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Newborns characterized as large and small for gestational age are at risk for increased mortality and morbidity
during the first year of life as well as for obesity and dysglycemia as children and adults. The intrauterine envir-
onment and fetal genes contribute to the fetal size at birth. To define the genetic architecture underlying the new-
born size, we performed a genome-wide association study (GWAS) in 4281 newborns in four ethnic groups from
the Hyperglycemia and Adverse Pregnancy Outcome Study. We tested for association with newborn anthropo-
metric traits (birth length, head circumference, birth weight, percent fat mass and sum of skinfolds) and newborn
metabolic traits (cord glucose and C-peptide) under three models. Model 1 adjusted for field center, ancestry,
neonatal gender, gestational age at delivery, parity, maternal age at oral glucose tolerance test (OGTT); Model
2 adjusted for Model 1 covariates, maternal body mass index (BMI) at OGTT, maternal height at OGTT, maternal
mean arterial pressure at OGTT, maternal smoking and drinking; Model 3 adjusted for Model 2 covariates, ma-
ternal glucose and C-peptide at OGTT. Strong evidence for association was observed with measures of newborn
adiposity (sum of skinfolds model 3 Z-score 7.356, P = 1.90 x 10~ '3, and to a lesser degree fat mass and birth
weight) and a region on Chr3q25.31 mapping between CCNL and LEKR1. These findings were replicated in an
independent cohort of 2296 newborns. This region has previously been shown to be associated with birth
weight in Europeans. The current study suggests that association of this locus with birth weight is secondary
to an effect on fat as opposed to lean body mass.

INTRODUCTION associated with increased neonatal morbidity, including an

increased risk of respiratory distress syndrome, necrotizing en-
Fetal growth has important short and long-term implications for ~ terocolitis, neurologic and developmental disabilities, and
the health of the newborn. In the short term, low birth weight is  increased mortality during the first year of life, whereas large
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for gestational age babies are at increased risk of neonatal hypo-
glycemia and birth injuries (1,2). An important association
between fetal growth and long-term health outcomes has also
been described. Association of low birth weight with the risk
of chronic disease [including coronary artery disease , hyperten-
sion, dyslipidemia, obesity and type 2 diabetes] in adult life has
been found in men and women of many ethnic groups and geo-
graphic locations, and it has been proposed that intrauterine
events make a major contribution to the global risk of chronic
diseases (1,3—11). Interestingly, large for gestational age
babies also appear to be at risk for adverse long-term health out-
comes, including childhood and adult obesity and metabolic
disease (12).

The fetus is imbued with a genetic potential for growth that is
modified by an interaction with its intrauterine environment
(13,14). Although the intrauterine environment has a major
impact on fetal growth and size at birth, fetal genes also contrib-
ute significantly to fetal growth. Twin, intergenerational and
family studies have estimated the heritability of birth weight to
be between 30% and 70% (15-25). Considering birth weight
as either a dichotomous trait or continuous variable gives
similar estimates of heritability (15), suggesting that the contri-
bution of genes to variation in birth weight is similar at the
extremes of birth weight and across the normal distribution. A
history of maternal and, to a lesser extent, paternal low birth
weight increases risk of low birth weight and has been estimated
to account for ~9% and 3% of'the variance in infant birth weight,
respectively (26—28).

To date, limited information is available on genetic variation
in the fetus that impacts the size at birth. A meta-analysis of
genome-wide association data in individuals of Northern Euro-
pean ancestry demonstrated association of two loci on chromo-
some 3 with birth weight with a more recent meta-analysis
identifying five additional loci associated with birth weight
(29,30). The same consortium demonstrated association of
two variants on chromosome 12 with the infant head circumfer-
ence (31). To further define the genetic architecture underlying

Table 1. Demographic Characteristics

the newborn size at birth, we performed a genome-wide
association study (GWAS) using DNA and newborn measures
of fetal growth, including birth weight, birth length, head
circumference and sum of skinfolds collected from four different
ancestry groups by the Hyperglycemia and Adverse Pregnancy
Outcome (HAPO) Study, an observational epidemiologic
investigation that examined associations of levels of glucose
intolerance during pregnancy and risks of adverse neonatal
outcomes (32,33).

RESULTS

Population demographics

We performed cohort-specific and meta-analyses of genome-
wide SNP data to identify common genetic variants associated
with newborn anthropometric traits, including the birth length,
head circumference, birth weight, percent fat mass and sum of
skinfolds, as well as newborn metabolic traits, including cord
glucose and C-peptide. Basic phenotypic characteristics of the
newborns and their mothers from the four different cohorts are
presented in Table 1. We successfully genotyped 4281 newborns
[1095 Afro-Caribbean (AC) newborns, 1363 Northern European
(NE) newborns, 616 Mexican American (MA) newborns and
1207 Thai (TH) newborns] and tested for association with the
above phenotypes.

Genetic analysis

Cohort-specific analyses were performed using linear regression
with SNPTEST against an additive genotype variable and cov-
ariates defined in the original HAPO Study followed by
meta-analysis using METAL, weighting each cohort by
sample size.

NE* MA AC Thai
Newborns (n) with genotype 1363 616 1095 1207
and birthweight 1358 616 1093 1186
Gestational age at OGTT 28.5 4+ 0.04 26.9 + 0.08 27.1 +0.05 28.2 4+ 0.05
Age at OGTT 31.2+0.14 28.9 +0.22 25.6 +0.17 27.7 +0.16
BMI at OGTT 28.5+0.13 30.1 +0.23 27.8 +0.19 257 +0.10
MAP at OGTT (mmHg) 83.8 +0.21 84.1 +£0.32 79.3 +0.23 79.7 +0.22
Fasting PG (mg/dl) 822+ 0.18 83.9 +0.31 80.8 + 0.24 79.9 + 0.19
1-hr PG (mg/dl) 132.2 £ 0.79 137.6 + 1.41 123.2 +£0.85 148.0 + 0.90
2-hr PG (mg/dl) 109.5 + 0.59 111.5 +£0.99 109.3 + 0.68 119.4 +0.72
Gestational age at delivery 40.0 + 0.03 39.7 +0.05 39.8 + 0.04 39.4 +0.04
Maternal smoking (%) 13.79 0.00 0.46 0.66
Male offspring (%) 49.7 49.5 51.6 49.1
Primiparous births (%) 57.2 26.2 45.5 53.7
Offspring birth weight (gm) 3424 4+ 13.5 3440+ 174 3230 4+ 13.5 3100+ 11.2
Offspring birth length (cm) 50.6 + 0.06 50.6 + 0.07 49.3 +0.08 49.4 +0.04
Head circumference (cm) 349 + 0.04 343 4+ 0.05 33.8 + 0.04 33.9+0.03
Sum of skinfolds (mm) 13.0 + 0.07 14.2 +0.12 11.5 +£0.05 11.7 + 0.07
Fat mass (%) 12.5 +0.10 13.1 +£0.14 11.4 4+ 0.10 9.9 + 0.09

NE, Northern European Ancestry; MA, Mexican American; AC, Afro-Caribbean; MAP, mean arterial pressure

*Toronto: 604; Belfast: 445; Brisbane: 190; Newcastle: 124
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Figure. 1. (A) Genome-wide associations with the sum of skinfolds in HAPO newborns. Shown are the Manhattan plots for Model 2 for each of the four populations
along with the corresponding QQ plotin the upperright corner. The redline indicates genome-wide significance (—log; o = 7.3).(B) Locus zoom plot of chromosome
3q25.32 locus for the sum of skinfolds for each cohort under Model 2. Each of the panels contains the population-specific association results and estimates of LD (%)
from the SNP with the strongest evidence for association in the meta-analysis. The LD estimates are color coded as a heat map from purple to red (0.9 > > > 1.0),
while grey indicates 7> < 0.3. These coincide with the recombination hotspots shown by the blue lines (recombination rate in cM/Mb from HapMap). (C) Map of the

genes and their orientation (5'—3’) in this region of chromosome 3q25.31.

Genome-wide association study

We identified one locus on chromosome 3 that demonstrated
genome-wide significance in the meta-analysis (Fig. 1A). This
locus, located at 3q25.31 between CCNLI and LEKR 1, was asso-
ciated with the sum of skinfolds and was previously shown to be
associated with birth weight in a meta-analysis of GWAS per-
formed in babies of European descent (30). The most strongly
associated SNP, rs17451107, was imputed in the NE, MA and
AC ancestry cohorts and directly genotyped in the TH cohort.
Rs17451107 demonstrated greatest evidence for association in
NE newborns (Model 2, B = 0.078; P = 7.92x 10~ °; Fig. 1B,

Table 2). Evidence for association was slightly reduced after
adjusting for maternal glucose and C-peptide levels (Model 3,
B =0.070; P = 1.39x 10~ ’; Table 2). The same SNP was also
strongly associated with the sum of skinfolds in the TH cohort
(Model 2, B = 0.063 mm; Model 3 3 = 0.063; Table 2) but at
a slightly reduced significance level (P = 1.04 x 10°° for
Model 2 and 6.08 x 10~ for Model 3; Table 2) possibly result-
ing from a smaller sample size in the TH cohort. The evidence for
association observed in the MA and AC cohorts was less signifi-
cant than that observed in the European and Thai ancestry
cohorts, although the effect size was similar to that in the NE



Table 2. Evidence for Association with measures of newborn size at the LEKR1/CCNLI locus

NE MA AC TH META

Freq B (Z-score)  P-value Freq B (Z-score) P-value Freq B (Z-score) P-value Freq B (Z-score) P-value B (Z-score)  P-value
Newborn Trait Model 2
rs10049088 (T) 0.39 0.42 0.27 0.45
Sum of Skinfolds (/mm) —0.0757 327x107% —0.0709 0.00140 —0.00847  0.505 —0.0626 1.04x10°°  (-7.275) 3.46x10° "
Fat Mass (%) —0413 0.00155 —0.452 0.0111 —0.192 0.219 —0.519 1.19x1073 (-5.702) 1.18x10°%
Birthweight (gm) —41.3 0.0117 —455 0.0328 —29.8 0.141 —40.5 0.00275 (-4.570) 488x107°
rs1482853 (C) 0.61 0.58 0.73 0.55
Sum of Skinfolds (/mm) 0.0744 3.10x 1078 0.0703 0.00136 0.00769  0.542 0.0621 1.39x10°° (7.225) 5.02x1071
Fat Mass (%) 0.408 0.00146 0.451 0.0105 0.182 0.239 0.513 1.61x107° (5.658) 1.54x 1078
Birthweight (gm) 41.4 0.0100 46.0 0.0297 27.5 0.171 39.9 0.00334 (4.532) 585x107°¢
rs17451107 (T) 0.59 0.58 0.65 0.55
Sum of Skinfolds (/mm) 0.0784 7.92x107° 0.0610 0.00619 0.0183 0.119 0.0626 1.04x10°° (7.686) 1.52x107"
Fat Mass (%) 0.399 0.00205 0.345 0.0535 0.249 0.0839 0.518 1.20x107° (5.671) 142x10°%
Birthweight (gm) 47.5 0.00350 35.7 0.0959 41.9 0.0251 40.5 0.00277 (5.000) 572x1077
rs900400 (T) 0.61 0.58 0.73 0.55
Sum of Skinfolds (/mm) 0.0743 290x 1078 0.0717 0.00109 0.00779  0.536 0.0620 1.48x10°° (7.253) 408x10° "
Fat Mass (%) 0.408 0.00139 0.488 0.00557 0.189 0.221 0.511 1.81x107° (5.757) 8.55x107°
Birthweight (gm) 41.6 0.00951 50.7 0.0163 28.4 0.158 39.7 0.00355 (4.642) 3.46x107°
Newborn Trait Model 3
rs10049088 (T) 0.39 0.42 0.27 0.45
Sum of Skinfolds (/mm) —0.0671 522x1077 —0.0695 0.00152 —0.00730  0.561 —0.0633 6.12x 1077 (-6.993) 2.68x 1072
Fat Mass (%) —0.350 0.00662 —0.447 0.0112 —0.191 0.220 —0.522 9.29x10~° (-5.475) 439x10°%
Birthweight (gm) —33.7 0.0370 —43.8 0.0385 —28.0 0.166 —41.0 0.00240 (-4.279) 1.88x 1077
rs1482853 (C) 0.61 0.58 0.73 0.55
Sum of Skinfolds (/mm) 0.0661 488x 1077 0.0688 0.00149 0.00633  0.612 0.0628 834x1077 (6.934) 409x10°'2
Fat Mass (%) 0.346 0.00627 0.446 0.0107 0.179 0.245 0.517 1.27x107° (5.424) 584x1078
Birthweight (gm) 34.0 0.0322 442 0.0351 25.46 0.204 40.3 0.00292 (4.235) 229x107°
rs17451107 (T) 0.59 0.58 0.65 0.55
Sum of Skinfolds (/mm) 0.0699 1.39x 1077 0.0595 0.00677 0.0160 0.169 0.0633 6.08x 1077 (7.356) 1.90x 10713
Fat Mass (%) 0.336 0.00853 0.340 0.0548 0.234 0.104 0.522 9.35x107° (5.389) 7.09x10°%
Birthweight (gm) 39.9 0.0126 34.0 0.110 38.8 0.0374 40.9 0.00241 (4.676) 293x107¢
rs900400 (T) 0.61 0.58 0.73 0.55
Sum of Skinfolds (/mm) 0.0660  4.57x 107’ 0.0703 0.00116 0.00624  0.617 0.0627 8.89x 1077 (6.959) 3.44x 1012
Fat Mass (%) 0.346 0.00599 0.484 0.00556 0.185 0.231 0.514 1.43x107° (5.521) 338x10°°
Birthweight (gm) 34.1 0.0307 49.1 0.190 26.1 0.192 40.1 0.00310 (4.344) 140x 1077

NE, Northern European Ancestry; MA, Mexican American; AC, Afro-Caribbean
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babies and in the same direction (Model 2, B: 0.061 and 0.018,
respectively, P-value: 6.2 x 10> and 0.012, respectively;
Model 3, B: 0.060 and 0.016, respectively, P-value: 6.8 x
1072 and 0.017, respectively; Table 2).

Meta-analysis of all four populations demonstrated strong
association between rs17451107 and the sum of skinfolds
(Model 2 Z-score 7.69, P =1.52 x 10~ "*; model 3 Z-score
736, P=190 x 10~"%; Table 2). Furthermore, the
meta-analysis identified three additional SNPs in the 3q25
genomic region that reached genome-wide significance
in the combined cohorts (rs10049008, Pogerr = 3.46 x 1071,
Proders = 2.68 x 107'% 151482853, Ppogern = 5.02 x 107,
Prodes = 4.09 x 10712 15900400, Proger = 4.08 x 10713,
Prnodels = 3.44 x 107 '2; Table 2). The results for rs10049008
and rs1482853 were generated from imputed genotypes while
rs900400 was directly genotyped.

Given the multiple ancestry groups included in the GWAS, an
alternative analytic approach that accounts for the trans-ethnic
nature of the cohort was also employed. To that end, we
performed a trans-ethnic meta-analysis using MANTRA (34).
The trans-ethnic meta-analysis using MANTRA closely
mirrored the results from the standard meta-analysis using
METAL (Supplementary Material, Figs. Sland S2) when
compared genome-wide. Finer-grain investigation of the trans-
ethnic meta-analysis results for the chromosome 3 locus sup-
ports the evidence from standard meta-analysis (Table 3).
Each SNP in the region is more strongly associated with the
sum of skinfolds than with birth weight, and the allelic effects
are generally consistent across the four populations. There is
some evidence for heterogeneity in the association of each
SNP, other than rs17451107, with the sum of skinfolds as
indicated by the posterior probabilities >0.5. At the hetero-
genous SNPs, the posterior mean allelic effect in the AC is
approximately 20% that observed in the NE, MA and TH popu-
lations (a decrease from ~0.06 mm per copy of the reference
allele to ~0.01 mm per copy of the reference allele). This
suggests rs17451107 tags the effect better than the remaining
SNPs as no heterogeneity was observed for this SNP (posterior
probability of association = 0.46), although there is still an
attenuation of the effect from ~0.06 (,/mm) to ~0.03 (,/mm)
per copy of the reference allele.

While not reaching genome-wide significance the CCNL1/
LEKRI genomic region was also nominally associated with
percent fat mass (Supplementary Material, Fig. S3) in newborns
and to a lesser degree birth weight (Supplementary Material,
Fig. S3 and Table S2). Evidence for association with birth
weight from the meta-analysis was the strongest with
1517451107 (Z-score 5.00—4.68; P =0.572-2.93 x 10
Table 2). rs17451107 is in strong linkage disequilibrium with
the SNP identified by Freathy et al. (rs900400) which was
shown to be strongly associated with birth weight in a cohort
of 10 623 European ancestry offspring (30).

Replication study

157 SNPs from the GWAS fulfilled our selection criteria (see
Methods) and were genotyped in a cohort of 2296 NE newborns
(Supplementary Material, Table S3). One-hundred and
forty-eight SNPs passed QC and were used in an association
study of 2296 NE newborns using the same analysis models as
in the GWAS. The strongest evidence for association remained
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Table 3. Trans-ethnic meta-analysis results for the CCNL1/LEKR locus on chromosome 3.

TH

AC

MA

NE

Effect

Posterior Total

log10 Bayes

Posterior
s.d.

Posterior

Posterior
s.d.

Posterior Posterior  Posterior
s.d.

Posterior
s.d.(2)

Posterior

Direction

Sample
Size

Probability of
Association

Factor Favoring
Association

Mean Allelic

Effect

Mean Allelic

Effect

Mean Allelic

Effect

Mean Allelic

Effect(1)

rs10049088 (T)
Birthweight (gm)

4138
4131

0.463

-30.2 10.2 2.999
10.301

0.2

10.2 -30.1 1

-30.2

10.2

-30.2

0.926 -———=

0.010 -0.063 0.010 -0.012 0.016 -0.063 0.010

-0.064

Sum of Skinfolds (/mm)

rs1482853 (C)

++++
++++

4138
4131

0.484
0.930

3.338
9.587

0.010

11.0

35.0
0.062

0.016

11.1

35.0
0.010

0.010

11.0

35.0
0.062

0.010

11.0

35.0
0.062

Sum of Skinfolds (/mm)

Birthweight (gm)
rs17451107 (T)
Birthweight (gm)

++++
++++

4138
4131

0.455
0.741

2.120
10.642

12.7
0.011

349
0.060

12.8
0.017

34.9
0.025

12.7
0.012

349
0.060

12.7
0.012

349
0.060

Sum of Skinfolds (/mm)

15900399 (G)

4138
4131

0.474
0.940

4.032
9.429

5.1
0.010

-33.4
-0.063

5.1
0.015

-33.4
-0.010

1
0.010

-33.4
-0.063

52
0.010

-333
-0.063

Sum of Skinfolds (/mm)

Birthweight (gm)
rs900400 (T)

++++

4138
4131

0.458

2.765
10.430

7.9

24.0

8.0

239

7.9

24.1

7.9

24.0

Birthweight (gm)

0.950 ++ + +

0.010

0.063

0.015

0.010

0.063 0.010

0.010

0.063

Sum of Skinfolds (/mm)

1. Aligned to effect allele
2. Standard deviation

3587
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Table 4. Results of Replication of association with rs1482853 at LEKRI/CCNLI gene region

Population Allele Freq 3 (Z-score) SE P-value
Newborn Trait Model 2
Sum of Skinfolds NE2* C 0.620 0.055 0.010 1.01 x 1077
Meta2** C - (8.97) - 2.85x 107"
Fat Mass NE2 C 0.620 0.438 0.093 2.59 x 1076
Meta2 C - (7.35) - 203 x 1071
Birthweight NE2 C 0.620 432 11.4 1.63 x 107*
Meta2 C - (5.89) - 3.92 x 107°
Newborn Trait Model 3
Sum of Skinfolds NE2 C 0.620 0.055 0.0103 1.20 x 1077
Meta2 C - (8.72) - 271 x 10718
Fat Mass NE2 C 0.620 0.447 0.094 1.85x 107°
Meta2 C - (7.20) - 6.08 x 10713
Birthweight NE2 C 0.620 43.5 11.5 1.59 x 107*
Meta2 C - (5.65) - 159 x 10°%
NE2*, European replication cohort; Meta2**, Meta analysis including NE2, NE, MA, AC, and TH cohorts
A | |
Scale 50 kb 1 hg19
chra: 156800000] 156850000|
1513322435 |
rs10049088 ‘
1510049090 |
LOC3396894 I t i
LOC100498859 | 1 coni ‘-H»-H-—-—H-b
Layered H3KdMe3
B ¥ s A e A
Layered HaKz7Ac i ‘ I_”
o S
HepG2 (Liver) - i s A iad ik
Stellate (Liver) L .y o - = Wi 3or
skmC(skeletal Muscle) || | (1L Al L Ll X |l . -
AoAF  [Heart) | | * | i 1 Li |
AG10803 [Skin) I i i /| l R ' 11} g L l AL
HMF (Mammary) b \E b LAk PH.L _____ 1
NH-A (Brain) 1 b i il L [V |
AG04450 (Lung) 1 l s H

HMEC (Mammary)
HepG (Liver)
NHEK (Skin)

K562 (Blood)

Lo
| i

RNA Seq

]

r

Figure 2. Schematic of the region of chromosome 3g25.31 adiposity associated region showing aligned SNPs, noncoding RNAs and genes, active enhancer marks,

open chromatin regions and expression profiles of RNAs mapping to this region.

with the chr3q25.31 region and the sum of skinfolds in both the
replication cohort (rs1482853, B =0.055mm, P =1.01 x
107, model 2, Table 4) and the meta-analysis of the four discov-
ery cohorts plus the reglication cohort (rs1482853, Z-score =
8.97, P =2.85 x 10~ "”, model 3, Table 4). Similarly evidence
for association between rs14828853 and fat mass also reached
genome-wide significance under both Models 2 and 3 (Table 3).

Potentially interesting loci that did not fulfill our criteria for
replication are the chr.13q12.12 association with the sum of
skin folds in the MA cohort (Fig. 1A), the chr.2p14 association
with birth weight in the AC cohort (Supplementary Material,
Fig. S3B), the chr.2p24.2 association with birth length in the
MA cohort (Supplementary Material, Fig. S3D), the chr.12q23.1
association with cord glucose levels in the AC cohort and the
chr.313.33 association with cord glucose in the TH cohort
(Supplementary Material, Fig. S3F). The significance of

(http://genome.ucsc.edu Build 37)

these findings needs to be further investigated in appropriate
populations.

Characterization of the 3q25.31 locus

To better understand the biological relevance of the 3q25.31
locus, we queried functional genomic datasets produced by the
ENCODE project for regulatory function in the associated
region. The four variants associated with the sum of skinfolds
overlap regions with experimental evidence of regulatory func-
tion in the region (Fig. 2). The associated SNPs fell into two clus-
ters. One SNP, rs13322435, overlapped with 11 open chromatin
regions in cell types that include primary and representative
cells from the liver, skin, lung, skeletal muscle and the central
nervous system. The SNP also overlapped regions with histone
marks indicative of an active regulatory element. The second
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cluster included four wvariants, rs17451107, 1s1482853,
rs10049088 and rs10049090, that together overlap a more
restricted set of open chromatin and active histone regions that
include cells from skin, heart, mammary tissue and skeletal
muscle as shown in Fig. 2B. All four SNPs are in linkage disequi-
librium with each other.

These sites may impact the regulation of nearby noncoding
RNAs (ncRNAs) including LOC339894 and LOC100498859.
Although the function of these ncRNAs is unknown, they are
highly expressed in cells from mammary tissue, skin, blood
and the liver. These sites may also be responsible for regulating
nearby genes including CCNLI. CCNL] is involved in transcrip-
tion via the regulation of mRNA splicing. As shown in Fig. 2C,
CCNLI 1is highly expressed along with the two ncRNAs as
shown. The lead SNP reported by Freathy ez al. (30) also demon-
strated association in our study, but was not located on open
chromatin, suggesting that the SNPs we identified may be the
causal variants.

Evidence for association with previously identified birth
weight loci in the HAPO cohorts

In addition to the chr3q25.31 locus, six other loci were reprodu-
cibly associated with birth weight in a meta-analysis of up to 69
308 individuals of European ancestry; rs9883204 in ADCYS5,
1s6931514 in CDKALI, rs1042725 in HMGA?2, rs724577 in
LCORL, rs1801253 in ADRBI and rs4432842 on chromosome
5q11.2 (29). While none of these loci reached genome-wide
levels of significance in the present study, we investigated
whether these SNPs or SNPs over a 20 kb region surrounding
the lead SNP were more nominally associated with birth
weight. The strongest evidence for association was observed
with multiple SNPs in ADRBI in the MA cohort (rs2429511,
rs10787516, rs3813720, rs10885531) and the meta-analysis
(Table 5). Less strong evidence for association was also
evident in the NE and TH cohorts, but in the AC population no
variants at this locus were associated with birth weight. We
observed no evidence for association between the ADCYS5
locus and birth weight in the NE, MA, and TH cohorts and
only minimal evidence for association in the AC cohort (P =
0.019-0.042) (Table 5). Multiple SNPs in the LCORL region
were modestly associated with birth weight in the NE and TH
cohorts and the meta-analysis under all models tested although
the previously identified SNP, rs724577, was not associated
with birth weight in our study (Table 5). No evidence for associ-
ation of SNPs in the 5q11.2 locus with birth weight was evident
in the our cohorts, including with the previously reported SNP,
1s4432842 (Table 5). The observation that the strongest evidence
for association at these loci was primarily in the European ances-
try cohort is consistent with the limitation of the recent
meta-analysis to populations of European origin.

Failure of SNPs within the above loci to reach statistical sig-
nificance is likely due to reduced power in the HAPO cohorts
compared with the meta-analysis published by Horikoshi
et al. (29). Interestingly, for those loci with nominal evidence
for association in the HAPO study, the effect sizes were
generally >35 g, while in Horikoshi ef al. effect sizes tended
to be substantially smaller (16—35 g). Furthermore, whenever
an SNP was nominally associated with birth weight, the effect
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was in the same direction in the HAPO cohort as in the Horokoshi
study (29).

In addition to loci associated with birth weight, two loci
associated with the infant head circumference at 18 months
(range 6—30 months) in Europeans have also been reported (31).
The two loci map to rs7980687 on chromosome 12ql5 and
rs1042725 on chromosome 12q24. We did not observe any
significant evidence for association with the head circumference
at these loci (Supplementary Material, Fig. S3). The strongest evi-
dence for association with the head circumference in our cohorts
was to a 70 kb region mapping to chr9p21.1 (rs11787683,
rs10969138, 1s10969139, rs10969148, rs10813083, rs10969156,
rs10969189, rs10969194, 1s10969197 and rs10813103;
P-values in the NE cohort ~10~%) and a 1.5kb region
mapping to chr7q35 (rs1860681, P-value in the NE cohort =
3.46 x 107 and rs10487937, P-value in the NE cohort
3.52 x ~10~%). However, for both the regions all the associated
variants are rare [minor allele frequency (MAF) <3%].

Biological pathways

To determine whether variants within genes in biological path-
ways were associated with the size at birth, we implemented
meta-analysis gene-set enrichment of variant associations or
MAGENTA with the genetic association data for birth weight
and sum of skinfolds under Model 2 in each ancestry cohort
separately as well as in the joint meta-analysis. For the sum of skin-
folds, multiple pathways reached significance [nominal P < 0.05
and false discovery rate (FDR) <0.20], however only the
PANTHER_BIOLOGICAL_PROCESS Other_nucleoside,_
nucleotide_and_nucleic_acid_metabolism pathway remains sig-
nificant in the combined data (META) (Supplementary Material,
Table S4). Likewise, multiple signaling pathways fulfilled our
criteria for significance for birth weight—however only the In-
genuity Cell.Cycle.G2.M.DNA.Damage.Checkpoint.Regulation
pathway remains significant in the combined data (META)
(Supplementary Material, Table S4).

DISCUSSION

The goal of the present study was to identify genetic variants
associated with measures of fetal size at birth. By performing a
GWAS using DNA and phenotype data from newborns from
four different ancestry groups, we demonstrated genome-wide
significance with measures of newborn adiposity. As described,
recent meta-analysis of GWAS performed in individuals of
Northern European ancestry identified seven loci associated
with birth weight (29,30). In our GWAS, we observed nominal
evidence for association with birth weight in one or more
ancestry groups at six of the previously identified loci
(ADCYS5, ADRBI, LCORL, CDKALI, 5q11.2 and HMGA2) and
highly significant association with the sum of skinfolds and, to
a lesser extent, percent fat mass and birth weight at the
3925.31 locus which is intergenic between CCNLI and
LEKRI. In addition to the recent meta-analyses, the lead SNP
in the 3q25.31 locus, rs900400, has been shown to be associated
with birth weight in a Danish population (35), while a
meta-analysis of preterm newborns (mean gestational age of
29-35 weeks in the different studies) demonstrated marginal
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Table 5. Association results in HAPO cohorts for previously identified birth weight loci (29).

NE MA AC TH META
Locus Marker Allele Model 1  Model2  Model 3 Model 1 Model2  Model 3  Model 1 Model2 Model3 Model 1 Model2 Model3  Model 1 Model 2 Model 3
ADCYS rs9857714 C Frequency NA NA 0.92 NA
NA NA NA NA NA NA -66 -61 -58 NA NA NA 1.96 1.87 1.78
P-value NA NA NA NA NA NA 0.051 0.061 0.074 NA NA NA 0.051 0.061 0.074
rs9861812 C Frequency NA NA 0.92 NA
NA NA NA NA NA NA -66 -62 -58 NA NA NA 1.96 1.87 1.79
P-value NA NA NA NA NA NA 0.050 0.061 0.074 NA NA NA 0.050 0.061 0.074
rs9824181 A Frequency NA NA 0.98 NA
B NA NA NA NA NA NA -138 -126 -123 NA NA NA -2.13 -2.01 -1.97
P-value NA NA NA NA NA NA 0.033 0.045 0.049 NA NA NA 0.033 0.045 0.049
rs9883204* T Frequency  0.25 0.34 NA NA
4 5 3 2 -3 -1 NA NA NA NA NA NA 0.203 0.151 0.101
P-value 0.845 0.783 0.881 0.943 0.891 0.966 NA NA NA NA NA NA 0.839 0.880 0.920
LCORL rs6840334 T Frequency  0.82 0.84 NA 0.72
56 45 45 -35 -28 =27 NA NA NA 33 27 27 233 2.02 2.10
P-value 0.011 0.030 0.027 0.246 0.320 0.335 NA NA NA 0.052 0.090 0.080 0.020 0.043 0.036
rs7668933 G Frequency  0.18 0.16 NA 0.28
B -56 -45 -45 30 26 25 NA NA NA -30 -25 -26 2.33 1.97 2.05
P-value 0.011 0.030 0.027 0.324 0.347 0.375 NA NA NA 0.071 0.116 0.104 0.020 0.049 0.040
rs13151620 T Frequency  0.85 0.87 0.91 0.72
48 36 37 -32 -24 -21 -51 -51 -53 31 25 26 0.908 0.618 0.688
P-value 0.048 0.112 0.097 0.328 0.433 0.492 0.106 0.097 0.083 0.066 0.108 0.096 0.364 0.537 0.492
1516896210 G Frequency  0.18 0.16 NA 0.28
-56 -45 -45 30 26 24 NA NA NA -30 -25 -26 2.34 1.98 2.07
P-value 0.011 0.029 0.026 0.328 0.352 0.382 NA NA NA 0.071 0.116 0.104 0.019 0.048 0.039
s724577* C Frequency  0.75 0.67 0.65 0.62
B -9 -16 -17 3 16 18 7 13 17 -34 -24 -23 1.20 0.743 0.578
P-value 0.644 0.377 0.363 0.893 0.474 0.417 0.721 0.475 0.353 0.027 0.098 0.113 0.231 0.458 0.564
rs16896215 T Frequency  0.82 0.84 0.58 0.72
56 45 45 -35 -28 -27 -18 -19 -21 33 27 27 1.53 1.21 1.21
P-value 0.011 0.031 0.027 0.251 0.323 0.330 0.329 0.287 0.242 0.053 0.091 0.081 0.127 0.228 0.225
5ql1.2 rs4432842* T Frequency  0.70 0.43 0.21 0.59
15 6 7 -6 -8 -7 -18 -18 -18 -2 -2 -2 -0.119 -0.474 -0.398
P-value 0.424 0.739 0.674 0.801 0.688 0.731 0.423 0.405 0.401 0.891 0.864 0.874 0.906 0.636 0.690
rs13355565 T Frequency  0.95 0.67 0.74 0.71
B 9 -12 -10 -15 -16 -17 39 36 34 6 3 3 0.997 0.507 0.468
P-value 0.822 0.744 0.776 0.529 0.466 0.422 0.065 0.079 0.92 0.728 0.868 0.861 0.319 0.613 0.640
CDKALI 132206734 T Frequency  0.18 0.20 0.24 0.30
-50 -51 -51 -17 -8 -10 2 1 3 -0.05 -0.3 -3 -1.43 -1.44 -1.53
P-value 0.030 0.017 0.016 0.539 0.773 0.707 0.936 0.949 0.882 0.998 0.984 0.862 0.154 0.150 0.127
rs11753081 T Frequency  0.83 0.78 NA NA
44 46 47 9 -4 -3 NA NA NA NA NA NA 1.74 1.64 1.73
P-value 0.060 0.036 0.031 0.744 0.869 0.919 NA NA NA NA NA NA 0.082 0.101 0.083
rs3749925 G Frequency  0.14 0.25 0.04 NA
B 57 50 49 15 12 11 9 13 12 NA NA NA -1.84 -1.76 -1.73
P-value 0.028 0.040 0.038 0.553 0.603 0.657 0.866 0.799 0.802 NA NA NA 0.066 0.079 0.083
rs1040558 G Frequency  0.17 0.22 NA 0.39
-44 -46 -47 -9 4 2 NA NA NA 2 -2 -4 1.30 1.40 1.57
P-value 0.060 0.036 0.031 0.743 0.870 0.920 NA NA NA 0.906 0.876 0.751 0.192 0.163 0.118
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ADRB1 rs2429511 T

rs1801253* G

rs3813720 T

rs10787516 T

rs10885531 T

HMGA2 151351394 T

rs867633 G

rs1042725* T

1s8756 C

rs11175982 T

187970350 T

1s7968902 T

Frequency
B

P-value
Frequency

P-value
Frequency

P-value
Frequency
B

P-value
Frequency

P-value
Frequency

P-value
Frequency
B

P-value
Frequency

P-value
Frequency

P-value
Frequency

B
P-value
Frequency

P-value
Frequency

P-value

0.0056
0.19
-39
0.074
0.50
-41
0.014
0.42
45
0.0095

-32
0.044

-42
0.020

47
0.0037

34
0.038

40
0.011

45
0.0040

-33
0.102

40
0.011

38
0.019

-32
0.045

-46
0.010

49
0.0022

32
0.045

32
0.046

44
0.0062

31
0.052

40
0.0097

45
0.0034

-33
0.104

40
0.0095

37
0.020

0.357

-11

0.580

0.811

13
0.535

-11
0.58

13
0.561

-67
0.0011

48
0.083

51
0.299

62
0.0024

62

0.0022

0.711

0.922

17
0.415

10
0.640

13
0.521

-17
0.417

16
0.453

0.453

0.861
0.14
-36
0.176

-15
0.425
0.62

0.624

0.949

NA
NA

21
0.236

-27
0.294

-16
0.384

0.7
0.969

-38
0.142

-16
0.371

11
0.542

0.9
0.963

NA
NA

23
0.195

27
0.288

-6
0.789

-0.7
0.967

NA
NA

-18
0.329
0.834

-37
0.149

-18
0.321

12
0.501

0.856

0.976
0.79

0.800
0.16
-11
0.558

-11
0.450

-31
0.061

30
0.059

11
0.456

10
0.483
0.855

13
0.452

-7
0.680

10
0.619

-12
0.424

-7
0.688

0.5
0.978

-10
0.474

-32
0.050

30

0.056

0.508

0.537

0.892

14

0.423

0.668

0.671

-13

0.398

0.674

0.916

-2.83
0.0046

2.02
0.043

3.97
7.2x107°

241
0.016

2.81
0.0049

1.53
0.126

-1.38
0.166

-1.99
0.047

-1.97
0.048

-1.58
0.115

-2.00
0.046

1.76
0.078

-2.75
0.0060

1.95
0.051

3.98
6.9x107°

2.07
0.039

2.49
0.013

1.56
0.119

-1.80
0.073

-2.30
0.021

-2.01
0.045

-1.85
0.064

-2.31
0.021

1.87
0.061

-2.74
0.0061

2.11
0.035

423
2.4x107°

2.12
0.034

2.50
0.012

1.74
0.081

-1.81
0.071

-2.50
0.013

-2.17
0.030

-1.85
0.065

-2.50
0.012

2.00
0.045

* Birth weight associated marker (29)

NE, Northern European Ancestry; MA, Mexican American; AC, Afro-Caribbean; TH, Thai; META, Meta analysis including NE, MA, AC, and TH

LT ON ‘T2 104 ‘€10 ‘S212U2D) ADINISJOJN UDUNE]

165€



3592 Human Molecular Genetics, 2013, Vol. 22, No. 17

association ofrs900400 with birth weight (36). Using ultrasound
examinations to assess fetal growth throughout gestation,
another study found that the same SNP demonstrated marginal
association with the head circumference and femur length in
the second trimester, association with the head and abdominal
circumference, femur length and estimated fetal weight in the
third trimester and association with birth weight (37). Together,
these data suggested that the genetic variation at rs900400 was
associated with symmetrical growth changes from early preg-
nancy onward (37).

Birth weight is a function of fat and lean body mass, and
some have suggested that fetal fat accretion is largely under
maternal metabolic control, whereas lean body mass is under
genetic control (38). Freathy ef al. (30) demonstrated signifi-
cant association of the 3q25.31 locus with the ponderal
index, which has been shown to have a weak (* = 0.15),
albeit significant, correlation with fat mass in newborns (39).
This suggested greater association of the 3q25.31 locus
with fat mass as opposed to lean body mass. However, the
association of this locus with the ponderal index has not
been consistently observed (35,37). The present study more
definitively demonstrates that the 3q25.31 locus is highly asso-
ciated with newborn body fat through its association with the
sum of skinfolds, a directly measured phenotype reflective of
newborn body fat. Moreover, the trans-ethnic meta-analysis
suggested that one of the SNPs in this region, rs17451107,
tags the association with the sum of skinfolds better than the
remaining SNPs, consistent with its localization in a site of
open chromatin and active histones.

Significant subcutaneous fat at birth is of interest as, among pri-
mates and mammals more generally, it is present at much higher
levels in humans (40). Whereas humans typically have ~10%—
15% body fat at birth, with the exception of harp seals and
guinea pigs, most mammals, including nonhuman primates,
have 1%—4% body fat at birth (40). This accumulation of body
fat in humans represents primarily white adipose tissue and is
thought to serve as an energy source to support growth of the
large human newborn brain (40), presumably by providing
ketone bodies to the brain during times of starvation and/or by pro-
viding fatty acids and glycerol as substrates for energy metabol-
ism in organs other than brain and thereby making glucose
available to the brain. Given the importance of fetal fat accretion
as an energy source for the growing brain during the early post-
natal period, it has been speculated that the acquisition of signifi-
cant body fat at birth was an important evolutionary adaptation to
support growth of the large human brain (40). Fetal fat accretion
occurs largely during the third trimester of gestation, presumably
in anticipation of the transition from dependence upon umbilical
flow to lactation (40—42), and maternal factors, e.g., maternal
glucose and triglyceride levels as well as maternal adiposity, sig-
nificantly impact fetal fataccretion (43,44). We have now demon-
strated that in addition to maternal metabolic factors, fetal genetic
variation is also important for fetal fat accretion. Moreover, we
have demonstrated that the 3q25.31 locus is important across mul-
tiple race groups and not solely Europeans.

Given the role of maternal metabolic factors in fetal fat accre-
tion, association of maternal genotypes at the 3q25.31 locus with
maternal fasting glucose or C-peptide or 1 and 2 h glucose levels
was examined with no evidence for association (data not shown).
Similarly, the SNPs at 3q25.31 were not associated with

newborn cord glucose or C-peptide. Thus, there was no evidence
to suggest that the SNPs at this locus affect fetal fat accretion
through an impact on maternal or fetal metabolic traits. Consist-
ent with this, Freathy et al. showed that rs900400 was not asso-
ciated with type 2 diabetes or adult glycemic traits in the MAGIC
consortium (30). However, in a Danish population, the birth
weight-lowering allele of rs900400 was associated with
increased insulin release and disposition index and lower
fasting plasma glucose (35). Given the role of metabolic
factors in fetal fat accretion, the impact of adjusting for maternal
glucose and C-peptide levels on the observed association was
examined in the present study. Although there was some attenu-
ation of the observed association, the association remained
highly significant after adjusting for maternal glucose and
C-peptide levels, suggesting that the underlying effect of the
locus on fetal fat accretion was largely independent of maternal
glucose levels and insulin secretion.

The mechanism by which the locus at 3g25.31 may impact
fetal fat mass is not known. The nearest gene, CCNL1, encodes
cyclin L1, a member of the cyclin family thought to be involved
in the regulation of mRNA splicing as opposed to cell cycle
control (45). To address the potential biological role of the
locus, functional genomic datasets produced by the ENCODE
project were queried for regulatory function in the associated
region. Of interest, in addition to CCNLI, there are two non-
coding RNAs, LOC339894 and LOC100498859, present in the
region. Based upon RNAseq data, both are expressed in a
variety of cell types. Similarly, CCNL] is also expressed in mul-
tiple cell types. One SNP in the region, rs13322435, is present
within open chromatin marks in many tissues and is also asso-
ciated with CTCF binding and histone modifications consistent
with a repressive domain. Four other SNPs in a second cluster,
rs10049088, rs10049090, rs1482853, and rs17451107, are
within 100 bp of each other on the genome and have open chro-
matin around them, as well as a histone modification, histone 3
lysine 9 methylation, characteristic of enhancers and promoters
(46). Thus, the region appears to be transcriptionally active and
includes sites of potential enhancers or promoters. Future studies
will be required to determine the role of these or other mRNA
species regulated by this region and their association with fetal
fat accretion.

We carried out pathway analysis on the association data for
birth weight and sum of skinfolds. Peptide and hormone signal-
ing pathways were significantly associated with birth weight in
different ancestry groups, but the findings were not consistent
across the different populations and were not confirmed using
the dataset from the meta-analysis, suggesting that no one
pathway has a primary effect on birth weight. Interestingly, in
contrast to the findings with birth weight, there was no evidence
that biological pathways as such contribute significantly to the
sum of skinfolds. Whether this is due to a greater impact of en-
vironmental factors on the sum of skinfolds and/or variation in
amore limited number of genetic loci contributing to the pheno-
type will require additional studies.

In summary, we have used a non-biased genome-wide ap-
proach to identify loci associated with measures of fetal
growth in four different ancestry groups and have demonstrated
that a locus on chromosome 3 in the region of CCNL1, 3q25.31,
previously shown to be associated with birth weight was asso-
ciated with measures of fetal fat accretion, sum of skinfolds



and percent fat mass. These data suggest that the previously
demonstrated association of this locus with birth weight was
likely driven primarily by newborn fat mass as opposed to lean
body mass. Identification of this locus and, ultimately, definition
of the mechanism by which it regulates fetal fat accretion will
provide new insight into this human-specific trait.

PARTICIPANTS AND METHODS
HAPO project and participants

HAPO was an international, multi-center epidemiologic study
conducted at 15 centers in nine countries with IRB/Ethics Com-
mittee approval at all sites. An external Data Monitoring Com-
mittee provided oversight. Study methods have been published
(32,33,47,48). A brief overview is presented here. All pregnant
women at each field center were eligible to participate, unless
they had one or more exclusion criteria (47). Gestational age
and the expected date of delivery were determined as previously
described (47).

Oral glucose tolerance test (OGTT)

All participants underwent a standard 75 g OGTT between 24
and 32 weeks gestation and as close to 28 weeks as possible.
Plasma glucose samples were collected at fasting and 1 and 2
h after the glucose load. Samples for serum C-peptide were col-
lected at fasting and 1h time points (Table 1). Cord blood
was collected at delivery for newborn glucose and C-peptide
analyses (47).

Anthropometric measurements

Maternal height, weight and blood pressure were measured at the
OGTT visit using standardized procedures and calibrated equip-
ment. Newborn weight, length, head circumference and flank,
triceps and subscapular skinfolds were measured within 72 h
of birth using methods and equipment standardized across all
field centers (47). Personal and demographic data were collected
using standardized questionnaires.

DNA sample collection and preparation

Mother DNA was isolated from blood collected during the
OGTT clinical visit. Newborn DNA was isolated from blood col-
lected from the umbilical cord within five minutes of delivery.
DNA was extracted by the Center for Genetic Medicine of
Northwestern University Feinberg School of Medicine using
the Gentra Puregene Blood kit (Qiagen). Nine thousand eight
hundred and fourteen mother and offspring HAPO samples
[2581 AC, 3152 northern Europeans (NEs), 1615 MA and
2466 Thai (TH)], along with 126 HapMap control samples
were submitted for genotyping, of which 9008 (2278 AC, 2797
NE, 1498 MA, and 2435 TH passed quality control (QC) (Sup-
plementary Material, Table S1). Mother and baby DNAs were
genotyped and data cleaned together to minimize the introduc-
tion of batch effects.

Genotyping

AC and MA DNA samples were genotyped using the Illumina
Human1M-Duov3_B SNP array and the BeadStudio calling
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algorithm (version 3.1.3.0) and NE DNA samples were geno-
typed using the Illumina Human 610 Quad v1 B SNP array and
the BeadStudio calling algorithm at the Broad Institute Center
for Genotyping and Analysis (CGA). Mother/offspring pairs
were kept on the same plate, and each plate contained a member
of the HapMap CEU control trios. For the 1M-Duov_B SNP
array, a member of HapMap YRI trio was plated in a random
well. Suspect intensity data from scans were reviewed using I1lu-
mina BeadStudio. Genotype cluster definitions were reviewed for
the SNPs with the strongest signal. SNPs were designated tech-
nical failures if any of the following criteria pertained: call rate
(over scans) <97%, number of replicate sample genotype discor-
dances >2, number of sample trio inheritance errors > 1, Bead-
Studio GenTrain score <0.6, and/or cluster separation <0.4.
TH DNA samples were genotyped using the Illumina
HumanOmnil-Quad v1—0 B SNP array at the Center for Inher-
ited Disease Research (CIDR). Mother—offspring pairs were
plated together, distributing the singletons on each plate to
match the instance of singletons in the overall study. Intensity
data from scans were reviewed using Illumina BeadStudio,
and genotype cluster definitions were reviewed. Each plate con-
tained two random wells with HapMap subjects. Fifty total
HapMap datasets were released encompassing 4 trios and 26
unique subjects from CEU, YRI, JPN and CHB populations.
All mitochondrial and Y SNPs were manually reviewed and
reclustered or dropped as appropriate. An SNP was considered
a technical failure if the call rate was <85%, there were any
HapMap replicate discordances, or cluster separation <0.2.

Quality control procedures

Genotypic data that passed QC at the genotyping center (Broad
or CIDR) were released to the GENEVA Coordinating Center
(CC), the NCBI dbGaP team and the HAPO study team who col-
lectively performed further QC procedures as described in detail
by Laurie et al. (49) and briefly outlined below. In the AC cohort,
2278 out of 2581 samples (88%) passed all QC measures, and
946 608 SNPs out of 1 199 187 SNPs (82%) passed all QC mea-
sures and had an MAF >2%. For the NE dataset, 2797 out of
3152 samples (89%) passed all QC measures, and 531407
SNPs out of 592 532 SNPs (90%) passed all QC measures and
had an MAF >2%. In the MA study set, 1498 out of 1615
samples (93%) passed all QC measures, and 911 633 SNPs out
of 1 154691 SNPs (79%) passed all QC measures and had an
MAF >2%. In the HAPO TH cohort, 2435 out of 2466
samples (99%) passed all QC measures, and 663 028 SNPs
out of 1016423 SNPs (65%) passed all QC measures and had
an MAF >2%. Sample and SNP genotyping efficiencies are
provided in Supplementary Material, Tables S1 and S2,
respectively.

Gender checks

The mean intensities of the SNP probes on the X and Y chromo-
somes along with X chromosome heterozygosity were used to
verify that the annotated gender from the HAPO database and
the genetic gender were consistent. Evaluation of X and Y
chromosome SNP probe intensities identified 51 (28 AC, 4
MA and 19 NE) samples with gender discrepancies that were
excluded from subsequent analyses (Supplementary Material,
Table S1).
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Chromosomal anomalies
Gross chromosomal anomalies, such as aneuploidy and large in-
sertion/deletion events, were detected by analyzing relative in-
tensity (‘LogRRatio’) and a measure of allelic imbalance
(‘BAlleleFreq’). To identify aneuploid or mosaic samples sys-
tematically, we calculated, for each sample, the variance of the
BAF values for heterozygous SNPs in a sliding window along
the genome. Chromosome scans for all sample—chromosome
combinations that had one or more windows for which the het-
erozygous BAF variance was greater than four standard devia-
tions from the mean of all variances for that window and
samples that were outliers in the mean probe intensity on each
chromosome relative to other chromosomes for the same
sample (i.e. more than three interquartile ranges from the
upper or lower quartiles) were examined visually (49).
Screening for chromosomal anomalies identified two study
participants with an autosomal anomaly affecting the entire
chromosome, while five study participants each had a large
partial autosomal anomaly. Different autosomes are affected in
each of the cases, and these regions of the genome for these indi-
viduals were excluded from the analysis. Several sex chromo-
some anomalies were also detected including six XXX/XX
females, four XX/XO females, three XXY males and five
XXY/XY males. A total of three mixed samples were also
detected and excluded from the analysis.

Relatedness

The relatedness between each pair of participants was evaluated
by estimating the coefficients corresponding to the probability
that two, one or zero pairs of alleles were identical-by-descent
(IBD). Any two alleles at a locus are either identical by
descent or not and this gives rise to variation of IBD around
the expected values (50). IBD coefficients were estimated inde-
pendently in each of the four cohorts using 78 039 (AC), 107 980
(NE), 92 733 (MA) and 114 722 (TH) autosomal SNPs and the
Method of Moments procedure used by PLINK 4, but implemen-
ted in R. The relationship of 51 (46 AC, 5 MA) pairs could not be
verified, and the identity of 75 (28 AC, 47 NE) subjects could not
be correctly verified. The data for these subjects have been
removed from the analysis.

Ancestry: To investigate the population structure, we used
principal components analysis (PCA), essentially as described
by Patterson et al. (51). PCA was used to identify population
group outliers and as covariates in the statistical model used
for association testing to account for the population structure.
Population group outliers among the HAPO study participants
were detected using the known HapMap population anchor
points. To detect population group outliers, we analyzed each
of the four HAPO populations separately with and without 89
HapMap samples (CEU, CHB, JPT and YRI samples genotyped
external to the HapMap control samples genotyped with the
HAPO study participants) with a subset of autosomal SNPs
[160,189 (AC), 90,712 (NE), 109,901 (MA), and 96,836 (TH)
SNPs] (49). For each population, we analyzed: (i) all unrelated
samples from each population in the presence of the HapMap ref-
erence samples, (ii) the mothers and babies together in the pres-
ence of the HapMap reference samples and (iii) the mothers and
babies separately in the presence of the HapMap reference
samples. Population outliers were removed from the analysis.
For each population, the first two eigenvectors from the PCA

of the mother or baby samples after the removal of outliers and
without the HapMap reference samples were used as covariates
in the association tests.

Population substructure analyses identified 16 NE babies
who fell outside five standard deviations from the mean eigen-
vector in the offspring sample set. In the TH cohort, five baby
population outliers were identified but since the removal of
these participants did not significantly alter the numerical
values of the eigenvectors they were not excluded from the
analysis.

Imputation

We performed genotype imputation separately in each of the
four QC cleaned and filtered genotyping sets using BEAGLE
(52) and a HapMap 3 reference panel (53). We used a combined
reference panel of unrelated individuals from multiple HapMap
Phase III populations for imputation, based on the PCA
described above. In the AC cohort, this consisted of Utah resi-
dents with Northern and Western European ancestry from the
CEPH collection (CEU), Toscani from Italia (TSI), Yoruba in
Ibadan, Nigeria (YRI); Luhya in Webuye, Kenya (LWK);
Maasai from Kinyawa, Kenya (MKK) and African ancestry in
southwestern USA (ASW). For the European cohort, we used
a combined reference panel of two HapMap 3 populations:
Utah residents with Northern and Western European ancestry
from the CEPH collection (CEU) and Toscani in Italia (TSI).
For the MA cohort, we used Utah residents with Northern and
Western European ancestry from the CEPH collection (CEU),
Toscani from Italia (TSI), Yoruba from Ibadan Nigeria (YRI),
Los Angeles residents with Mexican Ancestry (MXL), Japanese
from Tokyo, Japan (JPT), Han Chinese from Beijing, China
(CHB), Gujarati Indians from Houston, Texas (GIH) and
Maasai from Kinyawa, Kenya (MKK). For the TH cohort, we
used Japanese from Tokyo, Japan (JPT) and Han Chinese from
Beijing, China (CHB). Imputation runs were conducted separ-
ately in the mothers and offspring within each of the four
HAPO cohorts. We used a conservative allelic 7 threshold of
0.9 to remove questionable imputed SNPs which then added
565808 (AC), 2181130 (NE), 2651672 (MA) and 2877419
(TH) imputed SNPs.

Association Tests

The genotype call probabilities from the filtered BEAGLE
output were used in a linear regression model between each of
the phenotypes and the genotype probabilities under an additive
model adjusting for the set of model-specific covariates. We used
the frequentist approach in SNPTEST v2 to estimate the regres-
sion coefficient (3) and standard errors for each regression model
and assess the significance of the association between the SNP
and the phenotype of interest. Three models were evaluated:
Model 1 adjusted for field center, ancestry using PCA,
newborn gender, gestational age at delivery, parity and maternal
age at OGTT. Model 2 included the covariates from Model 1
plus maternal BMI, height and mean arterial pressure at
OGTT, and maternal smoking and drinking status (yes/no).
Model 3 included the covariates from Model 2 plus maternal
fasting glucose and fasting C-peptide during the OGTT. The



complete list of summary association results is being deposited
to dbGAP.

Meta-analysis

The regression coefficients ([3) and standard errors were com-
bined across the four cohorts using meta-analysis under a
fixed-effects model weighting each stratum by sample size.
METAL (54) calculates a z-statistic which summarizes the mag-
nitude and direction of effect for the association of a reference
allele selected at each marker. After aligning the SNPTEST
output from each of the four cohorts to the same reference
allele, a weighted sum of the individual cohort results was
used to calculate an overall z-statistic and P-value. The square
root of the cohort specific sample size was used as the proportion-
al weight, and these squared weights summed to 1.

Trans-ethnic meta-analysis

For each of the four ancestry-specific GWAS, we collated the
number of study subjects genotyped or imputed at each SNP,
the effect allele frequency, the effect (3) for the effect allele
and the standard error from the most restrictive of our models,
Model 3, for use in a trans-ethnic meta-analysis using
MANTRA (34). In contrast to the standard fixed-effects
meta-analysis described above, the trans-ethnic approach in
MANTRA accommodates between-population heterogeneity
of associated variants and their effect sizes by allowing for
allelic effects to be most similar between the most closely
related populations. Default settings were used in MANTRA
breaking chromosomes into segments of 50 000 SNPs or less
and relatedness between the four populations was estimated by
the mean allele frequency differences between each pairwise
population using the dmatcal command in the MANTRA
package (34). The log;o(Bayes’ factor) and posterior probability
for association, as well as the direction of the effect, were then
compared with the results from the fixed-effects meta-analysis.

Replication study

We designed a custom iSelect array to replicate the strongest
associations from the GWAS in an independent cohort of 2296
NE newborns (NE2). The criteria for inclusion on the array
were an SNP must (i) have P-values <10~ in either the discov-
ery NE cohort or the meta-analysis, (ii) have an MAF >2% and
(iii) be independent of other SNPs in the replication array (> <
0.5). The array also included 100 ancestry informative markers
that were used to correct for population stratification by adjust-
ing for the first two principal components in the association
tests, as was performed with the GWAS data.

Pathway analysis

Pathway analyses were conducted using the gene-set enrichment
analysis (GSEA) approach for genotype data implemented in
Magenta software (version 2.4) (55). All available pathway data-
bases in Magenta were examined using default parameter set-
tings and database-specific FDR computation. The results are
reported for GSEA nominal P < 0.05 and FDR < 0.20.

Human Molecular Genetics, 2013, Vol. 22, No. 17 3595

SUPPLEMENTARY MATERIAL
Supplementary Material is available at HMG online.

ACKNOWLEDGEMENTS

We are indebted to the participants, investigators and research
staff of the HAPO study at each of the following centers: New-
castle and Brisbane, Australia; Bridgetown, Barbados;
Toronto, Canada; Hong Kong, Hong Kong; Bangkok, Thailand;
Belfast and Manchester, UK; Bellflower, CA, Chicago, IL,
Cleveland, OH and Providence, RI, USA. This work was sup-
ported by US National Institutes of Health (NIH) grants
(HD34242, HD34243, HG004415 and CA141688) and by the
American Diabetes Association. Genotype cleaning and
general study coordination were provided by the GENEVA Co-
ordinating Center (U01HG004446). Genotyping was performed
at the Broad Institute of MIT and Harvard, with funding support
from the NIH GEI (U01HG04424), and Johns Hopkins Univer-
sity Center for Inherited Disease Research, with support from the
NIH GEI (U01HG004438) and the NIH contract ‘High through-
put genotyping for studying the genetic contributions to human
disease’ (HHSN268200782096C).

Conflict of Interest statement. None declared.

REFERENCES

1. Curhan, G.C., Willett, W.C., Rimm, E.B., Spiegelman, D., Ascherio, A.L.
and Stampfer, M.J. (1996) Birth weight and adult hypertension, diabetes
mellitus, and obesity in US men. Circulation, 94, 3246—-3250.

2. Esakoff, T.F., Cheng, Y.W., Sparks, T.N. and Caughey, A.B. (2009) The
association between birth weight 4000g or greater and perinatal outcomes in
patients with and without gestational diabetes mellitus. Am. J. Obstet.
Gynecol., 200, 672 ¢671-674.

3. Barker, D.J., Winter, P.D., Osmond, C., Margetts, B. and Simmonds, S.J.
(1989) Weight in infancy and death from ischaemic heart disease. Lancet, 2,
577-580.

4. Decsi, T., Erhardt, E., Markus, A., Burus, I. and Molnar, D. (1999) Plasma
lipids, phospholipid fatty acids and indices of glycaemia in 10-year-old
children born as small-for-gestational-age or preterm infants. Acta
Paediatr., 88, 500—-504.

5. Hales, C.N., Barker, D.J., Clark, P.M., Cox, L.J., Fall, C., Osmond, C. and
Winter, P.D. (1991) Fetal and infant growth and impaired glucose tolerance
atage 64. BMJ, 303, 1019-1022.

6. Leon, D.A., Lithell, H.O., Vagero, D., Koupilova, I., Mohsen, R., Berglund,
L., Lithell, U.B. and McKeigue, P.M. (1998) Reduced fetal growth rate and
increased risk of death from ischaemic heart disease: cohort study of 15 000
Swedish men and women born 1915-29. BMJ, 317, 241-245.

7. McCance, D.R., Pettitt, D.J., Hanson, R.L., Jacobsson, L.T., Knowler, W.C.
and Bennett, P.H. (1994) Birth weight and non-insulin dependent diabetes:
thrifty genotype, thrifty phenotype, or surviving small baby genotype?
B.M.J., 308, 942-945.

8. Valdez, R., Athens, M.A., Thompson, G.H., Bradshaw, B.S. and Stern, M.P.
(1994) Birth weight and adult health outcomes in a biethnic population in the
USA. Diabetologia, 37, 624—631.

9. Rich-Edwards, J.W., Colditz, G.A., Stampfer, M.J., Willett, W.C., Gillman,
M.W., Hennekens, C.H., Speizer, F.E. and Manson, J.E. (1999) Birth weight
and the risk for type 2 diabetes mellitus in adult women. Ann. Intern. Med.,
130, 278-284.

10. Hales, C.N. and Barker, D.J. (2001) The thrifty phenotype hypothesis. Br.
Med. Bull., 60, 5-20.

11. Barker, D.J. (1995) Fetal origins of coronary heart disease. B.M.J., 311,
171-174.

12. Ahlsson, F., Gustafsson, J., Tuvemo, T. and Lundgren, M. (2007) Females
born large for gestational age have a doubled risk of giving birth to large for
gestational age infants. Acta Paediatr., 96, 358—362.


http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddt168/-/DC1

3596

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

Human Molecular Genetics, 2013, Vol. 22, No. 17

. Murphy, V.E., Smith, R., Giles, W.B. and Clifton, V.L. (2006) Endocrine

regulation of human fetal growth: the role of the mother, placenta, and fetus.
Endocr. Rev., 27, 141-169.

. Sacks, D.A. (2004) Determinants of fetal growth. Curr. Diab. Rep., 4,

281-287.

. Clausson, B., Lichtenstein, P. and Cnattingius, S. (2000) Genetic influence

on birthweight and gestational length determined by studies in offspring of
twins. B.J.0.G., 107, 375-38]1.

. Magnus, P. (1984) Further evidence for a significant effect of fetal genes on

variation in birth weight. Clin. Genet., 26, 289—-296.

. Magnus, P. (1984) Causes of variation in birth weight: a study of offspring of

twins. Clin. Genet., 25, 15-24.

Nance, W.E., Kramer, A.A., Corey, L.A., Winter, P.M. and Eaves, L.J.
(1983) A causal analysis of birth weight in the offspring of monozygotic
twins. Am. J. Hum. Genet., 35, 1211-1223.

Baird, J., Osmond, C., MacGregor, A., Snieder, H., Hales, C.N. and Phillips,
D.I. (2001) Testing the fetal origins hypothesis in twins: the Birmingham
twin study. Diabetologia, 44, 33—39.

Vlietinck, R., Derom, R., Neale, M.C., Maes, H., van Loon, H., Derom, C.
and Thiery, M. (1989) Genetic and environmental variation in the birth
weight of twins. Behav. Genet., 19, 151-161.

Little, R.E. and Sing, C.F. (1987) Genetic and environmental influences on
human birth weight. Am. J. Hum. Genet., 40, 512—526.

Magnus, P., Gjessing, H.K., Skrondal, A. and Skjaerven, R. (2001) Paternal
contribution to birth weight. J. Epidemiol. Commun. Health, 55, 873—877.
Arya, R., Demerath, E., Jenkinson, C.P., Goring, H.H., Puppala, S., Farook,
V., Fowler, S., Schneider, J., Granato, R., Resendez, R.G. et al. (2006) A
quantitative trait locus (QTL) on chromosome 6q influences birth weight in
two independent family studies. Hum. Mol. Genet., 15, 1569—1579.

Stern, M.P., Bartley, M., Duggirala, R. and Bradshaw, B. (2000) Birth weight
and the metabolic syndrome: thrifty phenotype or thrifty genotype? Diabetes
Metab. Res. Rev., 16, 88—93.

Carr-Hill, R., Campbell, D.M., Hall, M.H. and Meredith, A. (1987) Is birth
weight determined genetically? Br. Med. J. (Clin. Res. Ed.), 295, 687—689.
Klebanoff, M.A., Mednick, B.R., Schulsinger, C., Secher, N.J. and Shiono,
P.H. (1998) Father’s effect on infant birth weight. Am. J. Obstet. Gynecol.,
178, 1022-1026.

Collins, J.W. Jr, David, R.J., Prachand, N.G. and Pierce, M.L. (2003) Low
birth weight across generations. Matern. Child. Health. J.,7,229-237.
Coutinho, R., David, R.J. and Collins, J.W. Jr (1997) Relation of parental
birth weights to infant birth weight among African Americans and whites in
Illinois: a transgenerational study. Am. J. Epidemiol., 146, 804—809.
Horikoshi, M., Yaghootkar, H., Mook-Kanamori, D.O., Sovio, U., Taal,
H.R.,Hennig, B.J., Bradfield, J.P., St Pourcain, B., Evans, D.M., Charoen, P.
et al. (2013) New loci associated with birth weight identify genetic links
between intrauterine growth and adult height and metabolism. Nat. Genet.,
45,76-82.

Freathy, R.M., Mook-Kanamori, D.O., Sovio, U., Prokopenko, I., Timpson,
N.J.,Berry, D.J., Warrington, N.M., Widen, E., Hottenga, J.J., Kaakinen, M.
et al. (2010) Variants in ADCY5 and near CCNL1 are associated with fetal
growth and birth weight. Nat. Genet., 42,430-435.

Taal, H.R., St Pourcain, B., Thiering, E., Das, S., Mook-Kanamori, D.O.,
Warrington, N.M., Kaakinen, M., Kreiner-Moller, E., Bradfield, J.P.,
Freathy, R.M. et al. (2012) Common variants at 12q15 and 12q24 are
associated with infant head circumference. Nat. Genet., 44, 532—538.

The HAPO Study Cooperative Research Group. (2009) Hyperglycemia and
Adverse Pregnancy Outcome (HAPO) Study: associations with neonatal
anthropometrics. Diabetes, 58, 453—459.

The HAPO Study Cooperative Research Group. (2010) Hyperglycaemia
and Adverse Pregnancy Outcome (HAPO) Study: associations with
maternal body mass index. BJOG, 117, 575-584.

Morris, A.P. (2011) Transethnic meta-analysis of genomewide association
studies. Genet. Epidemiol., 35, 809—822.

Andersson, E.A., Harder, M.N., Pilgaard, K., Pisinger, C., Stancakova, A.,
Kuusisto, J., Grarup, N., Faerch, K., Poulsen, P., Witte, D.R. etal. (2011) The
birth weight lowering C-allele of rs900400 near LEKR1 and CCNL1

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

S1.

52.

53.

54.

55.

associates with elevated insulin release following an oral glucose challenge.
PLoS One, 6, ¢27096.

Ryckman, K K., Feenstra, B., Shaffer, J.R., Bream, E.N., Geller, F.,
Feingold, E., Weeks, D.E., Gadow, E., Cosentino, V., Saleme, C. et al.
(2011) Replication of a genome-wide association study of birth weight in
preterm neonates. J. Pediatr., 160, 19—-24 e14.

Mook-Kanamori, D.O., Marsh, J.A., Warrington, N.M., Taal, H.R.,
Newnham, J.P., Beilin, L.J., Lye, S.J., Palmer, L.J., Hofman, A., Steegers,
E.A. etal (2011) Variants near CCNL1/LEKR1 and in ADCY5 and fetal
growth characteristics in different trimesters. J. Clin. Endocrinol. Metab.,
96, E810-815.

Sparks, J.W. (1984) Human intrauterine growth and nutrient accretion.
Semin. Perinatol., 8, 74—93.

Catalano, P.M., Tyzbir, E.D., Allen, S.R., McBean, J.H. and McAuliffe, T.L.
(1992) Evaluation of fetal growth by estimation of neonatal body
composition. Obstet. Gynecol., 79, 46—50.

Kuzawa, C.W. (1998) Adipose tissue in human infancy and childhood: an
evolutionary perspective. Am. J. Phys. Anthropol., (Suppl) 27, 177-209.
Enzi, G., Zanardo, V., Caretta, F., Inelmen, E.M. and Rubaltelli, F. (1981)
Intrauterine growth and adipose tissue development. Am. J. Clin. Nutr., 34,
1785-1790.

Widdowson, E.M. and Spray, C.M. (1951) Chemical development in utero.
Arch. Dis. Child., 26,205-214.

HAPO Study Cooperative Research Group Metzger, B.E., Lowe, L.P., Dyer,
A.R., Trimble, E.R., Chaovarindr, U., Coustan, D.R., Hadden, D.R.,
McCance, D.R., Hod, M., McIntyre, H.D. et al. (2008) Hyperglycemia and
adverse pregnancy outcomes. N. Eng. J. Med., 358, 1991-2002.

Harmon, K.A., Gerard, L., Jensen, D.R., Kealey, E.H., Hernandez, T.L.,
Reece, M.S., Barbour, L.A. and Bessesen, D.H. (2011) Continuous glucose
profiles in obese and normal-weight pregnant women on a controlled diet:
metabolic determinants of fetal growth. Diabetes Care, 34,2198—2204.
Loyer, P., Trembley, J.H., Grenet, J.A., Busson, A., Corlu, A., Zhao, W.,
Kocak, M., Kidd, V.J. and Lahti, J.M. (2008) Characterization of cyclin L1
and L2 interactions with CDK11 and splicing factors: influence of cyclin L
isoforms on splice site selection. J. Biol. Chem., 283, 7721-7732.

Zhou, V.W., Goren, A. and Bernstein, B.E. (2011) Charting histone
modifications and the functional organization of mammalian genomes. Nat.
Rev. Genet., 12, 7—-18.

The HAPO Study Cooperative Research Group. (2002) The Hyperglycemia
and Adverse Pregnancy Outcome (HAPO) Study. Int. J. Gynaecol. Obstet.,
78, 69-77.

Urbanek, M., Hayes, M.G., Lee, H., Freathy, R.M., Lowe, L.P., Ackerman,
C., Jafari, N., Dyer, A.R., Cox, N.J., Dunger, D.B. et al. (2012) The role of
inflammatory pathway genetic variation on maternal metabolic phenotypes
during pregnancy. PLos One, 7, €32958.

Laurie, C.C., Doheny, K.F., Mirel, D.B., Pugh, E.W., Bierut, L.J., Bhangale,
T., Boehm, F., Caporaso, N.E., Cornelis, M.C., Edenberg, H.J. et al. (2010)
Quality control and quality assurance in genotypic data for genome-wide
association studies. Genet. Epidemiol., 34, 591—602.

Weir, B.S. and Laurie, C.C. (2010) Characterizing allelic association in the
genome era. Genet. Res., 92,461-470.

Patterson, N., Price, A.L. and Reich, D. (2006) Population structure and
eigen analysis. PLoS Genet., 2, €190.

Browning, B.L. and Browning, S.R. (2009) A unified approach to genotype
imputation and haplotype-phase inference for large data sets of trios and
unrelated individuals. Am. J. Hum. Genet., 84, 210—-223.

International HapMap, C., Altshuler, D.M., Gibbs, R.A., Peltonen, L.,
Dermitzakis, E., Schaffner, S.F., Yu, F., Bonnen, P.E., de Bakker, P.I.,
Deloukas, P. et al. (2010) Integrating common and rare genetic variation in
diverse human populations. Nature, 467, 52—58.

Willer, C.J., Li, Y. and Abecasis, G.R. (2010) METAL: fast and efficient
meta-analysis of genome wide association scans. Bioinformatics, 26,
2190-2191.

Segre, A.V., Consortium, D., investigators, M., Groop, L., Mootha, V.K.,
Daly, M.J. and Altshuler, D. (2010) Common inherited variation in
mitochondrial genes is not enriched for associations with type 2 diabetes or
related glycemic traits. PLoS Genet., 6, 0.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile ()
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.5
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo false
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings false
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Preserve
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /Courier-Oblique
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Oblique
    /Symbol
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /Times-Roman
    /ZapfDingbats
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 175
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50286
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG2000
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 175
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50286
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG2000
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 20
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages true
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 175
  /MonoImageDepth 4
  /MonoImageDownsampleThreshold 1.50286
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /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 <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


