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Abstract

Maternal one-carbon (1-C) metabolism provides methylgroups for fetal development and programing by DNA methylation as one of the

underlying epigenetic mechanisms. We aimed to investigate maternal 1-C biomarkers, folic acid supplement use, and MTHFR C677T
genotype as determinants of 1-C metabolism in early pregnancy in association with newborn DNA methylation levels of fetal growth and
neurodevelopment candidate genes. The participants were 463 mother—child pairs of Dutch national origin from a large population-
based birth cohort in Rotterdam, The Netherlands. In early pregnancy (median 13.0 weeks, 90% range 10.4-17.1), we assessed the
maternal folate and homocysteine blood concentrations, folic acid supplement use, and the MTHFR C677T genotype in mothers and

newborns. In newborns, DNA methylation was measured in umbilical cord blood white blood cells at 11 regions of the seven genes:
NR3C1, DRD4, 5-HTT, IGF2DMR, H19, KCNQ1OT1, and MTHFR. The associations between the 1-C determinants and DNA methylation
were examined using linear mixed models. An association was observed between maternal folate deficiency and lower newborn

DNA methylation, which attenuated after adjustment for potential confounders. The maternal MTHFR TT genotype was significantly
associated with lower DNA methylation. However, maternal homocysteine and folate concentrations, folic acid supplement use, and
the MTHFR genotype in the newborn were not associated with newborn DNA methylation. The maternal MTHFR C677T genotype,
as a determinant of folate status and 1-C metabolism, is associated with variations in the epigenome of a selection of genes in
newborns. Research on the implications of these variations in methylation on gene expression and health is recommended.
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Introduction

Epigenetics has gained interest as it is proposed to be an
interface between the dynamic environment and the
genome. DNA methylation, one of the best known
epigenetic mechanisms, is essential for embryogenesis,
fetal programing, and development (Waterland & Jirtle
2004, Shames et al. 2007).

One-carbon (1-C) metabolism plays a crucial role in
DNA methylation as it determines the flux of
methylgroups toward synthesis or methylation of DNA.
Folate and choline are the main sources of methyl groups
in 1-C metabolism that enables the conversion of
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homocysteine into methionine, which in turn leads to
the production of S-adenosylmethionine (SAM) as a
principal methyldonor for DNA methylation (Crider et al.
2012). The 1-C metabolism is influenced by common
polymorphisms, in particular the methylene tetrahydro-
folate-reductase (MTHFR) C677T polymorphism, which
interacts with the folate status and DNA methylation,
in particular in situations of folate deficiency (Crider
etal. 2011). In addition to genetic variants, dietary folate
intake, folic acid supplement use, lifestyle, and medi-
cation are known to influence the folate status
(Steegers-Theunissen et al. 2013). Our group previously
reported higher levels of insulin-like growth factor 2
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(IGF2) DMR methylation in white blood cell DNA from
very young children after periconceptional exposure to
maternal folic acid supplement use (Steegers-Theunissen
et al. 2009). This is supported by human and animal
studies also emphasizing the importance of the 1-C
pathway in fetal programing (Gueant et al. 2013,
Steegers-Theunissen et al. 2013).

A low maternal folate status during pregnancy has
been associated with an increased risk of pregnancy
complications, intrauterine growth restriction, and
developmental disorders including learning disabilities
and emotional problems (Bergen et al. 2012, Fekete et al.
2012, Kim et al. 2012, van Uitert et al. 2013). In
addition, polymorphisms in the MTHFR gene are
suggested to contribute to the risk of developing
psychiatric disorders, including depression, schizo-
phrenia, and bipolar disorder (Gilbody et al. 2007).

It can be concluded that alterations in the availability
of folate during pregnancy may lead to variations in
DNA methylation patterns in the offspring, which
sometimes also change gene expression and outcomes
of disease (Niculescu & Zeisel 2002, Waterland et al.
2006, Sinclair et al. 2007). Against this background,
we investigated the determinants of maternal 1-C
metabolism in early pregnancy, i.e. folate and
homocysteine concentrations, polymorphisms of the
folate metabolizing gene MTHFR C677T (rs1801133),
and folic acid supplement use in association with the
newborn epigenome.

We related these factors to the overall DNA methyl-
ation status of seven genes that were selected based
on literature. Variations in these genes are assumed
to influence neuronal development (glucocorticoid
receptor (NR3CT), presynaptic genes (dopamine receptor
D4 (DRD4) and serotonin transporter protein (5-HTT)) or
fetal growth (IGF2DMR, H19, and potassium channel
protein (KCNQ1OTT)), and 1-C metabolism, i.e. MTHFR.

Materials and methods
Design and study population

This study was embedded in the Generation R Study, an
ongoing population-based birth cohort followed from fetal life
onwards in Rotterdam, The Netherlands. The Generation R
Study, designed to identify early environmental and genetic
determinants of growth, development and health, has been
previously described in detail (Jaddoe et al. 2012).

The study population comprised a subset (n=540) of
mother—child pairs of the original Generation R cohort. To
reduce the effect of population stratification, we first restricted
the study population to the newborns of Dutch national origin
based on the country of birth of the parents and grandparents.
Next, we selected newborns with a sufficient quantity and
quality of DNA derived from umbilical cord blood white blood
cells. Finally, we oversampled newborns diagnosed with
attention-deficit hyperactive disorder (ADHD; n=92) in child-
hood and those born small for gestational age (SGA, n=100),
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because of previous study questions (Bouwland-Both et al.
2013, van Mil et al. 2014), and 348 newborns were randomly
selected from the original cohort. We carried out the analyses
with and without the oversampled ADHD and SGA newborns.
The current study assessed multiple determinants of the 1-C
metabolism (i.e. maternal and cord blood folate and homo-
cysteine concentrations, maternal folic acid supplement use, and
maternal and newborn MTHFR C677T genotype) in relation to the
outcome. To avoid the loss of power and bias due to complete
case selection, we performed the analyses in samples of varying
size: of the 540 mother—child pairs 413 (76%) had data on
maternal early pregnancy (median 13.0 weeks of gestation, 90%
range 10.4-17.1) plasma folate, and homocysteine concen-
trations. Plasma folate and homocysteine concentrations of the
newborn were measured in 420 (77%) mother—child pairs.
Information on maternal folic acid supplement use was
present for 440 (81%) of the 540 mother—child pairs. Maternal
MTHFR C677T genotype was available in 463 (86%) mother—
child pairs and information about the newborn MTHFR C677T
genotype in 473 mother—child pairs (88%). The study has been
approved by the Medical Ethics Committee of the Erasmus MC,
University Medical Centre, Rotterdam, The Netherlands.

Assessment of biomarkers of 1-C metabolism

In early pregnancy (median gestational age 13.0 weeks, 90%
range 10.4-17.1), venous blood samples were drawn in plain
tubes for the determination of plasma folate and homocysteine.
The samples were transported to the regional laboratory for
storage at —80 °C within 3 h after sampling. Ethylenediami-
netetraacetic acid plasma samples were picked and analyzed
using an immunoelectrochemoluminescence assay on the
Architect System (Abbott Diagnostics B.V.). The between-run
coefficients of variation (CV) for plasma folate were 8.9% at
5.6 nmol/l, 2.5% at 16.6 nmol/l, and 1.5% at 33.6 nmol/l, with
an analytical range of 1.8-45.3 nmol/l. The same CV for
plasma homocysteine were 3.1% at 7.2 umol/l, 3.1% at
12.9 umol/l, and 2.1% at 26.1 umol/l, with an analytic range
of 1-50 pmol/I (Bergen et al. 2012).

Maternal folic acid supplement use

In early pregnancy, at the same moment of blood sampling,
self-administered questionnaires were filled in by the mothers
to obtain information on the use and initiation of folic acid
and multivitamin supplements. In The Netherlands, a daily
supplement of 0.4-0.5 mg folic acid is advised to the general
population of women planning pregnancy up to 10 weeks
of gestation (Weggemans et al. 2009). The mothers were
categorized according to the moment of initiation of
periconception folic acid supplement use as follows:
i) preconception initiation, ii) initiation after conception but
before 10 weeks of gestation, or iii) no use. This categorization
has been applied to previous publications from the same
study cohort (Roza et al. 2010).

MTHFR genotyping

To assess the genotypes, DNA was extracted from white blood
cells obtained from mothers in early pregnancy and newborns
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at birth. Genotyping of the MTHFR C677T polymorphism
(rs1801133) was performed by using TagMan allelic discrimi-
nation assay (Applied Biosystems, Foster City, CA) and Abgene
QPCR ROX mix (Abgene, Hamburg, Germany). The genotyping
reaction was amplified by using the GeneAmp PCR system 9700
(95 °C for 15 min), then 40 cycles of 94 °C (15s) and 60 °C
(1 min). The fluorescence was detected on the 7900HT Fast
Real-Time PCR System (Applied Biosystems), and individual
genotypes were determined by using SDS Software (version 2.3;
Applied Biosystems). The frequency distributions agreed with
the Hardy—Weinberg equilibrium (Supplementary Table 2, see
section on supplementary data given at the end of this article).

Measurements of DNA methylation

Based on literature, we selected genes implicated in fetal
growth and neuronal development 5-HTT, DRD4, IGF2DMR,
H19, KCNQ1OT1, NR3C1, CCNL1/LEKRT and 1-C metab-
olism, i.e. MTHFR (Supplementary Table 1, see section on
supplementary data given at the end of this article). Hence, we
chose to investigate the CpG islands of the genes. We selected
the middle region or outer regions per CpG island or the region
previously investigated by other groups.

Two regions of the 5-HTT gene were selected based on
publication by Philibert et al. (2008), in which the relationship
with depression and alcohol dependency has been
investigated.

Previously, Wong et al. (2010) described epigenetic
differences in twins in the region of the DRD4 gene and one
of the regions in the 5-HTT gene. Epigenetic regulation of the
NR3C1 gene has been associated with childhood abuse
(McGowan et al. 2009). We selected the same regions of the
IGF2DMR and H19 gene as previously reported by Talens et al.
(2010), which are implicated in fetal growth. The primers of the
other regions in the KCNQ1OT1, MTHFR, and NR3C1 genes
were designed using the online tool of EpiDesigner (www.
epidesigner.com).

The isolated genomic DNA (500 ng) from cord blood
samples was treated with sodium bisulfite for 16 h using the
EZ-96 DNA Methylation Kit (Shallow; Zymo Research, Irvine,
CA, USA). This was followed by PCR amplification, fragmenta-
tion after RT, and analysis on a mass spectrometer (Sequenom,
Inc., San Diego, CA, USA). This generated mass spectra that
were translated into quantitative DNA methylation levels of
different CpG sites by MassARRAY EpiTYPER Analyzer
Software (v1.0, build 1.0.6.88; Sequenom, Inc.).

The samples were randomly divided over bisulfite conver-
sion batches. For each individual, the assays were amplified
from the same bisulfite-treated DNA. All methylation measure-
ments were performed in triplicate from the same bisulfite-
treated DNA. Fragments containing one or more CpG sites
were called CpG units. The following procedure has been
followed for the quality control of the methylation data:
i) exclusion of CpG units with too low or too high mass or CpG
units with overlapping or duplicate RNA fragments (e.g. silent
signals), ii) for inclusion of CpG units at least two out of three
replicate measurements per CpG unit had to be successful,
iii) for inclusion of CpG units the s.p. of the triplicates (or
duplicates) had to be <0.10 and the success rate per CpG unit

www.reproduction-online.org

Pregnancy one-carbon metabolism and DNA methylation 583

had to be >75%, and iv) exclusion of CpG units with the
interference of single-nucleotide polymorphisms (CEU) (SNPs)
with a frequency >5% as this could interfere with the
measurement by a change of weight of the CpG unit. Because
the assessment of the selected region near the gene
CCNLT1/LEKRT was unsuccessful due to measurement errors,
this data were not analyzed any further.

Covariates

The following possible confounders were based on expertise
and literature review (Steegers-Theunissen et al. 2009,
Obermann-Borst et al. 2011, McKay et al. 2012).

Information on maternal education, prenatal smoking, and
alcohol consumption was obtained by questionnaires during
early pregnancy. The educational level of the mother was
assessed by the highest completed education and reclassified
into three categories: primary school only, secondary school,
and higher education. Maternal prenatal was classified as
‘non-smoking’, ‘smoking until pregnancy was confirmed’, and
‘continued smoking during pregnancy’. Data on newborn
gender, birth weight, and gestational age at birth were derived
from medical records completed by midwives and gynecolo-
gists. Birth weight was expressed as gestational age and gender-
adjusted SDSs (Verburg et al. 2008).

Statistical analysis

First, we examined the association between a derangement in
maternal 1-C metabolism, reflected by a low plasma folate or
high homocysteine, and newborn DNA methylation of all
genes combined. Therefore, we tested for a threshold effect of
folate deficiency defined as a plasma concentration of
<7 nmol/l (percentile 6.4; Simpson et al. 2010). In a similar
way, we tested for associations between maternal plasma
homocysteine concentration of >11 umol/l (percentile 95.2)
and child DNA methylation levels (Hague 2003).

Next, we used plasma folate and homocysteine as a
continuous variable in the equation. To understand the effect
of potential confounders on DNA methylation we used a crude
and an adjusted model with gestational age at the moment of
blood sampling, maternal smoking, and gestational age at birth
as covariates. The covariates were selected and included in the
models if they changed the effect estimates of the main
association (maternal folate concentration and newborn DNA
methylation level) >10% (Walter & Tiemeier 2009). Maternal
alcohol consumption was not included in models because this
did not materially change the effect estimates.

In addition, we tested for an association between folic acid
supplement use and newborn DNA methylation, with mothers
who initiated the use of folic acid supplements preconception-
ally as the reference category.

Finally, we used the maternal MTHFR rs1801133 genotype
as a proxy for baseline folate status to study the association
between folate status and child DNA methylation. Based on
studies investigating folate and homocysteine concentrations in
individuals heterozygous and homozygous for the 677T allele
(Frosst et al. 1995, Jacques et al. 2002), we used a recessive
model using both the CC and CT genotypes as reference with
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the TT alleles as risk genotype. To check whether the genetic
effects were specific for the mother, we additionally tested for
an association between child MTHFR genotype and DNA
methylation.

As SNPs have previously been found to be correlated with
local DNA methylation patterns, mostly within a distance of
149 kb of CpG dinucleotides (Zhang et al. 2010, Bell et al.
2011), we also tested the associations after excluding the
MTHFR region in the analysis. In addition, to test whether
results were dependent on the sampling strategy with an
oversampling of newborns with childhood ADHD or those
born SGA, all analyses were repeated excluding these samples.

For an initial overall analysis of methylation and ADHD
symptom score, DNA methylation levels of all CpG units in the
11 regions together were combined in one analysis. We present
the complete data from all regions selected and chose a
hierarchical approach to reduce the risk of type 1 error rather
than to report selectively. Next to specific effects of DNA
methylation, general effects on the level of DNA methylation
have been described. Besides, the specific regions are
correlated; a combined analysis increases the power and
helps to detect small effects of DNA methylation. Conse-
quently, we have to be very careful to interpret specific effects
on DNA methylation as the focus was on the overall effect.

DNA methylation levels were treated as continuous
variables. To approximate normal distribution, variables of
DNA methylation levels were transformed by the square-root.
In the analyses, the triplicate measurements and DNA
methylation levels of the separate CpG sites within a region
were treated as clustered variables in a restructured data file
and not as a mean.

As CpG sites within one region might be correlated, the
associations with DNA methylation level were calculated using
linear mixed models. Mixed models have the advantage to
allow correlated random effects in individuals. Another
advantage of this model is the ability to accommodate missing
data points. Furthermore, using mixed models enables
adjustment for relevant covariates on the raw data in the
same model (Burton et al. 1998).

To further illustrate the effect of maternal MTHFR C677T
genotype, we tested the association between the different
maternal alleles and newborn cord blood concentrations of
folate and homocysteine using ANOVA. In addition, we tested
the association between maternal periconceptional folic acid
supplement use and maternal early pregnancy plasma folate
and homocysteine concentrations.

Finally, to test whether our sampling strategy influenced our
results, we carried out the analyses with and without the
oversampled ADHD and SGA newborns. All analyses were
performed using SPSS Software (version 20.0; IBM-SPSS).

Results

The characteristics of the newborns and their mothers in
the study population are presented in Table 1. Mothers
had a mean age of 30.1 years (s.0. 4.8), 29.5% was
higher educated and 32.9% smoked during pregnancy.
The children were born after a mean of 40.1 weeks of
gestation (s.n. 1.5), 71.8% was born after spontaneous
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Table 1 Characteristics of the mothers and their newborns.

n=420
Newborn
Gender, boys (%) 60.2
Birth weight (g) 3404 (582)
Mother
Age (years) 30.1 (4.8)
Parity, nulliparous (%) 66.3
Gestational age at study entry (weeks), 13.0 (10.4-17.1)
median (90% range)
Gestational age at delivery (weeks) 40.1 (1.5)
BMI (kg/m?)
Educational level (%)
Primary 19.8
Secondary 50.7
High 29.5
Smoking during pregnancy (%)
Never 67.1
Until pregnancy confirmation 9.8
Continued 23.1
Periconceptional folic acid supplement use (%)
Start preconceptionally 55.9
Start within first 10 weeks of gestation 31.4
No use 12.7
Plasma folate concentrations in early 19.1 (9.0)
pregnancy (nmol/l)
Plasma homocysteine concentrations in 7.0 (4.9-10.9)
early pregnancy (umol/l), median
(90% range)
Mode of delivery (%)
Spontaneous vaginal 71.8
Instrumental vaginal 21.7
Caesarean section 6.5

Values represent means (s.p.) unless otherwise indicated.

vaginal delivery and the mean birth weight was 3404 g
(s.p. 582).

The associations between maternal folate and homo-
cysteine concentrations in early pregnancy and overall
DNA methylation levels in the 11 regions of seven fetal
growth and neuronal developmental genes in the
newborn are shown in respectively Tables 2 and 3. The
continuous analysis of the maternal biomarkers showed
no significant associations with the DNA methylation
levels in newborns. However, early pregnancy exposure
to folate deficiency, resulting in a deranged 1-C
metabolism, revealed an overall lower DNA methylation
level (8 —0.39, 95% ClI —0.74;, —0.03, P=0.03)
that was attenuated after adjustment for potential
confounders. The homocysteine concentration was not
associated with newborn DNA methylation levels in the
overall analyses of all regions measured.

Newborns of mothers who initiated folic acid
supplement use in the first 10 weeks of gestation or did
not use folic acid supplements did not show different
DNA methylation levels compared with newborns of
mothers who initiated folic acid supplement use
preconceptionally, the reference category (Table 4).

As presented in Table 5, the maternal MTHFR risk
genotype (TT) predicted a lower overall DNA methyl-
ation level in the newborn (8 —0.31, 95% Cl —0.59;
—0.02, P=0.03). As SNPs can influence DNA
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Table 2 Associations between maternal early pregnancy plasma folate and newborn DNA methylation levels.

Methylation 8 (95% ClI)

Unadjusted

Adjusted

Continuous (umol/l)

Deficient <7 nmol/|
(n=27)

Continuous (umol/l)

Deficient <7 nmol/I
(n=27)

Overall
All genes assessed
P value
Neurotransmitter systems
DRD4

—3.98 (—13.75; 5.80)
0.42

—8.81 (—60.27; 42.67)

—0.39 (=0.74; —0.03)
0.03

—1.71(—3.57; 0.15)

P value 0.74 0.07

5-HTT_a 7.56 (—6.87; 21.99) —0.11 (—0.64; 0.41)
P value 0.30 0.67

5-HTT_b —6.66 (—23.08; 9.76) —0.23 (—0.85; 0.38)
P value 0.43 0.46

5-HTT_c —13.04 (—30.00; 3.90) 0.03 (—0.05; 0.10)
P value 0.13 0.59

Metabolism

NR3C1_a 7.33 (—=1.72; 16.37) —0.51 (—0.84, —0.19)
P value 0.11 0.002

NR3C1_b 4.74 (—6.84; 16.32) —0.36 (—=0.77; 0.06)
P value 0.42 0.09

NR3Cl1_c 2.73 (—=7.95; 13.41) —0.05 (—0.43; 0.34)
P value 0.62 0.81

MTHFR5 —1.35(—9.84; 7.14) 0.02 (—0.29; 0.32)
P value 0.76 0.91

Fetal growth

H19 —18.32 (—44.38; 7.74) —23.08 (—1.18;7.17)
P value 0.17 0.63

IGF2DMR 7.72 (—28.15; 43.59) —1.08 (—2.39; 0.24)
P value 0.67 0.11

KCNQ10T1 —23.74 (—=53.56; 6.07) —0.24 (—1.33; 0.85)
P value 0.12 0.66

—9.08 (—20.0; 1.85)
0.10

—51.59 (—105.37; 2.20)
0.06
7.99 (—7.76; 23.75)
0.32

—14.73 (=31.37; 2.42)
0.09

—17.82 (—35.85; 0.20)
0.05

8.69 (—1.22; 18.60)
0.09
3.53(—9.10; 16.16)
0.58
3.69 (—7.95; 15.34)
0.53

—4.07 (—13.23; 5.09)
0.38

15.70 (—44.25; 12.84)
0.28
3.32 (—35.32; 41.95)
0.87

—21.90 (—54.45; 10.65)
0.19

—0.01 (—0.40; 0.38)
0.95

—0.07 (—1.99; 1.86)
0.94

—0.17 (—=0.73; 0.39)
0.54
0.12 (—0.51; 0.74)
0.72

—0.05 (—0.68; 0.59)
0.89

—0.60 (—0.94; —0.25)
0.001

—0.21 (—0.65; 0.24)
0.37

—0.03 (—0.44; 0.38)
0.89
0.09 (—0.24; 0.42)
0.59

—0.27 (—1.29; 7.47)
0.60

—0.74 (—2.13; 0.65)
0.30

—0.41 (—1.58; 0.75)
0.48

The @ represents the change in methylation %/1 pmol per | increase in folate concentration (continuous) or the change in methylation % in folate
deficiency (<7umol/l) compared with adequate concentrations >7 pmol/| as analyzed with linear mixed models. Values represent 8, 95% Cls, and
Pvalues. Analyses are adjusted for gestational age at the moment of blood sampling, maternal educational level, smoking, child gender, birth weight,

and gestational age at birth. The bold values indicate statistical significance at the &.=0.05 level.

methylation in the adjacent region, we checked whether
this association was dependent on methylation levels in
the measured MTHFR region. The association between
the maternal MTHFR C677T genotype and DNA
methylation level in the newborn was also observed
after excluding the MTHFR region from the analyses
(6 —0.37, 95% Cl —0.68; —0.04, P=0.02). There was
no significant association between the newborn MTHFR
C677T genotype and overall DNA methylation.

We were not able to investigate whether the effect of
the folate concentration was modified by the maternal
MTHFR C677T genotype due to the small number of
newborns (n=4) exposed to folate deficiency in mothers
carrying the MTHFR TT genotype.

Maternal MTHFR C677T genotype was not associated
with alterations in newborns’ cord blood folate or
homocysteine levels (Supplementary Table 3, see section
on supplementary data given at the end of this article).
The plasma folate concentrations measured in early
pregnancy were highest in women starting folic acid
supplement use preconceptionally (mean 21.92 nmol/l,
95% Cl 20.76; 23.01) compared with women starting
folic acid supplement use in the first 10 weeks of
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gestation (18.33 nmol/l, 95% Cl1 16.81; 19.86, P<0.001)
or women not using folic acid supplements (mean
8.59 nmol/l, 95% CI 6.24; 10.93, P<0.001). Early
pregnancy homocysteine concentrations were lower in
women using folic acid supplements preconceptionally
(mean 7.11 umol/l, 95% Cl 6.80; 7.43) as compared
with women starting folic acid supplements in the first 10
weeks of gestation (mean 7.46 umol/l, 95% CI 7.05;
7.88, P=0.19) or women not using folic acid supple-
ments (mean 9.37 umol/l, 90% range 8.87; 10.02,
P<0.001) (Supplementary Table 4, see section on
supplementary data given at the end of this article).

When analyses were repeated with exclusion of
newborns SGA or with ADHD, the results did not
change materially (results not shown).

Discussion
Main findings

There is a substantial interest in the impact of
derangements in periconception maternal 1-C metab-
olism on newborn DNA methylation profiles with
implications for birth outcome and health
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Table 3 Associations between maternal pregnancy plasma homocysteine and newborn DNA methylation levels.

Methylation 8 (95% CI)

Unadjusted

Adjusted

Elevated homocysteine
> 11 umol/l (n=30)

Continuous (umol/l)

Elevated homocysteine

Continuous (umol/l) > 11 umol/l (n=30)

Overall
All genes assessed —0.01 (—0.05; 0.02) —0.05 (—0.39; 0.29) 0.00 (—0.03; 0.04) 0.06 (—0.27; 0.39)
P value 0.48 0.76 0.87 0.73
Neurotransmitter systems
DRD4 —0.06 (—0.26; 0.14) —0.45 (—2.22; 1.33) 0.03 (—=0.17; 0.23) 0.26 (—1.51; 2.03)
P value 0.53 0.62 0.74 0.77
5-HTT_a 0.03 (—0.03; 0.09) —0.03 (—0.52; 0.47) 0.02 (—0.04; 0.08) —0.04 (—0.55; 0.47)
P value 0.29 0.91 0.46 0.87
5-HTT_b 0.00 (—0.06; 0.07) —0.10 (—0.67; 0.47) 0.03 (—0.04; 0.09) 0.09 (—0.47; 0.64)
P value 0.89 0.73 0.40 0.76
5-HTT_c —0.05 (—0.11; 0.02) —0.37 (—0.96; 0.23) —0.04 (—0.11; 0.03) —0.28 (—0.88; 0.31)
P value 0.16 0.23 0.24 0.35
Metabolism
NR3CI1_a —0.04 (—0.08; —0.01) —0.27 (—0.58; 0.04) —0.04 (—0.08; —0.04) —0.26 (—0.58; 0.06)
P value 0.02 0.09 0.03 0.11
NR3CI1_b —0.04 (—0.08; 0.01) —0.38 (—0.78; 0.02) —0.03 (—0.08; 0.02) —0.39 (—0.80; 0.02)
P value 0.11 0.06 0.20 0.07
NR3Cl1_c —0.02 (—0.06; 0.02) —0.29 (—0.66; 0.09) —0.02 (—0.06; 0.03) —0.33 (—0.71; 0.06)
P value 0.40 0.13 0.45 0.10
MTHFR5 —0.03 (—0.07; 0.00) —0.16 (—0.46; 0.13) —0.03 (—0.07; 0.00) —0.11 (—0.41; 0.19)
P value 0.04 0.27 0.07 0.48
Fetal growth
H19 0.09 (—0.01; 0.19) 1.00 (0.10; 1.90) 0.09 (—0.01; 0.20) 0.92 (—0.01; 1.86)
P value 0.07 0.03 0.09 0.05
IGF2DMR —0.06 (—0.21; 0.08) —0.29 (—1.55; 0.96) —0.08 (—0.23; 0.07) —0.32 (—1.60; 0.96)
P value 0.41 0.65 0.30 0.62
KCNQ1OT1 0.06 (—0.06; 0.18) 0.10 (—0.95; 1.15) 0.05 (—0.07; 0.18) 0.05 (—1.03; 1.14)

P value 0.33 0.85

0.40 0.92

The g represents the change in methylation %/1 pmol per | increase in homocysteine concentration (continuous) or the change in methylation % in
elevated homocysteine concentration (>11 umol/l) compared with adequate concentrations <11 pmol/l as analyzed with linear mixed models.
Values represent 8, 95% Cls, and P values. Analyses are adjusted for gestational age at the moment of blood sampling, maternal educational level,
smoking, child gender, birth weight, and gestational age at birth. The bold values indicate statistical significance at the &=0.05 level.

(Steegers-Theunissen et al. 2013). In this study, we
observed a significant association between the maternal
MTHFR 677TT genotype and newborn overall DNA
methylation levels of fetal growth and neuronal develop-
mental genes. The association between maternal folate
deficiency measured in early pregnancy and newborn
DNA methylation was attenuated after correction for
maternal educational level, smoking, child gender, birth
weight, and gestational age at birth.

Strengths and limitations

Some strengths and limitations have to be addressed.
This study was embedded in a large cohort, from which a
selection of Dutch newborns was studied. Detailed
information on maternal folate and homocysteine
concentrations, folic acid supplement use, and MTHFR
C677T genotype in mothers and newborns was pro-
spectively collected. Furthermore, to correct for possible
confounding factors, including information on maternal
educational level, smoking and child birth weight have
been carefully documented.

A first limitation is the unsolved question how
alterations in DNA methylation profiles in umbilical
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cord blood white blood cells reflect DNA methylation
profiles in other tissues. This is a problem in most human
studies. Ghosh et al. (2010) analyzed DNA methylation
variation across brain and blood and found that,
although between-tissue variation exceeds between-
individual variation, inter-individual variation was
reflected across brain and blood. This implies that
peripheral tissues may be of use for epidemiological
studies. Talens et al. (2010) reported for four of eight
investigated regions, including IGF2DMR and H19 used
in the current study, strong correlations between DNA
methylation profiles in blood and buccal cells, tissues
from different germ layers. Recently, we described tissue
specificity of IGF2DMR and H19 gene regions among
four umbilical cord blood tissues and concluded that the
mononuclear cell fraction of umbilical cord blood is a
rather homogeneous cell population for methylation
studies (Herzog et al. 2013). However, no studies have
compared the agreement between umbilical cord blood
white blood cells and peripheral tissues as yet.

Second, folate and homocysteine concentrations were
determined in blood samples obtained in early preg-
nancy at the same time when information on maternal
folic acid supplement use was collected. A limitation of
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Table 4 Associations between maternal periconceptional folic acid supplement use and newborn DNA methylation levels.

Methylation 8 (95% ClI)

Unadjusted Adjusted
Start within 10 weeks No use Start within 10 weeks No use
Overall
All genes assessed 0.08 (—0.11; 0.27) —0.14 (—0.39; 0.11) 0.07 (—0.16; 0.31) 0.20 (—0.15; 0.54)
P value 0.42 0.27 0.56 0.26
Neurotransmitter systems
DRD4 0.35 (—0.64; 1.35) —5.56 (—1.87; 0.74) 0.94 (—0.06; 1.94) 0.67 (—0.72; 2.06)
P value 0.49 0.40 0.07 0.34
5-HTT_a —0.14 (—=0.20; 0.37) —0.14 (—0.51; 0.23) 0.08 (—0.21; 0.38) —0.20 (—0.61; 0.21)
P value 0.55 0.46 0.57 0.33
5-HTT_b 0.10 (—0.22; 0.42) 0.28 (—0.16; 0.71) 0.16 (—0.16; 0.48) 0.47 (0.02; 0.92)
P value 0.54 0.21 0.32 0.04
5-HTT_c 0.07 (—0.27; 0.40) 0.15 (—0.29; 0.59) 0.09 (—0.24; 0.43) 0.17 (—0.30; 0.64)
P value 0.69 0.51 0.58 0.48
Metabolism
NR3C1_a 0.05 (—0.23; 0.12) —0.16 (—0.39; 0.07) 0.06 (—0.24; 0.12) —0.29 (—0.54; —0.03)
P value 0.56 0.17 0.52 0.03
NR3C1_b 0.20 (—0.04; 0.43) —0.07 (—=0.37; 0.24) 0.18 (—0.06; 0.43) 0.01 (—0.33; 0.35)
P value 0.11 0.67 0.15 0.96
NR3CI1_c 0.08 (—0.13; 0.29) —0.10 (—0.38; 0.18) 0.09 (—0.13; 0.31) —0.11 (—=0.42; 0.20)
P value 0.46 0.47 0.43 0.48
MTHFR5 —0.01 (—=0.18; 0.16) 0.13 (—0.09; 0.35) 0.02 (—0.16; 0.19) 0.13 (—0.11; 0.38)
P value 0.91 0.25 0.87 0.29
Fetal growth
H19 0.42 (—0.09; 0.93) —0.16 (—0.39; 0.07) 0.44 (—0.09; 0.97) 0.41 (—0.32; 1.14)
P value 0.10 0.39 0.10 0.27
IGF2DMR —0.03 (—0.73; 0.67) —0.87 (—1.79; 0.04) 0.23 (—0.49; 0.94) —0.41 (—1.40; 0.59)
P value 0.94 0.06 0.53 0.42
KCNQI1OT1 0.48 (—11.48; 1.08) 0.12 (—0.67; 0.91) 0.56 (—0.06; 1.19) 0.03 (—0.84; 0.90)

P value 0.11 0.76

0.08 0.95

A start preconceptionally was regarded as reference value. The 8 represents the change in methylation % in start within 10 weeks of pregnancy or no
use during pregnancy as analyzed with linear mixed models. Values represent 8, 95% Cls, and P values. Analyses are adjusted for gestational age at
the moment of blood sampling, maternal educational level, smoking, child gender, birth weight, and gestational age at birth. The bold values

indicate statistical significance at the =0.05 level.

the study is the absence of information on the duration of
maternal folic acid use and repeated measurements of
these concentrations during gestation. Although it is not
known how DNA methylation of the fetus and placenta
develop throughout pregnancy, the epigenetic system is
thought to be primarily sensitive to environmental
factors during the period of developmental plasticity
(Barouki et al. 2012).

Third, in the current study we describe several
associations between determinants of maternal 1-C
metabolism and alterations in newborn DNA methyl-
ation profiles. However, it is difficult to describe the
potential influence of these effects on health outcomes. It
is difficult to translate our findings on newborn DNA
methylation to health outcomes, as literature describing
the effects of alterations in DNA methylation is limited.
Unfortunately, in the current study we were unable to
relate our findings to gene expression data. Therefore, it
would be valuable to replicate our findings and to
validate DNA methylationmarkers.

Fourth, for an initial overall analysis of determinants of
the maternal 1-C metabolism and newborn DNA
methylation, methylation levels of all CpG units in the
11 regions together were combined in one analysis. We
present the complete data from all regions selected and
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chose a hierarchical approach to reduce the risk of type 1
error rather than to report selectively. Next to specific
effects of DNA methylation, general effects on the level
of DNA methylation have been described. Besides, the
specific regions are correlated, a combined analysis
increases the power and helps to detect small effects of
DNA methylation. Consequently, we have to be very
careful to interpret specific effects on DNA methylation
as the focus was on the overall effect.

Finally, our study relied on genomic DNA extracted
from white blood cells, which consists of many distinct
populations in varying proportions. Therefore, cell
heterogeneity may act as a potential confounder
when investigating DNA methylation differences, if
cell distribution itself differs by one of investigated
determinants of the 1-C metabolism. Glossop et al.
(2013) demonstrated that DNA  methylation
varied dramatically between matched-pairs T- and
B-lymphocytes in a population of healthy volunteers.
On the other hand, cellular heterogeneity is considered
to have limited impact when the outcome and the genes
are not involved in inflammation (Talens et al. 2010).
Reinius et al. (2012) evaluated genome wide DNA
methylation of ~450 000 CpG sites in different periph-
eral blood mononuclear cells of six healthy adult male
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Table 5 Associations between the MTHFR C677T (rs1801133) genotype in mothers and newborns and newborn DNA methylation status.

Methylation g8 (95% Cl)

Maternal genotype TT (n=50)

Child genotype TT (n=50) Reference

Overall
All genes assessed —0.31 (=0.59; —0.02)
P value 0.03
Neurotransmitter systems
DRD4 —1.56 (—3.00; —0.08)
P value 0.04
5-HTT_a —0.22 (—0.65; 0.21)
Pvalue 0.32
5-HTT_b 0.22 (—0.21; 0.66)
Pvalue 0.31
5-HTT_c 0.01 (—0.48; 0.50)
P value 0.97
Metabolism
NR3CI1_a 0.10 (—0.16; 0.38)
P value 0.45
NR3C1_b 0.08 (—0.28; 0.44)
P value 0.67
NR3Cl1_c —0.16 (—0.48; 0.16)
Pvalue 0.34
MTHFR5 0.12 (—0.15; 0.38)
P value 0.38
Fetal growth
H19 —0.01 (—0.80; 0.78)
P value 0.98
IGF2DMR —0.55 (—1.62; 0.52)
P value 0.31
KCNQ1OT1 —0.89 (—1.80; 0.02)
P value 0.05

CC (n=210)/CT (n=203)
0.01 (—0.20; 0.35)
0.57
CC (n=210)/CT (n=203)
—0.03 (—1.43; 1.37)
0.97
0.03 (—0.44; 0.38)
0.89
0.10(0.37; 0.57)
0.67
—0.15(0.63; 0.33)
0.54
CC (n=210)/CT (n=203)
0.25 (—0.02; 0.51)
0.07
—0.01 (—0.36; 0.34)
0.97
0.06 (—0.24; 0.37)
0.69
0.15 (—0.45; 0.75)
0.62
CC (n=210)/CT (n=203)
—0.47 (—1.20; 0.26)

0.21
0.50 (—0.53; 1.52)
0.34
0.04 (—0.81; 0.89)
0.92

The 8 represents the change in methylation % in individuals with the MTHFR 677TT genotype compared with MTHFR 677CT or CC genotype as
analyzed with linear mixed models. Values represent 8, 95% Cls, and P values. Analyses are adjusted for newborn birth weight. The bold values

indicate statistical significance at the &=0.05 level.

donors. In selected genes implicated in immune-related
disorders, CpG methylation differed between mono-
nuclear cells and granulocytes and B-cells showing the
most distinct profile. Nevertheless, in future studies it
could be of added value when performing DNA
methylation analyses using whole blood, to adjust the
DNA methylation levels for differential cell counts or
preferably to evaluate cell-specific patterns for the locus
of interest.

Interpretation

The association between maternal folate deficiency and
lower DNA methylation in newborns attenuated after
adjustment for maternal educational level, child gender,
birth weight, and gestational age at birth. It seems
likely that these determinants influence the newborn
epigenome also via the maternal 1-C metabolism
(Steegers-Theunissen et al. 2013). This is supported
by the observed gene-specific effects of gestational
age on newborn umbilical cord white blood cell
DNA and the reported relationship between maternal
smoking and lower methylation levels in the child
(Joubert et al. 2012).

Our data support the hypothesis that environmental
factors influence the epigenome, which can alter the
programing of gene expression and thus potentially

Reproduction (2014) 148 581-592

contributes to health and disease in later life (Waterland
& Michels 2007). However, causality is difficult to
establish in observational studies and therefore con-
founding or presence of an epiphenomenon cannot be
excluded. Information on the factors which might
influence the fidelity of DNA methylation profiles is
limited. The association between maternal folate status
and DNA methylation in newborns could be subject to
confounding. This is illustrated by the attenuation of the
association after adjustment for confounders. On the
other hand, this is also a strength of our study, because in
most studies the control for socio-economic factors and
maternal smoking is lacking (Cortessis et al. 2012).
Folate is an important provider of methyl groups to 1-C
metabolism and hence a major determinant of SAM for
the establishment of the human epigenome. Human
studies of DNA methylation and folate concentration
vary widely in study design, timing and level of
exposure, tissue tested, and assays. Our data are
supported by the accumulating evidence on the
association between a low folate status and global
DNA hypomethylation (Crider et al. 2012). Studies of
the Dutch hunger winter showed alterations in offspring
DNA methylation patterns 60 years after intrauterine
exposure to famine, which might be an indicator
of a poor folate status (Heijmans et al. 2008, Tobi
et al. 2009). In addition, intervention studies in
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postmenopausal women have shown that moderate
folate deficiency reduces genome-wide DNA methyl-
ation (Jacob et al. 1998, Rampersaud et al. 2000).

Of interest is the finding that both folate deficiency
and higher homocysteine concentrations were associ-
ated with a decreased newborn DNA methylation level
of one of the glucocorticoid receptor gene loci. This
locus covers the noncoding exon 1F promoter that
contains the transcription factor NGFI-A-binding site
and is specific to the hippocampus (Turner & Muller
2005). It is suggested that glucocorticoid receptor
expression can be fine-tuned in response to the early
life environment. Previous studies investigating DNA
methylation in peripheral blood have shown increased
levels of NR3C1 methylation in response to neonatal
influences (Oberlander et al. 2008, Radtke et al. 2011,
Mulligan et al. 2012).

The results of studies addressing folic acid supplement
use are sometimes contradicting. We showed that
periconception maternal folic acid use significantly
increased IGF2DMR methylation in the very young
child (Steegers-Theunissen et al. 2009). In mice, low
folate supply in utero resulted in gene and locus-specific
epigenetic effects in the offspring gut. Lower overall
methylation was only in the S/c39a4 CGI1 locus and not
in Esr1, Igf2 DMRT1, or Slc39a4 CGI2 loci (McKay et al.
2011). However, Haggarty et al. (2013) suggested that
preconception folic acid supplement use has no effect on
human child DNA methylation. Herein, we did not
observe any association between maternal folic acid
supplement use and DNA methylation of the combined
regions of seven genes in the newborn.

An approach that uses genetic variants as surrogate for
measuring exposure has the advantage to provide a
relatively unbiased assessment whether modifiable risk
factors are causally related to the outcome. Low folate
status increases the homocysteine concentration, in
particular in individuals with the MTHFR 677TT
genotype (Jacques et al. 1996). Consistent with the
epigenetic hypothesis, we observed an association
between the maternal MTHFR 677TT genotype and
lower DNA methylation level in newborns. This may
suggest that the maternal genotype is more reliable to
reflect the basic folate status than a single measurement
of the plasma folate concentration reflecting the folate
status of the previous 1-3 days. Unfortunately, we were
unable to test interactions or mediation effects due to the
small number of mothers and newborns carrying the
MTHFR 677CT/TT genotype and with folate deficiency.
In the current study, we observed that maternal MTHFR
677TT genotype is related with newborn DNA methyl-
ation, but newborn homozygosity for the C677T
mutation was not significantly associated with newborn
DNA methylation. From studies on associations between
folate and neural tube defects, we know that the odds
ratio was almost 1.5 times higher if not only the mother
but also the fetus carried the TT genotype (van der Put
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et al. 1996), suggesting that the fetal genotype has an
additional effect on the maternal-fetal 1-C metabolism.
Other studies have previously reported the fetal ability to
concentrate vitamins. Active placental transport resulted
in higher levels of folate and vitamin B12 in the fetus than
in the mother (Obeid et al. 2005). Probably, because of
this mechanism, the fetus is able to maintain a sufficient
folate status regardless of its genotype. Furthermore, the
maternal 1-C metabolism is essential for DNA methyl-
ation reprograming during the early embryonic period
(Crider et al. 2012). Probably, this process of demethyl-
ation and remethylation takes place shortly after
fertilization, a long time before the fetal genotype
could exert its effect.

In the current study, we did not observe an association
between maternal folic acid supplement use and DNA
methylation in the newborn. Possibly the timing of the
start of folic acid supplement use could have influenced
our findings. DNA methylation reprograming in the early
embryo could benefit most from the use of supplements
if they are taken before conception (Steegers-Theunissen
et al. 2013). Another possibility is that the effects of folic
acid supplement use also depend on the MTHFR
genotype. Shelnutt et al. (2004) performed a trial in 41
young women with either the MTHFR 677CC or TT
genotype. A 7-week folate depletion diet led to lower
global DNA methylation in women with either geno-
type. However, the following 7-week folate repletion
diet only led to an increase in global DNA methylation in
women with the mutant TT genotype. It is possible that
natural folate as part of food exerts different effects on
biological processes than synthetic folic acid. It is not
elucidated whether the increased uptake of folic acid
rather than 5-methyltetrahydrofolate in the 1-C pathway
at a critical time can impact on DNA methylation (Smith
et al. 2008).

Experimental evidence is suggesting that epigenetic
marks serve as a memory of exposure in early life and
can increase the vulnerability to develop disease in later
life. In this study, changes in DNA methylation level in
response to the maternal the MTHFR genotype, although
statistically significant, were relatively small. The
magnitude of differences in DNA methylation is difficult
to interpret and most importantly the thresholds of
methylation to influence the expression of the gene are
largely unknown. The majority of studies of others only
examined a limited number of genetic regions and show
contradicting results (Crider et al. 2012). Results from the
current study reflect pooled data from DNA methylation
in different genomic regions. So far the biological basis
and implications of these altered profiles remain
unknown. Fetal growth and neuronal development are
characterized by widespread cell division. Inadequate
folate status led to several types of birth defects,
including certain heart defect, limb malformations, and
in particular neural tube defects. Pangilinan et al. (2012)
reported common genetic variants in 82 candidate genes

Reproduction (2014) 148 581-592



590 N H van Mil and others

selected from 1-C-pathway, including MTHFR, as risk
factors for neural tube defects. Other variants are involved
in, for example, choline metabolism, reabsorption of
vitamin B12, and mitochondrial folate transport. To date,
evidence from literature suggested that low folate status is
associated with decreases in global DNA methylation,
which has been associated with adverse health outcomes,
in particular cancer (Crider etal. 2012). However, as yet it
is unknown how specific genomic regions respond to
lower or higher folate intakes.

Conclusion

This study suggests that the maternal MTHFR C677T
genotype is a determinant of the DNA methylation status
associated with some genes of the epigenome of the
newborn. Confounding factors including maternal
socio-demographic factors and pregnancy charac-
teristics, however, attenuated the association between
maternal folate deficiency and lower DNA methylation
in newborns. Therefore, further research to confirm our
results and to investigate the influence of the expression
of these genes and the implications for health is
recommended.
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