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ABSTRACT. Guanosine 3',5'-cyclic monophosphate (cGMP), as
a second messenger, plays potential roles in ovarian functions. To
elucidate the role of phosphodiesterase (PDE) in ¢cGMP signaling
during ovarian follicular development, the present study was
conducted to investigate ovarian cGMP level and cGMP-PDE
activity by radioimmunoassay (RIA) in postnatal rats, immature rats
during gonadotropin-primed follicular development, ovulation and
luteinization, adult rats during normal estrous cycle, and aged rats that
spontaneously developed persistent estrus (PE). All four rat models
were confirmed by histological examination of one ovary, and the
other ovary was used for RIA. In postnatal rats, cGMP level was high
at birth and decreased dramatically by Day 5, and then, it increased
maximally at Day 10 and declined at Day 21. However, cGMP-PDE
activity did not significantly change during Days 1 to 10, but increased
significantly on Day 21. In immature female rats, cGMP level markedly
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decreased upon treatment with equine chorionic gonadotropin (eCG),
while ¢cGMP-PDE activity did not show any significant changes;
however, ovarian cGMP level and cGMP-PDE activity increased after
injection of an ovulatory dose of human chorionic gonadotropin (hCG)
for induction of ovulation and luteinization. In adult rats during normal
estrous cycle, cGMP level was high on proestrus and metestrus days,
while cGMP-PDE activity was high on estrus day. In PE rats, ovarian
cGMP level was similar to that in adult rats on estrus and diestrus
days but lower than that on proestrus and metestrus days; ovarian
cGMP-PDE activity was lower than that on estrus days but similar
as the other estrous cycle days. In addition, there was a significant
negative correlation between ovarian cGMP level and cGMP-PDE
activity during normal estrous cycles in the adult rat (r = -0.7715, N
=16, P <0.05), but not in the postnatal rat (r = -0.1055, N = 20, P >
0.05). Together, the results of our present study indicated that ovarian
c¢GMP levels were not dependent on cGMP-PDE activity during early
postnatal development, but highly dependent on cGMP-PDE activity
in the adult rat. This implies that mechanisms of cGMP signaling
involved in ovarian functions are stage-specific in the rat.
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INTRODUCTION

In mammals, the production of a viable oocyte is dependent on the critical influences
of gonadotropins (FSH/LH) on ovarian functions. On the other hand, the actions of FSH and
LH on ovarian functions are mediated in large part through increased production of the second
messenger cyclic AMP (cAMP) and subsequent activation of downstream signaling pathways
(Richards et al., 1995). Although the importance of cAMP as a second messenger influenc-
ing the ovary is well recognized (Aharoni et al., 1995; Das et al., 1996; Chaube et al., 2006;
Tatsukawa et al., 2006; Wang et al., 2007), other hormones and factors acting through diverse
signaling pathways also modulate ovarian functions. In this regard, a large body of evidence
indicates the potential roles of cyclic GMP (cGMP) as another second messenger mediating a
wide range of influences on the ovary (Sirotkin et al., 2000; LaPolt et al., 2003).

The concentration of cAMP/cGMP is determined not only by the activation of cy-
clases but also by the expression and activity of PDEs. The synthesis of cGMP is accom-
plished by two distinct classes of guanylyl cyclases, particulate and soluble, both of which
now appear to have relevance to ovarian physiology (Shi et al., 2004; Davies, 2006). The only
known route for breakdown of cyclic nucleotides in the cell is through PDEs (Wang, 2006;
Wang and Shi, 2007). However, such studies on cAMP-specific PDEs (cAMP-PDEs) are lim-
ited (Wang and Shi, 2007). Recent work in several cells and tissues suggests that enzymes
regulating the breakdown of cGMP, as opposed to its synthesis, are pivotal in maintaining the
role of cGMP in cellular functions (Murthy, 2001; Broderick et al., 2003; Mullershausen et
al., 2003). Therefore, it is clear that as for other components of cGMP-dependent signaling,
further work is required to understand the role of cGMP-PDE in ovarian functions.
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To date, however, little information is available regarding the regulated expression
and actions of cGMP-PDE in the ovary (Piriev et al., 2003). Given the growing importance of
c¢GMP as a second messenger in the ovary and the minimal information regarding the control
of cGMP concentrations in gonadal tissues, our current study utilized different rat models to
examine the roles of cGMP-PDE in ovarian functions.

MATERIAL AND METHODS
Animals and experimental design

Sprague-Dawley rats (Wushi Experimental Animal Supply Center, Fuzhou, China)
were used. Animals were maintained under a 14-h light (5 am-7 pm), 10-h dark schedule with
food and water available ad /ibitum. The experimental protocol was approved and in accordance
with the Guide for the Care and Use of Laboratory Animals prepared by the Institutional Ani-
mal Care and Use Committee, Nanjing Agricultural University and Fujian Normal University.

The experimental design was exactly similar to our previous study (Wang et al.,
2007). Four rat models, postnatal rat model, gonadotropin-primed immature rat model, adult
rat model and aged rat model were used, where each treatment group consisted of 4 animals.
Briefly, neonatal rats at 1, 5, 7, 10, and 21 days of age (the day of birth was assumed as Day
1) were used for the postnatal rat model; immature rats (25-26 days old) received a subcutane-
ous injection of equine chorionic gonadotropin (eCG, Sigma Chemical Co., St. Louis, MO,
USA; 10 IU) at 10 am, followed 52 h later by an ovulatory dose (30 IU) of human chorionic
gonadotropin (hCG, Sigma Chemical Co., St. Louis, MO, USA) and used for the immature
rat model; adult rats during normal estrous cycles were used for the adult rat model; and aged
rats with persistent estrous (PE) induced spontaneously with at least 15 consecutive days of
vaginal cornification were used for the aged rat model.

Ovaries of immature and adult rat models were obtained at approximately 10 am.
One ovary of each rat was fixed in 4% paraformaldehyde for histological evaluation, while
the other ovary was snap-frozen and used for protein extraction and subsequent cGMP and
phosphodiesterase assays.

Radioimmunoassay of cGMP

Levels of cGMP were determined by competition binding with ['**I]-succinyl guano-
sine 3', 5'-cyclic monophosphate tyrosyl methyl ester (ScCGMP-TME) (Theilig et al., 2001).
The amount of bound radioactivity was determined by gamma counting. The cGMP level of
each sample was measured using commercial RIA kits (Shanghai University of Traditional
Chinese Medicine, Shanghai, China). The minimum detection limits for cGMP was 0.1 nM
for nonacetylated samples; cross-reaction with cAMP was less than 0.001%. The intra-coeffi-
cients of variation for cGMP were less than 6%.

c¢GMP-PDE activity assay

c¢cGMP-PDE activity was measured using 0.1 mM cGMP as substrate, according to
the method of Thompson and Appleman and as previously detailed (Sette and Conti, 1996;
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Nichols and Morimoto, 2000). Samples were assayed in a 200-uL reaction mixture including
50 mM Tris-HCI, pH 8.0, 150 mM NacCl, and 0.1 mM cGMP. After incubation at 34°C for 30
min, the reaction was terminated by adding an equal volume of 40 mM Tris-HCl, pH 7.5, con-
taining 10 mM EDTA, followed by heat denaturation for exactly 1 min at 100°C. cGMP level
was measured by RIA. In general, the PDE assay consisted of measuring cGMP degradation
during a timed incubation. PDE activity was expressed as the amount of cGMP hydrolyzed by
PDE in the sample. Blank (background) control reactions were conducted using tissue samples
that had been incubated in a boiling water bath for 5 min. Protein concentration in the samples
was measured according to the Bradford method (Bradford, 1976).

Statistical analyses

The results are expressed as the mean + SEM. Differences between treatments were
evaluated by one-way or two-way analysis of variance, followed by Scheffe’s post hoc test. P
< 0.05 was considered statistically significant. A paired or unpaired two-tailed Student 7-test
was used to detect significance between two series of data.

RESULTS

In all four rat models, one ovary of each experimental animal was used for histological
examination, and the other ovary was homogenized for RIA of cGMP level and cGMP-PDE
activity.

2.1 Histological examination

Our morphological examinations of the neonatal rat ovary were identical to those in
our previous study (Wang et al., 2007). Ovaries of immature rats primed by gonadotropin and
adult rats during normal estrous cycles showed typical histological changes (Figure 1). Before
injection of gonadotropin, a 25-day-old ovary contained different kinds of follicles at different
developmental stages, such as primordial follicles (PF), primary follicles (pF), antral follicles
(AF), and atresic follicles (DF), except for corpora lutea (CL) (Figure 1A). After injection of
eCG, ovarian follicles began to develop, and some preovulatory follicles (GF) appeared in the
ovary at 52 h later (AF) (Figure 1B). After injection of hCG, oocytes were discharged and CL
formed in the ovary at 24 h later (Figure 1C); at 72 h, ovaries contained many CL and a few
degenerated/atresic follicles (DF) (data not shown).

In adult rat model, the ovaries on proestrus day (day P) contained all kinds of follicles
and some degenerating corpora lutea (DCL) (Figure 1D); and on estrus day (day E), the ova-
ries had newly formed CL (Figure 1E); on diestrus day (day D) ovaries mainly had CL.

In the aged rat model, ovaries of PE rats showed many follicular cysts that failed to
ovulate (Figure 1F).

Ovarian cGMP level and cGMP-PDE activity in the postnatal rat

In postnatal rats, cGMP level was high on day of birth and decreased dramatically
by Day 5, but increased to the highest level at Day 10 and then declined by Day 21. On the

Genetics and Molecular Research 13 (3): 5919-5928 (2014) ©FUNPEC-RP www.funpecrp.com.br



Cyclic GMP and phosphodiesterase in the ovary 5923

other hand, cGMP-PDE activity did not significantly change between Day 1 and 10, but in-
creased significantly by Day 21 (Figure 2). There was no significant correlation between ovar-
ian cGMP level and cGMP-PDE activity in this rat model.

Figure 1. Morphologic examinations of ovaries in immature rats primed by gonadotropinsand adult rats during
normal estrous cycles. A. A 25-day-old ovary containing different kinds of follicles, such as primordial follicles (PF),
primary follicles (pF), antral follicles (AF), and atresic follicles (DF), but not corpus lutea (CL). B. Preovulatory
follicle (GF) appeared at the ovary at 52 h after injection of equine chorionic gonadotropin (eCG). C. Corpus luteal
(CL) formed at the ovary at 24 h after injection of human chorionic gonadotropin (hCG). D) A ovary at proestrus
day (P) of adult rats. E. A ovary at estrus day (E) of adult rats, containing corpus luteal (CL) formed in the ovary.
F. A persistent estrous (PE) rat ovary containing established cystic follicles (EC). All sections were stained with
hematoxylin and esosin (HE). Bar =200 pm.

Ovarian cGMP level and cGMP-PDE activity in immature rats primed by
gonadotropin

In immature female rats, cGMP level markedly decreased with eCG treatment, while
c¢GMP-PDE activity did not show any significant changes. However, ovarian cGMP level and
c¢GMP-PDE activity increased after injection of an ovulatory dose of hCG for induction of
ovulation and luteinization (Figure 3).
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Figure 2. The concentration of cGMP (A) and relative activity of cGMP-PDE (B) in the ovarian homogenates
of postnatal rats. Values represent as mean + SEM for 4 repeats. Different letters and star above the bars indicate
a statistically significant difference among the days (Scheffe’s post hoc test and paired or unpaired two-tailed
Student’s ¢-test).
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Figure 3. The concentration of cGMP (A) and relative activity of cGMP-PDE (B) in the ovarian homogenates of
immature rats at 0, 24, 52 h after eCG (e0, €24, €52) and 24, 72 h after hCG (h24, h72). Values are the mean + SEM
for 4 repeats. Different letters above the bars indicate a statistically significant difference among the treatments
(Schefte’s post hoc test and paired or unpaired two-tailed Student’s #-test).
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Ovarian cGMP level and cGMP-PDE activity in adult rats

In adult rats during normal estrous cycle, cGMP level was high on proestrus and
metestrus days, while cGMP-PDE activity was only high on estrus day (Figure 4). There was
a significant negative correlation between ovarian cGMP level and cGMP-PDE activity (r =
-0.7715, N =16, P < 0.05) in this animal model.
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Figure 4. The concentration of cGMP (A) and relative activity of cGMP-PDE (B) in the ovarian homogenates of
young adult rats at different estrous stages and PE rats. Values are the mean + SEM for 4 repeats. Different letters
or star above the lines and bars indicate a statistically significant difference among the treatments (Scheffe’s post
hoc test and paired or unpaired two-tailed Student’s #-test).

Ovarian cGMP level and cGMP-PDE activity in acyclic aged PE rats

In PE rats, ovarian cGMP level was similar to that in adult rats on estrus and diestrus
days but lower than that on proestrus and metestrus days; ovarian cGMP-PDE activity was
lower than that on estrus day but similar as on other estrous cycle days (Figure 4).

DISCUSSION

The present study clearly demonstrated that ovarian cGMP levels are not dependent
on ¢cGMP-PDE activity during early postnatal development, but are largely dependent on
c¢GMP-PDE activity during estrous cycles in adult rats. This implies that the mechanisms of
c¢GMP signaling involved in ovarian functions are stage-specific in the rat.
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Factors that control the initiation of primordial follicle development are one crucial
aspect of ovarian biology and essential for female reproduction. Initiation of primordial fol-
licle development determines the number of follicles available for dominant follicle selection
and ovulation since females are born with a pool of oocytes that organize into primordial
follicles ,which represents the complete supply of oocytes that have the potential to be dis-
charged (Shimizu, 2006). Therefore, we used the neonatal rat ovary model to examine the role
of ¢cGMP and cGMP-PDE in the initiation of ovarian follicle development. Morphological
examinations were consistent with previous studies (Gelety and Magoffin, 1997; Braw-Tal,
2002; Shi and LaPolt, 2003), while analysis of cGMP levels revealed that cGMP signaling
could participate in the initiation of the follicle growth, since an increase in cGMP level co-
incided with the development of the ovarian follicles accompanied by the development and
proliferation of granulosa cells until 21 days. Our previous study revealed that the expression
of sGC, which catalyzes the synthesis of cGMP, is mainly in the granulosa cells of primordial
and preantral follicles, suggesting that cGMP signaling may be involved in the initiation of
follicle growth. In addition to the well-recognized synthesis of cGMP, we also know that the
unique way to breakdown cGMP is through hydrolysis catalyzed by specific PDE. Results of
our current assay showed that during the early stage of follicle development, PDE activity did
not significantly change before 10 days of age, suggesting that cGMP-PDE appears to have
little effect on the pattern of early follicular growth and development. The dramatic changes
in cGMP level and PDE activity on and after Day 21 are of greater interest to us, since these
changes may be involved in the mechanisms regulating the ovarian functions via cGMP path-
ways, which dramatically change around Day 21 after birth in the rat.

In the gonadotropin-primed immature rats, synchronous recruitment and ovulation
of a homogenous cohort of ovarian follicles are induced by the administration of exogenous
gonadotropin on Day 25-26 to prepubertal female rats. In the present study, we found that
ovarian cGMP levels decreased during follicular development after treatment with eCG, while
c¢GMP-PDE activity changed little in this period, indicating the change in cGMP levels was
mainly caused by decreased synthesis. This is consistent with the sGC expression pattern in
our previous study (Shi et al., 2004). An increase in cGMP-PDE activity after hCG injection
suggests that cGMP-PDE is the main regulator responsive to gonadotropin action, but the fol-
lowing decline may imply a complex mechanism of regulation in the ovary.

The estrous cycle, in fact, is a process of recruitment, development, selection, domi-
nance, ovulation, and luteinization. In the present study, ovarian cGMP content decreased on
day of estrus, while whole ovarian cAMP content increased in this period (Hubbard, 1983;
Wang et al., 2007). These findings are consistent with the previous study of Hubbard, who
found that these inverse changes in cyclic nucleotide concentrations were abolished when
the preovulatory gonadotropin surges were blocked by phenobarbitone injection, but could
be restored by administration of exogenous gonadotropins (Hubbard, 1983). The significant
negative correlation between ovarian cGMP level and cGMP-PDE activity during the estrous
cycle in the current study indicated that ovarian cGMP levels are largely dependent on ovarian
c¢GMP-PDE activity in this adult rat model. Ovarian cGMP-PDE activity and cGMP concen-
tration decreased in PE rats, which might have been due to the formation of follicular cysts. PE
females display follicular growth, but fail to ovulate due to the absence of normal neuroendo-
crine function, resulting in the formation and accumulation of follicular cysts with degenerat-
ing granulosa layers (Shi and LaPolt, 2003).
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In conclusion, when our data are taken together with previous results, it appears that
cGMP levels are mainly dependent on sGC expression and activity during early postnatal
development, but subsequently dependent on cGMP-PDE activity largely after rats grow up.
This implies that mechanisms of cGMP signaling involved in ovarian functions are stage spe-
cific in the rat. Further studies are required to elucidate the molecular mechanisms regulating
c¢GMP-PDE enzyme expression and activity, the various influences of cGMP-PDE on ovarian
functions, and interaction with other second messengers such as cAMP.
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