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Abstract

Aims/hypothesis In populations of East Asian descent, we
performed a replication study of loci previously identi-
fied in populations of European descent as being
associated with obesity measures such as BMI and type
2 diabetes.
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Methods We genotyped 14 single nucleotide polymor-
phisms (SNPs) from 13 candidate loci that had previously
been identified by genome-wide association meta-analyses
for obesity measures in Europeans. Genotyping was done in
18,264 participants from two general Japanese populations.
For SNPs showing an obesity association in Japanese
individuals, we further examined diabetes associations in
up to 6,781 cases and 7,307 controls from a subset of the
original, as well as from additional populations.
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Results Significant obesity associations (p<0.1 two-tailed,
concordant direction with previous reports) were replicated
for 11 SNPs from the following ten loci in Japanese
participants: SEC16B, TMEM18, GNPDA2, BDNF, MTCH?2,
BCDIN3D-FAIM2, SH2BI1-ATP2A41, FTO, MC4R and
KCTDI5. The strongest effect was observed at TMEMIS8
154854344 (p=7.1x10"" for BMI). Among the 11 SNPs
showing significant obesity association, six were also
associated with diabetes (OR 1.05-1.17; p=0.04—2.4x
1077) after adjustment for BMI in the Japanese. When
meta-analysed with data from the previous reports, the BMI-
adjusted diabetes association was found to be highly
significant for the F70 locus in East Asians (OR 1.13;
95% CI 1.09-1.18; p=7.8x10""°) with substantial inter-
ethnic heterogeneity (p=0.003).

Conclusions/interpretation We confirmed that ten candi-
date loci are associated with obesity measures in the general
Japanese populations. Six (of ten) loci exert diabetogenic
effects in the Japanese, although relatively modest in size,
and independently of increased adiposity.

Keywords Asians - Association study - Ethnicity - Obesity -
Type 2 diabetes

Abbreviations

CAGE Cardiovascular Genome Epidemiology
GWA  Genome-wide association

SNP Single nucleotide polymorphism

Introduction

Obesity is a major risk factor for type 2 diabetes,
dyslipidaemia, hypertension and cardiovascular disease,
and has a strong genetic component [1]. Twin studies have
generally found heritability estimates of 0.75 to 0.85 for
BMI and approximately 0.70 for weight [2]. Genome-wide
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association (GWA) studies have provided evidence that
several loci are associated with common obesity mostly in
populations of European descent [3—15]. The first such loci
reported was the fat-mass and obesity-associated gene
(FTO) [3, 16, 17]. A common variant in the F7O locus,
rs9939609, was originally identified as part of a GWA
study for type 2 diabetes [3]; people with homozygous risk
alleles weighed approximately 3 kg more than those
without a risk allele. It has been suggested that this variant
can predispose individuals to type 2 diabetes and metabolic
disorders through its primary effect on BMI in Europeans
[18].

Ethnic differences have been assumed to exist
between Europeans and Asians in terms of the compo-
nents and impacts of genetic factors for obesity, and
traits or disorders related to obesity (e.g. type 2
diabetes) [2, 19, 20]. For instance, the relationship
between BMI and body fat per cent differs between these
populations, with Asians in general having a higher body
fat per cent at a lower BMI than Europeans [20]. It has
also been estimated that the absolute genetic variances for
BMI and weight are greater in Europeans than in East
Asians, according to an adolescent twin study [2]. From
an epidemiological viewpoint, moreover, it has been
hypothesised that the overall impact of obesity on type
2 diabetes is greater in Asians than in Europeans [21].
Accordingly, it is of interest to compare the genetic
associations between populations of European descent
and Japanese populations.

To date, several studies on non-European populations
have replicated the associations for a number of novel
obesity loci previously identified by GWA studies in
Europeans [13, 22-25]; nevertheless, statistical power has
not been sufficient to make strong conclusions. Therefore to
test associations between obesity measures (BMI and
weight) and type 2 diabetes for 14 single nucleotide
polymorphisms (SNPs) from 13 candidate loci recently
reported by two GWA meta-analyses [10, 11], we
performed a replication study in the general Japanese
populations.

Methods
Study populations

We performed a replication study of previously identified
variants in the general Japanese populations (Table 1,
electronic supplementary material [ESM] Study samples
for BMI association analysis). Specifically, 5,695 Japanese
participants (referred to hereafter as the Amagasaki panel)
were consecutively enrolled in the population-based setting
as described previously [26] and 12,569 other Japanese
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Table 1 Clinical characteristics of study participants for BMI

Variables Amagasaki panel Fukuoka panel
Both sexes (n) 5,695 12,569
‘Women (n) 2,290 6,898
Men (n) 3,405 5,671

Age (years) 48.8+12.6 62.6+6.8
BMI (kg/m?) 23.0+3.2 23.1+3.0
Body weight (kg) 61.8+11.5 58.4+10.2
Alcohol drinking (%)

None 24.1 48.6
Previous drinker 1.2 5.0
Chance drinker * 35.6 -

Current drinker 39.1 46.4
Smoking (%)

None 552 59.9
Previous smoker 9.9 23.1
Current smoker 34.8 17.0
Blood chemistry

Fasting plasma glucose (mmol/l) 5.22+0.54 N/A
HbA ;. (%)° 5.41+0.84 5.23+0.77
LDL-cholesterol (mmol/1)® 3.21+0.81 N/A
Triacylglycerol (mmol/l) 1.24+0.97 1.66+1.12
HDL-cholesterol (mmol/l) 1.63+0.46 1.62+0.44
Blood pressure (mmHg)

Systolic blood pressure 124.3+18.1 138.8+21.2
Diastolic blood pressure 75.9+11.6 83.9+11.7
Prevalence of metabolic discases (%)"

Hypertension 234 56.9
Diabetes 6.1 7.6
Dyslipidaemia 422 N/A

Values are means+SD unless otherwise indicated

All clinical assessments were performed using uniform standards in
each population; blood samples were taken after >6 h fast in the
Amagasaki panel and without setting strict fasting condition in the
Fukuoka panel

N/A, not applicable

Since the questionnaire did not differentiate between chance drinker and
current drinker, the corresponding participants were combined in the
current drinker category in the Fukuoka panel

°HbA . was measured in 1,288 participants in the Amagasaki panel and in
all participants in the Fukuoka panel

¢ LDL-cholesterol was calculated in the Amagasaki panel using the
Friedewald formula, with missing values assigned to individuals with
triacylglycerol >4.52 mmol/l. Since blood samples were taken without
setting strict fasting condition, the values for LDL-cholesterol and
prevalence of dyslipidaemia are not shown for the Fukuoka panel, in
accordance with the Japan Atherosclerosis Society Guidelines [49]

d Hypertension was defined as systolic blood pressure >140 mmHg and/or
diastolic blood pressure >90 mmHg, or taking antihypertensive medication.
Diabetes was defined as fasting plasma glucose >7.0 mmol/l and/or
HbA,.>6.5%, or taking blood glucose-lowering medication. Dyslipidae-
mia was defined according to the Japan Atherosclerosis Society Guidelines
[49]. The criteria for diabetes are not identical to those adopted for
selecting diabetic cases in the Fukuoka panel (see details in ESM Study
samples for type 2 diabetes case—control studies)
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participants (referred to hereafter as the Fukuoka panel)
were randomly selected from residents aged 50 to 74 years
in the general population [27]. Among the candidate loci
tested in the two panels, those showing a replication of
association (p<0.05 one-tailed, i.e. p<0.1 two-tailed, in
concordant direction with previous reports) were subjected
to tests to examine type 2 diabetes associations in a
Japanese case—control study panel (ESM Table 1, ESM
Study samples for type 2 diabetes case—control studies). For
the purpose of uniformity, two tailed p values are shown
throughout the text, unless otherwise indicated. Of 2,041
cases and 2,418 controls enrolled from the Cardiovascular
Genome Epidemiology (CAGE) Network [28], 931 cases
and 1,404 controls were included in stage 1 and 1,110 cases
and 1,014 controls in stage 2. In addition, participants in the
Fukuoka panel were included in stage 1 and Biobank Japan
(http://biobankjp.org/ [in Japanese], accessed 1 February
2011) cases were included in stage 2 (ESM Table 1). From
the CAGE Network, type 2 diabetes cases were enrolled
according to the 1999 WHO criteria, while unaffected
controls were enrolled according to the following criteria:
(1) no past history of urinary glucose or glucose intoler-
ance; (2) HbA.<5.6% or a normal result from 75 g
glucose tolerance test; and (3) age at examination >55 years.
From the population-based participants in the Fukuoka
panel, diabetic participants (rn=740) and unaffected controls
(n=4,889) were selected for case—control analysis; among
these samples, there was some overlap between the BMI/
weight and type 2 diabetes studies. Here, diabetes was
defined as HbA.>7.0 or under treatment for type 2
diabetes; a relatively stringent criterion for HbA . (>7.0%)
was adopted because of the lack of fasting plasma glucose
data for participants in the Fukuoka panel. The controls
were chosen as non-diabetic participants who met the
following conditions: age >55 years; HbA;.<5.0%; no
previous and/or current treatment for diabetes; and absence
of renal failure (serum creatinine<265.2 pmol/l), as
previously described [27]. In total, 6,781 cases and 7,307
controls were used for the type 2 diabetes case—control
study in Japanese. The CAGE Network samples were
categorised, according to the stages of a previous GWA
study [28], into two panels: CAGE-GWAS (stage 1); and
CAGE-replication (stage 2) (ESM Table 1); genotyping in
the CAGE-GWAS panel was performed with Infinium
assay (Illumina, San Diego, CA). All participants enrolled
in these different studies provided written informed
consent. Local Ethics Committees approved the protocols
used.

Height and body weight were measured by trained
personnel using standard anthropometric techniques for all
participants other than Biobank Japan type 2 diabetes
participants, for whom the relevant data were self-reported
from questionnaire.
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SNP genotyping and quality control

Samples (except for the CAGE-GWAS panel) were
genotyped using the TagMan assay (Applied Biosystems
by Life Technologies, Carlsbad, CA, USA) for 14 SNPs
from 13 unique obesity loci previously identified in
populations of European descent [10, 11]. These SNPs
included: 152815752 (NEGRI), 1510913469 (SECI16B),
154854344 (TMEM1S), 157647305 (ETVS), rs10938397
(GNPDA2), 152844479 (NCR3-AIFI), 1s6265 (BDNF),
rs10838738 (MTCH?2), rs7138803 (BCDIN3D—FAIM?2),
rs4788102 (SH2BI1-ATP2A41), rs6499640 (FTO),
1$9939609 (FTO), rs12970134 (MC4R) and 1529941
(KCTD15). The genotype distribution of all tested SNPs
was in Hardy—Weinberg equilibrium (p>10"*). We
obtained successful genotyping call rates of >99.6% for
all SNPs and >99.8% for all included samples (across 14
SNPs).

Statistical analysis

SNP association analysis BMI and weight were inverse-
normal transformed separately by sex in each panel
before association analysis. In addition, in the Fukuoka
study panel, we examined the WHR as a variable of fat
distribution, which was also inverse-normal transformed.
We tested SNPs for the trait association using linear regression
analysis in an additive genotype model after adjustment for
age classes separately by sex. Age classes were defined
according to age distribution in the individual panels, and
included <40, 41-50, 51-60 and >60 years for the Amagasaki
panel, and <55, 56—60, 61—65, 66—70 and >70 years for the
Fukuoka panel. A one tailed value of p<0.05 (p<0.1 two-
tailed) was considered statistically significant. We combined
association results for the two Japanese panels by using the
inverse variance method. We used PLINK (version 1.06;
http://pngu.mgh.harvard.edu/~purcell/plink/) [29], R soft-
ware (version 2.8.1; www.r-project.org) and rmeta (version
2.16; http://cran.r-project.org) for association test and meta-
analysis (websites accessed 6 February 2011).

Assessment of genetic effect of obesity variants To assess
the proportion of variance for BMI that was explained by
each SNP, we calculated a coefficient of determination R?
as: 2{1—/)B?, where fis the minor allele frequency and { is
the per-allele effect on the standardised values of BMI. We
measured the cumulative effect of multiple SNPs by
summing the R* values for individual SNPs.

Test of ethnic diversity and sex specificity We compared the
per-allele effect size of each SNP on inverse-normal
transformed BMI between the ethnic groups (Japanese vs
Europeans) and between sexes. Taking into account the

well-known male—female differences in body composition
(e.g. fat distribution, deposition and accumulation) [30], we
tested the potential sex specificity in the genetic associa-
tions with obesity. We examined the heterogeneity of the
effect size with Cochran’s O-test [31].

Association analysis of type 2 diabetes While we tested the
primary association with obesity measures, we tested type 2
diabetes association as a secondary analysis in the present
study. Thus, we performed two-staged analysis for diabetes
case—control study. That is, all SNPs were tested for
association with type 2 diabetes in stage 1 samples and
only SNPs with p<0.1 for BMI or weight were then tested
in stage 2 samples (ESM Table 1). Using logistic regression
analysis, we tested association of candidate SNPs with type
2 diabetes, with and without adjustment for BMI. We
adjusted the diabetes trait for sex and BMI, but not for age
because age distribution differed between case and control
groups; cases were younger than controls, who were
defined as being >55 years of age.

Results
BMI and weight association at reported SNPs

In this study, we tested the association of BMI and
weight with 14 SNP loci that had attained genome-wide
significance levels (p<5x10~%) in previously performed
GWA meta-analyses for obesity in Europeans [10, 11]. In
the combined sample (n=18,264), we found that 11 of the
14 SNPs had nominally significant (p<0.1 two-tailed)
associations with BMI and/or weight; these were
rs10913469 (SECI16B), rs4854344 (TMEMIS),
rs10938397 (GNPDA2), rs6265 (BDNF), rs10838738
(MTCH?2), rs7138803 (BCDIN3D-FAIM?2), rs4788102
(SH2B1-ATP241), 156499640 (FTO), 159939609 (FTO),
rs12970134 (MC4R) and 1529941 (KCTD15) (Table 2).
Furthermore, significant associations between BMI and
two SNPs at FTO were determined to be independent (i.e.
p=0.016 for rs6499640 and p=3.9x107° for rs9939609,
both two-tailed, when these were simultaneously included
in the linear regression model). Given the much stronger
association for rs9939609 than rs6499640 (Table 2),
rs9939609 was considered to be the key SNP for FTO,
although 156499640 still appears to have some role. The
strength of association did not appear to significantly
differ between the study panels (Amagasaki vs Fukuoka),
except at BDNF (p<0.01 for heterogeneity; ESM Table 2).
The presence of sexual dimorphism was indicated for two
loci, NEGRI and GNPDA2 (p<0.05 for heterogeneity;
ESM Table 3).
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Ethnic heterogeneity in effect sizes

To test for the potential presence of ethnic heterogeneity,
we compared the effect sizes ( for BMI) between the
Japanese and European populations (Fig. 1a). The sample
size was smaller in the Japanese group, and consequently
the 95% CI was wider in this group, although the direction
of association was concordant between the ethnic groups
for all SNPs. However, we did find significant (p<0.05)
inter-ethnic heterogeneity in per-allele effect at rs2844479
(NCR3-AIFI) and 1329941 (KCTD15) for standardised
BMI, and at rs9939609 (FTO) for non-standardised BMI
(in kg/m?; ESM Table 4). We calculated R’ as the
proportion of phenotypic variance explained by a SNP
(see Methods). Based on these R’ measurements, the
association of three replicated loci, rs4854344 (TMEM18),
1$6265 (BDNF) and rs10838738 (MTCH?2), was stronger in
the Japanese population than in the population of European
descent. We detected no significant gene x gene interactions
by regression analysis for BMI associations with 14 SNPs
(data not shown); the genotypes of each SNP were
concomitantly included assuming an additive effect when
combined. For the 14 SNPs, the cumulative R* totalled
0.65% and 1.2% in the Japanese and Europeans, respec-
tively. Thus, the explained variance tended to be smaller in
Japanese than in Europeans.

Association of obesity susceptibility SNPs with type 2
diabetes

For the case—control study of type 2 diabetes, we genotyped
11 obesity-associated SNPs in the stage 1 and stage 2
panels; the remaining three SNPs were genotyped only in
the stage 1 panel (ESM Table 1). Some evidence of
association with type 2 diabetes in a direction consistent
with the BMI-SNP associations (p=0.02-4.3x10'* and
OR 1.06-1.20 before adjustment for BMI; p=0.04—2.4x
1077 and OR 1.05-1.17 after adjustment for BMI) was
provided for six (of 11) SNPs in the Japanese population
(Fig. 1b, Table 2). After adjusting for BMI, most of the
observed associations between obesity-associated SNPs and
diabetes were slightly attenuated, although nominal signif-
icance remained (Table 2, ESM Table 5). Considering the
possibility of some selection bias in the case—control study
design, we also tested the diabetes association by nested
case—control comparison within the same population (i.e.
Fukuoka panel) and verified a fair consistency in the OR
for type 2 diabetes (ESM Table 6). Further, to examine the
possibility that the BMI-independent diabetes associations
derive from genetic susceptibility to fat distribution, we
tested the association with WHR among the control
participants in the Fukuoka panel (n=4,889), where none
of the six SNPs showed significant association with WHR
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Fig. 1 Effect size for BMI and type 2 diabetes at SNPs previously
reported to be associated with BMI in Europeans. a Cross-population
comparison of per-allele effect of 14 BMI-associated SNPs between
the Japanese and European populations. The per-allele effects (3 in %
SD) of each variant on BMI are shown by squares (proportional in
size to tested sample size) and vertical lines (representing 95% CI) for
the Japanese (black squares) and Europeans (white squares). Curves
(in grey) indicate R=0.003, 0.002, 0.001 and 0.0005 (from top to
bottom). b Comparison of genetic impacts on BMI (3 in x-axis) and
type 2 diabetes adjusted for BMI (OR in y-axis) for the 14 SNPs.
Those showing significant (black circles) and non-significant (white
circles) association with BMI in Japanese are depicted. SNP rs
numbers of individual loci are as follows: rs2815752 for NEGRI,
rs10913469 for SECI6B, rs4854344 for TMEMIS, 17647305 for
ETVS, 1510938397 for GNPDA2, 152844479 for NCR3, rs6265 for
BDNF, 110838738 for MTCH?2, rs7138803 for BCDIN3D, rs4788102
for SH2BI1, rs6499640 for FTO(1), rs9939609 for FTO(2),
1s12970134 for MC4R and 1529941 for KCTD15

in a direction consistent with the SNP—diabetes associations
(ESM Table 7).

Assuming the potential presence of ‘“unadjusted’ con-
founding influences of BMI, we plotted (Fig. 2) the data
from the genetic studies examining type 2 diabetes
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Fig. 2 Relationship between BMI in the control group (or derived
population) and the OR for type 2 diabetes in genetic studies
examining type 2 diabetes association at the FTO locus (by using
rs9939609 or its proxies). The studies are categorised into three ethnic
groups: East Asians (diamonds), Europeans (squares) and others
(triangles). For further details, see ESM Table 8

association at the FTO locus [3, 11, 24, 32-42], our aim
being to evaluate the relationship between BMI in the
control group (or derived population) and the OR for type 2
diabetes. We detected no apparent relationship between the
tested variables (p=0.15 for East Asians and p=0.41 for
Europeans; Fig. 2, ESM Table 8). While there was a
significant cross-population difference in the OR for type 2
diabetes (e.g. OR 1.13 and 1.04 for East Asians and
Europeans, respectively; °=89%; p=0.003), the BMI-
adjusted association with type 2 diabetes proved to be
highly significant (OR 1.09, p=3.0x10"'") in the meta-
analysis involving 36,064 cases and 61,234 controls of
various ethnic origins.

Discussion

The present study investigated genetic susceptibility to
common forms of obesity and its relevance to type 2
diabetes in Japanese populations. Replicating a study of
candidate loci previously identified by GWA meta-analyses
of Europeans [10, 11], we found some ethnic diversity in
obesity variants (Fig. la). The top hit associations were
consistently reported at #70 and MC4R in populations of
European descent [5, 6, 10-12, 14, 15], whereas equivalent
or more pronounced associations with obesity localised to
TMEM18 and BDNF, together with modest association at
SEC16B, GNPDA2, MTCH?2, BCDIN3D—FAIM?2, SH2B1-
ATP241 and KCTDI15, were found in the Japanese
populations (Table 2, ESM Table 4). In addition, we found
that the direction of BMI association was concordant
between the ethnic groups at all tested loci, although the
cumulative effect of the associated SNPs was smaller in
Japanese than in Europeans. Of particular note is the fact
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that, in the present study, we highlighted the genetic impact
of six loci on type 2 diabetes, this impact being independent
of obesity susceptibility in all six loci.

Recently, two GWA meta-analyses were performed for
examination of obesity in populations of European descent;
the studies involved >32,000 and >25,000 individuals, with
follow-up analysis using genotypes from large cohorts
(>50,000 samples in total) and computer-generated associ-
ation results [10, 11]. Collectively, these studies revealed 13
unique obesity-associated loci in Europeans. Four studies in
total, including our present study, have attempted to
replicate the obesity association in East Asians; of these,
two studies involved Japanese individuals and two involved
Chinese individuals [23-25]. While the design of these
studies was not identical (two case—control studies, one
quantitative trait analysis and one study with both-types of
analytical approaches combined), all four studies consis-
tently reported significant association with obesity at the
GNPDA?2 (rs10938397) and FTO (rs9939609 or its proxies)
loci in East Asians. The present study, which is the largest
of the four studies and the only one that involved
quantitative trait analysis using the general population
sample, has enabled us to validate nine other SNP loci.
Eight of these SNP loci had previously shown obesity
association in one or two studies [23-25], whereas replication
at MTCH? (rs10838738) has not been previously reported in
East Asians.

Compared with the data for Europeans [10, 11], the
variance for BMI explained by individual SNP loci
appeared to be modest as a whole in the Japanese
population, except for TMEMIS8 1s4854344 (R*=0.13%),
BDNF 156265 (R*=0.1%) and MTCH2 rs10838738 (R*=
0.06%; Fig. 1b, ESM Table 4). It should be kept in mind
that the larger cumulative effect on BMI in Europeans than
in Japanese is partly due to the ‘winner’s curse effect’ [43],
where the original meta-analysis tends to overestimate the
true population effect, in addition to ethnic difference in at-
risk alleles. We found that the effect size (3) was larger at
TMEMI18 134854344 than at FTO 1s9939609 in the
independent panels of Japanese samples (ESM Table 2).
Nevertheless, there seems to be an overall consistency of
genetic variants for susceptibility to obesity between the
examined ethnic groups.

A remaining issue of interest is whether the correla-
tions between obesity-associated SNPs and type 2
diabetes can be explained by the SNP—trait and trait—
type 2 diabetes associations [18]. A simple way to assess
the causal direction of associations (i.e. whether increased
adiposity resulting from the variant under investigation is
causally related to type 2 diabetes) is to test the
inconsistency of the SNP—diabetes association both with
and without adjustment for BMI. In this regard, our
results, although not conclusive at some loci, indicated
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that six obesity variants could lead to altered fat mass and
altered susceptibility to type 2 diabetes, at least in part,
through separate mechanisms, based on the statistical
evidence for independence following analysis of either
the whole sample or separately by sex (Table 2, ESM
Table 5). Interestingly, a previous study in Europeans [18]
demonstrated that the associations between F7TO variants
and obesity-related metabolic traits (including type 2
diabetes) are likely to be entirely mediated by BMI; this
study also emphasised that the use of appropriately
powered studies was important in making such assess-
ments. Our meta-analysis for the F7TO locus, involving
36,064 cases and 61,234 controls, has shown that the
BMI-adjusted diabetes association is highly significant
(OR 1.09, p=3.0x10""'"). Based on analysis of stratifica-
tion of Japanese samples by extent of obesity (underweight,
normal weight, overweight and obese), sex (men, women) and
age (<60 and >60 years), we determined that the strength of
type 2 diabetes association tended to be more pronounced
among underweight people aged <60 years in both sexes,
although it did not reach statistical significance due to
relatively small sample size (<100 for cases and controls)
in the corresponding (age- and obesity-stratified) group (p=
0.18 for a group of underweight people aged <60 years vs
the others; Fig. 3, ESM Fig. 1). Previous epidemiological
studies have reported that being underweight is likely to be
associated with the risk of type 2 diabetes in the Japanese
population [44, 45] and that Japanese people have low
insulin secretory capacity and a high risk of type 2 diabetes
at BMIs lower than the existing WHO cut-off point for being
overweight, 25 kg/m” [46, 47]. Thus, together with other,
unidentified confounding factors, the extent of obesity (>2/3
of the Japanese participants were underweight or normal

weight) may account for cross- and within-population
differences in type 2 diabetes susceptibility at obesity loci
such as FTO. Despite limited data availability at present on
the topic, the direction of BMI-adjusted diabetes association
seems to be concordant in some five studies [3, 4, 10, 24,
42] that have investigated the 14 obesity variants (ESM
Table 9).

Sex specificity is another issue of interest in the genetics
of obesity. Some epidemiological studies have suggested
that different genes influence variation of BMI in men and
women [30]. However, little evidence has been provided to
support this notion. In the present study, we found
nominally significant sex-related differences in the effect
sizes for two obesity variant loci, NEGRI and GNPDA?2
(ESM Table 3). Although heterogeneity was not statistically
significant (p=0.09), obesity association only in women
appeared to be replicated for MC4R. Notably, a previous
study has reported the equivalent type of sexual dimor-
phism for the association between a MC4R variant and
obesity measures in the Swedish population [42]. Despite
no prior evidence of sex specificity at this locus in
Europeans [4, 48], these findings warrant further investiga-
tion with reference to ethnic homogeneity and/or the
specificity of target populations.

We acknowledge several limitations inherent in the
present study. Specifically, the sample size used to screen
obesity association was smaller for the Japanese group (n=
18,264) than that used for the European GWA meta-
analyses (n>25,000 in the discovery stage). Therefore, we
assessed statistical power for each of the tested loci,
assuming effect sizes equivalent to those reported in the
original GWA studies for the allele frequencies in the
Japanese (ESM Table 10). Apart from the replicated
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Fig. 3 Stratification of Japanese sample by extent of obesity, sex
(men and women), and age (<60 and >60 years) in relation with
genetic impacts at F70 1s9939609. Obesity was graded as: under-
weight (BMI <18.5 kg/m?), normal weight (18.50-24.99 kg/m?),
overweight (25.00-29.99 kg/m?) and obese (>30 kg/m?). The samples
were analysed separately by sex. a Risk allele (A in the plus strand)
frequencies of rs9939609, compared among four subgroups of

Fukuoka panel (n=12,569) stratified by extent of obesity. b ORs for
type 2 diabetes, compared among four subgroups of case—control
sample (6,781 cases, 7,307 controls) stratified by extent of obesity. ¢
ORs for type 2 diabetes, compared between two subgroups of case—
control sample (6,781 cases, 7,307 controls) stratified by age.
Whiskers indicate 95% Cls. For detailed stratification, see ESM Fig. 1

@ Springer



1358

Diabetologia (2011) 54:1350-1359

associations, sufficient power (i.e. >0.8) was not attainable
for two (of 14) SNP loci in the Japanese samples. In
addition to the issue of power, differences in linkage
disequilibrium patterns between the ethnic groups could
also have contributed to the lack of replicated association at
a given locus. We found some cross-population differences
in linkage disequilibrium relations at several SNP loci,
which could also attenuate (or strengthen) the association
signals accordingly. Regional examination of SNP—obesity
association, which is ongoing in Asians, but not point-wise
studies, will resolve this issue.

In summary, we confirmed that 11 SNPs from ten
candidate loci were significantly associated with BMI in
Japanese individuals, as was previously reported in Euro-
peans. We also found some cross-population differences in
the effect sizes of individual obesity variants. These studies,
moreover, highlight the genetic influences on type 2
diabetes that appear to be independent of BMI, as well as
the potential presence of sex specificity in the genetics of
common obesity.

Acknowledgements This work was supported by the Program for
Promotion of Fundamental Studies in Health Sciences of the National
Institute of Biomedical Innovation Organization (NIBIO), the Manpei
Suzuki Diabetes Foundation, a grant from National Center for Global
Health and Medicine (NCGM) and by the Ministry of Education,
Cultures, Sports, Science and Technology, all of Japan. We acknowl-
edge the outstanding contributions of the employees of NCGM, who
provided technical and infrastructural support for this work. Above all,
we thank the patients and study participants who made this work
possible and who gave it value. We thank all the people who
continuously support the Hospital-based Cohort Study at NCGM, the
Amagasaki Study and the Kyushu University Fukuoka Cohort Study
in Japan. We also thank S. Kono, M. Ogasawara, C. Makibayashi and
the many physicians of the Amagasaki Medical Association for their
contribution in collecting DNA samples and accompanying clinical
information. Part of the DNA samples from type 2 diabetes cases used
for this research were provided from the Leading Project for
Personalized Medicine at the Ministry of Education, Culture, Sports,
Science and Technology, Japan.

Duality of interest The authors declare that there is no duality of
interest associated with this manuscript.

References

1. Haslam DW, James WP (2005) Obesity. Lancet 366:1197-1209

2. Hur YM, Kaprio J, Iacono WG et al (2008) Genetic influences on
the difference in variability of height, weight and body mass index
between Caucasian and East Asian adolescent twins. Int J Obes
(Lond) 32:1455-1467

3. Frayling TM, Timpson NJ, Weedon MN et al (2007) A
common variant in the FTO gene is associated with body
mass index and predisposes to childhood and adult obesity.
Science 316:889-894

4. Loos RJ, Lindgren CM, Li S et al (2008) Common variants near
MCA4R are associated with fat mass, weight and risk of obesity.
Nat Genet 40:768-775

@ Springer

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

. Scuteri A, Sanna S, Chen WM et al (2007) Genome-wide

association scan shows genetic variants in the FTO gene are
associated with obesity-related traits. PLoS Genet 3:e115

. Hinney A, Nguyen TT, Scherag A et al (2007) Genome wide

association (GWA) study for early onset extreme obesity supports
the role of fat mass and obesity associated gene (FTO) variants.
PLoS One 2:e1361

. Fox CS, Heard-Costa N, Cupples LA, Dupuis J, Vasan RS,

Atwood LD (2007) Genome-wide association to body mass index
and waist circumference: the Framingham Heart Study 100K
project. BMC Med Genet 8(Suppl 1):S18

. Yanagiya T, Tanabe A, lida A et al (2007) Association of single-

nucleotide polymorphisms in MTMR9 gene with obesity. Hum
Mol Genet 16:3017-3026

. Liu YJ, Liu XG, Wang L et al (2008) Genome-wide association

scans identified CTNNBLI as a novel gene for obesity. Hum Mol
Genet 17:1803-1813

Willer CJ, Speliotes EK, Loos RJ et al (2009) Six new loci
associated with body mass index highlight a neuronal influence on
body weight regulation. Nat Genet 41:25-34

Thorleifsson G, Walters GB, Gudbjartsson DF et al (2009)
Genome-wide association yields new sequence variants at seven
loci that associate with measures of obesity. Nat Genet 41:18-24
Meyre D, Delplanque J, Chevre JC et al (2009) Genome-wide
association study for early-onset and morbid adult obesity
identifies three new risk loci in European populations. Nat Genet
41:157-159

Chambers JC, Elliott P, Zabaneh D et al (2008) Common genetic
variation near MC4R is associated with waist circumference and
insulin resistance. Nat Genet 40:716-718

Sabatti C, Service SK, Hartikainen AL et al (2009) Genome-wide
association analysis of metabolic traits in a birth cohort from a
founder population. Nat Genet 41:35-46

Scherag A, Dina C, Hinney A et al (2010) Two new loci for body-
weight regulation identified in a joint analysis of genome-wide
association studies for early-onset extreme obesity in French and
German study groups. PLoS Genet 6:¢1000916

Loos RJ, Bouchard C (2008) FTO: the first gene contributing to
common forms of human obesity. Obes Rev 9:246-250

Fischer J, Koch L, Emmerling C et al (2009) Inactivation of the
Fto gene protects from obesity. Nature 458:894—898

Freathy RM, Timpson NJ, Lawlor DA et al (2008) Common
variation in the FTO gene alters diabetes-related metabolic traits to
the extent expected given its effect on BMI. Diabetes 57:1419-1426
Allison DB, Heshka S, Neale MC, Heymsfield SB (1994) Race
effects in the genetics of adolescents' body mass index. Int J Obes
Relat Metab Disord 18:363-368

Deurenberg P, Deurenberg-Yap M, Guricci S (2002) Asians are
different from Caucasians and from each other in their body mass
index/body fat per cent relationship. Obes Rev 3:141-146
Stevens J, Truesdale KP, Katz EG, Cai J (2008) Impact of body
mass index on incident hypertension and diabetes in Chinese
Asians, American Whites, and American Blacks: the People's
Republic of China Study and the Atherosclerosis Risk in
Communities Study. Am J Epidemiol 167:1365-1374

Cho YS, Go MJ, Kim YJ et al (2009) A large-scale genome-wide
association study of Asian populations uncovers genetic factors
influencing eight quantitative traits. Nat Genet 41:527-534

Hotta K, Nakata Y, Matsuo T et al (2008) Variations in the FTO
gene are associated with severe obesity in the Japanese. ] Hum
Genet 53:546-553

Ng MC, Tam CH, So WY et al (2010) Implication of genetic
variants near NEGRI1, SEC16B, TMEMI18, ETV5/DGKG,
GNPDA2, LIN7C/BDNF, MTCH2, BCDIN3D/FAIM2, SH2BI,
FTO, MC4R, and KCTD15 with obesity and type 2 diabetes in
7705 Chinese. J Clin Endocrinol Metab 95:2418-2425



Diabetologia (2011) 54:1350-1359

1359

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Cheung CY, Tso AW, Cheung BM et al (2010) Obesity
susceptibility genetic variants identified from recent genome-
wide association studies: implications in a Chinese population. J
Clin Endocrinol Metab 95:1395-1403

Tsuchihashi-Makaya M, Serizawa M, Yanai K et al (2009) Gene—
environmental interaction regarding alcohol-metabolizing
enzymes in the Japanese general population. Hypertens Res
32:207-213

Nanri A, Yoshida D, Yamaji T, Mizoue T, Takayanagi R, Kono S
(2008) Dietary patterns and C-reactive protein in Japanese men
and women. Am J Clin Nutr 87:1488-1496

Takeuchi F, Serizawa M, Yamamoto K et al (2009) Confirmation
of multiple risk loci and genetic impacts by a genome-wide
association study of type 2 diabetes in the Japanese population.
Diabetes 58:1690—-1699

Purcell S, Neale B, Todd-Brown K et al (2007) PLINK: a tool set
for whole-genome association and population-based linkage
analyses. Am J Hum Genet 81:559-575

Schousboe K, Willemsen G, Kyvik KO et al (2003) Sex
differences in heritability of BMI: a comparative study of results
from twin studies in eight countries. Twin Res 6:409—421
Cochran WG (1954) The combination of estimates from different
experiments. Biometrics 10:101-129

Horikawa Y, Miyake K, Yasuda K et al (2008) Replication of
genome-wide association studies of type 2 diabetes susceptibility
in Japan. J Clin Endocrinol Metab 93:3136-3141

Omori S, Tanaka Y, Takahashi A et al (2008) Association of
CDKALI, IGF2BP2, CDKN2A/B, HHEX, SLC30AS8, and
KCNIJ11 with susceptibility to type 2 diabetes in a Japanese
population. Diabetes 57:791-795

Horikoshi M, Hara K, Ito C et al (2007) Variations in the HHEX
gene are associated with increased risk of type 2 diabetes in the
Japanese population. Diabetologia 50:2461-2466

Li X, Song F, Jiang H et al (2010) A genetic variation in the fat
mass- and obesity-associated gene is associated with obesity and
newly diagnosed type 2 diabetes in a Chinese population.
Diabetes Metab Res Rev 26:128-132

Liu Y, Liu Z, Song Y et al (2010) Meta-analysis added power to
identify variants in FTO associated with type 2 diabetes and
obesity in the Asian population. Obesity (Silver Spring) 18:1619—
1624

Ng MC, Park KS, Oh B et al (2008) Implication of genetic
variants near TCF7L2, SLC30A8, HHEX, CDKALI, CDKN2A/
B, IGF2BP2, and FTO in type 2 diabetes and obesity in 6,719
Asians. Diabetes 57:2226-2233

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

Chang YC, Liu PH, Lee WJ et al (2008) Common variation in the
fat mass and obesity-associated (FTO) gene confers risk of obesity
and modulates BMI in the Chinese population. Diabetes 57:2245—
2252

Yajnik CS, Janipalli CS, Bhaskar S et al (2009) FTO gene variants
are strongly associated with type 2 diabetes in South Asian
Indians. Diabetologia 52:247-252

Sanghera DK, Ortega L, Han S et al (2008) Impact of nine
common type 2 diabetes risk polymorphisms in Asian Indian
Sikhs: PPARG2 (Pro12Ala), IGF2BP2, TCF7L2 and FTO variants
confer a significant risk. BMC Med Genet 9:59

Rong R, Hanson RL, Ortiz D et al (2009) Association analysis of
variation in/near FTO, CDKALI, SLC30A8, HHEX, EXT2,
IGF2BP2, LOC387761, and CDKN2B with type 2 diabetes and
related quantitative traits in Pima Indians. Diabetes 58:478-488
Renstrom F, Payne F, Nordstrom A et al (2009) Replication and
extension of genome-wide association study results for obesity in
4923 adults from northern Sweden. Hum Mol Genet 18:1489—
1496

Zollner S, Pritchard JK (2007) Overcoming the winner's curse:
estimating penetrance parameters from case—control data. Am J
Hum Genet 80:605-615

Fujita M, Ueno K, Hata A (2009) Effect of obesity on incidence
of type 2 diabetes declines with age among Japanese women. Exp
Biol Med (MayWood) 234:750-757

Sairenchi T, Iso H, Irie F, Fukasawa N, Ota H, Muto T (2008)
Underweight as a predictor of diabetes in older adults: a large
cohort study. Diabetes Care 31:583-584

Nakanishi S, Okubo M, Yoneda M, lJitsuiki K, Yamane K,
Kohno N (2004) A comparison between Japanese-Americans
living in Hawaii and Los Angeles and native Japanese: the
impact of lifestyle westernization on diabetes mellitus. Biomed
Pharmacother 58:571-577

WHO Expert Consultation (2004) Appropriate body-mass index
for Asian populations and its implications for policy and
intervention strategies. Lancet 363:157—-163

Zobel DP, Andreasen CH, Grarup N et al (2009) Variants near
MCA4R are associated with obesity and influence obesity-related
quantitative traits in a population of middle-aged people: studies
of 14,940 Danes. Diabetes 58:757-764

Teramoto T, Sasaki J, Ueshima H et al (2007) Diagnostic criteria
for dyslipidemia. Executive summary of Japan Atherosclerosis
Society (JAS) guideline for diagnosis and prevention of athero-
sclerotic cardiovascular diseases for Japanese. J Atheroscler
Thromb 14:155-158

@ Springer



	Association of genetic variants for susceptibility to obesity with type 2 diabetes in Japanese individuals
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Methods
	Study populations
	SNP genotyping and quality control
	Statistical analysis

	Results
	BMI and weight association at reported SNPs
	Ethnic heterogeneity in effect sizes
	Association of obesity susceptibility SNPs with type 2 diabetes

	Discussion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


