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STUDY QUESTION: Does women’s age affect the DNA methylation (DNAm) profile differently in mural granulosa cells (MGCs) from other
somatic cells?

SUMMARY ANSWER: Accumulation of epimutations by age and a higher number of age-related differentially methylated regions (DMR)
in MGCs were found compared to leukocytes from the same woman, suggesting that the MGCs have a distinctive epigenetic profile.

WHAT IS KNOWN ALREADY: The mechanisms underlying the decline in women'’s fertility from the mid-30s remain to be fully elucidated.
The DNAm age of many healthy tissues changes predictably with and follows chronological age, but DNAm age in some reproductive tissues
has been shown to depart from chronological age (older: endometrium; younger: cumulus cells, spermatozoa).

STUDY DESIGN, SIZE, DURATION: This study is a multicenter cohort study based on retrospective analysis of prospectively collected
data and material derived from healthy women undergoing IVF or ICSI treatment following ovarian stimulation with antagonist protocol. One
hundred and nineteen women were included from September 2016 to June 2018 from four clinics in Denmark and Sweden.
PARTICIPANTS/MATERIALS, SETTING, METHODS: Blood samples were obtained from |18 healthy women with varying ovarian
reserve status. MGCs were collected from 63 of the |19 women by isolation from pooled follicles immediately after oocyte retrieval. DNA
from leukocytes and MGCs was extracted and analysed with a genome-wide methylation array. Data from the methylation array were processed
using the ENmix package. Subsequently, DNAm age was calculated using established and tailored age predictors and DMRs were analysed with
the DMRcate package.

MAIN RESULTS AND ROLE OF CHANCE: Using established age predictors, DNAm age in MGCs was found to be considerable younger
and constant (average: 2.7 years) compared to chronological age (average: 33.9 years). A Granulosa Cell clock able to predict the age of
both MGCs (average: 32.4 years) and leukocytes (average: 38.8 years) was successfully developed. MGCs differed from leukocytes in having
a higher number of epimutations (P =0.003) but predicted telomere lengths unaffected by age (Pearson’s correlation coefficient=—0.1,
P =0.47). DMRs associated with age (age-DMRs) were identified in MGCs (n = 335) and in leukocytes (n = |) with a significant enrichment in
MGC:s for genes involved in RNA processing (45 genes, P =3.96 x |0708) and gene expression (152 genes, P =2.3 x I0706). The top age-
DMRs included the metastable epiallele VTRNAZ2-1, the DNAm regulator ZFP57 and the anti-Mdllerian hormone (AMH) gene. The apparent
discordance between different epigenetic measures of age in MGCs suggests that they reflect difference stages in the MGC life cycle.

LARGE SCALE DATA: N/A.

LIMITATIONS, REASONS FOR CAUTION: No gene expression data were available to associate with the epigenetic findings. The MGCs
are collected during ovarian stimulation, which may influence DNAm; however, no correlation between FSH dose and number of epimutations
was found.

WIDER IMPLICATIONS OF THE FINDINGS: Our findings underline that the somatic compartment of the follicle follows a different
methylation trajectory with age than other somatic cells. The higher number of epimutations and age-DMRs in MGCs suggest that their
function is affected by age.
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Introduction

The most important factor in determining female fertility potential
is age. Most countries within the Organisation for Economic Co-
operation and Development (OECD) have seen the average age of
women at childbirth increase by between 2 and 5 years from 1970 to
2015 (OECD Family Database, 2018). In Denmarkin 2018, the average
age for women giving birth was 31.0 years, while the age of first-time
mothers was 29.3 years; in comparison, in 1968 the figures were 26.5
and 23.1 years, respectively (Statistics Denmark, 2018). This implies an
increasing challenge for female fertility followed by an increasing need
of assisted reproduction, because both the quantity and quality (the
competence to establish an ongoing pregnancy) of oocytes decline with
advanced age (Franasiak et al., 2014). Children born after medically
assisted reproduction in 2018 represented 9.8% of the Danish birth
cohort (The Danish Fertility Society, 2019). While life expectancy has
increased substantially over the last century, timing of menopause as
well as the age-related decline in reproductive potential have remained
unchanged (Baird et al., 2005; Ceylan and Ozerdogan, 2015), although
some studies have indicated a small delay in the onset of menopause
(Van Noord et al., 1997; Rédstrom et al., 2003).

During foetal life, oocytes arrested in the pro-phase of first meiosis
are laid down in the ovary surrounded by one layer of pre-granulosa
cells in the primordial follicles, which comprise the reproductive poten-
tial of the girl. In the primordial follicle, the pre-granulosa cells also
remain in cell cycle arrest (Scalercio et al., 2015) for up to five decades
until activation and subsequent folliculogenesis, a lengthy (6-month)
and highly complex process in which the follicles develop and mature.
Upon activation, the pre-granulosa cells start proliferating and develop
into an estimated 60 million mural granulosa cells (MGCs) (McNatty
et al., 1979) crucial for oestrogen production, ovulation of the matured
oocyte in metaphase Il, followed by luteinization and corpus luteum
formation (Dorrington et al., 1975). Follicular atresia affects all stages
of folliculogenesis and only a limited number of the original -2
million oocytes present in the female ovary at birth remain when a
woman reaches the age of 40 years. In addition to this depletion in
the ovarian reserve of primordial follicles, the diminishing quality of
oocytes including increase in aneuploidy (Franasiak et al., 2014) means
that many women completely lose the ability to reproduce by the age
of 40 years (Scheffer et al., 2003). The mechanisms involved in the
age-associated increase in meiotic errors in human oocytes remain
to be fully elucidated. Several hypotheses for the reduced oocyte
competence by age have been proposed, for example, the germline
bottleneck theory of mutations in mitochondria, which considers that
the most competent primordial follicles are selected and activated
first, resulting in mitochondrial dysfunction, because of deleterious
mutations in the remaining aged oocytes (Bergstrom and Pritchard,
1998). The focus of the present study is the somatic cell compartments
of the follicle: the cells that, by bidirectional communication with the
oocytes, as well as by delivering nutrients to the oocyte, are crucial

for oogenesis throughout folliculogenesis (Eppig, 2001; Gilchrist et al.,
2008). It has been suggested, based on data in Rhesus monkeys, that the
capacity of pre-granulosa cells to repair double-stranded DNA breaks
declines with increasing age (Zhang et al., 2015), as occurs in other
somatic tissues with age. Whether granulosa cells age more rapidly
than the rest of the body, thereby losing functionality and ability to
support oocyte development, is not known.

Recently, it has been found that DNA methylation (DNAm) pat-
terns can be used to predict chronological age with high accuracy. In
2013, Steve Horvath developed a multi-tissue age predictor (epigenetic
clock), which is able to estimate age of most tissues and cell types
with an accuracy of 3.6 years (Horvath, 2013). The prediction is based
on the weighted combination of methylation levels (methylation and
demethylation) at 353 specific cytosine—phosphate—guanine (CpG) sites
distributed across the genome. These CpG sites were selected out of
21 369 CpG sites measured with the lllumina 27 K and 450 K methyla-
tion array platforms and by analysing 7844 non-cancer samples from 82
datasets containing 52 different cell and tissue types (Horvath, 2013).
The predicted age, referred to as DNAm age, is considered a biological
measure of ageing. When the estimated DNAm age differs from the
chronological age, the term ‘age acceleration’ is used to describe
faster or slower rates of ageing (Horvath, 2013). Subsequently, several
studies have found such deviations between the DNAm age and the
chronological age in various tissue types and individuals (Horvath et al.,
2015a; Horvath, etal., 2015b; Sehl et al., 2017). One of the most
interesting findings is that accelerated DNAm age in blood is associated
with all-cause risk of mortality (Marioni et al., 2015; Perna et al., 201 6).
Since the development of the multi-tissue age predictor, several more
specialized epigenetic clocks have been developed with the aim of
measuring different aspects of the ageing process (Weidner et al.,
2014; Giuliani et al., 2016; Levine et al., 2018). Telomere length has
for more than a decade been proposed to act as a biomarker for
ageing (Sanders and Newman 2013) and possible relationship between
female fertility and telomere length is debated (Kosebent et al., 2018).
Recently, an estimator of telomere length based on DNAm data
(DNAMTL) has been developed (Lu et al., 2019).

As the ability to reproduce is highly age-dependent in women, the
above findings may have relevance in the understanding of ovarian
ageing. A recent study by Morin etal., found that DNAm age of
cumulus cells measured with Horvath’s multi-tissue clock was substan-
tially younger than chronological age regardless of the age and the
response to ovarian stimulation of the women (Morinet al., 2018). The
multi-tissue age predictor has been evaluated in other reproductive
tissues, e.g. endometrium, in which the predicted age was significantly
older compared with chronological age (Olesen et al., 2018), and
spermatozoa, in which the predicted age was significantly younger
than the chronological age (Horvath, 2013). Moreover, DNAm age
acceleration in leukocytes has been associated with reproductive life
events such as menarche, puberty, and early menopause (Levine et dl.,
2016; Simpkin et al., 2017; Binder et al., 2018). However, the predictor
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has not been tested in MGCs, the cells supporting the oocytes during
follicular growth and maturation, and which also produce the female
sex hormones. Very few studies have investigated the DNAm profile of
MGCs, studies primarily focusing on differences in the methylome from
women with polycystic ovarian syndrome (PCOS) (Qu et al., 2012; Pan
et al., 2018; Sagvekar et al., 2019). MGCs are available when oocytes
are retrieved in treatments during ART. The aims of the present
study were to (i) assess the suitability of the multi-tissue DNAm age
predictor and the DNAmMTL predictor to MGCs and leukocytes from
women undergoing ART and (i) investigate if DNAm profiles of the
two cell types change with age and, if so, whether these changes are
shared or tissue-specific.

Materials and Methods

Participants

This study is a multicentre cohort study based on retrospective analysis
of prospectively collected data and material derived from healthy
women undergoing IVF or ICSI treatment following controlled ovarian
stimulation (COS) with GnRH antagonist protocol. Women receiving
fertility treatment with either IVF or ICSI from September 2016 to
January 2018 at four different clinics (Denmark: Herlev Hospital, Hvi-
dovre Hospital, Stork IVF Clinic; Sweden: Skane University Hospital)
were invited to participate regardless of their age and anti-Miillerian
hormone (AMH) level. They were primarily included during their
first, second or third stimulation cycle. A total of |19 women were
included in the study. Only women with no history of disease such as
PCOS, severe endometriosis, dysregulated thyroid disease and severe
comorbidity (insulin-dependent diabetes mellitus, non-insulin diabetes
mellitus, gastrointestinal-, cardio-vascular-, pulmonary, liver or kidney
disease) were asked to consider participation in the study. Seven
participants were later diagnosed with PCOS as a secondary cause of
infertility and were not excluded from the study.

Treatment protocol

The COS was initiated at Days 2-3 of the menstrual cycle with
recombinant FSH (Bemfo|a®, Gedeon Richter, Denmark; Gonal—f®,
Merck-Serono, Denmark; Pergoveris®, Merck-Serono, Denmark) or
urine-derived human menopausal gonadotropin (Menopur®, Ferring
Pharmaceuticals, Denmark) for 8—12 days, followed by the administra-
tion of a GnRH antagonist (Orgalutran®; MSD, Denmark). For the final
follicle maturation and ovulation induction recombinant human chori-
onic gonadotropin (Ovitrelle®; Merck-Serono, Denmark) or a GnRH
agonist (Gonapeptyl®; Ferring Pharmaceuticals, Denmark) was admin-
istrated when the leading follicles reached a diameter of >16 mm.
Oocyte retrieval and collection of the MGCs occurred 36 h later.

Sample collection

Peripheral blood was collected (two 6-mL EDTA tubes) at one of the
routine ultrasound scan visits in the clinics before the day of the oocyte
retrieval. Within | h after collection, the samples were centrifuged at
2000g at 4°C for 20 min dividing the blood into three sections: plasma,
buffy coat and erythrocytes. The buffy coat containing the leukocytes
was transferred to a cryovial (377267, Nunc™, Thermo Fisher
Scientific™™, Denmark) and stored at —80°C until analysis. Plasma

were divided into three cryovial tubes (377267, Nunc™, Thermo
Fisher Scientific™", Denmark) and stored at —80°C. The erythrocytes
were discarded. MGCs were isolated manually immediately after
oocyte retrieval: granulosa cell aggregates, free of blood clots, were
separated from the follicular fluid with a pipette and transferred to
a 10-mL tube containing 3 mL washing solution (10% phosphate-
buffered saline (AM9625, InvitrogenTM, Thermo Fisher Scientific™,
Denmark) + sterile water (1:10)+ 1% polyvinyl alcohol (341584,
Sigma-Aldrich, Denmark)). The MGC suspension was centrifuged
at 300g for 10 min, and the sediment (the MGCs) was isolated and
transferred to a 0.2-mL tube (AB0620, Thermo Fisher Scientific™,
USA), snap frozen in liquid nitrogen, and stored at —80°C until analysis.
At the time of isolation, the amount of MGC aggregates were noted
(few, medium and numerous). Samples from 63 of the women were
categorized medium and numerous, and these were chosen for the
analysis to ensure sufficient input of DNA.

DNAm analysis

DNA from the leukocytes (I mL buffy coat) and MGCs was isolated
with the ReliaPrep™ Large Volume HT gDNA lIsolation kit (A2751,
Promega, Wisconsin, USA) according to the manufacturer’s protocol.
This was done using the Tecan Freedom EVO®-HSM Workstation.
Genome-wide methylation levels were measured using the lllumina
Infinium MethylationEPIC BeadChip (lllumina Inc., San Diego, CA)
(Illumina, 2015). Five hundred nanograms of DNA per sample was
bisulfite-treated by use of the Zymo EZ-96 DNA methylation kit
(Zymo Research, Irvine, CA, USA). Thereafter, the samples were
hybridized to the arrays (Infinium Methylation EPIC array) according
to the manufacturer’s protocol. The DNA isolation and generation
and management of the lllumina EPIC methylation array data was
performed by the Human Genotyping Facility of the Genetic Lab-
oratory of the Department of Internal Medicine, Erasmus MC, the
Netherlands.

Methylome data processing

lllumina EPIC array data were processed using the ENmix package
(Xu etal, 2016) in R (R Core Team, 2016) to obtain methylation
beta-values. Briefly, background correction was performed using the
Exponential-Normal mixture distribution (ENmix) method using out-
of-band type | probe intensities to model background noise (Xu et al.,
2016), dye-bias correction was performed using the Regression on
Logarithm of Internal Control probes (RELIC) method (Xu et al., 2017)
and probe design bias adjustment was performed by implementing the
Regression on Correlated Probes (RCP) method (Niu et al., 2016).
Signals with a detection P value >1 x 107 and a number of beads
<3 were set to missing. Samples with missing data in >5% of CpGs
were excluded, as well as CpGs with missing data in >5% of samples.
Samples identified with outlier values in bisulfite intensity, total intensity
or beta-value distribution according to the ENmix quality control
function were also excluded. Polymorphic (probes containing single
nucleotide polymorphisms at the interrogated CpG site) and cross-
hybridising probes (probes mapping to multiple regions of the genome)
were filtered using the DMRcate package (Peters et al., 2015). Out
of the 63 MGC samples, 59 remained for analysis. All | 18 leukocyte
samples passed quality control filters. These methylation beta-values
were used for the analysis of DNAm aberrations.
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Epigenetic ageing analysis

The online DNA Methylation Age Calculator (https://dnamage.
genetics.ucla.edu/home) was used to estimate DNAm age. As
recommended by the authors, noob normalization was performed
in minfi (Aryee etal.,, 2014) to obtain beta-values. The MGCs and
leukocytes were analysed separately. Age acceleration difference was
defined as the difference between DNAm age and chronological
age, while age acceleration residuals as the residuals of DNAm age
regressed on chronological age. An improved DNAm age predictor
for MGCs (Granulosa Cell clock) was developed by adding 27 MGC
samples with normal AMH levels to a subset (n =621) of the
samples used to train the Skin & Blood clock (Horvath et al., 2018;
Levine etal., 2018). Only studies with publicly available intensity
data (*.IDAT) files were included in the training set of this predictor
(GSE104471, GSEI109042, GSEI11223, GSE77136 and GSE80261).
The Granulosa Cell clock was built following the methods described
in the development of the Skin & Blood clock (Horvath et al., 2018;
Levine et al., 2018). Briefly, a transformed version of chronological
age, which has a logarithmic dependence until the age of 20 and linear
dependence afterwards, was regressed on 452567 CpG sites shared
between the lllumina 450 K and EPIC methylation arrays using an
elastic regression model (10-fold cross validation to select lambda)
that automatically selected 296 CpG sites. The predictor was tested
on the remaining 32 MGC samples and the | |8 leukocytes samples,
which were not part of the training set.

Predicted telomere length analysis

Similar to the estimation of DNAm age the online DNA Methylation
Age Calculator (https://dnamage.genetics.ucla.edu/home) was used
to estimate DNAmMTL. The predictor outputs a measure of leukocyte
telomere length, in which higher numbers indicate longer telomeres (Lu
etal., 2019).

Accumulation of DNAmM aberrations

DNAm aberrations, potential epimutations, were defined as outliers
across all samples of the same tissue type (Gentilini et al., 2015). These
outliers were defined as values greater than or less than three times the
interquartile range from the upper or lower quartiles, respectively.

DMR analysis

Differentially\ignorespacesmethylated\ignorespacesregions  (DMR)
analysis was performed using the DMRcate package (Peters et al.,
2015) in R. Beta-values were converted to M-values, and missing
data were imputed to the mean across all samples of the same tissue
type. False discovery rate (FDR) was set at 10%. Gene ontology (GO)
analysis was performed in R using the missMethyl package (Phipson
et al.,, 2015) which accounts for the different number of probes per

gene in the array.

Statistics

Differences between age groups were tested with one-way ANOVA.
The number of epimutations in leukocytes and MGCs were com-
pared with Wilcoxon test. The age-DMR analysis was conducted
with DMRcate (Peters et al., 2015). Enrichments were tested using
Fisher’s exact test. The accuracy of the different epigenetic clocks was

measured by estimating Pearson’s correlation coefficient, the median
error defined as the median absolute difference between DNAm age
and chronological age. All statistical analyses were performed in R and
the value of P < 0.05 was considered statistically significant. The age of
the women used in analysis referred to the time of the oocyte retrieval.

Ethics

All human materials were donated under approval from The Scientific
Ethical Committee of the Capital Region, Denmark (ethical approval
number: H-16027088) and the Danish Data Protection Agency (ID-
nr.: HGH-2016_086) and conducted in accordance with the Helsinki
Declaration Il. All participants gave informed consent before the inclu-
sion in the study.

Results

Participant characteristics

A total of 119 women were included in the study. Buffy coats were
collected from each participant and 63 contributed additionally with
donation of their MGCs. Of note: one woman only participated with
donation of her MGCs. An overview of our participant population is
presented in Table | (all) and Supplementary Table SI (women donating
MGC:s). Chronological age at the time of oocyte retrieval ranged from
25-44 years (average = 33.9 years). Based on the women’s AMH level
and the age-expected AMH level described by Lee and coworkers (Lee
etal., 2012), the participants were categorized into ovarian reserve
groups: diminished ovarian reserve (DOR) (under the |0th percentile),
Normal (25th to 75th percentile) and High (above the 90" percentile).
Women over 40 years were not categorized from their AMH level
because it is well established that most of these women experience
a DOR (Klein and Sauer, 2001; Liu et al., 201 1).

Prediction of the DNAmM age

DNAm age was analysed with the multi-tissue age predictor developed
by Steve Horvath (Horvath, 2013). A significant correlation between
the DNAm age and the chronological age in leukocytes was confirmed
(Pearson’s correlation coefficient (cor)=0.79; P =2.2x [07%)
(Supplementary Fig. SIA). The predicted mean age was 35.0 years
compared with an average chronological age of 33.9. In contrast,
no significant correlation was present between DNAm age and
chronological age in the MGCs (cor=0.16, P =0.21). The DNAm
age of MGCs was substantially lower than the chronological age of the
women with an average age of 6.8 years (Supplementary Fig. SI).
To further explore DNAm age, we applied an alternative age
estimator: the Skin & Blood clock (Horvath et al., 2018; Levine et dl.,
2018), in which cells with the same primary origin as MGCs are
well represented. The age predicted by the 391 CpG sites that
comprise this clock was consistent with the women’s chronological
age in leukocytes (average = 33.0 years; cor=0.92; P =4.0 x 107%),
but the DNAm age was still substantially younger in the MGCs
(Fig. IA), with an average age of 2.7 years. However, using the
Skin & Blood clock a minor correlation with age in MGCs was
found (cor=0.30; P =0.02) (Fig. IA); in addition, there was
a weak correlation between MGCs and leukocytes (cor=0.23;
P =0.086; Fig. IB). The predicted DNAm age was younger whether
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Table I Demographic and clinical characteristics of the participant population divided into four age groups.
Age groups
Demographic & clinical characteristics
One-way
25-29 years 30-34 years 35-39 years 40-44 years Overall ANOVA
P value
Number [MGC'] 27 [20] 35[19] 47118] 10 [6] 119 [63] -
Age at oocyte 275+ 1.2 321+ 14 373+ 1.5 41714 33.9+47 22x 107"
retrieval
BMI (kg/m?) 243+42 245+4.1 24.1£35 242425 243+3.8 0.977
AMH? (pmol/L) 27.54+20.1 30.6 £22.3 8.8+ 19.1 103+ 16.2 2354209 0.008
(2.2-86) (0.6-94) (0.2-68) (0.3-55) (0.2-94)
Ovarian reserve category
- DOR? 5 5 I3 - 23 -
- Normal 17 20 22 - 59 -
- High 5 10 12 - 27 -
- 40—44 years - - - 10 10 -
Primary cause of infertility
- Male factor 9 I3 12 - 34 -
- Female factor 6 9 3 10 28 -
- Unexplained 12 I 16 - 39 -
- Other causes™ - 2 6 - I8 -
FSH (IU/L) 64+24 57439 10.0+8.8 8.0+24 78+64 0.017
LH (1U/L) 5.7+47 55431 89495 6.5+2.0 7.1+69 0.195
LH/FSH ratio NN 1.24+0.6 1.0+0.8 09405 1.04+0.8 0.639
Prolactin (IU/L) 263+ 135 325+ 125 303+ 142 236+ 122 295+ 135 0.195
TSH* (IU/L)** 1.5+0.6 1.8+0.8 1.8+0.9 1.5+0.5 1.7+£0.8 0.340
Cycle characteristics
No. of oocytes 9.7+38 10.0£6.5 6.3+43 6.8+53 8.1+53 0.004
No. of 2PN® 57429 54442 3.1+28 3.7+4.1 44+3.6 0.006
zygotes
No. of clinically 3.8+25 32428 [.3+1.8 2+ 1.4 25424 59x 107%
usable embryos
Utilization rate™** 0.7+0.3 0.6+0.3 0.5+04 0.7+03 0.6+0.3 0.027

Mean =+ standard deviation (range).
*Single women and women with a female partner.

**This is baseline measurement. In case of TSH > 2.5 IU/L with +/— thyreoidea peroxidase (TPO) antibodies, regulation to <2.5 IU/L or 2.5-4.0 without TPO antibodies was ensured

before treatment start following the Danish Fertility Society’s Guideline.
***No. of clinically useable embryos/no. of 2PN zygotes.

'Mural granulosa cells

2 Anti-Miillerian hormone

3Diminished ovarian reserve

4Thyroid- stimulating\ignorespaceshormone

>Two pronuclear

the MGCs were derived from women with low ovarian reserve
(women with DOR or age>40 years) or from women with
normal or high ovarian reserve (Fig. |A). Adjusting for AMH
levels or the ovarian stimulation regimens did not change the age
acceleration.

We then looked at the association between age acceleration
difference and chronological age (Fig. | C and D). The age acceleration
difference was small in leukocytes (median = —1.04; range = —6.32

to 4.77) and showed a positive correlation with chronological
age (cor=0.41; P =0.001); in contrast, in MGCs the difference
was large in absolute values (median=—29.96; range =—41.54
to —22.99), was negative and increased in magnitude with age
(cor=—0.99; P =2.4 x 107¥; Fig. IC). As expected from the latter
observation, we found a negative correlation (cor = —0.42, P =0.001)
in the age acceleration differences between leukocytes and MGCs
(Fig. ID).
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status, indicated with colours: blue = diminished ovarian reserve (DOR), green = Normal, red = High, purple = 40—44 years. (B) Scatter plot illustrating
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the two cell types (correlation (cor) = —0.42, P =0.001).

A granulosa cell clock

Due to the poor correlation in DNAm and chronological age for
MGCs, we decided to improve the Skin & Blood epigenetic age
estimator by incorporating 27 of our MGC samples in a training set
(which we name the Granulosa Cell clock). The Granulosa Cell clock
we developed consists of 296 CpG sites (Supplementary Table SlI).
Figure 2A shows the prediction of DNAm age of the remain-
ing 32 MGC samples that were not used in the training set;
the Granulosa Cell clock yielded an improved correlation of

0.47 (P =0.006). When applying the Granulosa Cell clock to
our leukocyte data a good correlation was found (cor=0.85,
P =4.3 x 107*). Supplementary Figure S2A shows the intersection
between the Skin & Blood clock and the Granulosa Cells clock
(37 CpGs). The genomic distribution of the clock type specific CpG
sites—354 CpGs in the Skin & Blood clock, and 259 CpGs in the
Granulosa Cell clock—is shown in Supplementary Fig. S2B. When
comparing the mean DNAm levels of each CpG across all samples
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(B) Scatter plot showing the Granulosa Cells clock applied to leukocytes. Note that the clock over-estimates the age in leukocytes (error=5.15 years).

between leukocytes and MGCs, it is evident that the DNAm levels
of the CpG sites in the Granulosa Cell clock are shared between
the two tissues, whereas those in the Skin & Blood clock are not
(Supplementary Fig. S2C).

Predicted telomere length

Telomere length is another biomarker of ageing that can be predicted
from DNAm profiles.

DNAMTL was calculated for both cell types. In leukocytes,
telomere length was negatively correlated with age (cor=—0.62,
P =4.0 x 10~"*) (Fig. 3A), while in MGC telomere length was shorter
and unaffected by age (cor=—0.1, P =0.47) (Fig. 3B).

Epimutations

As another measure of ageing we used the accumulation of errors
in DNAm (here defined as epimutations). We observed that epimu-
tations increased exponentially with advanced maternal age in both
tissues. However, the rate of increase was higher in MGCs (Fig. 4A).
Overall, epimutations were more frequent in MGCs (paired sam-
ples Wilcoxon test; P =0.003) compared with leukocytes of the
same women (Fig. 4B). We found no association between the total
dose of FSH and the number of epimutations (leukocytes: cor=0.14,
P =0.54, MGCs: cor=0.32, P =0.053). Epimutated sites showed a
moderate enrichment in intergenic regions (odds ratio (OR)=1.18;
P =1.1 x 107"") and depletion close to promoter regions (0-200
base pair (bp) upstream of the transcription start site) (OR=0.71;
P=1.4x107.

Epigenome-wide association study

To further study the relationship between ageing and DNAm
we conducted an epigenome-wide association study (EWAS) of

chronological age. Due to limited sample size, we were under-
powered to detect genome-wide significant signals (P <5 x 107%)
at single CpG site resolution (power=0.00, effect size=0.15)
(Supplementary Fig. S3). In order to increase the statistical power
to detect differences, we conducted the identification of DMRs in
the extremes of our sample (women under 30 years old (n =19)
and women above 40 (n =6); only one woman with PCOS as her
secondary diagnosis was in those age groups and included in this
analysis, which however did not affect the result (data not shown)). A
total of 335 DMRs associated with age (age-DMRs) were identified in
MGCs and only one in leukocytes (Supplementary Table SIl). The
most significant signal in MGCs was identified at the metastable-
epiallele vault RNA 2-1 (VTRNA2-1), where a gain of methylation
was observed that was significant in MGCs but not leukocytes (Fig. 5
and Supplementary Fig. S4). The second most significant signal was
found in the AMH gene where a gain of methylation in the gene body
was observed in MGCs (Supplementary Table SlII, full list; Table Il
selected genes). Out of the 335 age-DMRs, 311 showed a loss of
methylation with age, while only 24 gained methylation. Age-DMRs
were enriched in promoters (0-200 bp upstream of the transcription
start site) (Fisher's exact test; OR=3.32; P =7.1 x [07'2). GO
analysis of the genes associated with the 335 age-DMRs revealed an
enrichment for ribonucleic acid (RNA) processing (P =3.96 x 107%)
and gene expression (P =2.3 x 107%) (Supplementary Table SIV). In
addition, we tested for enrichment in gene lists related to reproduction
and granulosa cell expression profiles (Supplementary Table SV).
We tested for enrichment in genes involved in female repro-
ductive system disease and infertility (https://gemma.msl.ubc.ca/
phenotypes.html) (Zoubarev et al., 2012), genes expressed in gran-
ulosa cells after ovulation induction (Grendahl et al., 2012) and genes
expressed in granulosa cells prior to hCG (Wissing et al., 2014). Only
genes involved in Female Reproductive System Disease showed an
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over-representation (P =0.006). As a negative control to ensure we
were not observing a spurious signal, we also tested a random gene list
with a similar number of genes (disease by infectious disease), which
showed no significant enrichment (P =0.16).

Discussion

Our data clearly demonstrate that MGCs from the human ovary have
a distinctive epigenetic ageing profile compared with blood collected

from the same woman. To our knowledge, these data show that MGCs
have the largest error predicated by the multi-tissue DNAm clock.
As expected, we found a significant correlation between DNAm age
and chronological age in leukocytes with both the multi-tissue age
predictor (Horvath, 2013) and the Skin & Blood clock (Horvath et al.,
2018). The MGC, on the other hand, showed no or limited correlation
with chronological age, which, together with their substantially younger
DNAm age, suggests that MGC age epigenetically differently and
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Table Il Age-DMRs of selected genes.

Gene name Gene Chromosome  DMR¢ width No. of Min. FDR® Stouffer Mean beta
symbol CpGs’ fold change
Vault RNA 2-| VTRNA2-1 5 1756 17 34x 1073 3.6x 107 0.1832
Anti-Miillerian hormone AMH 19 2954 16 3.8x 107" 4.1 x10° —0.0994
Zinc finger protein 57 ZFP57 6 924 21 25x107% 45x 107 —0.1794
Glyceraldehyde-3-phosphate GAPDH 12 285 2 26x107"° 0.0104 —0.0791
dehydrogenase
Aquaporin 2 AQP2 12 771 10 6.4x 1072 0.0121 —0.0662
Growth hormone receptor GHR 5 108 1.6 x 1077 0.0390 —0.0556
Placental growth factor PGF 14 304 7.8x 1078 0.1999 —0.0084
Cytochrome P450 family 26 CYP26AI 10 173 I.1x 1077 0.2170 —0.0156
subfamily A member |
Estrogen receptor | ESRI 6 44 2 2.5%x 1077 0.3760 —0.0501
Growth hormone secretagogue GHSR 3 336 9 1.4 x 107 0.7644 —0.0145

receptor

éDifferentially methylated regions
7 Cytosine—phosphate—guanine
8False discovery rate

independently from other somatic cells in the body. Not surprisingly,
these results are consistent with findings in cumulus cells, which showed
an average DNAm age, based on the multi-tissue age predictor, of
9.3 years regardless of the chronological age of the women (compari-
son of two age groups; young (32.8 years) vs. old (41.9 years)) (Morin
et al., 2018). We conclude that ageing of the somatic cells in the ovary
affects different DNAm sites than the sites found in other tissue types.
Although the association was limited, our results indicate that women
with a young DNAm age of their leukocytes also have a younger
DNAm age in their MGC. We further demonstrated that the magni-
tude of the age acceleration differences of the MGC gradually elevated
with advanced age. This may partially be explained by the limited corre-
lation with chronological age and the reduced range in the DNAm age
estimates.

The multi-tissue age predictor did not perform well in the MGC,
which could be explained by the lack of MGC in the training data set
during the development of the multi-tissue age predictor. However, the
predictor has previously been shown to provide accurate estimates of
chronological age for tissues not represented in the training data (e.g.
oesophagus, jejunum, pancreas, spleen) (Horvath, 2013). Intriguingly,
the Skin & Blood clock also lacks MGC in its training set but was able
to show at least a weak correlation with chronological age. A plausible
explanation could be that the tissues used to train this clock were
closer in origin to MGC. The Skin & Blood clock was designed having
in mind its performance in fibroblasts and other cell types/tissues used
in ex vivo studies, such as keratinocytes, buccal cells, endothelial cells,
lymphoblastoid cells, skin, blood and saliva. Cells of mesodermal origin,
as MGC are (Sawyer et al., 2002), are well represented in this clock.
By improving the Skin & Blood clock with the development of the
Granulosa Cell clock we were able to detect a correlation between
DNAm age and chronological age in MGC. However, the DNAm
age was somewhat over-estimated when applying the Granulosa Cell
clock to our leukocyte data, which again suggests that MGC are
epigenetically different from other somatic cells. The Granulosa Cell

clock could be capturing a fraction of mitotic ageing, which explains
why leukocytes with a history of more cell divisions show a higher
DNAm age. In addition, the genomic distribution of the CpG content
of the two clocks differs, primarily in the proportion of CpGs in islands
(28 vs. 38%) and open sea, defined as isolated CpGs located >4 kb
from a CpG island, (38 vs. 26%). Even though the Skin & Blood clock
and the Granulosa Cell clock only have 37 CpG sites in common, the
Granulosa cell clock performed well in both cell types, suggesting that
the 354 CpG sites included in the Skin & Blood clock are not exclusive
to the ageing process of somatic cells. We observed an enrichment in
CpG islands in the intersected CpG sites compared with background
(all sites in the array). From studies in other tissues, it is known that
gains of methylation at CpG island promoters are observed in age-
DMRs (Rakyan et al., 2010; Teschendorff et al., 2010; Bell et al., 2016).
Methylation acquisition with age at promoters of genes, such as the well
replicated fatty acid elongase 2 gene (ELOVL2) (Sawyer et al., 2002),
might be shared across all cell types, and that is why we observe this
enrichment at the intersected CpG sites.

To further explore the ageing process, we calculated the DNAMTL.
Shorter telomere length has been shown to correlate with advanced
age in other cell types (Shammas, 2011). The expected correlation
between chronological age and DNAmMTL was found in the leuko-
cytes; however, we found that the DNAmMTL of MGC was shorter
and unaffected by age, which may reflect that the DNAmMTL pre-
dictor was trained in blood and fails to predict the telomere length
in MGC. Interestingly, Morin et al., found the opposite in cumulus
cells, where cumulus cells have a longer relative telomere length than
white blood cells from women pursuing ART treatment (Morin et al.,
2018). However, the study had actual measures and not estimates
from DNAm profiles. Granulosa cells proliferate rapidly throughout
the late phase of folliculogenesis (from 30 pre-granulosa cells in the
primordial follicle (Westergaard et al., 2007) to around 60 million in
the ovulatory follicle (Hirshfield, 1985; Gougeon, 1996)). It has been
suggested that granulosa cells have shorter telomere length, despite the
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Figure 5 Epialleles in mural granulosa cells from
women < 30 years and>40 years of age. (A) EWAS of
chronological age in MGC, illustrated by the most significant signal
(Stouffer=3.62 x 107¢) detected at the meta-stable epiallele
VTRNAZ2-1 in chromosome 5. Methylation at CpGs within VTRNA2-
| comparing values in young (<30 years; red) and older women
(>40 years; blue); mean beta fold change=0.18. (B) Another
significant signal (Stouffer=4.5 x 10™*) also located in a putative
meta-stable epiallele was observed in ZFP57 on chromosome 6,
where women under 30 years showed on average greater methylation
levels (mean beta fold change = —0.18). The unit of the chromosome
length measurements are mega base (mb).

presence of active telomerase, which functions to restore shortened
telomeres (Kosebent et al., 2018). The microenvironment of granulosa
cells contains oestrogens reported to influence telomerase activity
(Bayne et al., 201 1) as well as other agents with potential influence on

telomere length (Kosebent et al., 2018). Since MGC are unique cells
in terms of their many years or decades of quiescence followed by
an accelerated mitotic activity, they may represent another aspect of
ageing than other cells. We already know that compromised repair
of DNA double strand breaks is associated with accelerated loss of
ovarian follicles and accumulation of double strand breaks in human
oocytes (Titus et al., 2013) and that the capacity of pre-granulosa cells
to repair double-strand breaks declines with increasing age (Zhang
et al., 2015) in non-human primates, suggesting that also the MGCs
are affected by advanced age.

DNAm age and predicted telomere length can be used as a pre-
diction of chronological age or as a reflection of biological ageing;
however, they are not a measure of the actual ageing process and
might reflect different aspects of ageing. Therefore, as a third approach
to study ageing in MGCs, we investigated the frequency of epimuta-
tions, which are not restricted only to a limited subset of CpGs in
the array. The notion that epimutations accumulate during the life-
time first gained prominence from the epigenetic divergence observed
in identical twins; during early life, twins were indistinguishable at
sites assayed for DNAm, but became divergent at older ages (Fraga
et al., 2005). More recent studies examining methylation in peripheral
blood from infants to centenarians have reported an exponential
increase in epimutations with age (Gentilini et al., 2015). We also
observed that the number of epimutations in MGC increases sub-
stantially with advancing age. We found a significantly higher fre-
quency of epimutations in intergenic regions of the genome, which
makes us speculate that promotor regions, which are often more
conserved, are partially more protected from these types of events.
However, the number of epimutations was significantly greater in
MGC compared to leukocytes. This may due to hormonal exposure
of these cells during COS and investigating epimutations in MGC
from a natural cycle would remove the potential confound of COS.
However, women treated with high dose of FSH did not have a higher
number of epimutations compared with women treated with a low
dose of FSH, suggesting that the relatively short time of hormone
exposure does not influence the epigenetics in mature follicles. Still,
it remains unknown when during folliculogenesis the epimutations
occur.

Finally, EWAS data revealed 335 DMRs when comparing MGC from
young (<30 years) and reproductively older women (>40 years).
These age-DMRs were not observed in leukocytes from the same
participants or generally reported in other tissues (Day et al., 2013),
suggesting a different ageing process in MGC. Interestingly, the compar-
ison in leukocytes identified only one age-DMR, which may suggest that
more drastic changes with age occur in MGC as a potential reflection
of the loss of function in the ovarian follicle (the competence of the
oocyte) with increasing age. The age-DMR found in the leukocytes was
in the REC8 meiotic recombination protein gene, which encodes the
RECS protein involved in the meiotic cohesin complex that binds sister
chromatids (Parisi et al., 1999). Decreased level of REC8 in dictyate-
stage oocytes (before resumption of meiosis) in women >40 years
has been suggested to partly explain the high frequency of aneuploidy
found in oocytes from women with advanced maternal age (Tsutsumi
et al., 2014). Interestingly, REC8 has been added to the list of candidate
genes for premature ovarian insufficiency (POI), as a mutation was
found in blood from two women diagnosed with POI (Bouilly et al.,
2016).
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Furthermore, changes in the DNAm of RECS8 in leukocytes were
recently suggested to be a biomarker for cancer risk (Bartlett et al.,
2019). Whether REC8 DNAm in leucocytes relates to female fertility
and general health is unclear and needs further exploration before
drawing any conclusions.

The most significant signal we identified in MGC was at the VTRNAZ-
| epiallele, which exhibited a gain of methylation. Even though this
is a metastable epiallele with a methylation level that varies between
individuals but generally considered to be shared across tissues from
the same individual (Silver et al., 2015), we only observed this signal
in MGC and not in leukocytes, again suggesting that MGC differ
from other somatic cell types. Another significant signal observed was
increased methylation in the zinc finger protein 57 homolog (ZFP57)
gene, which is a significant factor in DNAm maintenance and has been
linked with metastable epiallele methylation (Kessler et al., 2018). The
possible functional significance of this finding is unclear at this stage;
recently, ovarian dysfunction after prenatal exposure to insecticide has
been connected to altered expression of downstream ZFP57 target
genes in the adult mouse ovary (Legoff et al., 2019).

GO analysis of the MGC age-DMRs revealed enrichment in path-
ways related to gene transcription. Studies in other somatic cells have
suggested a global deregulation of gene expression with age and also
a decrease in the amount of processed messenger RNA (mRNA)
in aged cells (Sawyer et al., 2002). Our results suggest that MGCs
are not the exception and might be experiencing a similar effect on
mRNA processing at a relatively early age. Interestingly, the second
most significant signal we found was in the AMH gene, with increased
methylation in the gene body. AMH is produced by the granulosa
cells of small growing follicles and plays a key role in folliculogenesis
(Rajpert-De Meyts et al., 1999). The expression of AMH (both mRNA
and protein) in human granulosa cells wanes with increasing size of the
human follicle (Gregndahl et al., 201 |; Kristensen et al., 2017) reaching
a stable low level in MGC isolated from pre-ovulatory follicles before
ovulation induction and at oocyte retrieval (Wissing etal., 2014).
The primary factors regulating AMH expression in granulosa cells are
oocyte derived factors: growth differentiation factor 9 (GDF9) and
bone morphogenetic protein |5 (BMPI5), as well as FSH (Roy et al.,
2018). As methylation of gene bodies primarily has been correlated
with increased expression (Jjingo et al., 2012), our finding suggests an
age-related higher expression of AMH in the pre-ovulatory follicle,
which may reflect an altered communication between the oocyte and
granulosa cells. These findings are supported by Yu et al.,, who found
age-related changes in the AMH gene in human granulosa cells (Yu
et al, 2015). It had been shown that the concentration of GDF9 in
the follicular fluid decreases with increasing age of women, indicating
an alteration in the secretion of oocyte specific factors with age
(Han etal., 201 1). Other genes associated with age-DMRs in MGC
were placenta growth factor (PGF), growth hormone secretagogue
receptor (GHSR) and growth hormone receptor (GHR); all reported
to be involved in folliculogenesis. PGF is expressed by MGC and
is required for ovulation, luteinization and follicular angiogenesis in
primates (Bender et al., 2018), and GHSR in mice has been shown to
be activated in response to stress resulting in a reduced number of
primordial follicles (Natale et al., 2019). Furthermore, a recent study
showed a lower number of GHR in MGC in reproductive older women
compared with younger women (Regan et al., 2018). Our findings thus
support and extend an association between age and these genes in

the ovarian follicle. However, whether the changes are causative (as
expected for promotor methylation) or a consequence (as in gene-
body methylation) of changes in gene expression is unknown and needs
further investigation. Due to a limited number of cells from the MGC
collection, we were not able to perform a gene expression analysis to
evaluate whether the epigenetic findings are correlated with changes in
the gene expression in the MGC.

With the comparison of two somatic cell types, our findings suggest
that MGCs age differently to non-ovarian somatic cells in the human
body. MGC:s play a pivotal role in folliculogenesis and in the interaction
with the oocyte, so further knowledge about ageing of the MGC might
give us important insights into ageing of the oocyte itself. How can
we reconcile the seemingly discordant effects we observe in MGC
in DNAm age prediction, estimated telomere length and age-related
increase in epimutations! One possibility is that these outcomes are
associated with different aspects of ageing and the unique biology of
MGC:s and the ovarian follicle. For instance, MGCs may experience a
similar, fixed process of proliferation and expansion once the follicle is
activated irrespective of when during the woman’s life course it occurs.
In contrast, with increasing age, the length of time that the follicle
has remained in the dormant state increases. Therefore, if telomere
length and predicted DNAm age are properties very much associated
with mitotic events, these parameters will be similar whatever the
chronological age of the donor. The increase in epimutations we
observe with age in MGCs might therefore indicate that these DNAm
aberrations are accumulating mostly in the period of extended follicle
dormancy. One potential consequence is that the epigenetic fidelity
of ovarian somatic cells at the time of follicular recruitment in older
women is impaired.

More studies are needed to establish whether our Granulosa Cell
clock or epimutation detection could be used to detect premature
reproductive ageing in women and to investigate whether the clock
is also applicable to cumulus cell or other cells of the human ovary.

Although invasive, this knowledge could potentially give us a tool to
determine an individual’s pace of reproductive ageing, thereby giving
women a better chance to plan the best time for pregnancy.

Supplementary data

Supplementary data are available at Human Reproduction online.
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