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Table 1
Genotype and allele frequencies of HTR2A, HTR3A and HTR4 polymorphisms in TRS and NON-TRS
Genotype p-Value Allele p-Value Global
frequency (%) p-value
HTR2A
rs6313 C/IC CfT T/T C T
TRS 19 58 23 0.500 48 52 0.777
NON-TRS 48 123 68 46 54
HTR3A
151062613 c/IC C/T T/T C T
TRS 75 21 5 0.117 85 15 0.400
NON-TRS 189 47 3 89 11 0.576
rs1176713 A/A AIG G/IG A G
TRS 49 38 14 0.744 67 33 0.648
NON-TRS 124 86 27 70 30
HTR4
152278392 G/G G/A A/A G A
TRS 59 36 7 0.867 76 24 0.868
NON-TRS 148 80 15 77 23 0.863
rs3734119 T T/IC c/ic T C
TRS 59 36 8 0.891 75 25 0.869
NON-TRS 148 80 19 76 24

the development of TRS based on the effect of the SNP on the
impairment of facial expression recognition.

The definition of TRS in the present study is different form
that proposed by Kane et al. [14]. Since the polypharmacy is
widely prevalent in the antipsychotic treatment of schizophrenia
in Japan. In the present study, the psychopathology of TRS was
defined by the total antipsychotic doses that the schizophrenic
patients had been receiving during the recent 1 year, that is, the
severity of illness was extrapolated by the total antipsychotic
doses. In addition, they had been hospitalized for more than 1
year, indicating that they had been no good level of functioning
over this period. In fact, age at disease onset had been observed
to be significantly younger in the TRS subjects, suggesting that

Table 2
Characteristics of NLP treatment among three subgroups showing HTR2A,
HTR3A and HTR4 polymorphisms

Genotype

HTR2A

156313 C/IC C/T T

Daily NLP 575 (2-4042) 603 (4-12893) 372 (3-6283)
HTR3A

rs1062613 Cc/IC Cc/T T

Daily NLP 496 (2-12893) 568 (5-12850) 1179 (281-3048)*

1s1176713 A/A AlIG G/IG

Daily NLP 559 (3-8337) 417 (2-12893) 710 (42-4226)
HTR4

152278392 G/G G/A A/A

Daily NLP 491 (2-12893) 600 (4-6283) 460 (50-2262)

rs3734119 T/T T/C C/C

Daily NLP 491 (2-12893) 605 (4-6283) 439 (30-2262)

Data are expressed as median (min-max).
@ p=0.041 when compared to the (C/C + C/T) subgroup.

the younger onset patients tend to less response to the antipsy-
chotic therapy. Therefore, we consider that virtually no essential
difference exists between the present definition of TRS enrolled
in Japan and that proposed by Kane et al. [14].
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Pathway-based association analysis of genome-wide
screening data suggest that genes associated with the
y-aminobutyric acid receptor signaling pathway are involved
in neuroleptic-induced, treatment-resistant tardive dyskinesia
Toshiya Inada® Minori Koga®®, Hiroki Ishiguro®®, Yasue Horiuchi®®, Aoi Syu®d,
Takashi Yoshio®, Nagahide Takahashi’, Norio Ozaki® and Tadao Arinami®®

Objective Neuroleptic-induced tardive dyskinesia (TD)

is an involuntary movement disorder that develops in
patients who have undergone long-term treatment with
antipsychotic medications, and its etiology is unclear. In
this study, a genome-wide association screening was done
to identify the pathway(s) in which genetic variations
influence susceptibility to neuroleptic-induced TD.

Methods Screening with Sentrix Human-1 Genotyping
BeadChip (lllumina, San Diego, California, USA) was done
for 50 Japanese schizophrenia patients with treatment-
resistant TD and 50 Japanese schizophrenia patients
without TD. A total of 40573 single nucleotide
polymorphisms that were not in linkage disequilibrium with
each other and were located in the exonic and intronic
regions of 13307 genes were analyzed. After gene-based
corrections, P values for allelic associations were
subjected to canonical pathway-based analyses with
Ingenuity Pathway Analysis software (ingenuity Systems,
inc., Redwood City, California, USA).

Results Eight genes (ABAT, ALDH9A1, GABRA3, GABRA4,
GABRB2, GABRAG3, GPHN, and SLC6A11) contained
polymorphisms with gene-based corrected allelic P values
of less than 0.05. They were aggregated significantly in
33 genes belonging to the y-aminobutyric acid (GABA)
receptor signaling pathway (P=0.00007, corrected
P=0.01). Associations were replicated in an independent
sample of 36 patients with TD and 136 patients without TD
for polymorphisms in SLC6A11 (GABA transporter 3)

Introduction

Tardive dyskinesia (TD) is an involuntary movement
disorder that develops in patients undergoing long-term
treatment with antipsychotic medications. Introduction
of second-generation atypical antipsychotics has reduced
the occurrence of TD to approximately 1% compared
with the 5% frequency with typical agents annually
[1,2]. Owing to the lack of effective treatments for
TD, however, therapeutic management of TD can be
problematic for schizophrenia patients receiving anti-
psychotic medications, especially for those patients
who develop severe treatment-resistant TD. There-
fore, the strategies to prevent TD are often discussed
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(P=0.0004 in the total sample), GABRB2 (B-2 subunit of
GABA-A receptor) (P=0.00007 in the total sample), and
GABRG3 (y-3 subunit of GABA-A receptor) (P=0.0006 in
the total sample).

Conclusion The results suggest that the GABA receptor
signaling pathway may be involved in genetic susceptibility
to treatment-resistant TD, at least in a subgroup of
Japanese patients with schizophrenia. The present resuits
suggest that benzodiazepines may be considered as
possible treatment option for TD. Pharmacogenetics and
Genomics 18:317-323 © 2008 Wolters Kiuwer Health |
Lippincott Williams & Wilkins.
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in the context of the safety and use of antipsychotic
drugs. ’

To identify predisposing factors for TD, extensive
epidemiological studies have been conducted, and several
risk factors for TD have been identified. These include
increased age, female sex, presence of mood disorder,
mental retardation, prolonged treatment with antipsy-
chotic drugs, high-dose antipsychotic drugs, high total
cumulative dose, poor antipsychotic response, acute
extrapyramidal symptoms, use of antiparkinsonian drugs
or lithium, and predominance of negative symptoms {3].
TD, however, does not always develop in patients

Copyright © Lippincott Williams & Wilkins. Unauthorized reproduction of this article is prohibited.
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deemed to be at high risk. The familial nature of patient
subgroups vuinerable to TD indicates that genetic factors
could play a critical role in susceptibility to TD [4].
Recently, molecular genetic studies of TD were con-
ducted to identify genes related to TD [5]. Although the
pathophysiological mechanisms of TD remain unknown,
a number of mechanisms have been proposed, including
hypersensitivity of central dopaminergic systems [6],
oxidative stress-mediated neurotoxic damage [7], dys-
function of the serotonergic system [8], and y-amino-
butyric acid (GABA) insufficiency [9,10]. The TD
susceptibility gene loci likely encode proteins related to
these pathways.

The advent of single nucleotide polymorphism (SNP)
chips for genome-wide association analysis has made
screening of susceptibility genes for TD possible. In this
study, we carried out genome-wide association studies of
treatment-resistant TD in schizophrenia patients. Treat-
ment-resistant TD cases have been used to study the
genetic associations of genes of the central dopaminergic
systems [11-14] and the CYP2D6 genes [15] with TD in
patients susceptible and those not susceptible to TD.

The aim of this study was to identify the pathway(s)
in which genetic variations influence susceptibility to
neuroleptic-induced TD. We used a web-based software,
‘Ingenuity Pathway Analysis (IPA)’ to help the identifica-
tion of genes within known networks.

Methods

Ethical considerations

The study was initiated after approval by the ethics
committee of each institution. Written informed consent
was obtained from all patients after adequate explanation
of the study.

Patients

Patients were identified at psychiatric hospitals located
around the Tokyo and Nagoya areas of Japan. All patients
satisfied the diagnostic criteria of the Diagnostic and
Statistical Manual of Mental Disorders, 4th Edition [16]
for schizophrenia. All patients and their parents were of

Table 1

Japanese descent. All patients had been receiving
antipsychotic therapy for at least 1 year and their TD
status was monitored for at least 1 year. TD was assessed
according to the Japanese version of the Abnormal
Involuntary Movement Scale (AIMS). TD was diagnosed
according to the criteria proposed by Schooler and Kane
[17]. Once TD was identified, the patients were followed
up and received standard therapeutic regimens for TD to
minimize TD symptoms. If TD persisted after more than
1 year of therapy, patients were considered potential
treatment-resistant TD patients. Treatment-resistant
TD patients were defined as those patients with
dyskinetic movements that persisted more than 1 year
and did not improve after at least 1 year of appropriate
treatment following guideline-recommended therapeutic
regimens for TD. Dyskinetic movements were judged to
be severe on the basis of either of the following
conditions: (i) patients with moderate or severe TD in
one or more AIMS seven anatomical areas, (ii) patients
with mild dyskinetic movements in two or more AIMS
seven anatomical areas, whose mild dyskinetic move-
ments developed within 5 years of their initial exposure
to antipsychotic agents. Patients in whom TD never
developed despite antipsychotic therapy for more than
10 years were recruited as control patients. Dyskinetic
movements were videotaped and ratings of TD were
assigned by trained raters who had completed the full
training process for drug-induced extrapyramidal symp-
toms and had been working in the project of TD study for
more than 5 years. Diagnosis of TD and severity of the
observed dyskinetic movements were determined by the
complete consensus of trained raters for all patients with
TD before genotyping.

A genome-wide association screening was done in 50
patients with TD and 350 patients without TD. Some
SNPs were genotyped in an independent population
consisting of 36 patients with TD and 138 patients
without TD. Ages and sex ratios did not differ
significantly between the TD group and the non-TD
group in the screening and confirmation samples.
Clinicopathological features of the patients are summar-
ized in Table 1.

Clinical characteristics of patients in the TD group and non-TD group

Genome-wide sample

Confirmation sample

D (n=50) Non-TD (n=50) TD (n=36) Non-TD (n=138)
Male : female ratio 20:21 29:21 18:18 88:50
Age (years) 56.6t17.7 585+11.6 58.0+18.7 655+1.0
Duration of iliness (years) 36.0119.0 32.9+11.3 372.3+14.1 35.31+1.02
Current neuroleptic dosage 3641543 124142531 3631236 11161116
(chlorpromazine-eq. mg/day)
Recent 1-year cumulative 1329524198042 452 784+ 923763 132550186 292 407456142245

neuroleptic dose
(chlorpromazine-eq. mg/year)

Values are expressed as meant SD or number of patients. The patients had been receiving various kinds of typical and/or atypical antipsychotics depending on the
clinical situation at the study entry. Chlorpromazine-eq, chlorpromazine equivalents; TD, tardive dyskinesia.

Copyright © Lippincott Williams & Wilkins. Unauthorized reproduction of this article is prohibited.




Although most of the patients have been studied earlier
to determine the associations of dopaminergic and
CYP2D6 genes with TD [11-15], no correction for prior
statistical testing was made for this study.

Genotyping and statistics

The Sentrix Human-1 Genotyping BeadChip (Illumina)
was used for genome-wide association analysis. The SNPs
on the chip are exon-centric and 57979 SNPs were in
exons and introns. In this study, we analyzed SNPs in the
exons and introns of genes encoding known proteins or
predicted to encode proteins. Some SNPs on the chip
were in linkage disequilibrium with each other; therefore,
before association analysis, we selected tag SNPs by
analyzing the genotype data with the Haploview software
(heep:/fwww.hapmap.orglindex.html) and running the tagger
procedure with the threshold of 77 > 0.8. In addition, we
excluded 135 SNPs because their genotype distributions
deviated significantly from the Hardy-Weinberg expec-
tancy (P <0.05). A total of 40573 tag SNPs from the
exons and introns of 13307 genes were analyzed in
this study.

We evaluated only allelic associations because genotype
associations require further correction for multiple
testing, which makes interpretation more difficult. A
P value of 1.3x 107¢ was considered significant for
genome-wide association after Bonferroni corrections by
the number of SNPs analyzed (40573).

Canonical pathway analysis was performed as follows.
First, the gene-based associations were evaluated. We
corrected the allelic P value for each SNP by the number
of tag SNPs in the gene where each SNP is located
(Bonferroni correction). We refer to these corrected
allelic P values as gene-based corrected allelic P values.
We next assigned the lowest gene-based corrected allelic
P value to each gene. We then performed canonical
pathway analysis for these genes with the lowest gene-
based corrected allelic P values using IPA 5.0 (Ingenuity
Systems, Inc., Azp:/fingenuiry.comf). IPA is a robust and
expertly curated database containing up-to-date informa-
tion for more than 20 000 mammalian genes and proteins,
1.4 million biologic interactions, and more than 100
canonical pathways incorporating more than 6000
discreet gene concepts. This information is integrated
with other relevant databases such as EntrezGene (hsp://
www.nchi.nlm.nih.govlsiteslentrex 2db = gene) and Gene Onto-
logy (hezp:/lwww geneontology.orgl). Genes with gene-based
corrected allelic P values of less than 0.05 or 0.01 were
used as the input data set to query the IPA canonical
pathway analysis. Canonical pathway analysis identified
those pathways that were most significant to the input
data set. The significance of the association between the
data set and the canonical pathway was determined based
on a P value calculated with Fisher’s exact test by
calculating the probability that the association between
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the genes in the data set and the canonical pathway is
due to chance alone [18]. Genes listed in the canonical
pathway analysis are referred to as canonically analyzed
genes. In the IPA content version 1002 dated 30 October
2007, 8640 genes were canonically grouped and SNPs
analyzed in this study were located in the exonic or
intronic regions of 6212 genes among the 8640 genes.
The 6212 genes belonged to 147 canonical pathways.
A significantly associated canonical pathway was defined
as a pathway with significantly more genes containing
SNPs with gene-based corrected allelic P values less than
0.05 or less than 0.01 than the other pathways as
calculated by Fisher’s exact test and corrected by the
number of canonical pathways (147).

We genotyped 50 patients with TD and 50 patients
without TD. The power of this study was 0.78 assuming
the prevalence of TD of 0.2, frequency of risk allele of
0.2, genotypic relative risk (additive) of 2, and o level of
0.05. When the o level was set at 1.3 x 107¢, however, the
power was less than 0.1. The power was 0.8 to detect
polymorphisms with genotype relative risk of 4, even if
the o level was set at 1.3 x 107% In the confirmation
sample with 36 patients with TD and 138 patients
without TD, the power was more than 0.8 to confirm
associations with genotypic relative risk of 2 and risk
allele frequency of 0.2 when the o level was set at 0.05
(one tailed).

Results

As shown in Table 1, there was no significant difference
in the duration of illness between the TD group and the
non-TD group in the screening and confirmation samples.
Recent 1-year cumulative dosage was significantly lower
in patients with TD than in those without TD. This may
have been as a result of efforts to reduce the neuroleptic
dosage in patients with TD in line with guideline-
recommended therapeutic regimens for this condition.

To identify loci associated with susceptibility to TD, we
screened for SNPs associated with TD using 40573 tag
SNPs on the Sentrix Human-1 Genotyping BeadChip
(Illumina). The lowest uncorrected allelic P value for
association with TD was 1 x 10~5, Therefore, no SNP was
significantly associated with TD after Bonferroni correc-
tion. As shown in Table 2, the distributions of gene-based
corrected allelic P values of the SNPs analyzed for
association with TD were similar to those expected when
no association was assumed, though a slightly higher
number of SNPs showed lower P values than expected
when no association is assumed. Thus, as most low
P values are chance findings, some SNPs may actually be
associated with TD, and genes containing one or more
SNPs with low P values may be candidates for genetic
susceptibility to TD. True associations, however, cannot
be determined without studies of additional populations.

Copyright © Lippincott Williams & Wilkins. Unauthorized reproduction of this article is prohibited.
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We tried to confirm the associations of 14 SNPs with
gene-based corrected allelic P values less than 0.001 in
the confirmation samples (Table 3). No significant
association was, however, observed for any of the SNPs
examined.

As shown in Table 4, the numbers of genes with gene-
based corrected allelic 2 values of less than 0.05 and 0.01
were 652 and 132, respectively. These numbers were
almost 5 and 1% of the 13307 genes analyzed. Of these
13307 genes, IPA assigned 2612 genes to 147 canonical
pathways. As many genes belong to more than one
canonical pathway, the number of overlapping genes
belonging to these 147 canonical pathways in IPA was
8640, and of these, 6212 had gene-based corrected allelic
P values in this study. We examined whether genes with
gene-based corrected allelic P values of less than 0.05 and
0.01 aggregated in specific canonical pathways. As shown
in Table 4, genes with gene-based corrected allelic P
values of less than 0.05 were found more frequently in
three canonical pathways, and those with P values of less
than 0.01 were found more frequently only in the GABA
receptor signaling pathways. Among the 6212 overlapping
genes, 268 had gene-based corrected allelic P values of
less than 0.05, whereas among the 33 genes in the GABA
receptor signaling pathway, eight had gene-based cor-

Table 2 Distributions of allelic P values of SNPs associated with
TD by genome-wide association analysis

Gene-based corrected

allelic P values Genes analyzed SNPs analyzed

Range
P<0.0001 3 3
P<0.001 11 11
P<0.01 132 1722
P<0.05 652 846°
Total 13307 40573

* bWe considered these genes as the top 1 and 5% likely susceptibility genes for
TD in this study. SNPs, single nucleotide polymorphisms; TD, tardive dyskinesia.

rected allelic P values below 0.05 (268/6212 = 4.8% vs.
8/33 = 24%, nominal P < 0.00007, Fisher’s exact test). As
there were 147 canonical pathways, the P value corrected
for the number of canonical pathways in this study was
0.01. Although genes with gene-based corrected P values
of less than 0.05 also aggregated in the synaptic long-term
potentiation pathway and calcium signaling pathway, the
aggregations were not significant after correction for the
number of canonical pathways.

Genotype and allele distributions of eight SNPs in eight
genes associated with the GABA receptor signaling
pathway are shown in Table 5. We examined these SNPs
in the confirmation samples (Table 5). Among eight
SNPs, the associations were replicated in the confirma-
tion samples for SNPs in SLC6411 (GABA transporter 3),
GABRRB2 (B-2 subunit of GABA-A recepror), and GABRG3
(y-3 subunit of GABA-A receptor).

Discussion

To our knowledge, this is the first report of genome-
wide association analysis for neuroleptic-induced TD.
A number of limitations, however, do exist. First, the
Sentrix Human-1 Genotyping BeadChip (Illumina) used
in this study is one of the first commercially available
chips for genome-wide association analysis. This chip
contains a relatively small number of SNPs. One
advantage of this chip is that SNPs contained on the
chip are relatively concentrated in the gene region of
interest. The chip contains 6680 nonsynonymous poly-
morphisms. We were able to examine associations
between some polymorphisms earlier reported to be
associated with TD. The G9S polymorphism (rs6280) in
the DRD3 gene and the Tazgl A polymorphism
(rs1800497) near the DRD2 gene, which were found to
be associated with TD in several studies [19], are
included on the Illumina chip. Associations between
these SNPs and TD, however, were not found in this

Table 3 List of SNPs with gene-based corrected allelic P values of less than 0.001 associated with TD by genome-wide association

analysis
Genome-wide sample Confirmation sample
Number of Gene-based

Gene Chromosome SNP ID Uncorrected P tag SNPs corrected P Uncorrected P
ELOVL3 10g24.32 rs10748816 0.00002 2 0.00005 0.12
BCOR Xp11.4 1s66090561 0.00001 4 0.00006 0.34
TCP10L 21gq22.11 157281019 0.00004 2 0.00008 0.34
CBLC 19q13.31 rs10419669 0.00003 14 0.0004 0.48
SLC38A1 12q13.11 rs1444590 0.00002 22 0.0006 0.25
EHF 11p13 rs286925 0.00002 22 0.0006 0.32
TBCD 17q256.3 153744166 0.00007 8 0.0006 0.11
RBM17 10pt6.t 152274359 0.0002 3 0.0006 0.32
DLGS 10q22.3 rs10568198 0.0001 ) 0.0006 0.14
ABCCs8 11p16.1 rs886292 0.00005 14 0.0007 0.09
MAN1A2 1pi12 152306444 0.0002 4 0.0008 0.35
EDIL3 86q14.3 rs13153262 0.00002 3g 0.0008 052
ANXA13 8q24.13 154242345 0.00004 24 0.0009 0.32
SMYD3 1q44 156426327 0.00001 91 0.0009 0.07

SNPs, single nucleotide polymorphisms; TD, tardive dyskinesia.

Copyright © Lippincott Williams & Wilkins. Unauthorized reproduction of this article is prohibited.




Genome-wide screening of tardive dyskinesia Inada et al. 321

Table 4 Canonical pathway analysis of genome-wide association findings

Genes with SNPs with
gene-based corrected allelic
P values of less than 0.05

Total number of Genes with

genes assigned analyzed SNPs
to the specific

Genes whose SNP with gene-
based corrected P values of
less than 0.01

Canonical pathway pathway Number Number P value Number P value Genes®
GABA receptor 40 33 8 0.00007* 2 0.03 ABAT, ALDHSA1, GABRAS3,
signaling GABRA4, GABRB2, GAB-
RAG3, GPHN, SLC6A11
Synaptic long term 67 56 8 0.003 2 0.08 ADCY1, CALM1, CAMK2G,
potentiation GRIN2B, ITPR1, ITPR2,
RPS6KA
Calcium signaling 172 133 15 0.0008 2 0.32 CACNA1D, CACNB1,
CACNB2, CACNG3, CALM1,
CAMK2G, GRIA3, GRIN2B,
GRIN3A, HDACS, ITPR1,
ITPR2, NFATC1, PRKAGZ,
TRDN
Total 8640 6212 268 54

GABA, y-aminobutyric acid; SNPs, single nucleotide polymorphisms.

“Genes with gene-based corrected allelic P values of less than 0.01 are shown in bold.
*P=0.01 after Bonferroni correction for the number of canonical pathways (147) examined in this study (0.00007 x 147=0.01).

study (P > 0.05). The P value was 0.03 for 12296973 in
the HTRZ2A gene, which is in linkage disequilibrium with
102T/C (rs6313) (D' = 1 and r* = 0.73). The 102T/C was
found to be associated with TD in several studies [19].
We could not evaluate polymorphisms in the CYPIA2
gene in this study.

The second limitation is the small sample size. We
exclusively enrolled patients with clinically severe,
treatment-resistant TD that did not respond to recom-
mended therapies for TD. For this reason, the number of
patients was limited. Limited detection power for
associations and insufficient control for multiple testing
owing to the small sample size are the major limitations.
Concerning detection power, the aim of this study was to
detect polymorphisms with relatively strong influence on
the development of TD, that is, with a genotype relative
risk of greater than 2. The type 2 errors are, however,
expected to be huge. In general, genome-wide signifi-
cance level requires P values of less than 1077 to control
for multiple testing [20]. In this study, the lowest P value
was 1 x 1075 at rs6426327, which is located in an intron of
SMYD3. Therefore, detection of significant association
needs replication analysis in independent sample sets. We
examined 14 SNPs with low P values for association in
the confirmation sample. We, however, did not find signi-
ficant association for any of these SNPs.

The third limitation is that the patients with severe TD
in this study may not have been a homogeneous group. In
fact, the patients with TD showing severe tardive
dystonia were observed in-15 cases in the genome-wide
samples and three cases in the confirmation samples. In
addition, mild tardive dystonias were also observed in
some of the remaining patients with TD. These patients
with TD showing tardive dystonia may be a subgroup
among TD patients.

In this study, we used an alternative method of analysis to
evaluate associations — canonical pathway analysis. We
hypothesized that variations in multiple genes in certain
pathways contribute to neuroleptic-induced TD and that
P values for association of SNPs in genes belonging to
certain pathways may distribute disproportionately to-
ward lower values. We found potential association of the
GABA receptor signaling pathway with neuroleptic-
induced TD. We attempted to confirm eight SNPs
identified by canonical pathway analysis in a second
independent sample of cases, and the association was
confirmed for three of these eight SNPs. Odds ratios
greater than 2 for association with TD were obtained for
SNPs in SLC6A11, GABRB2, GABRG3, and GABRA3
(Table 5).

Reduced activity in a subgroup of striatal GABA neurons
has been suggested as the basis of TD [6]. Gunne e @/,
[10] reported that decreased GABAergic activity in the
substantia nigra correlates with enhanced oral activity in
rats and with neuroleptic-induced dyskinesia in monkeys.
Delfs e al. [21] reported an increase in levels of the
mRNA that encodes glutamic acid decarboxylase, the
rate-limiting enzyme in GABA synthesis, in the striatum
and pallidum of adult rats after long-term haloperidol
treatment, suggesting that decreased GABAergic trans-
mission may play a critical role in the motor side effects
associated with long-term antipsychotic therapy. Our
present results suggest that genetic variations in GABAer-
gic systems may contribute to the pathophysiology of TD.

In previous genetic case—control studies, schizophrenia
patients were enrolled as soon as TD was identified. TD,
however, is considered a complex condition comprising
several heterogeneous traits that show various natural
courses and responses to therapeutic regimens for TD
[11]. In fact, even dyskinetic movements diagnosed as
TD sometimes disappear after appropriate therapy. In
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Table 5 Genotype and allele distributions of the tag SNPs in the genes in the GABA receptor signaling pathway

Genotype counts in

Allele
frequency

With Without Allelic

Gene Chromosome SNP Population Patients with TD Patients without TD 10 LS p* OR 96% Ci
ALDH9A1 1q24.1 rs12670 AA AC CC AA AC cC A
First 2 22 26 0 i3 36 0.24 0.13 0.02 2.3 1.1-4.79
Second 0 12 24 5 35 98 0.17 0.16 0.53 1.03 0.51-2.06
Sum 2 34 80 [ 48 134 0.22 0.16 0.07 1.85 0.98-2.44
SLC6A11 3p28.3 rs4684742 AA AG GG AA AG GG A
First 10 28 11 4 20 25 0.49 0.29 0.003 2.4 1.33-4.33
Second 8 9 11 19 42 66 045 0.31 0.04 1.76 0.97-3.16
Sum 18 37 22 23 62 91 047 0.31 0.0004 204 1.38-3.00
GABRA4 4p12 rs953380 AA AG GG AA AG GG A
First 28 15 7 36 13 i 071 0.85 0.02 2.31 1.15~4.65
Second 20 11 84 47 7 073 078 0.23 1.31 0.72-2.39
Sum 48 26 11 120 60 8 0.72 080 0.04 165 1.02-2,36
GABRB2 5q34 rs918528 AA AC cC AA AC CcC A
First 0 14 386 3 24 23 0.16 030 0.01 2.63 1.30-6.35
Second 2 15 18 23 61 64 0.27 039 0.04 1.7 0.95-3.03
Sum 2 29 54 26 85 77 0419 0.36 0.00007 2.38 1.54-3.67
GPHN 14q23.3 rs6573744 AA AG GG AA AG GG A
First 9 22 18 2 19 27 0.41 0.24 0.01 219 1.18-4.06
Second 6 13 17 18 56 64 035 033 046 1.06 0.62-1.84
Sum 186 35 35 20 75 91 0.38 0.31 0.09 1.38 0.95-2.02
GABRG3 15q12 rs2061061 AA AG GG AA AG GG A
First 1 19 30 13 16 21 0.21 0.42 0.001 2.72 1.46-5.08
Second 1 12 22 18 59 63 020 0.32 0.03 1.92 1.02-3.64
Sum 2 31 52 28 75 84 0.21 0.35 0.0006 2.08 1.36-3.19
ABAT 16p13.2 rs16841022 AA AC cC AA AC CC A
First 2 24 24 12 22 16 0.30 046 0.01 2.19 1.22-3.94
Second 5 17 13 .16 71 62 039 037 1 0.92 0.564-1.68
Sum 7 41 37 27 a3 68 032 039 0.13 1.34 0.92-1.97
GABRA3 Xq28 rs11795489 AA AG GG AA AG GG A
First Male 21 8 29 0 077 0.96 0.002 6.59 1.83-23.8
First Female 13 8 [¢] 18 3 0
Second Male 17 1 81 7 088 0.89 0.51 1.1 0.42-2,89
Second  Female 13 3 1 38 11 1
Sum Male a8 g 110 7 082 0981 0.02 2.24 1.18-4.19
Sum Femaie 26 11 1 56 14 1

95% Cl, 95% confidence interval; GABA, y-aminobutyric acid; OR, odds ratio; SNPs, single nucleotide polymorphisms; TD, tardive dyskinesia.

*By Fisher's exact test.

some cases, the severity of TD fluctuates in response to
changes in the psychopharmacologic treatment. Treatable
cases of TD may not be considered as clinically
problematic as cases of treatment-resistant TD. In this
study, we enrolled only those patients who had treat-
ment-resistant TD for at least 1 year. Once TD
developed, we carefully managed and treated these
patients for at least 1 year to exclude those patients
with treatable TD from the study. Our present findings
suggest that GABA-mimetic drugs may be useful for
treating patients with treatment-resistant, neuroleptic-
induced TD.

‘The present results suggest that the GABA receptor signaling
pathway may be involved in the pathophysiology of TD, at
least in a subgroup of Japanese schizophrenia patients. If the
present results are confirmed in other populations, the GABA
receptor signaling pathway may be an important target for
the prevention and treatment of TD.
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introduction

Drug addiction and major depression are mental health
problems associated with stressful events in life with high relapse
and reoccurrence even after treatment [1]. Major depression is
characterized by mood changes and anhedonia. Anhedonia is a
lack of interest in pleasurable things of life and can be studied
using the chronic mild stress (CMS) model of depression in rodents
[2]. Like depression, it is recognized that drug addiction is a brain
disease [3]. Significant effort has been made to uncover genetic
markers for substance abuse and depression [4,5]. One rationale

@ PLoS ONE | www.plosone.org

for use of abused substances including marijuana is the self-
medication hypothesis. Evidence for an association between
cannabis use and depression has grown [1]. Comorbid presenta-
tion of cannabis abuse and depression is common [4]. Studies
suggest that cannabis abuse in adults increases depressive
symptoms, but depression does not predict later cannabis abuse
[6,7]. The discovery of an endocannabinoid physiological control
system (EPCS) [8], has led to the examination of this system in
CNS and its role in mental disorders [4]. Thus a role of the EPCS
in a number of neuropsychiatric disorders has been described [5].
Two receptors are activated by cannabinoids or marijuana use [8].

February 2008 | Volume 3 | Issue 2 | e1640




CB1-Rs are expressed in brain and periphery, while CB2-Rs were
thought to be expressed in immune cells and were referred to as
peripheral CB2-Rs. However, the neuronal expression of CB2-Rs
in the brain and its role in depression and substance abuse is
unknown. While a number of laboratories were not able to detect
the presence of CB2-Rs in healthy brains [9-11], there has been
demonstration of CB2-R expression in rat microglial cells and
other brain associated cells during inflammation [12-17].
Preliminary report of some of the data have been presented as
abstracts at scientific conferences and described in summary form
in a recent general review paper [18]. We have also reported the
involvement of cannabinoid CB2-Rs in alcohol preference in mice
and alcoholism in humans [19], which supports the functional
presence of neuronal CB2-Rs in the mammalian CNS,

With novel and precise cannabinoid probes, our results indicate
the expression of brain CB2-Rs in mouse model of depression and
in the effects of abused substances [20]. We and others have now
identified and reported the presence of CB2-Rs in brain neuronal
and ghial process [20-24]. To further improve understanding of
the role of CB2-Rs in the brain; we hypothesized that genetic
variants of CB2 gene might be associated with depression in a
human population and that alteration in CB2 gene expression may
be involved in the effects of abused substances in rodents. Our data
reveals that CB2-Rs are expressed in brain and plays a role in
depression and substance abuse.

a b
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Results
Involvement of CB2 gene expression in depression and in
the effects of abused drugs

We first determined CB2 gene expression in mice brains
exposed to chronic mild stressors or those treated chronically with
abused substances like heroin, cocaine, or those on the alcohol
consumption preference test [22]. CB2 gene was expressed in
whole brain preparations of CMS and control mice (Fig. 1A). CB2
gene expression was then confirmed in different mouse brain areas
including striatum, midbrain and hippocampus (Fig. 1B). In both
figures 1 A and B, the control samples were set at 1.0 and the
spleen was used as positive controls because it has the most
abundant expression of CB2-Rs in mammals. These results
showed that CB2 gene is present and expressed in the brains of
naive mice and in those exposed to chronic mild stress.

We then determined more precisely the involvement of CB2
gene expression in separate groups of mice chronically treated with
heroin (10 mg/kg) or cocaine (40 mg/kg) or those exposed to
varying alcohol consumption. Chronic treatment with heroin
increased (p>>0.05) while cocaine significantly {(p<<0.05) increased
CB2 gene expression in mouse brain preparations using RT-PCR
(Fig. 1C). In mice subjected to the chronic varying alcohol intake
paradigm for alcohol preference, there was significant reduction
CB2 gene expression in the striatum (P=0.05) and ventral
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Figure 1. Presence of CB2 gene in the brain. A, Relative brain expression of CB2 gene in C57BL/6J and BALBc strains subjected to stress, B,
Relative CB2 gene expression levels in the striatum, midbrain, and hippocampus of C5781/6J mice. G, Mouse whole brain relative CB2 gene expression
levels following chronic treatment with heroin and cocaine. D, relative CB2 gene expression levels in striatum and midbrain of mice that developed
alcohol preference. CB2 gene expression was relative to the standard laboratory brain obtained from C57BL/6J that was set to 1.0. The positive
control was from the spleen and no ¢cDNA in TagMan PCR reaction served as negative controls.

doi:10.1371/journal.pone.0001640.g001
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midbrain (p=0.04), whereas in mice with litle preference for
drinking alcohol, there were no changes in CB2 gene expression in
these brain regions (Fig. 1D). The alcohol data support our
previous studies [19] that CB2-R agonist JWHO15 administration
enhances alcohol intake in stressed but not in non-stressed control
mice. In contrast the administration of the CB2-R antagonist
AM®630 reduced alcohol intake (P=0.08) in stressed but had no
effect in the alcohol consumption in non-stressed naive mice. The
presence of CB2-Rs in the brain was further investigated in CB2-R
deficient mice and their wild type litter mates. Jn-situ hybridization
data show that CB2 gene is expressed in the cerebellum of wild
type and not in the cerebellum of the CB2-R deficient mice and
also in sense controls in the wild type mice (Fig. 2C). Altogether,
these results revealed the functional presence of brain CB2-Rs that
plays a role in the effects of abused substances.

We then examined the association between CB2 gene polymor-
phism and depression in a human population to test the hypothesis
that genetic variants of CB2 gene might be associated with depression
and substance abuse in Japanese population. A significant
association was found between the CB2 Q63R polymorphism and
Japanese depressed subjects (p=0.007, odds ratio 1.42, 95%
confidence interval: 1.09-1.831), (Fig. 2B). Furthermore, because a
previous study showed a significant functional difference of RR
genotype in lymphocyte, we compared the distribution of subjects
without or with Q allele. The RR genotype was significantly
associated with depression [p=0.01, odds ratio 1.95; 95%
confidence interval, (1.11-3.4402.28)], (Table 1).

Analysis of CB2-Rs in the rodent brain with or without

exposure to stressors

To determine the localization of CB2-Rs in mouse and rat
brains, we used a combination of Western blotting, immunohis-
tochemistry and in-situ hybridization. The CB2-R knockout mice
and their wild type litter mates were included as controls for the in-
situ hybridization, We then analyzed CB2-Rs in the brains of mice
subjected to chronic mild stressors, including adult mice that had
been prenatally exposed to capsaicin. Western blotting analyses
from mice brains revealed a major CB2-R band of approximately
53 kDa (Fig. 2A), with other visible bands around 37 kDa and
75 kDa, similar to those reported [21]. CB2 gene was expressed in
mouse whole brain preparations and the CB2-R protein was also
present in the CMS and prenatal capsaicin exposure. (Fig. 2A).
The specificity of three commercial CB2-R antibodies had been
examined in our previous studies to map CB2-R immunoreactivity
in the rat brain [24]. In this study the specificity of the CB2-R
antibody used was further confirmed as the CB2-R immunoreac-
tivity detected in the cerebellum were undetectable when the CB2-
R antibody was pre-adsorbed with the immunizing peptide
(Fig. 3A and B) using 8.3 pug/ml of the CB2 sequence peptide
used to produce the antiserum. It is important to note that we
previously demonstrated and reported that CB2-R immunoreac-
tivity was present in the CA2 region of the hippocampus, spleen
and interpolar part of spinal 5™ nucleus of wild type brain and the
GCB2-R immunoreactivity was absent in these structures in the
global CB2-R knockout mouse [24].

We then performed immunohistochemical analysis in the naive
mouse and rat brain sections (Fig. 4). Apical dendrites and cell bodies
of pyramidal neurons of rat cerebral cortex were moderately to
heavily immunolabeled for CB2-R. Scattered fibers in the rat
cerebral cortex showed CB2-R-IR (Fig. 4A). CB2-R immunoreac-
tivity (IR) was also observed in the mouse cerebral cortex (Fig. 4B).
CB2-R-IR was also observed in rat corpus callosum (Fig. 4C). A
moderate to dense CB2 immunostaing was observed in pyramidal
neuron of mouse hippocampal allocortex and some interneurons in

@ PLoS ONE | www.plosone.org
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Figure 2, Brain CB2-Rs: Immunoblots, genotyping and in-situ
hybridization. A, In-situ hybridization indicating CB2 gene is
expressed in the cerebellum of wild type and not in the cerebellum
of the CB2-R deficient mice and also in sense controls in the wild type
mice. 8, RFLP genotyping discrimination on agarose gel for CB2 Q63R
polymorphism in depressed subjects (Ba) and, Resequences of (B2
Q63R polymorphism {Bb). ¢, Western blotting of CB2-Rs in CMS and
control mice (left panel) and in right panel in mice exposed to 4 mg/kg
capsaicin in utero.

doi:10.1371/journal.pone.0001640.9002

the stratum oriens and stratum radiatum (Fig. 4D). Some glial cells
were also immunolabeled for CB2-Rs in the hippocampus (Fig. 4D).
This localization pattern is in agreement with the perfect overlay
when double labeling of CB2-Rs and neuron specific enolase (NSE)
in hippocampal neuronal cultures was visualized by confocal
immunofluorescence imaging [24]. Thus, in the brain areas analyzed
CB2-R immunoreactivity was detected in mice and rat brains, and
this is supported by reports of identification of neuronal CB2-Rs in
the brain stem involved in emesis [21].
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Table 1. Allelic and genotype distribution of R63Q polymorphism in the CB2 gene.

genotype allele

or depression

controls

(Two-sided)

Comparisons were made between patients with major depression and the healthy controls. Significant differences are observed in allelic frequency and genotype
distribution in the R recessive model. OR is odd ratio.
doi:10.1371/journal.pone.0001640.1001

ANH-CB2+Peptide.

Figure 3. Brain CB2-Rs: Immunoractivity {IR) and pre-adsorption with immunizing peptide. A, CB2-IR in the left panel and lack of CB2-IR
in the right panel, B, when the (B2 antibody was pre-adsorped with the peptide,
doi:10,1371/journal.pone.0001640.g003

[

Figure 4. Brain CB2-Rs: Immunohistochemistry in mouse and rat brain. 4, CB2-IR in apical dendrites and cell bodies of pyramidal neurons of
rat cerebral cortex, B, CB2-IR in mouse cerebral cortex. ¢ CB2-IR in rat corpus callosum and D, CB2-IR in mouse hippocampal allocortex and some
interneurons In the striatum oriens and stratum radiatum.

doi:10.1371/journal.pone.0001640.g004
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Behavioral effects of CB2-R activation and blockade

If there are functional CB2-Rs in neurons in the brain as new
reports demonstrates [18-24], then activation and blockade of CB2-
Rs may influence behavior. We therefore examined the behavioral
effects of acute activation and blockade of CB2-Rs using measures of
locomotor activity, time spent in the two- compartment black and
white box and in food consumption tests in mice. JWHO015 (1—
20 mg/kg) a CB2-R agonist, altered mouse locomotor activities in a
strain and gender dependent fashion in three mouse strains (Fig. 5A,
a—f). Increasing doses of JWHO15 in this study reduced the activity of
the animals in general, similar to the report [25] with another CB2-R
agonist, GW405833. We also previously reported a similar profile of
decreased motor function as demonstrated by the reduction in
stereotypy following the administration of the JWHO15 compound
the three mouse strains [18]. This is in support of the strain and
gender depression of motor function with the female sensitive than
the male mice. The next sets of experiments were then performed in
selected mouse strains. In the two- compartment black and white test
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box, acute treatment with JWHO15 (1-20 mg/kg) induced an
anxiogenic profile of response (Fig. 5B), with the females of the
C57BL/6 strain more sensitive to the aversive behavior in the white
chamber. This response was characterized by a decrease in time
spent in the white chamber and a concomitant increase in time spent
in the black chamber (p<<0.05). Acute administration of SR144528
(1-20 mg/kg), a CB2-R antagonist enhanced (P<<0.05) the locomo-
tor activity and stereotype behavior in the DBA/2 strain in
comparison to vehicle treated controls. The males were more
susceptible to locomotor activation by the acute treatment with CB2-
R antagonist than the female mice (Fig. 5C). In contrast to the effects
of the agonist JWHOI15, acute treatment with the antagonist
SR144528 (1-20 mg/kg) had little or no effect on the time the
DBA/2 strain spent in both chambers of the two- compartment
black and white box by both the male and female mice except a
reduced time (p<<0.05) spent in the white compartment by the male
mice at the highest dose (20 mg/kg) used in this study (Fig. 5D). The
influence of CB2-R ligands on food consumption was also
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Figure 5. Behavioral effects of CB2-R activation and blockade. 4, Mouse spontaneous locomotor activity following acute treatment with CB2
agonist JWHO15 (1-20 mg/kg), in mouse strain, C57BI/6 (a and b); BALBc, (c and d) and DBA/2 (e and f). B, Effect of JWHO015 in C57BI/6 mice in the two
compartment black and white box, showing time spent in the black and white chamber. G Acute effects of SR144528 ~ a CB2-R antagonist on DBA/2
mouse spontaneous locomotor activity and stereotype behavior. D, Acute effects of SR144528, in DBA/2 male and female mice in the two chamber
black and white test box, showing time spent in the black and white chamber.

doi:10.1371/journal.pone.0001640.g005
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investigated. The enhancement and suppressant effects of CB2-R
ligands were strain and time dependent {data are not shown). Thus,
there was a clear strain and gender dependent effects following CB2-
R activation or inhibition on behavioral responses as measured by
locomotor activity, emotionality and food consumption tests.

CB2-R gene targeting by CB2 antisense oligonucleotide
modifies behavior

We have previously characterized the effects of peripherally
administered cannabinoids in the plus maze test of anxiety using
mice and rats [26]. To investigate whether CB2-R gene targeting
by CB2-R antisense oligonucleotide (oligo) modifies behavior, we
determined whether inhibition of CB2 gene expression in the brain
will alter mouse behavior in the elevated plus-maze test. The direct
intracerebroventricular ICV) CB2-R antisense oligo (20 g in
5 pl) microinjection bilaterally into the mouse lateral ventricles
significantly reduced mouse aversions (P<<0.05) to the open arms
of the plus maze (Fig. 6A). In contrast the performance of mice
microinjected with the sense and mismatched oligos were not
different from the control mice. Other groups of mice that had
been exposed to stress by chronic mild stressors for 4 weeks or by
prior prenatal exposure to capsaicin were also tested on the plus-
maze after acute treatment with intraperitoneal (ip) injection of
JWHO015 (20 mg/kg). Stress whether by CMS or prenatal
exposure to capsaicin induced gender specific aversions in the
plus-maze test which was significantly reduced (p<<0.05) by
JWHO15 (Fig. 6B). These data together with the cerebral
microinjection of CB2-R antisense oligo that reduced mouse
aversions to the open arms of the plus-maze provides further
evidence for the functional presence of CB2-Rs in the brain that
influence behavior.

Effects of CB2-R activation and blockade on anhedonia
induced by chronic mild stress (CMS)

In separate experiments we investigated the effects of selected
CB2-R agonist or antagonists on anhedonia induced by chronic
mild stress. There was no difference in the amount of water that
both the CMS and control animals drank in the weekly over night
water consumption test, indicating that stress did not interfere with
water intake of the animals. In contrast after anhedonia was
established by the CMS regime, there was significant reduction
(P<0.05-P<0.01) in the amount of sucrose solution consumed by
the CMS mice in comparison to control animals in the weekly over
night sucrose consumption test (Fig. 7A). The establishment of
anhedonia (lack of pleasure) is one of the major validated
endpoints in the model of depression using rodents [2]. We then
investigated the effects of daily treatment with selected doses of the
CB2-R agonist JWHO15 (20 mg/kg) or the CB2-R antagonist
AMS630 (1 and 3 mg/kg) in the CMS and control mice. JWHO015
induced variable consumption of sucrose solution in CMS and
control mice (Fig. 7B). Stressed mice chronically treated with
JWHO15 did not differ in their consumption of sucrose solution
from the CMS animals that were not treated. Curiously however
consumption of sucrose solution was enhanced in control mice
(p<0.05) treated daily with JWHO15 by week 2 and 4. In contrast
to the effects of the CB2-R agonist JWHO15, the antagonist
AMG630 did not significantly modify the intake of sucrose solution
in the CMS or in the control animals (Fig. 7C). It is to be noted
however, that we have previously shown that alcohol intake was
dramatically enhanced in stressed mice treated with JWHO15 and
that the stressed enhanced alcohol consumption was blocked by
the CB2-R antagonist AM630 (p>>0.05) [19]. Thus on the basis of
alcohol consumption in CMS mice, and the augmentation of
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Figure 6. CB2-R gene targeting modifies behavior. 4, Behavioral
effects of CB2 intracerebral gene targeting by antisense oligonucleotide
microinjected into the mouse brain and performance of mice in plus-
maze test was assessed before and after 3 days of twice daily
microinjection. AS1 and AS2 were before and after CB2 antisense oligo
microinjection. V1 and V2 are controls. 8, performance in plus-maze test
following CMS or mice exposed prenatally to capsaicin and the effect of
JWHO15 (20 mg/kg).

doi:10.1371/journal.pone.0001640.g006

alcohol consumption by treatment with the CB2-R agonist and
blockade of the stressed induce alcohol consumption by treatment
with the CB2-R antagonist, along with the Q63R polymorphism
in human alcoholics and depressed subjects, we suggest that CB2-
Rs plays a role in substance abuse and depression.

Subcelluiar localization of CB2-Rs in the rodent brain

We performed an immunoelectron microscopy study to
determine the subcellular localization of CB2-R in the selected
rodent brain structures that we have shown contain CB2-R
immunoreactivity -[23]. CB2-R-IR was observed mostly in
dendrites near the plasma membrane and close to the area of
contact with axon terminals (Fig. 8). Some CB2-R immunoreac-
tive dendrites were seen to receive multiple synaptic contacts from
axon terminals lacking CB2-R-IR (Fig. 8A). In some areas, a CB2
immunoreactive dendrite was contacted by a non-immunoreactive
axon terminal (Fig. 8B). This pattern of immunostaining on
dendrites and cell bodies indicates a post-synaptic localization in
the areas that were analyzed (hippocampus and cerebral cortex).
Therefore our results further confirm the presence of CB2-Rs in
neuronal structures in the central nervous system.
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Figure 7. CB2-R- activation and blockade on anhedonia
induced by chronic mild stress (CMS). A, Weekly sucrose
consumption in stress and control mice, B, Effect of JWHO015 (20 mg/
kg) on mouse weekly sucrose consumption test. C, Effect of AM630 (1
and 3 mg/kg) on mouse weekly sucrose consumption test.
doi:10.1371/journal.pone.0001640.g007
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Discussion

There is little or no information about the role of CB2-Rs in
depression and addictive disorders. Indeed our studies provide the
first evidence for a role of CB-Rs in depression and substance abuse.
These findings are of importance as it opens new areas of research
and approaches in understanding depression and addictive disorders
for which pharmacological treatment has been disappointing.
Reports by our group [18-20,23], and others [21-23], have
identified the functional presence of CB2-Rs in neuronal and glial
processes contrary to the view that the CB2-Rs were restricted to
peripheral tissues and predominantly in immune cells. We also found
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Figure 8. Subcellular localization of rat hippocampal CB2-Rs. 4,
a CB2-IR dendrite [CB2(+) D] receiving multiple synaptic contacts from
axon terminals lacking CB2-R immunolabeling [CB2(—) AT]. B, a CB2-IR
dendrite [CB2(+) D] was contacted by a non-immunoreactive axon
terminal [CB2(—) AT]. Scale bar represents 0.3 um.
dol:10.1371/journal.pone.0001640.g008

differential modification of CB2 gene expression in brain regions of
animals treated with abused substances like cocaine, morphine and
alcohol and in those subjected to stressors, including CMS and pre-
natal capsaicin exposure. In the mouse model, the CBZ2 gene
transcripts were present in whole brain preparations following CMS
and CB2-R protein was enhanced by CMS and prenatal capsaicin
exposure. Chronic treatment with CB2-R agonist JWHO015
enhanced alcohol consumption in stressed but not in control mice.
In animals that developed alcohol preference, CB2 gene expression
was down regulated in the midbrain and striatum suggesting the
involvement of CB2-Rs in the effects drugs of abuse.

CB2 gene structure has been poorly defined and characterized
and less well studied for CNS function unlike the CBI gene [27].
However, many features of the CB2 gene structure, regulation and
variation are beginning to emerge with identification of neuronal
CB2-Rs in CNS [27,28]. The human CB2 gene consist of a single
translated exon [29], and single untranslated exon and similar CB2
gene structure is in mice but encodes two transcripts using
different first exons. Most regions of the CB2 gene are highly
conserved, but the human has glutamine and mice and rats have
arginine at position 63 [29]. In humans a number of polymor-
phisms in the CB2 gene including Q63R [28,29] and H316Y have
been linked to osteoporosis and autoimmune disorders. We tested
the hypothesis that genetic variants of the CB2 gene might have
significant effects and association with depression and alcoholism.
This hypothesis is supported by the identification of a missense
polymorphism at CB2 cDNA position 188-189, which results in a
dinucleotide conversion of AA to GG and predicts a non
conservative amino acid substitution of glutamine by arginine at
position 63 (Q63R). This tandem polymorphism is important as it
has the potential to change function in the mature expressed
cannabinoid CB2-R as demonstrated in the immune system by an
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in vitro assay [29]. The association of CB2 gene variation was
probed in Japanese subjects to examine the non-synonymous
polymorphism, Q63R, in the CB2 gene for association with
depression or alcoholism. There was significant difference in allelic
frequency between cases and controls at Q63R polymorphism in
the CB2 gene in depression in this study and alcoholism [19]. As
many genetic variants play various roles in depression and/or
substance abuse, variation in CB2 gene, (Q63R) polymorphism
may be a previously unknown risk factor in depression and/or
alcoholism at least in the Japanese population. If this can be
generalized to other ethnicities, then the results support the
possibility of targeting the cannabinoid system using CB2-R
ligands in depression and drug abuse and perhaps in their co-
morbidity. It is therefore tempting to speculate that the reported
effects of alcohol may be associated with changes in the
cannabinoid system, with CB2-Rs playing a regulatory role.

We then hypothesized that if CB2-Rs are present in the brain,
then antisense oligonucleotides complementary to CB2 mRNA
transcript will block translation of or stimulate degradation of CB2
mRNA. It is therefore of importance to determine whether
inhibition of CB2 gene expression in the brain will alter behavior
as observed with the exogenous administration of CB2-R ligands.
Direct intracerebroventricular CB2 oligonucleotide microinjection
into the mouse brain reduced mouse aversion, further indicating
the functional presence of CB2-Rs in the brain that influence
behavior. This behavioral evidence for the functional presence of
CB2-Rs in brain was further investigated by the exogenous
administration of CB2-R agonists and antagonist. The behavioral
effects of acute treatment with JWHO15, a GB2-R agonist and
SR 144528, a CB2-R antagonist, in mouse spontaneous locomotor
activities, and in the two- compartment black and white box lends
further support that CB2-Rs in the brain modifies behavior.
Similar observations have been reported for the effects of a CB2-R
agonist, GW405833 [25]. Curiously, the observation that CB2-R
agonists induces sedation and catalepsy only at higher doses has
been interpreted by this group and others in rodent models of
pain, to have a potential to treat pain without eliciting the
centrally-mediated side effects without the psychoactivity associ-
ated with CB1-R [13,25]. With the recent definitive demonstra-
tion of neuronal CB2-Rs in the brain, one possible explanation
may be that CB2 and CBl cannabinoid receptors work
independently and/or cooperatively in different neuronal popu-
lations to regulate a number of physiological activities influenced
by cannabinoids. These effects of CB2-R ligands in in vivo
behavioral tests are provided as functional evidence of CB2-R in
the brain that plays a role in motor function and emotionality tests.
The antagonism of the behavioral effects of CB2-R agonist,
JWHO15 by SR144528 or AM630 was not determined in this
study. However, other studies have demonstrated the selectivity of
JWHO15 on mediating its effects via CB2-Rs [30,31] and the effect
of JWHO15 was completely blocked by the CB2 specific
antagonist, SR144528 [32].

Abundant CB2-R immunoreactivity in neuronal and glial
processes was detected but at a much lower level than CBI
receptors as reported [23]. This is supported by reports of the
presence of CB2-Rs in brain stem, cortex, cerebellum, dorsal root
ganglion and spinal cord [21-23]. There is still some controversy
on the specificity of CB2-R staining because most of the antibodies
are capable of producing non-specific staining. Therefore, very
rigorous controls have been utilized in our study including 7} the
pre-adsorption and co-incubation of the CB2-R antibody with the
immunizing peptide resulting in blocking CB2 staining in the rat
cerebellum, 2) in situ hybridization data show that CB2 gene is
expressed in the cerebellum of wild type and not in the CB2
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knockout mice, with CB2 gene being absent in the sense control in
the wild type mice. The absence of CB2 mRNA in CB2-R
deficient mice and presence in wild type controls has also been
demonstrated by others [21]. Moreover, in previous control
experiments we had demonstrated that using two types of CB2
antibodies, similar staining patterns in both the rat spleen and
cerebellum [24] were reported. Western blot analyses revealed
specific bands that were identified using CB2 antibodies and were
absent when the CB2 antibodies were pre-adsorbed with the
immunizing peptide [24]. Furthermore, the expression levels of the
CB1 gene using RT-PCR analysis was 100 times that of the CB2
gene expression levels with reference to the brain stem. We have
also confirmed that the spleen has the most abundant CB2 gene
transcripts when compared to other regions [24].

As definitive electron microscopic evidence is needed to
precisely determine the subcellular localization of CB2-Rs, our
transmission electron micrograph data using immunoelectron
microscopy approach shows a high-resolution definition of
hippocampal CB2-R localization at the ultrastructural level.
Electron micrographs from hippocampal areas show dendrites
with immunostaining for CB2-Rs with diffuse black deposits and
mitochondria clearly visible. In some areas axon terminals were
not immunoreactive for CB2-Rs and small rounded synaptic
vesicles were seen. An axon terminal making contact with a
dendrite but without immunostaining for CB2-Rs was apparent.
The pattern of staining in most hippocampal areas appears to be
mainly post-synaptic localization of CB2-Rs. For example at the
area of the synaptic contacts seen the synapse appear to be
excitatory and possibly glutamatergic. We cannot exclude that
some of the CB2-Rs may be presynaptic, just like GB1-Rs are not
exclusively presynaptic in the brain [33]. CB1-Rs are known to be
mainly presynaptic in the CNS where cannabinoids act at
presynaptic CB1-Rs and endocannabinoids have emerged as one
of the classes of retrograde messengers involved in the regulation
of synaptic transmission. The functional implication of pre- and/
or post-synaptic localization of CB2-Rs awaits further electro-
physiological investigation and image analysis of this interesting
component of the EPCS. The current understanding of CNS
CB2-Rs was the subject of our review [18] and future studies will
continue to characterize the specificity of CB2-R mediated
behavioral effects and their physiological roles. Thus, our data
demonstrate the functional expression of GB2-Rs in brain that
may provide novel targets for the effects of cannabinoids in
depression and substance abuse disorders beyond neuro-immuno-
cannabinoid activity.

Materials and Methods
Human subjects

166 patients with Major depression {excluded bipolar disorders)
diagnosed as depressed by DSM-IIR criteria without other
psychiatric diagnoses, recruited under informed consent. 487 age-
and gender-matched controls were research volunteers. They were
recruited from north-mid main island area in Japan and provided
written informed consent. The genetics study using the DNA of
subjects, who provided written consent, was approved by ethics
committee of University of Tsukuba.

Animal subjects

Three strains (DBA/2, C57BL/6 and BALBCc), male and female
mice and Sprague Dawley rats were used. CB2 knockout mice
(CB27/7) and their wild type littermates used in this study
CB2™/~ was developed by Buckley et al, 2000, [34] and obtained
from the National Institutes of Health through Dr. Kunos of
NIAAA-NIH, USA. Animals were housed according to National
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Institutes of Health and institutional guidelines for laboratory
animals. All procedures were approved by the local Animal Care
and Use Committees in all the institutions involved with the
project.

Drugs :

JWHO15 (a putative CB2 agonist) and AM60, a CB2-R antagonist
were obtained from Sigma-Aldrich (MO, USA) and Cayman
Chemicals (MI, USA) while SR144528 (a CB2 antagonist) was
donated by Sanofi, (France). Primary CB2 antibodies and their
blocking peptide were obtained from Santa Cruz (Ca, USA). For the
in vivo experiments, JWHO15, AM630 and SR144528 were made up
in ethanol: emulphur: water in a ratio of 1:1:18.

Behavioral Analyses

BALB/c male and fermnale mice were housed 12 hrs in light and
12 hrs in dark. Experimental mice (N=10 per group) were
exposed to CMS everyday for four weeks to achieve anhedonia
(CMS test). These experimental animals were subjected to the
weekly CMS regime consisting of three 10 hr periods of 45° cage
tilt; 3 periods of overnight stroboscopic illumination, two 10 hr
periods of empty water bottle; two periods of overnight food or
water deprivation; two 10 hr periods of damp bedding. The CMS
treated and non-stressed groups consisted of 30 mice each and
were split into three subgroups, respectively. All non-stressed groups
were given food and water at all times, as well as comfortable cage
surroundings, while the experimental group was housed in a
different room. In the first set of studies animals in both the stress
and control groups of 10 animals per group were treated daily with
the CB2 agonist JWHO15 (20 mg/kg) and the control groups with
the vehicle for 4 weeks. In the second round of CMS study animals
in both the stress and control groups of 10 animals per group were
treated daily with the CB2 antagonist AM630 ( 1 and 3 mg/kg) and
the control groups with the vehicle for 4 weeks. Once every week
sucrose consumption was measured as a test of anhedonia. At the
end of the stress regime, locomotor activities stereotype behavior was
measured in activity monitors in all groups.

The acute effects of JWHO15, a CB2-R agonist and SR144528
a CB2-R antagonist on mouse locomotor activity and stereotypy
using activity monitors and in the two- compartment black and
white box were assessed. The pretreatment times were 10 min- for
the agonist and 30 min for the antagonist. Animals were placed in
activity monitors or in the two- compartment black and white box.
Spontaneous locomotor activities and stereotype behavior in the
activity monitors and time spent and locomotor activities in the
box were obtained from the automated system. The doses of the
agonist and antagonist were 1-20 mg/kg except as indicated in
specific experiments as described for the CMS experiments. The
performance of mice in the plus-maze test of anxiety following
intracerebroventricular (ICV) administration of CB2 antisense
oligonucleotide (oligos) (20 pg in 5 ) was assessed before and
after 3 days of twice daily microinjection and compared to mice
injected with sense and mismatched oligos.

Western Blotting

Equal amount of protein 20 jg obtained from the brains of
stressed and control mice were loaded and separated by 10% SDS-
PAGE and then transferred onto nitrocellulose membrane. The
nitrocellulose was washed and blocked in PBS containing 2% non-
fat milk and incubated with the CB2 antibody overnight. The
membranes were washed and incubated with a conjugated goat
anti-rabbit secondary antibody and processed for immunoreactiv-
ities with and without pre-incubation of the primary antibodies
with CB2 peptide.
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(B2 gene expression and regulation by drug and alcohol
treatment

CB2-R gene expression was determined in whole mouse brains
subjected to stressors and those treated chronically with heroin
(10 mg/kg) and cocaine (40 mg/kg) and then precisely in brain
regions of naive mice and those exposed acutely or chronically to
escalating doses of alcohol. CB2 gene expression was then
determined in animals that developed or did not develop alcohol
preference. Mice were sacrificed and whole brains were taken or
dissected out for extraction of RNA. Control group of mice (n = 6)
did not have access to ethanol but only to water in that
experiment, and RNA was also extracted in a same way for
comparison to the mice that developed ethanol preference. Where
indicated brains were dissected into striatum, hippocampus and
midbrain. RNA was extracted using RNeasy kit (QJIAGEN, K.X,,
Tokyo, Japan) and ¢cDNA was synthesized by Revertra Ace
(TOYOBO, Japan) and oligo dT primer. The expression of CB2
gene was compared by TagMan real-time PCR with an ABI
PRISM 7900 HT Sequence Detection System (Applied Biosys-
tems, Foster City, CA, USA), using the TagMan gene expression
assay for CB2 (Mm0043826_m1l).

Association study between the Q63R polymorphism and
depression

CB2 gene has two non-synonymous polymorphisms, Q63R and
H316Y according to public database NCBI (http://www.ncbi,
nlm.nih.gov/). However, analysis of secondary structure of CB2
gene with Chou-Fasman, Robson and hydrophilic/ hydrophobic
structure extimation methods using computer program GENE-
TYX (Genetyx corporation, Tokyo, Japan) revealed a potential
structural change in CB2 gene only by the Q63R but not by the
H316Y polymorphism of the gene. Therefore, we focused on the
Q63R polymorphism and the genotype was determined by
restricted fragment length polymorphism (RFLP) method as
described in our previous report [19].

Real Time-PCR

Total RNA was extracted from brain tissues using RNAzol B
(Tel-Test, Friendswood, TX). Single strand cDNA was synthesized
from total RNA using SuperScript™ first-strand synthesis system
for RT-PCR (GIBCO/BRL, Rockville, MD). For quantitative real
time PCR assays, the exon-specific primers and fluorescent Fam-
labeled probes across different exon regions were designed using
Primer Express program (Applied Biosystems, Foster City, CA).
Beta-actin Fam-labeled probe was used for normalization. Two-
step PCR program was used as the default of ABI 7900 HT PCR
instrument (Applied Biosystems, Foster City, CA). In the assay, we
used spleen as positive control because of its high expression of
CB2 gene and no cDNA in the TagMan PCR reaction as negative
control. The control brain samples were set at 1.0 with
glyceraldehydes-3-phosphate dehydrogenase (GAPDH) pre-devel-
oped TagMan assay reagent as endogenous control FAM™
Dye/MGB probe). Calculation of real time PCR was carried out
according to User Bulletin #2 for ABI Prism 7700 Sequence
Detection System.

Immunohistochemistry and electron microscopy

Mice and male Sprague Dawley (180-200g) rats were
anesthetized with choral hydrate (300 mg/kg) pentobarbital,
perfused transcardially with saline and then with 100 m! of 4%
paraformaldehyde in phosphate buffer (PB; 0.1 M, pH 7.4) for
mice and 500 ml of the same fixative solution for rats. Brains were
dissected, postfixed in the same fixative solution for 2 hours at
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room temperature, equilibrated with 30% sucrose in PB at 4°C,
frozen and cut into saggital 20-40 m sections using a cryostat.
Sections were processed for immunohistochemistry as follows.
Floating sections were incubated with 1% hydrogen peroxide in
phosphate-buffered saline (PBS) for 10 min at room temperature
to inhibit endogenous peroxidase, washed three times with PBS,
incubated for 1 h in 3% normal goat serum (NGS) in Tris-
buffered saline (TBS), pH 7.4 at 22°C, incubated in primary CB2
antibody obtained from (Santa Cruz, Ca, USA), diluted 1: 300 in
TBS containing 3% NGS for 24 h at 4°C, rinsed, incubated for
1 h at 22°C in 1:200 dilution of biotinylated goat anti-rabbit
secondary antibody (Vector, Burlingame, CA, USA) for 1 h,
rinsed, incubated with avidin-biotin peroxidase complex (ABC)
reagent for 1 h (Vector), rinsed, and then incubated in a solution
containing 22 Hg/ml diaminobenzidine (DAB) (Electron Micros-
copy Sciences, Fort Washington, PA) and 0.003% hydrogen
peroxide (Hy0y) for color deposition. Sections were mounted on
coated slides, dehydrated, cover slipped, viewed and photographed
using Zeiss and Leitz microscope and a Nikon digital camera,
immunoreactive elements plotted onto the atlas depictions [35],
and images edited using photoshop (vCS; Adobe systems). As
additional control, iCB2 of brain sections from CB2-R deficient
mice and wild type controls were also analyzed. For electron
microscopy, rats were perfused with 500 ml of 4% paraformalde-
hyde, 0.1% purified glutaraldehyde fixative in PB, brains were
removed, postfixed in the same fixative solution for two hours and
saggital sections (50 {im) were obtained using a vibrotome. Then,
sections were processed for inmmunohistochemistry following the
same immunoperoxidase protocol. After that, sections were fixed
with 1% osmium tetroxide in 0.1 M PB for 1 h, dehydrated through
a series of graded alcohols (including 60 min in 70% alcohol
containing 1% uranyl -acetate), and then with propylene oxide.
Afterwards, they were flat-embedded in Durcupan ACM epoxy resin
(Electron Microscopy Sciences, Fort Washington, PA). Embedded
sections were polymerized at 60°C for 2 days. Ultrathin sections of
70 nm were cut from the outer surface of the tissue with an
ultramicrotome (Leica, Microsystems, Wetzlar, Germany) using a
diamond knife (Diatome, fort Washington, PA). The sections were
collected onto 300 mesh cooper grids and counterstained with
Reynolds lead citrate [36]. Sections were examined and photo-
graphed using a Zeiss 109 transmission electron microscope and
35 mm Kodak technical Pan professional 2415 films.

In situ hybridization and probes

Biotin labeled RNA probes were used for in situ hybridization.
The full length of human CB2 gene was subcloned from
pcDNA3.1/CB2 (UMR cDNA resource center, Rolla, MO) into
pBluescript II at the restriction sites of EcoR I and Xho I. The
pecBluescript II/CB2 was linearized with Xho I (Anti-sense probe)
or Eco RI (sense probe). The CB2 riboprobes were synthesized by
incubating for 60 min at 37°C. 1 g linearized plasmid in 2 pi
10X transcription buffer, 1 ul RNase inhibitor, 2 ! Biotin RNA
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