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ARTICLE INFO ABSTRACT

Keywords: The postpartum period in dairy cows is associated with a state of temporary negative energy balance and could
Dairy cow induce functional changes into ovarian granulosa cells (GC) resulting in significant impact on the ovarian
Granulosa cells function and fertility. Yet, the regulation of interleukin receptors (ILRs) in GC as well as ILs expression profile
gg:tﬁz‘:::; during the postpartum period have not been fully investigated. We hypothesized that the postpartum period is

associated with changes in ILs expression profile that could affect follicular development and ovulation rate.
First, we aimed to investigate the expression and regulation of different IL and IL receptors in GC at different
stages of follicular development and then analyse the changes in target ILs expression profile induced during the
postpartum period. In the first objective, normal cycling cows were selected and GC were collected from small
follicles (SF), dominant follicles at day 5 of the estrous cycle (DF), and ovulatory follicles, 24 h following hCG
injection (OF). In the second objective, dairy cows between 50 and 70 days postpartum were randomly selected,
and B-hydroxybutyrate (BHB) concentrations were measured in blood samples in order to assign cows to the
BHB ™ group (> 1.4 mmol/L) or BHB~ group (< 1.2 mmol/L). GC were collected from preovulatory follicles by
transvaginal aspiration. Total RNA was extracted from GC of all groups for analysis of target ILs and ILRs
expression. Steady-state mRNA levels of IL4R was strongest in the DF, while IL15R expression was greatest in the
OF, and IL21R showed increased steady-state mRNA levels in the corpus luteum as compared to the different
groups of follicles. Overall, expression of IL1A, IL1B, IL8, IL15, IL23 and TNFa was stronger in OF as compared to
DF, while IL4 and IL10 expression was stronger in SF than in DF. Similarly, expression of IL1A, IL1B, IL8, IL15,
IL23, and TNFa were significantly stronger in GC of BHB™ cows than in the control, while IL4 expression was
significantly reduced in BHB* as compared to control cows. We have established an IL expression profile, which
suggest a correlation with BHB levels during the postpartum period. Additionally, we have demonstrated a
differential regulation of target ILRs in GC at different stages of follicular development. Overall, these data
provide a better understanding of the changes that could affect follicular development and ovulation during the
postpartum period and lay the ground for further investigations.

B-hydroxybutyrate

1. Introduction important energy investment for cows resulting in a state of negative
energy balance [2,3]. The postpartum period has a significant impact
on dairy cow fertility since it affects the microenvironment of the fol-

licle and causes a delay in return to ovarian cyclicity, a reduction in the

It is documented that dairy cows’ fertility has significantly declined
over the past decades [1]. Although the causes associated with de-

clining fertility are diverse, the deficiency or absence of ovulation
during the postpartum period represents a major problem that could
contributed to this decline. About 40% of dairy cows in large produc-
tions display anestrus at 60 days postpartum [2]. This could be attrib-
uted in part to intense milk production, which represents a very

number of large follicles, and a high anovulation rate [4,5]. When
follicular growth is disrupted and the follicular environment altered,
the oocyte quality is compromised leading to negative effects on the
conception rate and gestation. Thus, investigations of factors that affect
the health of the ovarian follicle and the oocyte, specifically factors
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originating from granulosa cells, are crucial for improving fertility.

Granulosa cells are a particularly important component of the fol-
licle because they play a critical role in reproductive functions. They
contribute to steroid hormone synthesis [6], and are involved in the
oocyte maturation and release [7], and in the corpus luteum formation
after ovulation [8,9]. Therefore, the control of GC proliferation, dif-
ferentiation, and function depends on precise regulation and activation
of specific target genes. This regulation is essential for normal follicular
development and timely production of paracrine factors as it affects the
physiological state of a dominant preovulatory follicle. A common
feature of most reproductive tissues and cells, including granulosa cells,
is the presence of cytokines that are involved in the regulation of re-
productive function [10-12]. Specifically, the ovarian follicular fluid
contains a variety of proteins such as cytokines and other peptides, in
addition to steroids [13].

Cytokines are small, soluble signaling proteins that are better
known for their immunoregulatory properties but are also known for
controlling cell proliferation, differentiation, and function [12,14].
Cytokines include interleukins (ILs), colony-stimulating factors (CSFs),
Tumor necrosis factors (TNFs), Transforming growth factors (TGFs),
and other peptides that are produced by a myriad of cell types. Inter-
leukins are mainly synthesized by lymphocytes, monocytes, macro-
phages, and endothelial cells but also by granulosa cells of the ovarian
follicle [11,13,15-17]. There are convincing evidences that cytokines,
including interleukins (ILs), have functional effects on reproductive
tissues affecting follicular development, ovulation, and the corpus lu-
teum function [18-21]. They create an immuno-permissive and em-
bryotropic environment that supports multiple aspects of reproduction
[11,12]. However, the involvement of ILs in follicular development and
fertility during the postpartum period hasn’t been fully investigated.
Stassi et al. have recently shown that altered expression of cytokines
including IL1a, IL1{, IL4, IL6, IL8 and TNFa may contribute to follicular
persistence and ovulation failure in cattle with follicular cysts [17,22].
In another study, it was shown that proinflammatory cytokines TNFa
and IL6 suppress androgen production and downregulated the expres-
sion of markers for theca interna cells [16]. Based on these reports and
others [23,24], we analyzed the presence of ILs and target IL receptors
in bovine granulosa cells during follicular development. Moreover, we
analyzed the regulation of selected proinflammatory interleukins (IL1A,
IL1B, IL8, IL15, IL21, IL23 and TNFa) and anti-inflammatory inter-
leukins (IL4, IL10) during the postpartum period. We report here the
differential regulation of ILRs in GC through follicular development and
the association between the postpartum period in dairy cows and sig-
nificant changes in the expression profile of ILs in GC. The identification
of target ILs most affected by the postpartum period may provide new
tools and information for a better understanding of the pathways that
control ovarian function.

2. Materials and methods

2.1. Animal model for analysis of IL and IL receptors expression in
granulosa cells

The experimental protocol was reviewed and approved by the
Animal Ethics Committee of the Faculty of Veterinary Medicine of the
University of Montreal and the cows were cared for in accordance with
the Canadian Council on Animal Care guidelines [25]. Expression of IL
and target IL receptors were first analyzed in order to determine their
regulation during follicular development and ovulation using an in vivo
model previously characterized [26]. Following estrous synchroniza-
tion with PGF,,, normal cycling crossbred heifers were randomly as-
signed to a dominant follicle group (DF, n = 4), or an ovulatory hCG-
induced follicle group (OF, n = 4). The DF was collected at day 5 of the
estrous cycle (day 0 = day of estrus) and was defined as =8 mm in
diameter and growing while subordinate follicles were either static or
regressing. The OF were obtained following an injection of 25 mg of
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PGF,, on day 7 to induce luteolysis, thereby promoting the develop-
ment of the DF of the first follicular wave into a preovulatory follicle.
An ovulatory dose of hCG (3000 IU, iv; APL, Ayerst Lab, Montréal, QC)
was injected 36 h after the induction of luteolysis, and ovaries bearing
the hCG-induced OF were collected by ovariectomy 24 h post-hCG.
Immediately following collection, follicles were dissected into separate
isolates of GC [26] and stored at =70 °C. Granulosa cells and follicular
fluid were collected from individual dominant follicles and pre-ovula-
tory hCG-induced follicles. Follicular fluid was first aspirated with a
21G needle, centrifuged (3000g, 2 min, 4 °C) and stored at —20 °C
whereas granulosa cell pellets were immediately frozen at —70 °C. The
granulosa cells still attached to the follicle wall were dislodged by
gentle flushing with ice-cold HEPES-buffered DMEM into the follicle
through a small incision in the follicle wall. The follicle washes were
pooled and centrifuged (3000g, 2 min, 4 °C), the supernatant was dis-
carded and the granulosa cells were immediately frozen at —70 °C.
Additionally, GC were collected from 2 to 4 mm small follicles (SF)
obtained from slaughterhouse ovaries, and a total of three pools of
twenty SF were prepared. CL at day 5 of the estrous cycle were obtained
by ovariectomy and were dissected from the ovarian stroma, frozen in
liquid nitrogen and stored at —70 °C.

2.2. Animal model for analysis of ILs expression profile during the
postpartum period

Lactating dairy cows between 50 and 70 days postpartum were
selected and blood samples were collected from each cow and analyzed
for BHB concentrations. Cows with BHB levels of at least 1.4 mmol/L
were considered energy deficient and included in the BHB™ group
(n = 20 cows), while a group of low BHB cows (BHB ~; < 1.2 mmol/L)
was used as control (n = 20). Selected animals were synchronized and
follicular development was monitored by daily transrectal ultrasound.
Using transvaginal aspiration, follicular fluid and GC from each cow
were harvested from preovulatory follicles at =10 mm in diameter, and
samples were collected in tubes containing RNAlater and processed for
RNA extraction.

2.3. Total RNA extraction and RT-qPCR analysis

Total RNA was extracted from bovine GC collected from BHB* and
control follicles and from follicles at different developmental stages (SF,
DF, OF) and CL described above using the TRIzol Plus RNA purification
kit (Invitrogen). Reverse transcription and PCR were performed using
the SMART (Switching Mechanism At 5-end of RNA Transcript) tech-
nology (Clontech). The same amount of total RNA (250 ng) from each
sample was used to synthesize the first-strand c¢DNA with the
SuperScript III transcriptase (Invitrogen) followed by ¢cDNA amplifica-
tion by long-distance (LD)-PCR using the Advantage 2 Polymerase Mix
(Clontech). Expression and regulation of IL and IL receptors (ILR)
mRNA in GC during follicular development and postpartum period
were analyzed by RT-qPCR using the SsoAdvanced Universal SYBR
Green supermix (Clontech) following the manufacturer’s instruction
manual. Specific PCR primers for IL4R, IL15R, and IL21R and for IL1A,
IL1B, IL4, IL8, IL10, IL15, IL21, IL23 and TNFa were used (Table 1). ILs
and ILRs mRNA relative abundance were calculated using the 2744
method [27] with RPL19 as reference gene. RT-qPCR data were pre-
sented as normalized ILR or IL amounts relative to 244,

2.4. Total protein extraction and western blot analysis

Granulosa cells from BHB* and control follicles were obtained as
described above and homogenized in M-PER buffer (Thermo Fisher
Scientific) supplemented with complete protease inhibitors (Sigma
Aldrich) as described by the manufacturer’s protocol, and centrifuged at
16,000¢ for 10 min at 4 °C. Protein concentrations were determined
from the recovered supernatant according to Bradford method [28]
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Table 1
Primers used in the expression analyses of Bos taurus genes by RT-qPCR.

Gene Names Primer sequence (5"-3")" Accession no. AS (bp)

RPL19 Fwd gaccaatgaaatcgccaatge NM_001040516 154
Rv acctatacccatatgectgee

IL4R Fwd tggctetgatggtcactetg NM_001075142 164
Rv cagctgtgggtcetgagtcaa

IL15R Fwd aggctccggaacacacatac XM_010822356 197
Rv cacactctccatgeteteca

IL21IR Fwd acccagtcgtctttcacacc NM_001193179 155
Rv ggacacctgcaaccatacct

IL1IA Fwd atctggaggaggceagtgaaat NM_174092 201
Rv gcttttcccagaagaagagga

IL1B Fwd catggagaagctgaggaacag NM_174093 169
Rv tetgtectggagtttgeactt

IL4 Fwd ccccaaagaacacaactgaga M77120 190
Rv tccaagaggtctttcagegta

IL8 Fwd tgtgtgaagcetgcagttetgt BC103310 188
Rv cttggggtttaagecagaccte

IL10 Fwd gcactactctgttgectggte NM_174088 180
Rv taagctgtgcagttggteett

IL15 Fwd gtgcaagtcttcccaaaacag U42433 170
Rv tcgtaactccaggagaaagea

.21 Fwd tgcctgatggtcatettetet NM_198832 182
Rv gaccgctcacagtgtetettt

IL23 Fwd ctggagtgcacacctaccaat NM_001205688 229
Rv gecatttgggagtagagaagg

TNFa Fwd gtcaacatcctgtetgecate NM_173966.3 186
Rv aaagtagacctgcccagactc

Abbreviations: AS, amplicon size (base pairs); Fwd, forward primer; Rv, reverse
primer.

@ All primers were designed and validated by the authors. Each primer was
used at a final concentration of 600 nM.

(Bio-Rad Protein Assay, Bio-Rad Lab, Mississauga, ON, Canada). Wes-
tern blot analyses were performed as previously described [29]. Sam-
ples (150 ng of proteins) were resolved by one-dimensional denaturing
Novex Tris-glycine gels (Invitrogen, Burlington, ON, Canada) and
electrophoretically transferred to polyvinylidene difluoride membranes
(PVDF; Thermo Fisher Scientific). Membranes were incubated with
anti-IL4 and anti-IL15 antibodies (Cedarlane Laboratories Ltd., Bur-
lington, ON Canada) at concentrations of 1.5ug/ml. Immunoreactive
proteins were visualized by incubation with horseradish peroxidase-
linked anti-goat secondary antibody (1:10000 dilution) and the en-
hanced chemiluminescence system, ECL plus (Thermo Fisher Scientific)
according to the manufacturer’s protocol followed by revelation using
the ChemiDoc XRS + system (Bio-Rad). B-actin was used as reference
protein with anti-B-actin antibodies purchased from Immune Biosolu-
tions (Sherbrooke, QC Canada) and used at a dilution of 1:1000.
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2.5. Statistical analyses

Relative amounts of target genes mRNA were normalized with those
of the reference gene GAPDH. Homogeneity of variance between groups
was verified by O’Brien and Brown-Forsythe tests. Corrected values of
gene specific mRNA levels were compared between follicular or CL
groups by one-way analysis of variance (ANOVA). When ANOVA in-
dicated a significant difference (P < 0.05), the Tukey-Kramer test was
used for multiple comparison of individual means among SF, DF, OF
and CL, whereas the Student t-test (P < 0.05) was used to compare the
BHB™ group of cows to the control group. Statistical analyses were
performed using GraphPad prism 5.0 software.

3. Results and discussion

The dynamic nature of follicular development and the presence of
the oocyte in the follicular fluid, surrounded by granulosa and internal
theca cells, make the follicles an excellent model for uncovering
changes in the IL and ILRs receptors expression profile based on the
animal status, and provide better understanding of the IL roles in fol-
licular development and oocyte maturation. In this regard, we de-
monstrated the expression of target IL receptors in GC with differential
regulation throughout the follicular development and in the CL. For
IL4R, the greatest steady-state mRNA amounts were observed in gran-
ulosa cells (GC) of the dominant follicle (DF) as compared to GC of
small follicles (SF), ovulatory follicles (OF) and corpus luteum (CL)
(Fig. 1A; P < 0.05). In contrast, IL15R showed significantly greater
expression in the OF than in DF, SF and CL (Fig. 1B, P < 0.001). For
IL21R, there was an increase within the CL as compared to the different
groups of follicles (Fig. 1C; P < 0.05). Among the different groups of
follicles, IL2IR mRNA expression was greater in DF and OF as com-
pared to SF (Fig. 1A; P < 0.01).

While steady-state mRNA levels of IL4R were stronger in the
dominant follicle, ILI5R expression was greatest in the ovulatory fol-
licle, and IL21R showed increased steady-state mRNA levels in the CL as
compared to the different groups of follicles, suggesting that these cy-
tokine receptors might be hormonally-regulated. ILI5R was sig-
nificantly induced by hCG injection (Fig. 1B) while IL4R expression was
reduced in GC post-hCG injection, and IL21R was more abundant in the
CL. These differences in regulation of interleukin receptors could also
be caused by different cell types within tissues specially in the CL,
which contains a large proportion of leucocytes, in addition of lutei-
nized granulosa and theca cells. Nevertheless, the results suggest that
these receptors would activate different targets upon cytokines binding
and they could play significant roles in signaling pathways controlling
either granulosa cells (GC) proliferation and function, ovulation or
formation of the CL. We have previously shown that the expression of
several genes was dramatically reduced in the ovulatory follicle
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Fig. 1. Expression of target interleukin receptors in bovine granulosa cells during follicular development. Total RNA extracts of GC from SF, DF, OF, and CL were
analyzed by RT-qPCR for different interleukin receptors mRNA expression. Expression of IL4R (A) was greatest in DF as compared to SF, OF and CL (P < 0.05).
IL15R expression (B) was significantly greater in OF as compared to SF, DF and CL (P < 0.001), while IL21R (F) mRNA expression were greatest in the CL as

compared to the different groups of follicles. Relative mRNA expression was calculated using the
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following the LH surge or hCG injection [30,31]. Cytokines whose re-
ceptors are induced by LH/hCG, such as the pro-inflammatory cytokine
IL15 shown in this study, may be involved in various biological pro-
cesses such as the ovulation process but could also hinder GC pro-
liferation and follicular growth. Conversely, IL4R, which is expressed at
greater amounts in GC of dominant follicle would mediate IL4’s possible
actions in promoting GC proliferation and steroidogenic activity. In-
deed, decreased IL4 amounts during the postpartum period could in-
dicate that IL4 promotes cell proliferation as previously shown in
lymphocytes [32], or oocyte maturation and ovulation [33,34]. Inter-
estingly, IL4 was found overexpressed during oocyte maturation along
with other growth factors [33] supporting the assumption that IL4 plays
a role in the production of a competent oocyte. Therefore, a significant
decrease in IL4 expression during the postpartum period as shown in
our study could contribute to limited GC proliferation and delayed
oocyte maturation resulting in a prolonged anovulation period. More-
over, our data agree with previous reports demonstrating that altera-
tion of IL4 expression contributed to follicle persistence and ovulation
failure in cows with ovarian cysts [17].

We analyzed the expression of different proinflammatory and anti-
inflammatory cytokines in granulosa cells during follicular develop-
ment and found a differential regulation for target cytokines. Of in-
terest, steady-state mRNA expression of IL1A was strongest in the OF as
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compared to SF, DF and the CL (Fig. 2A; P < 0.05), while IL1B relative
expression was strongest in OF and SF as compared to DF (Fig. 2B;
P < 0.05). Expression of IL8 (Fig. 2D) and TNFa (Fig. 2I) was strongest
in the SF as compared to other groups of follicles and the CL. Moreover,
IL8 and TNFa expression was still stronger in the OF than in the DF
(Fig. 2D and I, respectively; P < 0.05). Expression of IL4 (Fig. 2C) and
IL10 (Fig. 2E) was strongest in SF as compared to DF. However, IL10
expression was stronger in OF than in the DF (Fig. 2E, P < 0.05). As
for IL15, relative mRNA expression was more abundant in the OF and
the CL as compared to the DF (Fig. 2F). IL21 relative expression was
stronger in SF as compared to DF, OF and CL (Fig. 2G; P < 0.05), while
IL23 was strongest in SF and OF as compared to DF (Fig. 2H;
P < 0.05). Overall, these results are in line with the status of the
follicles since pro-inflammatory cytokines analyzed are more abun-
dantly present in the ovulatory follicle as compared to the dominant
follicle and that the ovulation process is similar to an inflammatory
response [19,35,36]. The LH surge triggers several LH-induced sig-
naling cascades associated with inflammation and leads to the release
of the oocyte during ovulation. Granulosa cells are one of the first cells
to respond to LH with a dramatic change in gene expression as pre-
viously reported (Lussier et al., 2017; Benoit et al., 2019). These
changes also include induction of mediators of inflammatory processes
such as cytokines as shown for most of the pro-inflammatory cytokines
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Fig. 2. Expression of target interleukins in bovine granulosa cells during follicular development. Total RNA extracts of GC from SF, DF, OF, and CL were analyzed by
RT-qPCR for different interleukin mRNA expression. IL1A (A), IL1B (B), IL8 (D), IL15 (F), IL21 (G), IL23 (H) and TNFa (I) mRNA expression were greatest in the OF as
compared to the DF. Expression of IL4 (C) was greatest in SF as compared to DF, OF and CL (P < 0.001), while IL10 expression (E) was significantly greater in SF and
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samples that differ significantly (P < 0.05).
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Fig. 3. Expression profile of target interleukins in bovine granulosa cells during the postpartum period. Total RNA was extracted from GC of either postpartum cows
with high BHB levels (BHB ") or low BHB (CTRL) and analyzed by RT-qPCR for different interleukin mRNA expression. IL1A (A), IL1B (B), IL8 (D), IL15 (F), IL23 (H)
and TNFa (I) were significantly induced during the postpartum period (BHB* group) as compared to the control group. There was no difference for IL21 mRNA
expression between BHB™ and control groups (G). IL4 (C) was significantly reduced during the postpartum period (BHB* group) as compared to the control group,
while there was no difference in IL10 expression between the two groups (E). mRNA relative expression was calculated using the 2~*“* method with RPL19 as
reference gene. Bars marked with asterisks are significantly different from the control group (P < 0.05). n/s, non-significant.

analyzed in this study.

In the second part of this study, our results show that the expression
of pro-inflammatory interleukins such as IL1A (Fig. 3A; P < 0.05),
IL1B (Fig. 3B; P < 0.05), IL23 (Fig. 3H; P < 0.05), TNFa (Fig. 3I;
P < 0.05), and most notably IL8 (Fig. 3D; P < 0.001) and IL15
(Fig. 3F; P < 0.001) was significantly induced during the postpartum
period (BHB* group) as compared to the control group. However,
steady-state mRNA levels for the other analyzed pro-inflammatory cy-
tokines, such as IL21 (Fig. 3G) did not change significantly between the
two groups suggesting that these particular ILs might not affect bovine
fertility during the postpartum period. Among the anti-inflammatory
interleukins that were analyzed, IL4 was significantly reduced during
the postpartum period in BHB™ cows as compared to the control group
(Fig. 3C; P < 0.01), while the steady-state mRNA levels of IL10 did not
significantly change (Fig. 3E). Western blot analyses showed protein
expression of IL4 and IL15 as differentially regulated similar to their
mRNA expression. IL4 was relatively reduced in the postpartum period
as compared to the control although there was no significant difference
between the two groups, while IL15 tended to be induced in postpartum
cows (Fig. 4).

Quantitative PCR analyses of IL4R, IL15R and IL21R during the post-
partum period revealed greatest steady-state mRNA amounts in

granulosa cells from BHB* cows as compared to controls cows for all
three receptors (Fig. 5A-C; P < 0.05). Significant expression of IL15R
and IL21R in BHB™ granulosa cells correlates well with the regulation
of the corresponding pro-inflammatory cytokines IL15 and IL21 in
BHB™ granulosa cells as shown in Fig. 3 where IL15 was significantly
increased in BHB™ as compared to control (Fig. 3F), while IL21 was
expressed in BHB™ similar to the control (Fig. 3G). Conversely, IL4R
was significantly increased in BHB™ granulosa cells while IL4 expres-
sion was stronger in the control as compared to BHB* (Fig. 3C). Al-
though IL4 is considered an anti-inflammatory cytokine [37], it can
regulate a variety of biological responses by binding to specific IL4Rs
expressed by a wide range of cell types [38-40]. Additionally, IL4R can
form two complexes consisting of two classes of IL4Rs with a type I IL4R
and a type II IL4R [41], suggesting that increased IL4R in BHB" cows
could mean that IL4 may induce different actions in granulosa cells or
IL4R could serve for the signaling of other cytokines such as IL13 as
previously shown [42].

Our study shows that the postpartum period is associated with
changes in the expression profile of various ILs that could result in
functional changes in steroidogenic cells, particularly granulosa cells,
leading to negative effects on follicular development and ovulation
rate. Because the health and maturation of the oocyte is closely
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Fig. 5. Expression profile of target interleukins receptors in bovine granulosa cells during the postpartum period. Total RNA was extracted from GC of either
postpartum cows with high BHB levels (BHB*) or low BHB (CTRL) and analyzed by RT-qPCR for different interleukin receptors mRNA expression. IL4R (A), IL15R
(B), and IL21R (C) were significantly induced during the postpartum period (BHB™ group) as compared to the control group. mRNA relative expression was
calculated using the 2724 method with RPLI9 as reference gene. Bars marked with asterisks are significantly different from the control group (P < 0.05).

dependent on the proper development of the follicle and the function of
GC, the identification of target ILs directly induced during the post-
partum period suggest that these ILs might affect the ovarian function
and dairy cows’ fertility. Of interest, among the ILs analyzed, IL15 was
one of the two most significantly induced interleukins during the
postpartum period supporting the idea of a negative role for IL15 in
follicular development and oocyte maturation. Similarly, it was shown
in women that increased IL15 concentrations in the follicular fluid are
adversely related with the size of follicles and oocyte maturity [43] and
could also negatively affect IVF-embryo transfer outcome [44]. These
data correlate well with our findings and may suggest that increased
expression of IL15 during the postpartum period could delay oocyte
maturation and ovulation, therefore contributing to a prolonged ano-
vulation state. Our own data strongly support a correlation between
increased expression of IL15/IL15R and the absence of ovulation in
postpartum dairy cows. Alternately, IL15 could be considered as a po-
tential marker for lactation performance [45], and its expression profile
and regulation also support the idea that IL15 might be involved in
other cellular mechanisms including inflammation as previously sug-
gested [46].

The present observations provide an insight into the regulation of
target cytokines during follicular development and during the post-
partum period. Since one of the causes of decreased fertility during the
post-partum period could be a prolonged anovulatory status, it is of
interest to analyze and understand the exact regulation of these cyto-
kines. It has been shown that cows with delayed ovulation or anovu-
lation during post-partum period had greater concentrations of in-
flammatory cytokines such as TNFa as compared to ovulated cows [47].
In agreement with these data, we have shown that TNFa as well as IL8,
IL15 and IL23, all inflammatory cytokines, were expressed more
abundantly in BHB" cows than in control cows. Conversely, we have

shown that expression of anti-inflammatory cytokines such as IL4 was
altered in BHB* post-partum cows as compared to BHB™ cows sug-
gesting that alteration of certain cytokines could be associated with
prolonged anovulation. These findings are also consistent with pre-
viously reported data [17], which together are evidence that a different
regulation or alteration of cytokines during the post-partum period
could contribute to ovulation failure. Overall, these observations help
better understand the effects of high BHB levels during the postpartum
period on the ovarian function and granulosa cells activity, although
the mechanisms underlying the changes in ILs expression profile and
their possible effects on fertility require further investigation.

4. Conclusion

In this study, the expression profile of target ILs in GC was estab-
lished during the postpartum period in dairy cows. Of interest, we have
shown anti-inflammatory IL4 and pro-inflammatory IL8 and IL15 as the
interleukins most significantly altered and induced, respectively, during
the postpartum period. In addition, we showed ILRs to be differentially
regulated in GC at different developmental stages of the ovarian folli-
cles. Future investigations will determine whether these changes are
correlated with reduced ovulation rate and whether they affect nega-
tively dairy cows’ fertility during the postpartum period.

CRediT authorship contribution statement

Aly Warma: Validation, Investigation, Formal analysis, Data cura-
tion, Writing - original draft, Visualization. Marianne Descarreaux:
Investigation, Formal analysis, Data curation, Visualization. Younes
Chorfi: Methodology, Writing - review & editing. Raynald Dupras:
Methodology, Resources. Roxane Rémillard: Methodology, Resources.



A. Warma, et al.

Kalidou Ndiaye: Conceptualization, Methodology, Validation, Formal
analysis, Resources, Writing - original draft, Supervision, Project ad-
ministration, Funding acquisition.

Declaration of Competing Interest

The authors declare that they have no known competing financial
interests or personal relationships that could have appeared to influ-
ence the work reported in this paper.

Acknowledgements

This work was supported by a MITACS Acceleration Grant to KN in
partnership with MediVet Inc. (Quebec, Canada) and by a Grant from
Fonds du Centenaire (Faculty of Veterinary Medicine, University of
Montreal). The authors declare that they have no conflict of interest.

References

[1] M.C. Lucy, Reproductive loss in high-producing dairy cattle: where will it end? J.
Dairy Sci. 84 (6) (2001) 1277-1293.

[2] G. Opsomer, Y.T. Grohn, J. Hertl, M. Coryn, H. Deluyker, A. de Kruif, Risk factors
for post partum ovarian dysfunction in high producing dairy cows in Belgium: a
field study, Theriogenology 53 (4) (2000) 841-857.

[3] M.V. Komaragiri, R.A. Erdman, Factors affecting body tissue mobilization in early
lactation dairy cows. 1. Effect of dietary protein on mobilization of body fat and
protein, J. Dairy Sci. 80 (5) (1997) 929-937.

[4] R.C. Perry, L.R. Corah, R.C. Cochran, W.E. Beal, J.S. Stevenson, J.E. Minton,

D.D. Simms, J.R. Brethour, Influence of dietary energy on follicular development,

serum gonadotropins, and first postpartum ovulation in suckled beef cows, J. Anim.

Sci. 69 (9) (1991) 3762-3773.

S. Llewellyn, R. Fitzpatrick, D.A. Kenny, J.J. Murphy, R.J. Scaramuzzi, D.C. Wathes,

Effect of negative energy balance on the insulin-like growth factor system in pre-

recruitment ovarian follicles of post partum dairy cows, Reproduction 133 (3)

(2007) 627-639.

[6] P.G. Knight, C. Glister, Potential local regulatory functions of inhibins, activins and
follistatin in the ovary, Reproduction 121 (4) (2001) 503-512.

[7]1 J.J. Eppig, K. Wigglesworth, F.L. Pendola, The mammalian oocyte orchestrates the
rate of ovarian follicular development, PNAS 99 (5) (2002) 2890-2894.

[8] C.S. Rosenfeld, J.S. Wagner, R.M. Roberts, D.B. Lubahn, Intraovarian actions of

oestrogen, Reproduction 122 (2) (2001) 215-226.

J.S. Richards, M. Ascoli, Endocrine, paracrine, and autocrine signaling pathways

that regulate ovulation, Trends Endocrinol. Metab.: TEM 29 (5) (2018) 313-325.

[10] J. Patton, D.A. Kenny, J.F. Mee, F.P. O'Mara, D.C. Wathes, M. Cook, J.J. Murphy,
Effect of milking frequency and diet on milk production, energy balance, and re-
production in dairy cows, J. Dairy Sci. 89 (5) (2006) 1478-1487.

[11] S.A. Pangas, Growth factors in ovarian development, Seminars Reprod. Med. 25 (4)
(2007) 225-234.

[12] N.M. Orsi, R.M. Tribe, Cytokine networks and the regulation of uterine function in
pregnancy and parturition, J. Neuroendocrinol. 20 (4) (2008) 462-469.

[13] S.L. Field, T. Dasgupta, M. Cummings, N.M. Orsi, Cytokines in ovarian folliculo-
genesis, oocyte maturation and luteinisation, Mol. Reprod. Dev. (2013).

[14] N.M. Orsi, Cytokine networks in the establishment and maintenance of pregnancy,
Human Fertility 11 (4) (2008) 222-230.

[15] A. Salmassi, A. Fattahi, M. Nouri, J. Hedderich, A.G. Schmutzler, Expression of
mRNA and protein of IL-18 and its receptor in human follicular granulosa cells, J
Endocrinol Invest 40 (4) (2017) 447-454.

[16] M. Samir, C. Glister, D. Mattar, M. Laird, P.G. Knight, Follicular expression of pro-
inflammatory cytokines tumour necrosis factor-alpha (TNFalpha), interleukin 6
(IL6) and their receptors in cattle: TNFalpha, IL6 and macrophages suppress thecal
androgen production in vitro, Reproduction 154 (1) (2017) 35-49.

[17] A/F. Stassi, M.E. Baravalle, E.M. Belotti, A.N. Amweg, E. Angeli, M.M.L. Velazquez,
F. Rey, N.R. Salvetti, H.H. Ortega, Altered expression of IL-1beta, IL-1RI, IL-1RII, IL-
1RA and IL-4 could contribute to anovulation and follicular persistence in cattle,
Theriogenology 110 (2018) 61-73.

[18] A. Bukovsky, J. Presl, Ovarian function and the immune system, Med. Hypotheses 5
(4) (1979) 415-436.

[19] L.L. Espey, Ovulation as an inflammatory reaction-a hypothesis, Biol. Reprod. 22
(1) (1980) 73-106.

[20] Z. Liu, R.S. Youngquist, H.A. Garverick, E. Antoniou, Molecular mechanisms reg-
ulating bovine ovarian follicular selection, Mol. Reprod. Dev. 76 (4) (2009)
351-366.

[21] K. Ndiaye, D.H. Poole, S. Walusimbi, M.J. Cannon, K. Toyokawa, S.W. Maalouf,
J. Dong, P. Thomas, J.L. Pate, Progesterone effects on lymphocytes may be

[5

—

[9

[

[22]

[23]

[24]

[25]

[26]

[27]

[28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]
[36]

[37]

[38]

[39]

[40]

[41]

[42]

[43]

[44]

[45]

[46]

[47]

Cytokine: X 2 (2020) 100022

mediated by membrane progesterone receptors, J. Reprod. Immunol. 95 (1-2)
(2012) 15-26.

A'F. Stassi, M.E. Baravalle, E.M. Belotti, F. Rey, N.C. Gareis, P.U. Diaz,

F.M. Rodriguez, C.J. Leiva, H.H. Ortega, N.R. Salvetti, Altered expression of cyto-
kines IL-1alpha, IL-6, IL-8 and TNF-alpha in bovine follicular persistence,
Theriogenology 97 (2017) 104-112.

N. Gerard, M. Caillaud, A. Martoriati, G. Goudet, A.C. Lalmanach, The interleukin-1
system and female reproduction, J. Endocrinol. 180 (2) (2004) 203-212.

K. Smolikova, A. Mlynarcikova, S. Scsukova, Role of interleukins in the regulation
of ovarian functions, Endocr. Regul. 46 (4) (2012) 237-253.

CCAC, Guidelines on the care and use of farm animals in research, teaching and
testing. CCAC, Ottawa, ON, 2009.

K. Ndiaye, T. Fayad, D.W. Silversides, J. Sirois, J.G. Lussier, Identification of
downregulated messenger RNAs in bovine granulosa cells of dominant follicles
following stimulation with human chorionic gonadotropin, Biol. Reprod. 73 (2)
(2005) 324-333.

K.J. Livak, T.D. Schmittgen, Analysis of relative gene expression data using real-
time quantitative PCR and the 2(-Delta Delta C(T)) Method, Methods 25 (4) (2001)
402-408.

M.M. Bradford, A rapid and sensitive method for the quantitation of microgram
quantities of protein utilizing the principle of protein-dye binding, Anal. Biochem.
72 (1976) 248-254.

J. Bedard, S. Brule, C.A. Price, D.W. Silversides, J.G. Lussier, Serine protease in-
hibitor-E2 (SERPINE?2) is differentially expressed in granulosa cells of dominant
follicle in cattle, Mol. Reprod. Dev. 64 (2) (2003) 152-165.

J.G. Lussier, M.N. Diouf, V. Levesque, J. Sirois, K. Ndiaye, Gene expression profiling
of upregulated mRNAs in granulosa cells of bovine ovulatory follicles following
stimulation with hCG, Reprod. Biol. Endocrinol.: RB&E 15 (1) (2017) 88.

G. Benoit, A. Warma, J.G. Lussier, K. Ndiaye, Gonadotropin regulation of ankyrin-
repeat and SOCS-box protein 9 (ASB9) in ovarian follicles and identification of
binding partners, PLoS ONE 14 (2) (2019) e0212571.

K. Dohmann, B. Wagner, D.W. Horohov, W. Leibold, Expression and characterisa-
tion of equine interleukin 2 and interleukin 4, Vet. Immunol. Immunopathol. 77
(3-4) (2000) 243-256.

S. Assou, T. Anahory, V. Pantesco, T. Le Carrour, F. Pellestor, B. Klein,

L. Reyftmann, H. Dechaud, J. De Vos, S. Hamamah, The human cumulus-oocyte
complex gene-expression profile, Hum. Reprod. 21 (7) (2006) 1705-1719.

G. Papacleovoulou, H.O. Critchley, S.G. Hillier, J.I. Mason, IL1alpha and IL4 sig-
nalling in human ovarian surface epithelial cells, J. Endocrinol. 211 (3) (2011)
273-283.

R.L. Robker, J.D. Hennebold, D.L. Russell, Coordination of ovulation and oocyte
maturation: a good egg at the right time, Endocrinology 159 (9) (2018) 3209-3218.
D.M. Duffy, C. Ko, M. Jo, M. Brannstrom, T.E. Curry, Ovulation: parallels with in-
flammatory processes, Endocr. Rev. 40 (2) (2019) 369-416.

W.J. Zhou, H.L. Yang, J. Shao, J. Mei, K.K. Chang, R. Zhu, M.Q. Li, Anti-in-
flammatory cytokines in endometriosis, Cell. Mol. Life Sci.: CMLS 76 (11) (2019)
2111-2132.

K. Fukuda, Y. Fyjitsu, N. Kumagai, T. Nishida, Characterization of the interleukin-4
receptor complex in human corneal fibroblasts, Invest. Ophthalmol. Vis. Sci. 43 (1)
(2002) 183-188.

C. Doucet, D. Brouty-Boye, C. Pottin-Clemenceau, C. Jasmin, G.W. Canonica,

B. Azzarone, IL-4 and IL-13 specifically increase adhesion molecule and in-
flammatory cytokine expression in human lung fibroblasts, Int. Immunol. 10 (10)
(1998) 1421-1433.

V.H. van der Velden, B.A. Naber, A.F. Wierenga-Wolf, R. Debets, H.F. Savelkoul,
S.E. Overbeek, H.C. Hoogsteden, M.A. Versnel, Interleukin 4 receptors on human
bronchial epithelial cells. An in vivo and in vitro analysis of expression and func-
tion, Cytokine 10 (10) (1998) 803-813.

A. Gessner, M. Rollinghoff, Biologic functions and signaling of the interleukin-4
receptor complexes, Immunobiology 201 (3-4) (2000) 285-307.

B. Miloux, P. Laurent, O. Bonnin, J. Lupker, D. Caput, N. Vita, P. Ferrara, Cloning of
the human IL-13R alphal chain and reconstitution with the IL4R alpha of a func-
tional IL-4/IL-13 receptor complex, FEBS Lett. 401 (2-3) (1997) 163-166.

S. Spanou, D. Kalogiannis, E. Zapanti, M. Gazouli, [.A. Sfontouris, C. Siristatidis,
G. Mastorakos, Interleukin 15 concentrations in follicular fluid and their effect on
oocyte maturation in subfertile women undergoing intracytoplasmic sperm injec-
tion, J. Assist. Reprod. Genet. 35 (6) (2018) 1019-1025.

S. Vujisic, S.Z. Lepej, I. Emedi, R. Bauman, A. Remenar, M.K. Tiljak, Ovarian fol-
licular concentration of IL-12, IL-15, IL-18 and p40 subunit of IL-12 and IL-23, Hum.
Reprod. 21 (10) (2006) 2650-2655.

J. Wei, C. Yee, P. Ramanathan, L.J. Bendall, P. Williamson, Variation in im-
munophenotype of lactating mice, J. Reprod. Immunol. 89 (2) (2011) 178-184.
D. Ripley, B. Shoup, A. Majewski, N. Chegini, Differential expression of interleukins
IL-13 and IL-15 in normal ovarian tissue and ovarian carcinomas, Gynecol. Oncol.
92 (3) (2004) 761-768.

M. Sina, E. Dirandeh, H. Deldar, B. Shohreh, Inflammatory status and its relation-
ships with different patterns of postpartum luteal activity and reproductive per-
formance in early lactating Holstein cows, Theriogenology 108 (2018) 262-268.


http://refhub.elsevier.com/S2590-1532(20)30002-1/h0005
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0005
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0010
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0010
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0010
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0015
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0015
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0015
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0020
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0020
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0020
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0020
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0025
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0025
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0025
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0025
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0030
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0030
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0035
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0035
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0040
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0040
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0045
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0045
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0050
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0050
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0050
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0055
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0055
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0060
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0060
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0065
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0065
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0070
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0070
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0075
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0075
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0075
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0080
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0080
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0080
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0080
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0085
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0085
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0085
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0085
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0090
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0090
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0095
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0095
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0100
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0100
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0100
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0105
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0105
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0105
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0105
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0110
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0110
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0110
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0110
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0115
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0115
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0120
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0120
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0130
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0130
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0130
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0130
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0135
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0135
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0135
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0140
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0140
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0140
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0145
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0145
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0145
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0150
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0150
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0150
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0155
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0155
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0155
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0160
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0160
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0160
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0165
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0165
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0165
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0170
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0170
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0170
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0175
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0175
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0180
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0180
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0185
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0185
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0185
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0190
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0190
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0190
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0195
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0195
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0195
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0195
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0200
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0200
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0200
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0200
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0205
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0205
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0210
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0210
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0210
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0215
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0215
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0215
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0215
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0220
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0220
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0220
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0225
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0225
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0230
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0230
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0230
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0235
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0235
http://refhub.elsevier.com/S2590-1532(20)30002-1/h0235

	Interleukins’ expression profile changes in granulosa cells of preovulatory follicles during the postpartum period in dairy cows
	Introduction
	Materials and methods
	Animal model for analysis of IL and IL receptors expression in granulosa cells
	Animal model for analysis of ILs expression profile during the postpartum period
	Total RNA extraction and RT-qPCR analysis
	Total protein extraction and western blot analysis
	Statistical analyses

	Results and discussion
	Conclusion
	CRediT authorship contribution statement
	mk:H1_11
	Acknowledgements
	References




