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Prenatal smoke exposure, maternal obesity, aberrant fetal growth, and preterm birth are all risk factors for offspring

metabolic syndrome. Cord blood aryl-hydrocarbon receptor repressor (AHRR) DNA methylation is responsive to maternal
smoking during pregnancy. AHRR serves not only to inhibit aryl-hydrocarbon receptor (AHR) transcription, which is
involved in mediating xenobiotic metabolism, but it is also involved in cell growth and differentiation. Other than
maternal smoking, other predictors of offspring AHRR DNA methylation status remain unknown; we sought to identify
them among newborns. We enrolled pregnant women in the PROGRESS birth cohort in Mexico City. Using
pyrosequencing, we analyzed DNA methylation of 3 CpG sites within the AHRR gene promoter from the umbilical cord
blood of 531 infants. We used generalized estimating equations to account for the correlation of DNA methylation
between CpG sites. Multivariable models were used to adjust for maternal age, BMI, education, parity, smoke-exposure,
infant sex, gestational age, and birth weight-for-gestational age. AHRR DNA methylation was positively associated with
maternal BMI (P = 0.0009) and negatively associated with the length of gestation (P < 0.0001) and birth weight-for-
gestational age (P < 0.0001). AHRR DNA methylation was 2.1% higher in offspring of obese vs. normal weight mothers
and 3.1% higher in preterm vs. term infants, representing a third and a half standard deviation differences in
methylation, respectively. In conclusion, offspring AHRR DNA methylation was associated with maternal obesity during
pregnancy as well as infant gestational age and birth weight-for-gestational age. Further work to discover the health
impacts of altered AHRR DNA methylation is warranted.

Introduction

Over 1.4 billion adults are overweight or obese worldwide,
and 65% of the world population live in countries where deaths
from excess adiposity exceeds death from undernutrition." Risk
factors for obesity start to accrue even in fetal life and include
maternal obesity” and slow or fast fetal growth.” Preterm birth
itself has been variably associated with later onset of metabolic
disorders related to obesity such as insulin resistance and
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hypertension.* How perinatal risk factors translate into the path-
ophysiology of obesity and metabolic syndrome remains unclear.

Epigenetic mechanisms may provide an explanation of how
intrauterine programming of later obesity and metabolic syn-
drome occurs.” Epigenetics refers to changes in gene expression
and phenotype in the absence of DNA sequence variation. DNA
methylation, one epigenetic mechanism, may be particularly sen-
sitive to fetal exposures given the dynamic process of demethyla-
tion and remethylation after fertilization.® Additionally, DNA
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methylation plays a critical role in cell differentiation, much of
which occurs in uzero.”

Maternal smoking during pregnancy affects fetal development
leading to higher risks of intrauterine growth restriction
(IUGR)® and preterm delivery.” Prenatal smoke exposure may
also be associated with a higher risk of later obesity and cardio-
metabolic disorders.'® Recent studies demonstrate that smoke
exposure in adults'’ and among fetuses exposed to maternal
smoking'? is associated with altered leukocyte DNA methylation
of the aryl-hydrocarbon receptor repressor (AHRR) gene, located on
chromosome 5.'*'> AHRR methylation is particularly interesting
to study during pregnancy because the aryl-hydrocarbon receptor
(AHR) is involved in metabolizing xenobiotics' that might
affect fetal development. While a growing body of evidence sug-
gests that infant leukocyte DNA methylation of several genes
varies according to maternal BML," fetal growth,'®?® and pre-
term birth,”" no study has specifically assessed whether AHRR
DNA methylation is independently associated with these perina-
tal predictors of longer-term infant metabolic dysregulation. In
this study, we analyzed data from umbilical cord blood DNA to
test the hypothesis that maternal and infant covariates would be
associated with offspring AHRR DNA methylation.

Results

Descriptive characteristics of the cohort participants included
in this study are provided in Table 1. Most women had a BMI
<27 during the second trimester, but 160 (31%) were overweight
and an additional 65 (13%) were obese. Fifty-two (10%) infants
were born preterm. Infants in this study had lower birth weights-
for-gestational age than the commonly used international reference

Table 1. Characteristics of PROGRESS birth cohort participants with umbili-
cal cord DNA methylation from umbilical cord blood samples, n = 512, Mex-
ico City, 2007-2010

Mean SD Range
Maternal age (years) 27.8 5.5 18, 44
Second trimester measured BMI (kg/m?) 26.9 42 17.4,44.7
Pre-pregnancy self-reported BMI (kg/m?) 252 4.2 16.0, 44.9
Gestational age (weeks) 38.8 1.8 244,439
Birth weight (kg) 3.067 0489 0.625,4.625
Fenton BWT/GA Z score —0.46 0.95 —5.72,3.15
n %

Maternal education

Less than 12 years 203 39.7

12 years 169 33.0

More than 12 years 140 27.3
Multiparous 279 54.7
Household smoke exposure 239 46.8
Male infant 282 55.2

Pearson correlation = 0.89 between pre-pregnancy BMI and measured BMI.
Missing values (n) for the following variables: birth weight (n = 1), infant sex
(n = 1), parity (n = 2), household smoke defined as household member in
home who smokes (n = 1).

BMI, body mass index; BWT, birth weight; GA, gestational age.
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population,”” with a mean Z score of —0.46; 92 (18%) infants
were small-for-gestational age (SGA). Just 12 (2.3%) infants were
large-for-gestational age (LGA).

Mean and standard deviation (SD) methylation values (%5-
methylcytosine) for the 3 AHRR CpG sites were 58.9 (7.8), 83.8
(6.2), and 64.3 (8.3) and were correlated with one another (Pear-
son correlations: r = 0.83 for CpG1 and CpG2; r = 0.61 for
CpG2 and CpG3, r = 0.53 for CpGl and CpG3; P < 0.0001)
(Fig. 1). Bivariate analysis revealed that maternal BMI and edu-
cation <12 years vs. 12 years, infant sex, gestational age, and
birth weight-for-gestational age were all associated with AHRR
DNA methylation (Table 2). Maternal education was marginally
associated with AHRR DNA methylation. Maternal age, house-
hold smoke exposure, and parity were not associated with off-
spring AHRR DNA methylation. Plots of AHRR DNA
methylation with maternal BMI, gestational age, and birth
weight-for-gestational age reveal that the associations were similar
among all 3 CpG sites, although weakest for CpG3 (Fig. 2).
Representative plots of AHRR CpG1 with BMI categories (nor-
mal weight, overweight, and obese), preterm vs. full term birth
and SGA, AGA, and LGA demonstrate that the direction of the
associations is the same whether continuous or categorical varia-
bles are used to predict AHRR DNA methylation (Fig. 3).

Multivariable generalized estimating equation models mutu-
ally adjusting for maternal age, BMI, education, parity, household
smoke exposure, gestational age, birth weight-for-gestational age,
and infant sex revealed that only maternal BMI, gestational age,
and birth-weight-for gestational age were significantly associated
with AHRR DNA methylation in offspring cord blood DNA
(Table 2). For every 1 kg/m2 increase in maternal BMI, AHRR
DNA methylation was 0.14% higher (? = 0.0009). For every
week increase in gestational age, AHRR DNA methylation was
0.86% lower (P < 0.0001). Per 1 unit higher Z score (or SD) in
birth weight-for-gestational age, AHRR DNA methylation was
0.97% lower (P < 0.0001).

In similarly adjusted multivariable generalized estimating
equation models using categorical predictors, we found that
infants born to obese and overweight mothers had higher AHRR
DNA methylation [2.1% (95% CI: 1.1, 3.2) and 0.9% (95%
CI: 0.08, 1.7), respectively, vs. normal weight] (Table 3). Pre-
term (vs. full term) infants had higher AHRR DNA methylation
[3.1% (95% CI: 2.0, 4.3)]. LGA (vs. AGA) infants had lower
AHRR DNA methylation [—3.7% (95% CI: —6.2, —1.2)].

We performed several sensitivity analyses to ensure our find-
ings were robust. First because cell type can be associated with
DNA methylation,” we re-ran the analysis in the subset of
mother-infant pairs for whom cord blood leukocyte subtype dif-
ferential counts were available (n = 405). Associations were
unchanged and thus we chose final models that did not adjust for
leukocyte subtypes to maintain the sample size of 507
(Table S2). Secondly, we analyzed the association of folic acid
intake in the subset of women who had this data available (n =
65). Mean (SD) folic acid intake was 528 (237) micrograms per
day. In the subset of women with folic acid intake data, associa-
tions, while less statistically significant, were of similar magni-
tudes and directions as in the larger cohort. Further, while folic
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acid intake was negatively associated
with AHRR DNA methylation, it did
not confound the associations
(Table S3). We were concerned about
batch effects because one laboratory
extracted and stored DNA for the first
267 samples and a second laboratory
extracted and stored DNA from the
next 245 samples. Indeed, laboratory
site was associated with AHRR DNA
methylation values (P = 0.002). We
performed 2 analyses to determine if

DMNA methylation (%5mC)
& 8

&

storage site affected our findings. First
we added laboratory site as a term in
our models, which did not affect our

findings (Table S4). Second, we per-

formed stratified analyses to ensure

-
cpG 1

cpG 3

CpG 2
AHRR CpG Site

that the associations were similar for

participants whose samples were stored
in one laboratory vs. the other. Our

Figure 1. Aryl-hydrocarbon receptor repressor (AHRR) DNA methylation (%5-methylcytocines) at 3 CpG
sites in cord blood DNA and their correlations, PROGRESS birth cohort, Mexico City, n = 512.

findings were robust to these 2 sensitiv-

ity analyses, suggesting that laboratory

storage site did not confound the associations we observed.
We also eliminated the single current smoker in primary
analysis and our results were unchanged (data not shown).
Our final sensitivity analysis addressed our choice to use mea-
sured BMI in the 2nd trimester instead of pre-pregnancy
BMI based on self-reported pre-pregnancy weight and mea-
sured height during pregnancy. We re-ran our analysis using
pre-pregnancy BMI and were reassured when associations
with AHRR DNA methylation were the same. The B coeffi-
cient when we used pre-pregnancy BMI was 0.136 (95% CI:
0.055, 0.217) (P = 0.0009), while the B coefficient when we
used measured 2nd trimester BMI was 0.137 (95% CI:
0.056, 0.218)(»2 = 0.0009).

Discussion

The aryl-hydrocarbon receptor (AHR) protein mediates the
toxicity of xenobiotics including 2,3,7,8-tetrachlorodibenzo-p-
dioxin."* The AHR is a cytoplasmic receptor, similar to steroid
receptor, in that that the ligand-receptor unit acts as a transcrip-
tion factor for Phase 1 metabolic enzymes. Ligands include flavo-
noids and indoles commonly found in foods, as well as aromatic
xenobiotic compounds such as dioxin. Once bound to a ligand
(such as a dioxin), it is transferred to the nucleus and heterodi-
merizes with its protein partner, AHR nuclear translocator
(ARNT). This complex then binds xenobiotic response elements
(XRE) of AHR, thereby inducing transcription of target genes,

Table 2. Associations of offspring AHRR DNA methylation with maternal and infant characteristics, PROGRESS birth cohort, Mexico City, 2007-2010

Single variable models’

Multivariable-adjusted model®

3 (%5mCQ) 95% CI P value B (%5mCQ) 95% CI P value

Maternal characteristics

Maternal age (per year) —0.02 (—0.09, 0.05) 0.5 —0.02 (—0.09, 0.05) 0.5

Maternal BMI (per kg/mz) 0.13 (0.05,0.21) 0.002 0.14 (0.06, 0.22) 0.0009°

Maternal education <12 years (vs. 12) 0.89 (0.00, 1.78) 0.05 0.77 (—0.09, 0.05) 0.08

Maternal education >12 years (vs. 12) —0.12 (—1.10, 0.85) 0.8 —0.20 (—1.16,0.75) 0.7

Multiparous (vs. primiparous) —0.14 (—0.88,0.61) 0.7 —0.33 (—1.09,0.43) 04

Household smoke exposure (vs. no) 042 (—0.32,1.2) 0.3 0.36 (—0.37, 1.09) 0.3
Infant characteristics

Gestational age (per week) —0.43 (—0.78, —0.08) 0.02 —0.86 (—1.06, —0.65) <0.00013

Birth weight-for-gestational age (per SD) —0.49 (—0.88, —0.10) 0.01 —0.97 (—1.26, —0.58) <0.00013

Male (vs. female) 0.87 (0.12,1.6) 0.02 0.48 (—0.25, 1.21) 0.2

'Single variable models (n = 512), generalized estimating equations with robust variance used to account for correlations across 3 AHRR CpG sites.
>Multivariable model including all variables listed (n = 507) due to missing values (n) for the following variables: birth weight (n = 1), infant sex (n = 1),
parity (n = 2), household smoke defined as household member in home who smokes (n = 1).

3p value robust to Bonferroni adjustment for multiple gene comparison (6 genes analyzed = 0.05/6 = 0.008) and adjustment to account for the 8 potential
predictors (age, BMI, education, parity, smoke exposure, gestational age, birth weight-for-gestational age, and sex) (0.001/8 = 0.001).
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Figure 2. Aryl-hydrocarbon receptor repressor (AHRR) DNA methylation (%5-methylcytocine) and (A) maternal BMI; (B) infant gestational age; and (C) birth
weight-for gestational age, PROGRESS birth cohort, Mexico City, n = 512.

including CYPIAI, CYPIA2, CYPIBI, and AHRR. The protein  has become a target for human epidemiologic studies as a poten-
of interest for this study, AHRR, inhibits AHR function by dis- tial marker of disruption of AHR activity. Several studies of
rupting the AHR/ARNT complex. Dioxin is among a number of ~ smoking have demonstrated differential DNA methylation of
planar aromatic hydrocarbons that act as ligands for AHR, AHRR between smokers and non-smokers.'> Others have dem-
including polybrominated diphenyl ethers?® and polycyclic aro-  onstrated that these same methylation sites differed in the off-
matic hydrocarbons.”® In addition to its own XRE, the AHRR spring of women who smoked during pregnancy, compared to
regulatory region contains a nuclear factor kappa B (NFKB) offspring of non-smokers. 2?8

binding site that works as an inducible enhancer. NFKB and Prior studies demonstrating associations between smoking
XRE sequences can act cooperatively on the gene transcription  and AHRR DNA methylation used epigenome-wide methylation
machinery,”® suggesting that inflammation could play a role in  assays designed to discover previously unknown associations.'>'?
AHRR production. AHRR plays a role as a tumor suppressor ~ Given the results of these prior studies demonstrating that AHRR
and AHRR gene silencing has been shown to occur through DNA methylation is modifiable during pregnancy,'* we chose
DNA methylation.”” Taken together, AHRR DNA methylation = AHRR as a candidate gene to conduct a hypothesis-driven study
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Figure 3. Distributions of aryl-hydrocarbon receptor repressor (AHRR) CpG 1 DNA methylation (%5-methylcytocines) among categories of (A) maternal
BMI; (B) full-term vs. preterm births; and (C) birth weight-for-gestational age, PROGRESS birth cohort, Mexico City, n = 512. SGA, small-for-gestational

of perinatal predictors of AHRR DNA methylation in cord
blood. We chose these CpG sites within the gene because of their
location within the promoter of the gene. Methylation in this
area would be expected to contribute to gene silencing of AHRR.
Joubert et al. reported AHRR hypomethylation among smokers
in prior studies. In contrast, we found higher methylation among
offspring of obese women. However, close inspection of the data
in Joubert et al. revealed that 1 of the 4 differentially methylated
CpG sites was more highly methylated among infants whose
mothers were smokers.'> Additionally, the magnitude of AHRR
DNA methylation difference between mothers with undetectable
vs. high cotinine levels at each of their 4 significant sites was of
similar magnitude (~49%) as associations with our categorical

predictors (2-3%). We did not analyze the same CpG sites as the

smoking-associated CpG sites reported in prior studies but
instead chose to maximize the CpG sites in the AHRR promoter
region that our pyrosequencing assay would capture. Further-
more, even if the same sites had been interrogated, different
exposures might affect methylation in opposite directions.

Our observed association of higher maternal BMI with higher
offspring AHRR DNA methylation may occur for several reasons.
First, it is possible that the fetal tissues of overweight/obese
women in our cohort may be exposed to different levels of
unmeasured xenobiotics that cross the placenta. For example,
dioxin-like polychlorinated biphenyls (PCBs) have been shown
to be positively associated with BMI in women.>” Obese mothers
may lead to fetal cell ligand-AHR binding thereby inducing
AHRR gene expression. We do not have data in ours study of

Table 3. Multivariable associations of offspring aryl-hydrocarbon receptor repressor (AHRR) DNA methylation with categories of maternal BMI, preterm vs.
term birth, and categories of fetal growth, PROGRESS birth cohort, Mexico City, n = 507

8 (AHRR DNA methylation, %5mC) 95% CI P value

Model 1

Overweight vs. normal weight 0.91 (0.08, 1.74) 0.03

Obese vs. normal weight 2.14 (1.01, 3.23) 0.0001
Model 2

Preterm vs. full term 3.15 (1.97,4.33) <0.0001
Model 3

SGA vs. AGA 1.11 (0.20, 2.02) 0.02

LGA vs. AGA —3.72 (—6.20, —1.23) 0.003

All models adjusted for maternal age, parity, household smoke exposure, infant sex using generalized estimating equations with robust variance.

Model 1 additionally adjusted for gestational age at delivery and birth weight-for-gestational age. Overweight defined as 2nd trimester body mass index
(BMI) >27 and <32 kg/mz. Obese defined as a 2nd trimester BMI >32 kg/mz.

Model 2 additionally adjusted for maternal BMI and birth weight-for-gestational age. Preterm defined as <37 completed weeks of gestation and full term
defined as >37 weeks of gestation.

Model 3 additionally adjusted for maternal BMI and gestational age at delivery. SGA, small-for-gestational age and LGA, large-for-gestational age defined as
<10th and >90th percentile of birth weight-for-gestational age based on Fenton,?* respectively.
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gene expression. However, obesity is a known systemic inflam-
matory state. Chronic inflammation induces cytokines that can
induce NFKB,?® which in turn can also induce AHRR.*® It is cur-
rently unknown how higher levels of AHRR gene expression
might trigger methylation, but potentially there could be a nega-
tive feedback loop. The negative associations of AHRR DNA
methylation with gestational age and birth weight-for-gestational
age might share a similar etiology of DNA methylation variation,
given that both preterm deliveries’' and poor fetal growth may
result from inflammarory states.’”

The three associations with offspring AHRR DNA methyla-
tion and maternal BMI, infant gestational age and infant birth
weight-for-gestational age are intriguing because each of these
factors has been shown to be associated with long-term offspring
metabolic syndrome including obesity and hypertension.***
How fetal life programs outcome later in life remains an area of
intense investigation as epigenetic processes, including DNA
methylation, may link fetal exposures to adult disease.”>*® Ani-
mal models of TUGR support this hypothesis. Animals with
IUGR are not only at risk for developing central obesity and
Type II diabetes mellitus®” but also have distinct DNA methyla-
tion profiles.”® We are currently following infants into early
childhood and will be able to test the hypothesis that AHRR gene
DNA methylation in humans is associated with long-term meta-
bolic health and obesity in the future.

Strengths of our study include its prospective and hypothesis-
driven design. We have detailed covariate data allowing for
adjustment for potential confounding variables. One limitation
of our study is the estimation of gestational age using last men-
strual period because ultrasounds are not routinely performed as
part of prenatal care for Instituto Mexicano del Seguro Social
(IMSS) beneficiaries. However, we did obtain ultrasounds in a
subset of 98 women participating in a prior cohort enrolled in
the same setting by the same field staff and found a high correla-
tion between ultrasound estimated gestational age and last men-
strual period (LMP) estimated age (0.89, P < 0.0001).
Furthermore, error in gestational age assessment is likely to be
non-differential and thus unlikely to lead to Type I error. Limita-
tions of gene-specific pyrosequencing assays include the inability
to screen for other DNA methylation sites beyond the candidates
that we have chosen to analyze. We also lack RNA or protein to
determine functional biologic relevance of AHRR DNA methyla-
tion. We analyzed 3 CpG sites within AHRR and, thus, cannot
determine whether AHRR DNA methylation in other regulatory
regions for this gene might have different levels of association.
However, other DNA methylation marks in proximity to one
another in general are highly correlated,?® as was the case with
the 3 sites we chose. Cord blood DNA might not be the target
tissue of interest for some long-term cardiometabolic outcomes
and, thus, is often considered a surrogate tissue. However, in this
study, inflammation may link obesity, preterm birth, and poor
fetal growth to long-term adverse sequelae making leukocytes a
reasonable tissue to study. Despite these limitations, our findings
add to a growing body of literature that suggests that the intra-
uterine environment may leave epigenetic marks. Furthermore,

studies of maternal smoking and offspring AHRR DNA
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methylation should carefully consider effects of maternal BMI
and infant birth weight and gestational age. Determining the per-
sistence and long-term health effects of these marks remain
worthwhile future directions of the field of perinatal epigenetics.

In conclusion, in our prospective birth cohort, we found sig-
nificant associations of maternal BMI, infant gestational age, and
birth weight-for-gestational age with offspring AHRR DNA
methylation in umbilical cord blood DNA. Future work to deter-
mine the long-term consequences of AHRR DNA methylation
later in childhood is warranted.

Methods

Cohort enrollment

We performed a prospective birth cohort study, Programming
Research in Obesity, GRowth Environment and Social Stress
(PROGRESS), in Mexico City from 2007-2011. Details of
enrollment are published elsewhere.*’ Briefly, pregnant women
receiving prenatal care through the Mexican Social Security Sys-
tem (IMSS) in Mexico City were enrolled between 12 and
24 weeks gestation after they provided written informed consent.
All study activities were approved by the Institutional Review
Boards of the participating institutions.

Variable ascertainment

Study staff obtained demographic data through verbally
administered questionnaires and interviews. Women self-
reported pre-pregnancy weight and study staff weighed and mea-
sured the height of mothers upon enrollment. Because we noted
some error in maternal report of pre-pregnancy weight with dif-
ferences of over 10 kg between self-reported pre-pregnancy
weights, we opted to calculate BMI using the measured weights
obtained in the second trimester. However, when we categorized
BMI, we added 2 kg to traditional cut-points to account for nor-
mal weight gain in the first trimester of pregnancy.*’ We catego-
rized BMI as normal (BMI <27 kg/mz), overweight (BMI >27
to <32 kg/mz), and obese (BMI >32 kg/mz). Pearson correla-
tion between maternal pre-pregnancy BMI and calculated second
trimester BMI was 0.89. Because ultrasounds were not routinely
performed as standard of care, gestational age was based on LMP
and by a standardized physical examination to determine gesta-
tional age at birth.*> When the physical examination assessment
of gestational age differed by more than 3 weeks from the gesta-
tional age based on LMP, the physical exam was used in lieu of
the LMP-determined gestational age. We dichotomized gesta-
tional age categories into preterm (<37 completed weeks of ges-
tation) and full term (>37 completed weeks of gestation). Birth
weight was abstracted from the infants’ hospital chart. Birth
weight-for-gestational age Z scores were calculated using an inter-
national reference developed by Fenton and Kim, allowing us to
analyze fetal growth as a continuous variable (per standard devia-
tion (SD) increment).”> We considered infants small-for-gesta-
tional age (SGA) if their birth weights for gestational age were
below the 10th percentile and large-for-gestational age (LGA) if
their birth weights for gestational age were above the 90th
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percentile. Household smoke exposure was derived from any pos-
itive report from several questions asked in the second and third
trimester about household members who smoke inside the home
or outside the home. We divided education into 3 categories
(<12 years, 12 years, or >12 years). We dichotomized women
as multiparous or primiparous after delivery of the participating
infant in the study, based on whether the women reported a prior
live-born infant. We collected leukocyte differential counts from
cord blood to adjust for percentage of monocytes, lymphocytes,
and granulocytes. We also administered a food frequency ques-
tionnaire for folic acid intake to explore whether methyl donor
intake was associated with offspring DNA methylation.

AHRR DNA methylation analysis

We obtained umbilical cord blood at the time of delivery
and analyzed DNA methylation for 531 of the 948 infants
born into the study. Most missing samples were due to births
occurring late at night or in the very early morning hours.
We have published details about extraction and DNA bisul-
fite treatment of these samples elsewhere.*” The first 260
whole blood samples were stored in PAXgene™ (PreAnalytiX
GmbH, Hombrechtikon Switzerland) tubes and extracted
using a QIAamp DNA Blood Kit (QIAGEN). The DNA was
then stored at —80°C prior to bisulfite treatment. The next
271 samples were extracted by conventional Phenol-chloro-
form method after red cell lysis by a second laboratory. The
second laboratory stored the DNA at 4°C. One pg of geno-
mic DNA subsequently underwent bisulfite treatment using
EZ DNA Methylation-Gold Kit (Zymo Research, CA, USA).
The pyrosequencing assay was designed based upon promoter
regions defined by SwitchGear Genomics® (SwitchGear
Genomics, Carlsbad, CA). We use a MethPrimer online
tool* (http://www.urogene.org/cgi-bin/methprimer/meth-
primer.cgi) to design PCR primers for use with pyrosequenc-
ing and bisulfite-converted DNA. Pyrosequencing primers
were designed not to overlap with any single-nucleotide poly-
morphism (SNP) or repeated elements.*> The forward PCR
primer was GGTAGTTATTTAGTTAAGTTTTTTTT and
the reverse 5’ end biotin labeled primer was TTCACTC-
TAAATACTAAAACATTTC. PCR cycling condition was
95°C for 30s, 55°C for 30s, and 72°C for 30 s for 40
cycles. PCR products were purified and sequenced by PSQ
Q96 MD pyrosequencing System (QIAGEN), as previously
described.*® The sequencing primer for pyrosequencing was
TAAGTTTTTTTTTGA and the sequence entry was
C/TGGGTTTTGAGGTTGTC/TGTTATAG/AAGC/TGGT
AGA. Three CpG sites were analyzed including those at
chr5:420,208-420,235 (GRCh37/hgl19) (Fig. S1).

Of the 531 assays run, 517 were successful in PCR and
pyrosequencing reactions at all 3 CpGs of AHRR. We further
excluded the pyrosequencing data from 11 individuals after
inspection of each pyrogram as those showed a high back-
ground peak. As quality controls, we placed 33 duplicate
genomic DNA samples for technical replicates to estimate the
internal plate variation and pyrosequencing run variation.
The Pearson correlation range was from 0.91 to 0.95 at each
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of the CpG sites. We removed individuals without BMI,
birth weight or gestational age (n = 8) from the analysis leav-
ing 512 samples for inclusion in the analysis. Fully adjusted
models included 507 participants with complete covariate
data.

Statistical analysis

Visual inspection revealed DNA methylation values appeared
normally distributed. After univariate descriptive analyses, we
performed bivariate analyses to compare mean AHRR methyla-
tion among categories of maternal BMI, preterm vs. term births,
and among birth weight-for-gestational age categories (SGA,
AGA, and LGA). Subsequently, we fit multivariable generalized
estimating equation models, adjusted for potential confounding
variables, with an exchangeable correlation structure and robust
standard errors to account for the non-independence of the 3
proximal CpGs as a repeated measure of AHRR DNA methyla-
tion. In this way, we estimated the associations of maternal and
infant covariates with a marginal model for AHRR DNA methyl-
ation across the 3 sites. We fit separate models with continuous
and categorical BMI, gestational age, and birth weight for gesta-
tional age as independent variables. To ensure results were not
confounded by potential batch effects by DNA extraction and
storage methods we introduced a laboratory site term into
adjusted models. We also fit stratified methods to ensure that
associations were the same within batch as they were in the over-
all analysis.

Because cell type can affect DNA methylation patterns,” in a
subset of 405 individuals for whom we had complete leukocyte
differential data, we re-ran the analysis to evaluate the effect of
associations of maternal and infant characteristics with AHRR
DNA methylation adjusting for cell type. A very small propor-
tion of individuals (65) from the end of cohort enrollment also
had food-frequency data, allowing for adjustment for folic acid
intake in a subset of the population because methyl donor intake
might be associated with offspring DNA methylation.”” We also
re-analyzed our data excluding the one current smoker in our
cohort.

As part of the parent study, we also analyzed the DNA meth-
ylation of 5 other candidate genes. Because of our a priori
hypothesis that AHRR would be associated with other risk factors
for adverse perinatal and long-term cardio-metabolic outcomes,
we report here the AHRR results. However, we did screen for
associations with the other chosen genes for each association
using multivariable linear regression with mean DNA methyla-
tion as the dependent variable (Table S1).

We used SAS, version 9.3, Cary NC. We also used R, (version
3.1.3:R Core Team (2015). R: A language and environment for
statistical computing. R Foundation for Statistical Computing,
Vienna, Austria. URL http://www.R-project.org/) and specifi-
cally package “gee” (Vincent ] Carey. Ported to R by Thomas
Lumley and Brian Ripley. Note that maintainers are not available
to give advice on using a package they did not author. (2012).
gee: Generalized Estimation Equation solver. R package version

4.13-18. htep://CRAN.R-project.org/package=gee).
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