAlyze V5.1.1 Pro software
(DYNACOM, Yokohama, Japan). The genetic case-control analysis and
meta-analysis were performed using the Comprehensive Meta-
Analysis software (Version 2.0, BIOSTAT, Englewood, NJ, USA).
Cochran's y? based Q statistical test was performed in order to assess
possible heterogeneity among studies. The fixed-effect model de-
scribed by Mantel-Haenszel was applied in the absence of heteroge-
neity (p>0.05). The significance of the pooled odds ratio (OR) was
assessed using a z-test.

Statistical analyses of demographic variables and the NIRS analysis
were performed using PASW Statistics 18.0 software (SPSS Japan Inc.,
Tokyo, Japan). Differences in clinical characteristics between patients
and controls or between genotypes were analyzed using a y? test for
categorical variables and the Mann-Whitney U-test for continuous
variables. To control for confounding factors, the effects of the diagnosis,
genotype and their interaction on prefrontal function were analyzed by
two-way analysis of covariance (ANCOVA) with age, sex, years of
education and performance on the VFT-letter task as covariates. The
ANCOVAs on the NIRS data were conducted separately for the left and
right hemisphere data. Pearson's correlation coefficients were used to
assess relationships between the activation of the PFC and PANSS scores.
The significance level for all statistical tests was set at two-tailed p<0.05.

3. Results

3.1. Association between variants of the SIGMAR1 gene and
schizophrenia by meta-analysis

Among our subjects, the frequency of the Pro allele was higher in
schizophrenia patients (34.5%) than in controls (32.6%) (Table 2). The
direction of the difference in allele frequency between patients and
controls is consistent with the initial study (Ishiguro et al., 1998),
however, the difference is not statistically significant [z=0.93,
p=0.35, OR (95% confidence interval)=1.09 (0.91-1.30)]. Our
study size of 478 cases and 631 controls had insufficient power to
detect as small an effect as an OR of 1.12, as described in the previous
GWAS report (O'Donovan et al,, 2008). Thus, we performed a meta-
analysis to increase the power to detect such a small effect. We
selected five studies using the Schizophrenia Research Forum and
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Table 2
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Comparison of allele frequencies of the SIGMAR1 polymorphism in a Japanese population.

GIn2Pro SCZ, Number of allele (%) CON, Number of allele (%) Statistics for each study

(rs1800866) Pro Gln Sum Pro Gln Sum p value (z) OR (95% CI) Weight (fixed)
Present study 330 (34.5) 626 (65.5) 956 412 (32.6) 850 (67.4) 1262 0.35 (0.93) 1.09 (0.91-1.30) 403

Ishiguro et al. 202 (32.8) 414 (67.2) 616 242 (27.9) 624 (72.1) 866 0.045 (2.01) 1.26 (1.01-1.58) 253

Ohmori et al. 81 (314) 177 (68.6) 258 75 (26.8) 205 (73.2) 280 0.24 (1.18) 1.25 (0.86-1.82) 9.2

Uchida et al. 127 (31.9) 271 (68.1) 398 134 (32.5) 278 (67.5) 412 0.85 (—0.19) 0.97 (0.72-1.31) 14.7

Satoh et al. 58 (29.0) 142 (71.0) 200 62 (29.8) 146 (70.2) 208 0.86 (—0.18) 0.96 (0.63-1.47) 7.0

Takizawa et al. 27 (33.8) 53 (66.3) 80 34 (28.3) 86 (71.7) 120 0.42 (0.81) 1.29 (0.70-2.37) 34

Pool 825 (32.9) 1683 (67.1) 2508 959 (30.5) 2189 (69.5) 3148 0.047 (1.99)* 1.12 (1.00-1.26)

SCZ: patients with schizophrenia, CON: healthy control. ? heterogeneity across studies (/ 2<0.01, Q=3.05, p=0.69). Significant p-values are shown in boldface and underlined.

PubMed (Ishiguro et al., 1998; Chmori et al., 2000; Satoh et al., 2004;
Takizawa et al., 2009a; Uchida et al., 2003). The five studies and the
present study (six case-control studies) included a combined 1254
patients and 1574 controls. In each case-control study, the subjects
were of Japanese ethnicity. The demographics of subjects in the
combined studies are shown in Supplementary Table 1. A meta-
analysis of GIn2Pro in all available data sets provided evidence for an
association with schizophrenia [z=1.99, p=0.047, OR (95% confi-
dence interval) = 1.12 (1.00-1.26)] and no evidence for heterogeneity
across studies (Q=3.05, p=0.69) (Fig. 1, Table 2). The frequency of
the Pro allele at GIn2Pro was higher in schizophrenia patients (32.9%)
than in controls (30.5%).

3.2. The effect of the GIn2Pro polymorphism on prefrontal function as
measured by NIRS

We examined the effects of SIGMAR1 genotype, schizophrenia
diagnosis and their interaction on frontal lobe function during verbal
fluency in patients with schizophrenia and in controls (Table 3). Two-
way ANCOVA revealed significant effects of schizophrenia diagnosis
on bilateral prefrontal function (right: F; 335=16.85, p=>5.09x 1075,
1?=0.048, left: F;335=4.34, p=0.038, n?=0.013) and of genotype
on right prefrontal function (F;335=6.24, p=0.013, 1?=0.018).
Patients with schizophrenia showed a lower bilateral activation of the
PFC during the VFT-letter task when compared with controls. Among
both patients and controls, at-risk Pro carriers had a lower activation
of the right PFC than subjects with the GIn/Gln genotype (Fig. 2). No
significant effect of genotype on left prefrontal function or of
genotype-diagnosis interaction on bilateral prefrontal function was
found, although activation of the left PFC was marginally associated
with the GIn2Pro genotype (p=0.075). As reported previously
(Ikezawa et al., 2009), there was no correlation between the bilateral
activation of the PFC during the VFT-letter task and any PANSS scores
(positive, negative, cognitive, excitement or depression/anxiety
syndrome scores) of the patients (p>0.08).
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Fig. 1. Forest plot illustrating GIn2Pro polymorphism in the SIGMAR1 gene based on all
combined samples. Solid squares and horizontal lines indicate the weighted odds ratios
and 95% confidence intervals. The overall result is shown by the diamond. The result of
the meta-analysis shown here is under the fixed-effects model.

4. Discussion

In this study, we first provided evidence for an association between
the GIn2Pro polymorphism in the SIGMART gene and schizophrenia in a
Japanese population. The Pro allele frequency in GIn2Pro was higher in
patients with schizophrenia (32.9%) than in controls (30.5%). Second,
we used NIRS to examine whether the GIn2Pro genotype was associated
with activation of the PFC during verbal fluency. We provided evidence
that the at-risk Pro carriers had a lower activation of the right PFC than
subjects with the Gln/Gln genotype.

We performed a meta-analysis of the association between GIn2Pro
and schizophrenia in the overall combined populations of previous
studies and the present study (Ishiguro et al., 1998; Ohmori et al., 2000;
Satoh et al,, 2004; Takizawa et al,, 2009a; Uchida et al., 2003). All six
independent cohorts included in the meta-analysis included subjects
with Japanese ethnicity. Japan is relatively isolated at the eastern extreme
of Asia. This isolation may be advantageous in investigating a complex
genetic disorder such as schizophrenia because these groups are highly
homogeneous, reducing the risk of spurious associations due to
population stratification. Our meta-analysis of Japanese populations
indicated a significant association between GIn2Pro and schizophrenia
without heterogeneity among studies. Although the previous and
present meta-analyses reported similar frequencies of the Pro allele in
patients and controls (patients: 32% vs. controls: 29%), a previous meta-
analysis of three independent cohorts reported no association between
GIn2Pro and schizophrenia. This discrepancy may result from a type Il
error due to the small sample size of the earlier analysis (779 patients and
636 controls); in the present study, the sample included 1254 patients
and 1574 controls. As expected and described in the previous GWAS
report (O'Donovan et al., 2008), the OR observed in this analysis was
quite small (1.12). This suggests that the majority of susceptibility-risk
alleles for schizophrenia come from common variants with small effects.

We also used two-channel NIRS to demonstrate that the GIn2Pro
genotype in the SIGMAR1 gene was significantly associated with
prefrontal function during a verbal fluency task. Among both diagnosed
schizophrenics and health controls, Pro carriers had a lower activation of
the right PFC during verbal fluency than those with the GIn/Gln
genotype. These findings were independent of between-group differ-
ences in age, sex, years of education and task performance. Using 52-
channel NIRS, Takizawa et al. (2009a,b) found that the bilateral
activation of the PFC during the verbal fluency task was significantly
lower in Pro carriers than in individuals with the GIn/Gln genotype
among patients with schizophrenia, but not among healthy controls
(Takizawa et al., 2009a). The sample size of this study (127 patients and
216 controls) was more than three times the sample size of a previous
study that successfully detected a significant genotype effect of
SIGMART; this previous study included only 40 patients and 60 controls
(Takizawa et al., 2009a). The differences in site of activation between
our study and the previous study by Takizawa et al. (2009a,b) might be
explained by the differences in sample size or NIRS equipment (multi-
channel vs. two-channel).

The transcriptional activity of the haplotype with Gln in SIGMAR1
gene was significantly increased than that of the haplotype with Pro
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