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Abstract

Background: Excessive gestational weight gain (GWG), which is associated with adverse long-term effects on the
health of the offspring, has become a major clinical problem. Accumulating evidence indicates that the ovary
kisspeptin/GPR54 system directly participates in a series of physiological activities. We used a model of high-fat diet
(HFD) during gestational to investigate offspring’s ovarian function and whether kisspeptin/GPR54 system is involved.

Methods: After introducing the male and confirmation of mating by checking a vaginal sperm plug, female rats were
randomized into two groups: control diet called NCD group and high-fat diet called HFD group. After birth, all rats
were changed into a control diet and litter size was adjusted to 12 pups per litter. Ovaries were collected for
assessment at postnatal day (PND) 4 and PND 30. The timing of vaginal opening was recorded, and the estrous
cyclicity was monitored for 2 consecutive weeks immediately. Primary granulosa cells and ovaries which were taken
from PND 4 were collected for determination of the direct effect of kisspeptin-10 (kp-10) in vitro.

Results: Neonatal rats exposed to HFD during gestation had a lower number of secondary follicles in the ovary. The
expression of follicle-stimulating hormone receptor (FSHR) and kisspeptin was not altered. At prepuberty, the number
of antral follicles and preovulatory follicles was elevated with decreased type Il follicles in the HFD group. While the
expression of ovulation-related genes was decreased, the expression levels of follicular growth-related genes and
steroidogenesis synthesis related genes were elevated. A significant increase in kiss7T mRNA and kisspeptin protein was
detected without changes in kiss7r mRNA and GPR54. Maternal high-fat diet during gestation resulted in a significant

advanced puberty onset and an irregular estrous cycle in offspring rats. In addition, the administration of kp-10
produced an increase in viability of primary granulosa cells and enlarged the size of oocytes.

Conclusions: HFD exposure during maternal gestation had a long-term effect on reproductive function in the
offspring and the increased ovarian kisspeptin/GPR54 system might be involved.
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Introduction

Early life environment, including nutritional status, plays
an important role in forming many aspects of physiology
and pathology in the organism development and these
changes persist throughout life [1]. GWG which is dif-
ferent from maternal obesity (obesity before pregnancy)
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has become a major clinical problem, because many
pregnant women hold a point of view that the fetus need
more nutrition and consume a large amount of high-fat
foods. It is apparent that GWG will cause an intrauterine
“obesogenic” environment during pregnancy and is asso-
ciated with adverse long-term effects on the health of
offspring, through a process known as developmental
programming [2]. Additionally, previous studies showed
that diet-induced maternal obesity or a post-weaning
HFD could cause early onset of puberty and estrous
cycle abnormalities in female offspring [3-5]. However,
limited studies are available on the programing of
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offspring’s disease of HFD exposure during maternal
gestation only, especially on ovarian function and related
mechanisms.

Over the past few decades, emerging studies have found
kisspeptin (kissI) expressed in anteroventral periventricular
nucleus and arcuate nucleus neurons acts as a key up-
stream regulator of the hypothalamic-pituitary-ovarian axis
in rodents and human. Kisspeptin plays an indispensable
role in reproduction, including brain sex differentiation,
puberty onset, gonadotropin secretion, ovulation, and
metabolic regulation of fertility [6—9]. However, several
studies have demonstrated that kisspeptin and their
putative G protein coupled receptor GPR54 (kissIr) are
expressed across different types of tissues, including
reproduction system that exert their actions in direct or in-
direct manners [9]. With regard to the ovary, kisspeptin/
GPR54 directly participates in a series of physiological
activities (follicular development, oocyte maturation,
ovulation and steroidogenesis) and pathological status (pre-
mature ovarian failure, polycystic ovary syndrome and
endometriosis) [10, 11].

At PND 4 in rodent, oocytes become completely sur-
rounded by a single layer of flattened granulosa cells form-
ing primordial follicles. The number of primordial follicles
established initially is called follicle pool, indicating the
reproductive potential of mammals. PND30 is another
critical timepoint during the development of ovary in rats.
During this period, vagina has not open yet and follicles
grow without ovulation [12, 13].

The implication of HFD during gestation in program-
ming of offspring’s ovarian function and whether kisspep-
tin/GPR54 system is involved needs to be investigated. To
understand the risk of chronic over-nutrition in intrauter-
ine development, we chose two important time points of
neonatal and prepubertal period to study whether maternal
HED applied to rats during the entire gestation period may
alter ovarian function of the offspring.

Materials and methods

Animals and experimental design

All efforts were made to minimize the number of animals
used and their sufferings in accordance with the Guide for
the Care and Use of Laboratory Animals from the National
Institutes of Health. In the present, an established model of
developmental programming via maternal nutrient ma-
nipulation had been utilized [14]. Virginal Sprague—Dawley
(SD) rats weighing 250-300 g proved to be in regular cy-
cles of estrous by vaginal smears were selected. After intro-
ducing the male and confirmation of mating by checking a
vaginal sperm plug, rats were randomized into two groups:
control diet called NCD group (8 rats) and high-fat diet
called HFD group (8 rats). The control rats were main-
tained with standard diet (10% fat, 20% protein; 3.85 kcal/
gm, MD12031, Medicience Ltd., China) and the HFD rats
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were fed a high-fat diet (60% fat, 20% protein, 5.24 kcal/
gm, MD12033, Medicience Ltd., China) ad libitum during
the entire pregnancy. After birth, all rats were changed into
a standard diet and litter size was adjusted to 12 pups per
litter (6 male and 6 female) to ensure standardized nutri-
tion until weaning at PND21. The pups of 3 female rats in
each group were maintained to PND4 for the neonatal ex-
periments. At weaning, all male offspring were discarded
and female offspring were placed on standard rat chow.
Among the remaining 5 female rats, 3 out of 6 offspring
were maintained to PND30 for prepubertal studies. The
other rats were followed to study the age of vaginal
opening as an index of puberty and check the regularity of
estrous cycle. All rats were kept in the same room with a
constant temperature maintained at 22 °C and a 12-h light,
12-h dark cycle.

Morphometry

The ovaries previously fixed were embedded in paraffin,
cut into 4-pum in the group of PND4 and 5-pum in PND30
consecutively, stained with hematoxylin and eosin (HE).
The morphological characteristics of follicles were accord-
ing to the previous report [15]. All follicular structures were
followed through all slices and were counted when they
reached the largest diameter. One exception was primordial
follicles which were counted every three slices to avoid
overcounting [15]. In brief, primordial follicles consisted
one oocyte surrounded by a single layer of flattened granu-
losa cells; primary follicles were exhibited one layer of cu-
bical granulose cells; secondary follicles contained two or
more layers of granulose cells without antral cavity; atretic
follicles had more than 5% of cells with pyknotic nuclei in
the largest cross-section and exhibited shrinkage and an oc-
casional breakdown of the germinal vesicle; antral follicles
were scored when the nucleus of the oocyte could be
visualized with antral cavity; type III follicles had a large
antrum, devoid of oocytes with 4-5 layers of small, densely
packed granulosa cells; finally, cystic follicles were similar
with type III follicles (a large antrum and devoid of
oocytes), however, it contained monolayer granulosa cells
rather than 4-5 layers.

Immunohistochemistry analysis

After deparaffinization in xylene for 3 x5mins and
rehydrated through descending concentrations of ethanol,
the slides were placed into sodium citrate buffer to recover
antigen in a microwave oven (15 min, 20 power). After in-
cubating in 1% H,0O, for 10 min to inhibit endogenous per-
oxidases and blocking by using 5% bovine serum albumin
(BSA) (Roche, 10,735,078,001, Switzerland) for 30 min at
37°C, the sections were incubated at 4°C overnight with
polyclonal rabbit anti-kisspeptin primary antibody (Abbio-
tec, 251,265, USA) diluted 1:400, polyclonal rabbit anti-GP
R54 antibody (Abbiotec, 254,512, USA) diluted 1:100 or
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polyclonal rabbit anti-FSHR antibody (Bioss, bs-20658R,
China) diluted 1:400. Then, the sections were incubated for
30 min with biotinylated goat anti-rabbit secondary anti-
bodies (Zhongshan Goldenbridge, PV-6001, China) at 37 °
C. Finally, the reaction was visualized with diaminobenzi-
dine solution (Sigma-Aldrich, USA). Primary antibody was
replaced with phosphate buffer saline (PBS) as the negative
control running in the same batch. All results were imaged
on a light microscope (Olympus BX53, Japan). Semi-qu
antitative evaluation of the immunostaining intensity was
carried out using Image-ProPlus 6.0 (IPP 6.0) system and
mean optical density (MOD) was used to represent the
levels of protein expression.

Real-time quantitative PCR

Total RNA was isolated from the ovarian samples using
TRIzol reagent (Invitrogen) and reverse transcription
was carried out by using a PrimeScript™ RT reagent Kit
with gDNA Eraser (Takara, RR047A, Japan) according to
the manufacturer’s protocols. The resultant cDNA was
amplified by using a TB Green™ Premix Ex Taq™ 11
(Takara, RR820A, Japan), and it was quantified by using
CFX96 Touch™ Real-Time PCR Detection System
(Bio-Rad, USA). The specific primer details for follicular
growth-related genes (growth differentiation factor 9,
GDF9; bone morphogenetic protein 15, BMUPI1S5;
Anti-Miillerian Hormone, AMH; follicle stimulating hor-
mone receptor, FSHR), ovulation-related genes (prosta-
glandin-endoperoxide synthase 2, PTGS2, also known as
COX2; Hypoxanthine phosphoribosyltransferase 1,
HPRTI) and steroidogenesis synthesis related genes
(steroidogenic acute regulatory protein, StAR; P450c17,
also known as cypl7al; P450arom, also known as
¢ypl9a) are shown in Table 1. The Real-time quantita-
tive PCR was done by following the MIQE guide lines
(Additional file 1). Glyceraldehyde-3-phosphate dehydro-
genase (GAPDH) primers were used as a loading control
and the 27°““T method [16] was used to calculate the
levels of mRNA for each gene relative to GAPDH.

Assessment of puberty onset and estrous cyclicity

From PND30, offspring were checked daily for vaginal
opening (the sign of reproductive maturity) and vaginal
smears were performed daily at 08:00h once vaginal
opening occurred for 14 consecutive days to determine
the estrous cyclicity. The standard of a regular estrous
cycle was the same as the previous study [17]. In brief,
regular estrous cycle consists of at least two consecutive
regular estrous cycles and estrous stage was determined
according to the relative abundance of nucleated vaginal
epithelial cells, cornified epithelial cells and leukocytes
in the vaginal smears under a light microscope.

Page 3 of 12

Primary culture of ovary granulosa cells

Immature (21-25days old) female Sprague-Dawley rats
were injected with 401U Serum Gonadotrophinum Pro
Injectione (PMSGQ) (solarbio, p9970) into muscles. After 48
h, the rats were anesthetized and the ovaries were immedi-
ately removed and placed in sterile calcium- and magnes
ium-free PBS. After washing with PBS, the ovaries were cut
into small pieces and then digested with 0.1% collagenase
at 37 °C for 5 min. The granulosa cells in follicles were iso-
lated and maintained in DMEM/F12 (Gibco) containing
antibiotics and 10% fetal bovine serum (FBS) at 37 °C and
5% CO,.

Immunofluorescence analysis

When cell culture grew to 90-95% confluence, the slides
in the 6-well plates were taken out washed with PBS.
Using 4% paraformaldehyde to fix cells and 0.5%Triton
X-100 as cell permeabilization, the slides were blocked
with 5% BSA for 30 min at 37 °C. After incubating with
primary antibody overnight at 4°C, the sections were
combined with Specific fluorescent secondary antibody
for 30 min at 37 °C. Finally, the cell nuclei were stained
with DIPA and visualized with fluorescence microscope.

Evaluation of cell proliferation with cell counting kit-8
(CCK-8) assay

Primary granulosa cells were seeded (10* cells per well)
on 96-well plates for 24h and treated with different
doses of kisspeptin-10 (kp-10, Phoenix Pharmaceuticals,
Inc., Belmont, CA, USA). After incubating for 24 h, we
replaced the medium and add FBS-free medium 100 pL
with another 10 uL of CCK-8. Four hours later, the 450
nm absorption was observed by a microplate reader.

Ovary incubation assay

Ovaries were taken from the rats at PND4 and treated for
4 days with kp-10 (100 nM) or with the incubation media
in vitro. All ovaries were incubated for 24 h at 37 °C with
95% oxygen and 5% CO2, as described previously [18, 19].
The incubation media utilized was DMEM/F12, 0.1%
albumax (Gibco), 0.1% BSA, 0.05 mg/ml L-ascorbic acid
(sigma), 1% insulin-transferrin-selenium (sigma), supple-
mented with 250 U/ml of penicillin-streptomycin. After 4
days of incubation, the ovaries were fixed in 4% parafor-
maldehyde for the morphometric analysis of follicles.

Statistics

The results were expressed as the means + SEMs and the
analyses were performed using PRISM software version
7.00 (GraphPad). The comparisons between the two
groups were using a two-sample t-test or non-parametric
test. The effect of HFD on the regularity of the estrous
cycle was tested by using the Chi-squared test. P
values < 0.05 were considered statistically significant.
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Table 1 Primer sequences used in the gPCR experiments

Gene name Primer sequences (5'-3") Expected
size (bp)

kiss1 Forward TGCTGCTTCTCCTCTGTGTGG 110
Reverse ATTAACGAGTTCCTGGGGTCC

kiss1r Forward CTTTCCTTCTGTGCTGCGTA 102
Reverse CCTGCTGGATGTAGTTGACG

AMH Forward GCTCGCCCTAACCCTTCAAC 88
Reverse GCGGGAATCAGAGCCAAACA

GDF9 Forward AGGAAACACAGGTGGATTGAGATG 173
Reverse AGATACAAGATGAGCGAGGGCG

BMP15 Forward GCTAAAATGGTGAGGCTGATAAA 180
Reverse ATGGCAGGAGAGATGGTAATG

FSHR Forward CTACACATTGACAGCCATCACCCTA 121
Reverse GGCAAAAGTCCAGCCCAATACC

PTGS2 Forward TCTCCAACCTCTCCTACTACACCA 139
Reverse ATGAACTCTCTCCTCAGAAGAACCT

HPRT1 Forward CCCCAAAATGGTTAAGGTTGC 175
Reverse TCCACTTTCGCTGATGACACAA

StAR Forward TGGTTCTCAACTGGAAGCAACACTC 163
Reverse
CACCACCTTACTTAGCACTTCATCTCC

Cypl7al Forward CCAGCCTGACGGACATTCTGATTC 157
Reverse
TTGAGCACAGTGGTAGTTGTCTCTATG

Cypl9al Forward 103
GAGAGTCTGGATCAGTGGAGAGGAG
Reverse CTTGCTGCCGAATCTGGAGATGTAG

GAPDH Forward GACATGCCGCCTGGAGAAAC 92

Reverse AGCCCAGGATGCCCTTTAGT
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Result

Effects of HFD during gestation on body weight and
ovarian weight

Figure 1 a showed the weights of HFD group and NCD
group. After delivery, litter size was not significantly
affected by maternal diet exposure. When the rats grew up
to PND70, the body weight still did not reach statistical
significance between HFD rats and control rats. From the
56 days of age onwards, the rats in the HFD group showed
a trend of higher body weight, though there was no signifi-
cant difference between the two groups (0.05<p<0.1).
The average ovaries quotiety (ovary weight (mg): body
weight (g)) at prepuberty increased significantly in the
HED group compared with the control group (Fig. 1 b).

Effects of HFD during gestation in early follicular
development

Early follicular development was assessed by morpho-
metric analysis of neonatal ovaries at PND4. Figure 2
showed the representative photomicrographs of ovar-
ies from NCD (A) and HFD (B). After counting all
kinds of follicles (Fig. 2 g), we found that the ovaries
of the control group had a higher proportion of sec-
ondary follicles than the ovaries of HFD rats. And in
the HFD group, there was a higher ratio of primordial
follicles, although it did not reach the statistical sig-
nificance (p =0.1431). However, the primary follicle
and atretic follicle showed no diversification between
the two groups. We hypothesized the change in the
ratio of primordial follicles and secondary follicle was
due to the changes of kisspeptin and FSHR. The kis-
speptin was mainly expressed in the oocytes (Fig. 2
c-d) and FSHR was located in granulosa cells (Fig. 2
e-f). However, semi-quantitative statistics displayed
there was no significant difference in the staining in-
tensity of kisspeptin and FSHR between the HFD
group and NCD group (Fig. 2 h).

Page 5 of 12

Effects of HFD during gestation in follicular development
at prepuberty in the female offspring

To analyze follicular development during the prepubertal
stage, we studied the ovaries of control and HFD rats at
PND30 by morphometry and related it with some mRNA
expression levels. We did not count the number of prim-
ordial follicles and primary follicles as these follicles were
difficult to detect and not the main part of the ovary.

In Fig. 3 a-b, the general pictures of the ovaries (40X)
were shown and Fig. 3 c-d (100X) corresponds to magnifi-
cation of the Fig. 3 a-b, respectively. After counting all
kinds of follicles (Fig. 3 i), we found that the number of
atresia follicles tended to increase in HFD rats (p=
0.0982), whereas the number of secondary follicles tended
to decrease (p = 0.1252). In addition, there was an increase
in the number of preovulatory follicles and antral follicles
at the age of 30 days in the HED group. However, the type
1II follicles were decreased in the HED group.

There were several differences between NCD and HFD
groups in the expression of ovaries mRNA. First, the ovary
of the control rats had a higher mRNA expression level of
ovulation-related genes than the ovary of HFD rats (Fig. 3
1). Second, in the HFD rats, there was an increase in fol-
licular growth-related genes of GDF9, AMH and BMPIS,
whereas the expression of FSHR was not affected (Fig. 3
k). Maternal HFD diet was also the main reason for the
increase of gene expression of steroidogenesis synthesis
related genes in the offspring’ s ovaries (Fig. 3 m).

Effects of HFD during gestation on the ovarian
kisspeptin/GPR54 system at prepuberty in the female
offspring

The gene expression of ovarian kissI and kisslr at
prepuberty was analyzed. The results showed distinctly
increased expression of kiss] mRNA in the ovaries of the
HFD rats compared with the NCD rats, while there was
no significant difference in the kissIr mRNA expression
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Fig. 2 Effects of HFD during gestation in early follicular development. Representative pictures of neonatal ovaries from offspring rats from control
(@) and HFD mothers (b) (400X). Kisspeptin-IR was detected mainly in the cytoplasm of oocytes (c and d) and FSHR-IR located in granulosa cells
(e and f). The count results of various follicles at PND4 were shown in g and the MOD for kisspeptin and FSHR was summarized in h. values are

Kisspeptin FSHR

between two groups (Fig. 3 n). The immunohistochemical
staining for kisspeptin and GPR54 was operated to detect
the protein expression and distribution in the ovary. We
found that kisspeptin was strongly expressed in oocytes and
granulosa cells with less staining in theca cells (Fig. 3 e-f).
The mean optical density analysis indicated that the levels
of kisspeptin were up-regulated in the HFD group com-
pared with the control group (Fig. 3 j). In addition, the
GPR54 distribution (Fig. 3 g-h) was similar to kisspeptin,
while there was no significant difference in the staining
intensity between two groups (Fig. 3 j).

The effect of HFD during gestation on the age of vaginal
opening and estrous cyclicity in the female offspring
Vaginal opening is the marker of onset of puberty. Rats ex-
posed to HED during gestation had advanced puberty (Fig. 4
d). Coincidentally, HFD had a negative effect on estrous cy-
clicity. Figure 4 a-b were the representative estrous cycle for
each group. Approximately, 83.3% of the control rats reached
the normal cycling activity lasting for 4-5 day after vaginal
opening compared with fewer than 20% of the offspring of
the mothers exposed to HFD during gestation (Fig. 4 c).

The direct effects of kp-10 on primary granulosa cells and
neonatal ovary

As shown in Fig. 5, primary granulosa cells isolated from
immature female SD rats were immunostained with

FSHR, a maker was only expressed in granulosa cells.
Figure 5 also showed that there is fluorescent staining of
kisspeptin in primary cultured cells, suggesting the ex-
pression of kisspeptin in rat granulosa cells. Compared
to the control group, 100 nM and 1000 nM kp-10 had
the similar effect and both significantly increased the
viability of granulosa cells after 24 h treatment while 10
nM kp-10 was ineffective (Fig. 6 e).

Ovaries were taken from the rats at PND4 and treated
for 4 days with kp-10 (100 nM) or with the incubation
media in vitro. Both control group and kp-10 treated
group ovaries showed a large number of primordial folli-
cles and also contained some primary follicles and second-
ary follicles without antral follicles. The vast majority of
primary follicles and secondary follicles were located in
the center of the ovarian tissue while the primordial folli-
cles are mainly distributed in the periphery of the ovarian
tissue (Fig. 6 a-d). After measuring the size of the oocytes,
the kp-10 treated group reached a higher diameter com-
pared with the oocytes from control ovaries (Fig. 6 f).

Discussion

Different types of maternal nutritional status have been
identified to program adult diseases [2]. And ample evi-
dences demonstrated that maternal exposure to HFD
during gestation and lactation has harmful effects on the
offspring [20, 21]. In the present study, we focused on
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including unfavorable environment in uterus, and the re-
sponse will ultimately determine the adult phenotype [2].
In the current study, we observed that birth weight of
female offspring was not different between the two groups
which proved intrauterine adversity might not affect the
intrauterine growth (Fig. 1 a). At lactation, all of the
offspring in two groups showed significant weight gain,
performed lively and the surface hair was thick and shiny
which indicated that sufficient nutrition had been supplied
for pups. While the rats subsequently grew up to PND70,
the HFD group showed accelerated growth but did not
reach significant statistical difference (0.05 < p < 0.1 at PND
56, 63, 70, n = 3). The results of body weight were contro-
versial, as some pups born to maternal HFD were lighter at
birthweight and displayed accelerated growth [4] while
some studies were consistent with our results [22].
Although there was no obvious difference in body weight,

it is clear that intrauterine factors play an important role in
reproductive system as there are changes in phenotypes
found in the other studies [2].

HFD during gestation impairs the initial recruitment of
follicles and decreases the progression from primary to
secondary follicles

At PND4 in rats, oocytes become completely surrounded
by a single layer of flattened granulosa cells forming
primordial follicles and some primordial follicles begin to
differentiate into primary follicles and subsequently into
secondary follicles [23]. Neonates born to HFD mothers
showed comparable numbers of oocytes with NCD group,
indicating that the initial pool of primordial follicles was
not reduced. The ratio of primordial follicles, primary
follicles and atretic follicles in HFD group displayed no stat-
istical significance compared with control group. However,
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independent of the number of primordial follicles, the de-
creased ratio of secondary follicles in HFD group indicated
that there was a reduction in the recruitment of follicles
(Fig. 2 g). We hypothesized that this change might be
accompanied by changes in the expression of kisspeptin
and FSHR. We found that kisspeptin was mainly expressed
in oocyte and FSHR was in granulosa cells. However, the
results showed there was no significant difference between
NCD group and HFD group in the staining intensity (Fig. 2
h). Fernandois et al. used the mini-osmotic pump contain-
ing kp-10 to achieve partial infusion of the ovary in 5 or 9
month old rats for 28 days and evaluated the long-term ef-
fect of kisspeptin on ovarian follicular development [24].
They postulated that kisspeptin could down-regulating
FSHR in ovary and up-regulating circulating AMH to at-
tenuate the initial follicle recruitment from primary follicles
to secondary follicles. On the contrary, Tsoulis et al. indi-
cated that rats born from mothers of HFD during preg-
nancy had more primordial follicles converted into growing
follicle with considerable down-regulation of AMH and its
receptor, AMHRII [20]. For the discrepancy, rats from dif-
ferent background (SD rats vs Wistar rats) and percentage
of fat in food (60% vs 45%) might be responsible.

HFD during gestation accelerating growth of follicles may
cause advanced puberty and estrous cyclicity irregular in
the offspring

At PND30, the average ovaries quotiety increased signifi-
cantly in the HFD group when compared with the control
group (Fig. 1 b), and this may be attributed to the increas-
ing antral and preovulatory follicles with less amount of
secondary follicles (Fig. 3 i). Increased follicular develop-
ment was accompanied by increased expression of follicular
growth-related genes (Fig. 3 k). The type of antral follicles
and preovulatory follicles is the primary source for the in-
creasing levels of estrogen before puberty [10]. Consistently,
we observed that HFD group increased the expression of
estrogen synthesis related genes (Fig. 3 m). We also found
the expression of ovulation-related genes was down-regula-
ted (Fig. 3 1), suggesting there might be an ovulation dys-
function in HFD group. However, we cannot determine the
effect of HFD during gestation on ovulation from morph-
ology, because there was no ovulation (corpora luteum) in
prepuberty. This phenomenon could be the result of a
compensatory response to the chronic HFD condition dur-
ing gestation, but the driving factor or internal mechanism
in ovary is still unknown.

Kisspeptin/GPR54 were expressed in oocytes, granulosa
cells and theca cells (Fig. 3 e-h). In the HFD group,
increased expression of kisspeptin in granulosa cells and
theca cells might be responsible for altered gene expression
of steroidogenesis synthesis related genes. A report docu-
mented that kisspeptin could stimulate progesterone secre-
tion directly with no effect on the secretion of estrogen in
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rat luteal cells [25]. On the other hand, we also demon-
strated that kp-10 could increase the viability of primary
granulosa cells (Fig. 6 e). Regarding oocytes, we demon-
strated kp-10 could directly enlarged the size of oocytes in
vitro (Fig. 6 f). And in some other species, administration
of kisspeptin could also promote the maturation of oocytes
in the cumulus-oophorus complex [26, 27]. However, in
vitro culture system, we cannot separate the interaction
functions of various cells as granulosa cells play an
important role in the development of oocytes. Since both
granulosa cells and oocytes could express kisspeptin/
GPR54 in rats, it is easily confused whether the kisspepti-
n-induced oocyte maturation is mediated by the granulosa
cells or the oocyte itself. Fernandois et al. observed a
phenomenon that ovaries infused with a low dose of
kisspeptin at 5 or 9 month old rats had an increased num-
ber of preovulatory follicles and corpora lutea with a fewer
number of antral follicles [24]. In gene inactivated models,
both kissI™~ and kisslr”~ mice displayed significantly
reduced ovarian weight and size, which might be resulted
from the absence of large follicles [28, 29]. Furthermore,
the kissIr haploinsufficient (kissI ) mice exhibited
progressively decreased number of preantral follicles after
puberty with no significant differences observed before
puberty compared with wild-type [30]. Interestingly, the
gonadotropin levels were not significantly different
between the wild-type and kissIr*~ mice as demonstrated
in another study [31].

It has been demonstrated that the central kisspeptin/
GPR54 system is an essential gatekeeper of puberty on-
set [32-36]. The hypothalamic kissI neurons were in-
volved in mediating the positive feedback and negative
feedback effects of estrogen [37]. The increasing level of
estrogen before puberty produces the positive feedback
on central kisspeptin and luteinizing hormone (LH), and
leads to puberty onset [10]. In the present study, we
found that the puberty onset was earlier in female off-
spring of dam fed HFD through pregnancy and our re-
sult was consistent with previous studies [38]. We can
reasonably assume that the role of ovarian kisspeptin in
puberty onset might be through promoting follicular de-
velopment along with increasing the levels of estrogen.
A study reported that direct ovarian infusion with p234
(kisspeptin antagonist) in prepubertal rats resulted in de-
layed vaginal opening, thus indicating that ovarian kis-
speptin could affect ovarian function and participate in
the onset of puberty [39]. However, we cannot discard
that the hypothalamus can be affected directly by the
maternal HFD during gestation. Unfortunately, we did
not detect the expression of kissI mRNA in hypothal-
amus. In addition to advanced puberty onset, maternal
HED during gestation also disrupted estrous cyclicity in
female offspring. Particularly, the pups were more likely
to display estrous cycles characterized by prolonged
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proestrous or estrous (Fig. 4 a-b) and Connor et al.
suggested that prolonged estrous may be associated with
premature ovarian failure [4]. This change might be
owing to accelerated follicle development accompanied
by increased estrogen or abnormal development in the
reproductive axis. Whether maternal HFD during
gestation could contribute to premature ovarian failure
in adulthood is uncertain, and the phenotype of adult-
hood needs further investigation.

Perinatal environment, including lactation, is also a very
important programming window considered to play a crit-
ical role in the development of the offspring [1]. Though
the breast milk is mainly affected by the lactation diet, it is
inevitable that gestational diet would also have certain in-
fluence on the composition [40]. Therefore, it is important
to study the composition of nutrients and hormones in
breast milk, which was what we neglected when designing
the experiment. Although there are some limitations in
the present study, we believe that these will not change
our main findings and speculations.

Conclusion

In conclusion, the present study showed that HFD during
gestation led to changes in follicular development at
neonatal period and prepuberty in female offspring. We
also demonstrated the HFD group displayed advanced
onset of puberty and disrupted estrous cyclicity. However,
the long-term influence of maternal HFD in ovarian func-
tion of offspring, such as adult and aging period, needs to
be further revealed. Although we speculate that local ovary
kisspeptin may partially explain the alteration of physio-
logical processes in the ovary and demonstrate the direct
role of kp-10 in follicular development, the mechanism has
not been established.

Additional file

[ Additional file 1: MIQE checklist. (DOCX 21 kb) ]

Abbreviations

AMH: Anti-Millerian Hormone; BMP15: Bone morphogenetic protein 15;
BSA: Bovine serum albumin; CCK-8: Cell counting kit-8; FBS: Fetal bovine
serum; FSHR: Follicle-stimulating hormone receptor; GAPDH: Glyceraldehyde-
3-phosphate dehydrogenase; GDF9: Growth differentiation factor 9;

GWG: Excessive gestational weight gain; HE: Hematoxylin and eosin;

HFD: High-fat diet; HPRT1: Hypoxanthine phosphoribosyltransferase 1;

IPP: Image-ProPlus; kp-10: kisspeptin-10; LH: Luteinizing hormone;

MOD: Mean optical density; NCD: Control diet; PBS: Phosphate buffer saline;
PMSG: Serum Gonadotrophinum Pro Injectione; PND: Postnatal day;

PTGS2: Prostaglandin-endoperoxide synthase 2; SD rats: Sprague-Dawley
rats; StAR: Steroidogenic acute regulatory protein

Acknowledgements
We would like to acknowledge the Reviewers for their detailed comments
that significantly helped us in improving the manuscript quality.

Page 11 of 12

Funding

This work was supported by the National Natural Science Foundation of
China (N0.81873822), Shenzhen Science and Technology Innovation
Committee Project (Basic Research Program) (No. JCYJ20170818100355168),
Natural Science Foundation of Shenzhen University General Hospital,
Zhejiang Provincial Natural Science Foundation of China (No. LY17H040009)
and Wenzhou Science and Technology Bureau project (2017Y0815).

Availability of data and materials
The data and materials in the present study are available from the
corresponding authors on reasonable request.

Authors’ contributions

77 participated in the construction of the model, carried out the molecular
genetic studies and drafted the manuscript. QL, XX carried out the
immunohistochemistry analysis and performed the statistical analysis. GSI
participated in the construction of the model and the assessment of puberty
onset and estrous cyclicity. CD carried out the immunohistochemistry
analysis. ZZ participated in the construction of the ovary granulosa cells in
vitro. ZZ, QL carried out the immunofluorescence analysis. ZZ, XX carried out
the cell proliferation with cell counting kit-8(cck-8) assay. ZZ, CD participated
in the ovary incubation assay and performed the statistical analysis. XW con-
ceived of the study, participated in its design and coordination and revised
the manuscript. All authors read and approved the final manuscript.

Ethics approval
This study was approved by the Laboratory Animal Ethics Committee of
Wenzhou Medical University.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Author details

'Department of Obstetrics and Gynecology, Shenzhen University General
Hospital, Shenzhen 518055, Guangdong, China. “Shenzhen University Clinical
Medical Academy, Shenzhen 518055, Guangdong, China. *Department of
Obstetrics and Gynecology, The First Affiliated Hospital of Wenzhou Medical
University, Wenzhou 325000, Zhejiang, China.

Received: 27 September 2018 Accepted: 14 January 2019
Published online: 22 January 2019

References

1. Aiken CE, Ozanne SE. Transgenerational developmental programming. Hum
Reprod Update. 2014;20(1):63-75.

2. Chan KA, Tsoulis MW, Sloboda DM. Early-life nutritional effects on the
female reproductive system. J Endocrinol. 2015;224(2):R45-62.

3. Zhou Q Chen H, Yang S, Li Y, Wang B, Chen Y, et al. High-fat diet decreases
the expression of KissT mRNA and kisspeptin in the ovary, and increases
ovulatory dysfunction in postpubertal female rats. Reproductive biology and
endocrinology : RB&E. 2014;12:127.

4. Connor KL, Vickers MH, Beltrand J, Meaney MJ, Sloboda DM. Nature, nurture
or nutrition? Impact of maternal nutrition on maternal care, offspring
development and reproductive function. J Physiol. 2012;590(9):2167-80.

5. Sloboda DM, Howie GJ, Pleasants A, Gluckman PD, Vickers MH. Pre- and
postnatal nutritional histories influence reproductive maturation and ovarian
function in the rat. PLoS One. 2009;4(8):e6744.

6. Hrabovszky E, Ciofi P, Vida B, Horvath MC, Keller E, Caraty A, et al. The
kisspeptin system of the human hypothalamus: sexual dimorphism and
relationship with gonadotropin-releasing hormone and neurokinin B
neurons. Eur J Neurosci. 2010;31(11):1984-98.

7. Ohtaki T, Shintani Y, Honda S, Matsumoto H, Hori A, Kanehashi K, et al.
Metastasis suppressor gene KiSS-1 encodes peptide ligand of a G-protein-
coupled receptor. Nature. 2001;411(6837):613-7.


https://doi.org/10.1186/s12958-019-0457-z

Zhou et al. Reproductive Biology and Endocrinology

20.

21,

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

(2019) 17:13

Pinilla L, Aguilar E, Dieguez C, Millar RP, Tena-Sempere M. Kisspeptins and
reproduction: physiological roles and regulatory mechanisms. Physiol Rev.
2012,92(3):1235-316.

Wahab F, Atika B, Shahab M, Behr R. Kisspeptin signalling in the physiology
and pathophysiology of the urogenital system. Nature reviews Urology.
2016;13(1):21-32.

Hu KL, Zhao H, Chang HM, Yu Y, Qiao J. Kisspeptin/Kisspeptin Receptor
System in the Ovary. Frontiers in endocrinology. 2017,8:365.

Zeydabadi Nejad S, Ramezani Tehrani F, Zadeh-Vakili A. The role of Kisspeptin
in female reproduction. Int J Endocrinol Metab. 2017;15(3):e44337.

Pepling ME, Spradling AC. Mouse ovarian germ cell cysts undergo programmed
breakdown to form primordial follicles. Dev Biol. 2001;234(2):339-51.

Rajah R, Glaser EM, Hirshfield AN. The changing architecture of the neonatal
rat ovary during histogenesis. Dev Dyn. 1992;194(3):177-92.

Vickers MH, Breier BH, Cutfield WS, Hofman PL, Gluckman PD. Fetal origins
of hyperphagia, obesity, and hypertension and postnatal amplification by
hypercaloric nutrition. Am J Physiol Endocrinol Metab. 2000;279(1):E83-7.
Cruz G, Barra R, Gonzalez D, Sotomayor-Zarate R, Lara HE. Temporal window
in which exposure to estradiol permanently modifies ovarian function
causing polycystic ovary morphology in rats. Fertil Steril. 2012,98(5):1283-90.
Schmittgen TD, Livak KJ. Analyzing real-time PCR data by the comparative
C(T) method. Nat Protoc. 2008;3(6):1101-8.

Wu XQ, Li XF, Ye B, Popat N, Milligan SR, Lightman SL, et al. Neonatal
programming by immunological challenge: effects on ovarian function in
the adult rat. Reproduction. 2011;141(2):241-8.

Barra R, Cruz G, Mayerhofer A, Paredes A, Lara HE. Maternal sympathetic
stress impairs follicular development and puberty of the offspring.
Reproduction. 2014;148(2):137-45.

George FW, Carr BR, Noble JF, Wilson JD. 5 alpha-reduced androgens in the
human fetal testis. J Clin Endocrinol Metab. 1987,64(3):628-30.

Tsoulis MW, Chang PE, Moore CJ, Chan KA, Gohir W, Petrik JJ, et al. Maternal
high-fat diet-induced loss of fetal oocytes is associated with compromised
follicle growth in adult rat offspring. Biol Reprod. 2016;94(4):94.

Lin Y-J, Tsai C-C, Huang L-T, Sheen J-M, Tiao M-M, Yu H-R, et al. Detrimental
effect of maternal and post-weaning high-fat diet on the reproductive
function in the adult female offspring rat: roles of insulin-like growth factor
2 and the ovarian circadian clock. J Assist Reprod Genet. 2017,34(6):817-26.
Desai M, Jellyman JK, Han G, Beall M, Lane RH, Ross MG. Maternal obesity
and high-fat diet program offspring metabolic syndrome. Am J Obstet
Gynecol. 2014;211(3):237 el- e13.

Pepling ME. Follicular assembly: mechanisms of action. Reproduction. 2012;
143(2):139-49.

Fernandois D, Na E, Cuevas F, Cruz G, Lara HE, Paredes AH. Kisspeptin is
involved in ovarian follicular development during aging in rats. J Endocrinol.
2016;228(3):161-70.

Peng J, Tang M, Zhang BP, Zhang P, Zhong T, Zong T, et al. Kisspeptin
stimulates progesterone secretion via the Erk1/2 mitogen-activated protein
kinase signaling pathway in rat luteal cells. Fertil Steril. 2013;99(5):1436-43 ef.
Saadeldin IM, Koo OJ, Kang JT, Kwon DK, Park SJ, Kim SJ, et al. Paradoxical
effects of kisspeptin: it enhances oocyte in vitro maturation but has an
adverse impact on hatched blastocysts during in vitro culture. Reprod Fertil
Dev. 2012;24(5):656-68.

Byri P, Gangineni A, Reddy KR, Raghavender KBP. Effect of kisspeptin on in
vitro maturation of sheep oocytes. Veterinary world. 2017;10(3):276-80.
Uenoyama Y, Nakamura S, Hayakawa Y, lkegami K, Watanabe Y, Deura C, et
al. Lack of pulse and surge modes and glutamatergic stimulation of
luteinising hormone release in Kiss1 knockout rats. J Neuroendocrinol. 2015;
27(3):187-97.

Chan YM, Broder-Fingert S, Wong KM, Seminara SB. Kisspeptin/Gpr54-
independent gonadotrophin-releasing hormone activity in Kiss1 and Gpr54
mutant mice. J Neuroendocrinol. 2009;21(12):1015-23.

Gaytan F, Garcia-Galiano D, Dorfman MD, Manfredi-Lozano M, Castellano
JM, Dissen GA, et al. Kisspeptin receptor haplo-insufficiency causes
premature ovarian failure despite preserved gonadotropin secretion.
Endocrinology. 2014;155(8):3088-97.

Lapatto R, Pallais JC, Zhang D, Chan YM, Mahan A, Cerrato F, et al. Kiss1—/—
mice exhibit more variable hypogonadism than Gpr54—/— mice.
Endocrinology. 2007;148(10):4927-36.

Seminara SB, Messager S, Chatzidaki EE, Thresher RR, Acierno JS Jr, Shagoury
JK, et al. The GPR54 gene as a regulator of puberty. N Engl J Med. 2003;
349(17):1614-27.

33.

34.

35.

36.

37.

38.

39.

40.

Page 12 of 12

Funes S, Hedrick JA, Vassileva G, Markowitz L, Abbondanzo S, Golovko A, et al.
The KiSS-1 receptor GPR54 is essential for the development of the murine
reproductive system. Biochem Biophys Res Commun. 2003;312(4):1357-63.
Navarro VM, Castellano JM, Fernandez-Fernandez R, Barreiro ML, Roa J,
Sanchez-Criado JE, et al. Developmental and hormonally regulated
messenger ribonucleic acid expression of KiSS-1 and its putative receptor,
GPR54, in rat hypothalamus and potent luteinizing hormone-releasing
activity of KiSS-1 peptide. Endocrinology. 2004;145(10):4565-74.

Navarro VM, Castellano JM, Fernandez-Fernandez R, Tovar S, Roa J, Mayen A, et
al. Effects of KiSS-1 peptide, the natural ligand of GPR54, on follicle-stimulating
hormone secretion in the rat. Endocrinology. 2005;146(4):1689-97.

Navarro VM, Castellano JM, Fernandez-Fernandez R, Tovar S, Roa J, Mayen A, et
al. Characterization of the potent luteinizing hormone-releasing activity of KiSS-
1 peptide, the natural ligand of GPR54. Endocrinology. 2005;146(1):156-63.
Smith JT, Cunningham MJ, Rissman EF, Clifton DK, Steiner RA. Regulation of
Kiss1 gene expression in the brain of the female mouse. Endocrinology.
2005;146(9):3686-92.

Hilakivi-Clarke L, Clarke R, Onojafe |, Raygada M, Cho E, Lippman M. A
maternal diet high in n - 6 polyunsaturated fats alters mammary gland
development, puberty onset, and breast cancer risk among female rat
offspring. Proc Natl Acad Sci U S A. 1997,94(17):9372-7.

Ricu MA, Ramirez VD, Paredes AH, Lara HE. Evidence for a celiac ganglion-
ovarian kisspeptin neural network in the rat: intraovarian anti-kisspeptin
delays vaginal opening and alters estrous cyclicity. Endocrinology. 2012;
153(10):4966-77.

Vieira AM, de Almeida Brasiel PG, Ferreira MS, Mateus K, Figueiredo MS,
Lisboa PC, et al. Maternal soybean diet during lactation alters breast milk
composition and programs the lipid profile in adult male rat offspring.
Endocrine. 2018;60(2):272-81.

Ready to submit your research? Choose BMC and benefit from:

e fast, convenient online submission

o thorough peer review by experienced researchers in your field

 rapid publication on acceptance

o support for research data, including large and complex data types

e gold Open Access which fosters wider collaboration and increased citations
e maximum visibility for your research: over 100M website views per year

K BMC

At BMC, research is always in progress.

Learn more biomedcentral.com/submissions



	Abstract
	Background
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Animals and experimental design
	Morphometry
	Immunohistochemistry analysis
	Real-time quantitative PCR
	Assessment of puberty onset and estrous cyclicity
	Primary culture of ovary granulosa cells
	Immunofluorescence analysis
	Evaluation of cell proliferation with cell counting kit-8 (CCK-8) assay
	Ovary incubation assay
	Statistics

	Result
	Effects of HFD during gestation on body weight and ovarian weight
	Effects of HFD during gestation in early follicular development
	Effects of HFD during gestation in follicular development at prepuberty in the female offspring
	Effects of HFD during gestation on the ovarian kisspeptin/GPR54 system at prepuberty in the female offspring
	The effect of HFD during gestation on the age of vaginal opening and estrous cyclicity in the female offspring
	The direct effects of kp-10 on primary granulosa cells and neonatal ovary

	Discussion
	Effects of HFD during gestation on body weight
	HFD during gestation impairs the initial recruitment of follicles and decreases the progression from primary to secondary follicles
	HFD during gestation accelerating growth of follicles may cause advanced puberty and estrous cyclicity irregular in the offspring

	Conclusion
	Additional file
	Abbreviations
	Acknowledgements
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval
	Consent for publication
	Competing interests
	Publisher’s Note
	Author details
	References

