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ABSTRACT

Oocyte in vitro maturation (IVM) is an assisted reproductive
technology that involves the maturation of cumulus-oocyte
complexes (COCs) that are then capable of normal develop-
ment. We have shown that epidermal growth factor (EGF)-like
peptide signaling is perturbed in mouse COCs undergoing IVM
when matured with follicle-stimulating hormone (FSH) and/or
EGF, but supplementation of IVM with EGF-like peptides
amphiregulin or epiregulin improves oocyte developmental
competence. Here we aimed to determine whether EGF-like
peptides regulate COC metabolism. Immature 129/Sv mouse
COCs underwent IVM with FSH, EGF, amphiregulin, epiregulin,
betacellulin, or no treatment (control). Epiregulin significantly
increased intraoocyte flavin adenine dinucleotide (FAD) and
REDOX (reduction and oxidation) ratio compared to FSH and
control. Amphiregulin and epiregulin significantly increased the
proportion of J aggregates (from JC-1) in oocyte mitochondria
compared to control, FSH, or EGF, and this coupled with FAD
and REDOX measures indicates greater mitochondrial activity.
There were no differences in glucose consumption, lactate
production, or glycolysis between COCs matured with FSH,
EGF, and EGF-like peptides. COCs matured with EGF or EGF-like
peptides exhibited significantly higher mRNA expression of the
hexosamine biosynthesis pathway (HBP) rate-limiting enzyme
gene Gfpt2, Has2 expression, and global beta-O-linked glyco-
sylation of proteins, compared to control or FSH, suggesting
greater HBP activity. Our findings suggest that 1) EGF-like
peptides, particularly epiregulin, induce more oocyte mitochon-
drial activity than EGF or FSH and 2) EGF-like peptides and EGF
induce greater HBP activity, enabling more hyaluronic acid
synthesis and protein beta-O-linked glycosylation. These meta-
bolic alterations may be a mechanism by which EGF-like
peptides increase oocyte developmental competence.

amphiregulin, b-O-linked glycosylation, EGF, epiregulin, FSH,
glucose, IVM, metabolism, mitochondria, oocyte

INTRODUCTION

The luteinizing hormone (LH) surge in females triggers
oocyte meiotic resumption and ovulation, as well as the
expansion/mucification of the surrounding cumulus cell matrix,
in ovarian antral follicles [1]. A key molecular cascade that
propagates these LH-induced processes involves key members
of the epidermal growth factor (EGF) family of proteins called
EGF-like peptides [2]. The LH surge induces rapid and
transient expression of three EGF-like peptides, amphiregulin
(AREG), epiregulin (EREG), and betacellulin (BTC), in
follicular granulosa cells [3]. These peptides are produced as
transmembrane precursors that shed and bind to the membrane-
bound EGF receptor (EGFR), which is expressed on mural and
cumulus granulosa cells, to activate the key downstream
effector extracellular signal-regulated kinases 1 and 2 complex
(ERK1/2) [4]. Along with oocyte meiotic resumption, ERK1/2
activation via the EGF-like peptides/EGFR is crucial for
cumulus matrix expansion, as it stimulates the expression of
hyaluronan synthase 2 (Has2), pentraxin 3 (Ptx3), tumor
necrosis factor alpha-induced 6 (Tnfaip6), and prostaglandin-
endoperoxide synthase 2 (Ptgs2), all of which are required for
cumulus matrix expansion and some of which are essential for
ovulation [4–6].

We have previously shown that EGF-like peptide signaling
is perturbed when cumulus-oocyte complexes (COCs) are
removed from the antral follicle at the immature germinal
vesicle stage and in vitro matured (IVM) [7]. IVM is a
technique widely used in animal reproductive technologies
and, less commonly, in human assisted reproduction [8]. The
clinical use of IVM as an assisted reproductive technology has
been limited because of its significantly lower efficiency
compared with conventional in vitro fertilization [9]. This is
because IVM oocytes are less capable of supporting embryo
development than their in vivo-matured counterparts [10–12].
The decreased developmental competence is likely in part
attributable to the use of suboptimal oocyte maturation
conditions, which leads to a disruption of the finely balanced
cytoplasmic and nuclear processes in the oocyte as it attempts
to develop in an artificial in vitro environment [13]. COCs
undergoing IVM are almost universally cultured in the
presence of follicle-stimulating hormone (FSH), and less
commonly with or without EGF (another member of the
EGF family of proteins) [14]. FSH and EGF are inducers of
cumulus cell EGF-like peptide expression and, consequently,
oocyte meiotic resumption and cumulus matrix expansion in
vitro [7, 15–17]. However, we have recently shown that using
FSH or EGF as IVM additives does not maintain adequate
activation of the EGF-like peptide signaling cascade in the
cumulus cells of IVM-matured COCs when compared to COCs
matured in vivo [7]. Furthermore we, and others, have shown
that the addition of exogenous AREG or EREG during IVM
increases oocyte developmental competence over FSH or EGF
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in the mouse and pig [7, 17]. We hypothesize that the
improvement in oocyte developmental competence seen in
COCs matured in the presence of AREG or EREG, over FSH
or EGF, would be reflected in differences in oocyte and
cumulus cell metabolism.

There is abundant evidence that COC metabolism is an
important component of oocyte developmental competence.
COCs acquire the large amount of energy required for meiotic
and cytoplasmic maturation through the metabolism of various
substrates including glucose, lipids, and amino acids [18], and
imbalances in energy metabolism kinetics have been shown to
compromise oocyte developmental competence [18, 19]. COCs
preferentially use glucose as an energy substrate [20]. Cumulus
cells have a higher capacity for glucose uptake than the oocyte
and hence consume more glucose but provide the oocyte with
many of the metabolic substrates it requires via gap junctions
[21]. The majority of glucose consumed by COCs is
metabolized via glycolysis; however, a small proportion is
also metabolized via the hexosamine biosynthesis pathway
(HBP), the pentose phosphate pathway, and the polyol pathway
to provide substrates for essential cellular processes (reviewed
by Sutton-McDowall et al. [22]). Glycolysis plays a role in
energy production as it provides the oocyte with the essential
metabolites such as pyruvate and lactate [20, 23]; pyruvate
facilitates ATP production as it is metabolized via the
tricarboxylic acid cycle, which is coupled with mitochondrial
oxidative phosphorylation to generate ATP for energy [24].
Glucose has several other important roles in the COC. During
COC maturation, the HBP is particularly up-regulated when
the cumulus matrix is undergoing expansion, because glucose
metabolized via this pathway can be used for the production of
hyaluronic acid, an essential glycosaminoglycan for cumulus
matrix formation [25, 26]. Glucose metabolized via the HBP is
converted to UDP-N-acetyl glucosamine, which can then be
converted to hyaluronic acid by HAS2 [22]. Alternatively, the
UDP-N-acetyl glucosamine produced can be used for the b-O-
linked glycosylation of proteins; b-O-linked glycosylation is an
inducible and dynamic posttranslational regulatory modifica-
tion of cytosolic and nuclear proteins that can modulate
transcriptional and signal transduction events [27]. b-O-linked
glycosylation is reversible and affects protein function in a
similar manner to phosphorylation.

In this study, we sought to characterize the metabolic
profiles of IVM COCs matured in the presence of FSH, EGF,
and the EGF-like peptides. We hypothesized that these ligands
will exert differential effects on COC metabolism that relate to
oocyte developmental competence.

MATERIALS AND METHODS

COC Collection

Female 129/Sv ([in-house] inbred) mice were used in this study as they
provide a reduced oocyte competence model in our hands [28, 29]. Mice were
maintained in accordance with the Australian Code of Practice for the Care and
Use of Animals for Scientific Purposes and with the approval of the University
of Adelaide Animal Ethics Committee. Immature COCs were collected from
21- to 26-day-old mice, 46 h after intraperitoneal injection of 5 IU of equine
chorionic gonadotropin (Folligon; Intervet, Boxmeer, Holland) to stimulate
follicular growth. COCs were isolated from preovulatory follicles using a 27-
gauge needle and collected using flame-pulled borosilicate Pasteur pipettes in
HEPES-buffered a minimum essential medium (aMEM; Gibco Life Technol-
ogies, Grand Island, NY) supplemented with 3 mg/ml bovine serum albumin
(BSA; Sigma Aldrich, St. Louis, MO) and 100 lM 3-isobutyl-1-methylxan-
thine (Sigma Aldrich).

COC IVM

IVM COCs were cultured in bicarbonate buffered aMEM (Gibco)
supplemented with 3 mg/ml BSA and either recombinant human FSH (50
mIU/ml; Puregon; Organon, Oss, The Netherlands), recombinant human EGF
(10 ng/ml; R&D Systems, Minneapolis, MN), recombinant mouse AREG (50
ng/ml; R&D Systems), recombinant mouse EREG (50 ng/ml; R&D Systems),
or recombinant mouse BTC (50 ng/ml; R&D Systems), at 378C with 5% CO

2
in air. Doses of EGF-like peptides and EGF were chosen on the basis of doses
used in previous studies [7, 15, 30, 31]. AREG and EREG had been previously
shown to increase oocyte developmental competence relative to FSH and EGF
using these culture conditions [7].

Glucose and Lactate Measurement

Groups of 10 COCs were cultured for 17 h in 100 ll media. Spent culture
media drops were collected, snap frozen, and stored at �808C. Glucose and
lactate concentrations in spent media were measured using a Cobas Integra 400
Plus (Roche Diagnostics, Basel, Switzerland). Data are from six replicate
experiments where each replicate measurement is the mean of three individual
COC media sample readings. Glucose consumption and lactate production are
expressed as pmol/COC/h.

Flavin Adenine Dinucleotide and Nicotinamide Adenine
Dinucleotide (Phosphate) Autofluorescence

Oocyte autofluorescence intensities of reduced nicotinamide adenine
dinucleotide (phosphate) (NAD(P)H) and oxidized flavin adenine dinucleotide
(FAD) are commonly measured to examine cellular REDOX (reduction and
oxidation) state [32]. Following 17 h IVM, COCs were transferred into
HEPES-buffered Vitro-Wash medium, where cumulus cells were removed
from oocytes by mechanical shearing using a P200 pipette. Denuded oocytes
were immediately transferred to glass-bottom confocal dishes (Cell E&G,
Houston, TX) in 5 ll Vitro-Wash medium and overlaid with mineral oil.
Autofluorescence of NAD(P)H and FAD was measured using blue (excitation
405 nm, emission 420–520 nm) and green (excitation 473 nm, emission 490–
590 nm) filters, respectively, using a FluoView FV10i confocal microscope
(Olympus, Tokyo, Japan). The laser-power and photomultiplier settings were
kept constant for all experiments. Fluorescent intensities were normalized to a
fluorescence standard (Inspeck; Molecular Probes, Eugene, OR). A single
optical scan through the center of the oocyte was used for the analysis, and
mean fluorescent intensities were quantified using Image J software (NIH,
Bethesda, MD). Forty-five COCs were imaged per treatment group over three
replicate experiments.

JC-1 Staining

Mitochondrial activity was examined by staining oocytes with JC-1, a
mitochondrial membrane potential (dWm)-sensitive fluorescence dye [33]. JC-1
exhibits potential-dependent accumulation in mitochondria whereby it
aggregates in high-polarized mitochondria (dWm ��140 mV) as J aggregates
that emit a red fluorescence [34]. In low-polarized mitochondria (dWm ��100
mV), the dye accumulates as JC-1 multimers that emit a green fluorescence.
Hence, an increase in the red:green fluorescence intensity ratio indicates
increased mitochondrial polarization, and thus increased mitochondrial activity
[34]. Following 17 h IVM in their respective treatments, oocytes were denuded
of their cumulus vestment by mechanical shearing using a P200 pipette and
cultured for 15 min in their treatments and 2 lg/ml JC-1 dye (Molecular
Probes). Oocytes were then washed once in Vitro-Wash medium and
fluorescence was measured using narrow green (excitation 490 nm, emission
540 nm) and narrow red (excitation 570 nm, emission 620 nm) filters using a
FluoView FV10i confocal microscope. The laser-power and photomultiplier
settings were kept constant for all replicate experiments. A single optical scan
through the center of the oocyte was used for the analysis where red and green
JC-1 fluorescence intensities were quantified using Image J software. The
red:green fluorescence ratio was then calculated from �23 oocytes per
treatment group over three replicate experiments. All values were corrected for
background fluorescence.

RNA Isolation and RT-qPCR

Following 6 h IVM, COC samples (50 COCs per treatment) were
resuspended in TRI reagent (Ambion, Life Technologies, Carlsbad, CA),
vortexed for 1 min, and incubated for 5 min at room temperature to solubilize
and homogenize samples. Chloroform (Sigma Aldrich) was then added and
samples were centrifuged to cause phase separation. The aqueous phase was
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collected and RNA was extracted using the RNeasy Micro Kit (Qiagen,
Germantown, MD) according to the manufacturer’s instructions. DNA that may
have been copurified was removed by addition of DNase (0.34 Kunitz units/ll,
supplied with kit). RNA was eluted in 14 ll of RNAse-free water and stored at
�808C. The final RNA concentrations were determined by absorbance using a
NanoDrop ND-1000 spectrophotometer (Thermo Fisher Scientific, Scoresby,
Australia).

An equal amount of total RNA from each sample was reverse transcribed
using random hexamers (Invitrogen, Carlsbad, CA) and Superscript III reverse
transcriptase (Invitrogen). Primers (10 pmol/reaction; Table 1) and cDNA were
then added to 20 ll total reaction volume with SYBR Green (Applied
Biosystems, Mulgrave, Australia). For O-linked b-N-acetylglucosaminyltrans-
ferase (Ogt) and glutamine:fructose-6-phosphate transaminase isoforms 1 and 2
(Gfpt1 and Gfpt2), QuantiTect mouse primers (QuantiTect Primer Assay;
Qiagen) were used. PCRs were performed using a Corbett Rotor-Gene 6000
(Qiagen). Thermal cycling conditions were set at 10 min at 958C for denaturing,
then 40 cycles at 958C for 15 sec and 608C for 60 sec for annealing and
extension, followed by 958C, 608C, and 958C for 15 sec each for dissociation.
A seven-point serial dilution standard curve was produced for each transcript
from cDNA generated from mural granulosa cells. The relative gene expression
values were calculated using the standard curve method, presented relative to a
calibrator, and normalized to the geometric mean of two housekeeping genes
(Mrpl19 and Ppia). To validate primer pairs, amplicons generated from mouse
cumulus cell cDNA were run on 2% agarose gels, and primer pairs were
considered valid when a single product at the correct size was observed and
primer efficiency was above 90%. Data are means of six replicate experiments.

Cumulus Matrix Expansion Scoring

COCs were matured for 17 h IVM in media containing 5% heat-inactivated
fetal bovine serum (FBS; Gibco) along with the indicated treatments. FBS-
supplemented media was used specifically for assessment of cumulus matrix
expansion because, in the presence of BSA alone, the cumulus matrix
expansion is poor. Blinded scoring by an experienced assessor of the cumulus
expansion index was then performed using the scoring system reported by
Vanderhyden et al. [35].

CTD 110.6 Immunocytochemistry

Global b-O-linked glycosylation was examined in COCs using immuno-
histochemistry. IVM COCs were matured for 12 h and then immediately fixed
in 4% paraformaldehyde diluted in PBS for 1.5 h at 48C. This time point was
chosen because a greater difference in global b-O-linked glycosylation between
treatments was observed at 12 h than at 6 or 17 h IVM, as determined using
Western blot analysis (data not shown). COCs were adhered to Cell-Tak (BD
Biosciences, Franklin Lakes, NJ) coated glass slides and incubated with
permeabilizing solution (0.25% Triton-X in PBS), followed by blocking
solution (10% goat serum, 0.2% Tween-20 in PBS). COCs were then incubated
with the primary antibody CTD110.6 (anti-O-GlcNAc; Covance, Princeton,
NJ) diluted 1:250 in blocking solution overnight at 48C, followed by the
secondary antibody Alexa Fluor 488 goat anti-mouse immunoglobulin M
(Invitrogen) diluted 1:250 in blocking solution for 1 h at room temperature.
COCs were then incubated with 1.5 lM of the nuclear stain propidium iodide
(PI) for 30 min at room temperature. Cells were covered with Dako Fluorescent
Mounting Medium (Dako, Glostrup, Denmark), covered with a cover slide, and
allowed to dry for ;4 h at 48C. COC CTD110.6 (green; excitation 473 nm,
emission 520 nm) and PI (red; excitation 559 nm, emission 619 nm)
fluorescence was then visualized using a FluoView FV10i confocal
microscope. The laser-power and photomultiplier settings were kept constant
for all replicate experiments. A single optical scan at 603 magnification
through the center of the oocyte was used for the analysis. Fluorescence
intensities were quantified using Image J software and normalized to a
fluorescence standard (Inspeck). A total of 30 COCs from three replicate

experiments were imaged. For each replicate experiment, negative primary and
secondary antibody control slides were prepared.

Statistical Analyses

Statistical analyses were conducted using SigmaPlot 11.0 software (Systat
Software, San Jose, CA). Statistical significance was assessed by one-way
ANOVA followed by Tukey multiple-comparison post hoc tests to identify
individual differences between means. Where data were not normally
distributed, statistical significance was assessed by nonparametric Kruskal-
Wallis one-way ANOVA by ranks. All values are presented with their
corresponding SEM. Probabilities of P � 0.05 were considered statistically
significant.

RESULTS

EGF-Like Peptides, EGF, and FSH Exert No Differential
Effects on COC Glycolysis

Glucose consumption and lactate production by COCs
matured in the presence of EGF-like peptides, FSH, or EGF
were measured after 17 h of IVM. The relative rate of
glycolysis was determined by the ratio of lactate production to
glucose consumption (lactate:glucose ratio); two lactate
molecules are produced for every glucose molecule consumed
via glycolysis. Control (no treatment) COCs exhibited
significantly (P , 0.001) lower glucose consumption, lactate
production, and glycolytic rate than those matured in the
presence of FSH, EGF, or the EGF-like peptides (Fig. 1). There
were no significant differences in glucose consumption, lactate
production, or glycolytic rates between COCs matured with
FSH, EGF, or the EGF-like peptides (Fig. 1).

EGF-Like Peptides and EGF Stimulate Greater HBP Activity
than FSH

The relative mRNA expression of key genes (illustrated in
Fig. 2A) known to be up-regulated during glucose metabolism
via the HBP was measured, and cumulus matrix expansion was
measured to relate gene expression data with morphological
expansion. The control (no treatment) group did not stimulate
cumulus matrix expansion following 17 h maturation; FSH
induced significantly less expansion than all other treatments
(P , 0.001; Fig. 2B). AREG and EGF induced the greatest
expansion, followed by EREG and BTC, and then FSH (P ,
0.05). In general, EGF and the EGF-like peptides induced
robust cumulus cell expression of the matrix-associated genes
compared to FSH. AREG, EREG, and EGF induced
significantly higher Has2, Ptgs2, and Tnfaip6 expression, and
BTC induced significantly higher Has2 and Ptgs2 expression,
than FSH or control (Fig. 2C). Induction of the HBP rate-
limiting enzymes, Gfpt1 and Gfpt2, and the cumulus matrix-
associated transcripts, Has2, Ptx3, Ptgs2, and Tnfaip6, was
measured to assess the relative flux of glucose down the HBP
in COCs matured in the presence of EGF-like peptides, FSH,
or EGF for 6 h (Fig. 2C). There were no significant differences
in Gfpt1 expression among treatment groups, with the

TABLE 1. Sequences of PCR primers used for RT-qPCR.

Gene GenBank accession no. Forward primer* Reverse primer* Size (bp)

Has2 U52524 AAG ACC CTA TGG TTG GAG GTC TT CAT TCC CAG AGG ACC GCT TAT 167
Ptgs2 NM_011198 CCTTCCTCCCGTAGCAGATG ATGAACTCTCTCCGTAGAAGAACCTT 111
Ptx3 X83601 GGA CAA GCA AAT AGA CAA TGG ACT T CGA GTT CTC CAG CAT GAT GAA C 109
Tnfaip6 NM_011198 CCT TCC TCC CGT ACG AGA TG ATG AAC TCT CTC CGT AGA AGA ACC TT 111
Mrpl19 NM_026490 GAAAGGTGCTTCCGATTCCA TGATCGCTTGATGCAAATCC 116
Ppia NM_008907.1 TGGCAAATGCTGGACCAA CCTTCTTTCACCTTCCCAAAGA 106

* All primers are given in the 50 to 30 orientation.

EGF-LIKE PEPTIDES AND COC METABOLISM
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exception of BTC, which induced significantly lower Gfpt1
expression than FSH, AREG, EREG, and EGF. Expression of
Gfpt2, however, was significantly higher in the presence of
EGF and all three EGF-like peptides than in the presence of
FSH or control (Fig. 2C).

EGF-Like Peptides and EGF Stimulate Greater Cumulus Cell
b-O-Linked Glycosylation than FSH

To assess the effect of treatment on COC protein b-O-linked
glycosylation, immunocytochemical localization of b-O-linked

glycosylated proteins, as well as mRNA expression of Ogt, was
examined (Fig. 3). Cumulus cell b-O-linked glycosylation
levels in the presence of FSH were significantly lower than in
the presence of control, EGF, or the EGF-like peptides (Fig.
3A1 shows representative images of COCs stained for b-O-
linked glycosylation, and Fig. 3A2 shows the quantified
relative levels of this glycosylation). Although higher than
FSH, the level of cumulus cell b-O-linked glycosylation
stimulated by BTC was significantly lower than that stimulated
by AREG, EREG, and control. EREG stimulated significantly
higher b-O-linked glycosylation within the oocyte than FSH or
control (Fig. 3A2). In support of the glycosylation pattern
observed in the cumulus cells, COC Ogt mRNA expression
was significantly lower in the presence of FSH than in the
presence of control, EGF, or the EGF-like peptides (Fig. 3B).

EREG Alters Oocyte REDOX State

In order to compare the cytoplasmic and mitochondrial
REDOX state of FSH versus EGF-like peptide-matured
oocytes, the autofluorescent intensities of the endogenous
fluorophores NAD(P)H and oxidized FAD were measured in
denuded oocytes that were cultured as intact COCs for 17 h of
IVM. FAD is exclusively localized to the mitochondria and
NAD(P)H is localized to the cytoplasm and mitochondria [36].
Denuded oocytes matured as COCs in the presence of EREG
exhibited significantly higher levels of FAD than control (Fig.
4). NAD(P)H levels were not significantly different between
treatments with the exception of FSH, which led to
significantly higher levels than AREG.

The ratio of fluorescence of these fluorophores (FAD:
NAD(P)H) is indicative of oocyte REDOX state [37]. With the
exception of BTC, the REDOX ratio was significantly
increased by all treatments over control (P , 0.05, Fig. 4),
which is suggestive of increased oxidative metabolism and
mitochondrial activity. Moreover, the REDOX ratio was
significantly higher (P � 0.032) in the presence of EREG
than in the presence of FSH, BTC, or control.

EGF-Like Peptides Stimulate Greater Mitochondrial Activity
than FSH or EGF

To investigate whether EGF-like peptides alter mitochon-
drial activity in oocytes, the relative levels of JC-1 monomers
(green fluorescence) and J aggregates (red fluorescence) were
measured (Fig. 5A). The red:green fluorescence ratio, which
provides an index of mitochondrial activity [38], was then
calculated (Fig. 5B). AREG, EREG, and BTC stimulated
similar mitochondrial activity, and this was significantly higher
than ratios seen with FSH, EGF, and control (P , 0.05).

DISCUSSION

EGF-like peptides are the natural intrafollicular signal
transducers of the ovulatory cascade to the immature COC
[2]. As IVM COCs are not exposed to the ovulatory signal in
vivo, these COCs experience a deficiency in EGF-like peptide
signaling [7]. Furthermore, although FSH treatment of COCs
stimulates EGF-like peptide expression, levels are not
sustained and are significantly lower than in vivo [7].
Exogenous EREG or AREG during IVM has been shown to
increase subsequent embryo quality (increased proportion of
ICM cells), and EREG has been shown to increase blastocyst
rates, compared to FSH or EGF [7]. This study aimed to
compare the metabolic consequences of FSH, EGF, and EGF-
like peptide supplementation on IVM oocytes and cumulus
cells. Here we have shown that these factors induce similar

FIG. 1. Effect of FSH versus EGF-like peptides on COC glucose
consumption and lactate production. COCs underwent 17 h IVM in the
presence of control (no treatment), FSH, AREG, EREG, BTC, or EGF.
Glucose consumption (A) and lactate production (B) were measured in
IVM COC conditioned maturation media. The ratio of lactate to glucose
(C) was quantified as an indicator of COC glycolytic activity. Bars not
sharing a common letter are significantly different (P , 0.05). The data
represent means 6 SEM. Data are from six replicate experiments where
each replicate is the mean of three individual media samples of 10
cultured COCs.
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uptake of glucose and stimulate comparable glycolytic activity

in IVM COCs. However, we have found that EGF-like

peptides and EGF increase glucose metabolism via the HBP,

and increase the level of global b-O-linked glycosylation of

proteins, in comparison to COCs treated with FSH. We also

report that EGF-like peptides promote significantly higher

oocyte mitochondrial activity, and EREG induces an increased

preference for oxidative phosphorylation, within the oocyte

than EGF or FSH.

Mitochondria play a vital role in cellular metabolism. The

quantity, localization, and activity of mitochondria in the

oocyte have been shown to significantly influence the quality

of oocytes matured both in vivo and in vitro [33, 39]. In mature

oocytes, decreased mitochondrial reserves (as measured by

FIG. 2. Induction of cumulus matrix expansion and cumulus matrix and HBP mRNA expression by FSH, EGF, and EGF-like peptides. A) Schematic
diagram of glucose metabolism via the HBP leading to cumulus matrix expansion or protein posttranslational modification via b-O-linked glycosylation.
B) Cumulus matrix expansion was scored after 17 h IVM in which COCs were cultured in the presence of control (no treatment), FSH, AREG, EREG, BTC,
or EGF (n¼30 COCs over three replicate experiments). C) Messenger RNA expression was quantified after 6 h IVM using RT-qPCR and normalized to the
geometric mean of the Ppia and Mrpl19 housekeeper genes (n¼ 6). Bars not sharing a common letter are significantly different (P , 0.05); N.D., below
limit of detection. The data represent means 6 SEM.
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mitochondrial DNA content) have been associated with
decreased fertilization and blastocyst rates [40]. The effect of
EGF-like peptides on oocyte mitochondrial function has not
been previously reported; however, the addition of another
member of the EGF family of proteins and an EGFR ligand,
TGFa, to IVM media has been shown to increase porcine
oocyte mitochondrial colocalization with endoplasmic reticu-
lum, cristae presence in subsequent blastocysts, and blastocyst
development [41]. As for mitochondrial activity, human and
animal studies have shown a positive correlation between
oocyte mitochondrial activity and subsequent blastocyst
development from both in vivo matured and IVM oocytes
[33, 42, 43]. In this study, we have shown mitochondrial
activity to be greatly increased in oocytes matured with all
three EGF-like peptides in comparison to EGF, FSH, and
control. This, coupled with findings from our previous IVM
study showing EREG and AREG to increase blastocyst rates
and/or quality above FSH and EGF [7], suggests that increased
mitochondrial activity, due to a higher energy demand in the
oocyte, may be a mechanism by which EGF-like peptides
confer increased oocyte developmental competence. BTC is

generally regarded as having a minor role in the mouse follicle,
as it is less potent at stimulating meiotic maturation and
cumulus cell EGF-like peptide mRNA expression [2, 7]. As
such, the effect of BTC on developmental competence is yet to
be examined. In light of its marked effect on mitochondrial
activity, however, the effect of BTC on oocyte developmental
requires further investigation.

Changes in mitochondrial function can also give rise to
changes in cellular REDOX state [44]. The REDOX state refers
to the ratio of reduced FAD to oxidized NAD(P)H, and
increased REDOX ratios are indicative of increased oxidative
metabolic activity [45]. We found that EREG significantly
increased the oocyte REDOX ratio above all treatments except
AREG by the end of IVM. EREG also significantly increased
FAD levels compared to the control. FAD is found exclusively
in mitochondria and acts as an electron acceptor in the electron
transport chain during ATP synthesis. Hence, our data suggest
that EREG induces a preference for oxidative phosphorylation
in IVM oocytes. Interestingly, we have previously shown that
EREG, and not AREG, increases blastocyst yield from mouse
IVM oocytes compared to FSH and EGF [7].

FIG. 3. Effect of FSH, EGF, and EGF-like peptides on COC b-O-linked glycosylation. A1) Protein b-O-linked glycosylation was examined at 12 h IVM in
the presence of control (no treatment), FSH, AREG, EREG, BTC, or EGF and b-O-linked glycosylation (CTD110.6) and nuclear staining (PI) fluorescence
were imaged. Images shown are representative of 30 COCs per treatment group over three replicate experiments. Original magnification 360. A2)
Quantification of relative CTD110.6 fluorescence in cumulus cells and oocytes. B) COC mRNA expression of Ogt was measured at 6 h IVM (n¼ 6). Bars
not sharing a common letter are significantly different (P , 0.02). The data represent means 6 SEM.
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Glucose is a preferred energy substrate for COCs and is

predominantly metabolized via glycolysis in the cumulus cells

to produce oxidizable pyruvate and/or lactate, which can be

further metabolized in both cumulus cells and the oocyte via

the tricarboxylic acid cycle to produce ATP [32, 44]. In this

study, we observed no significant differences in the net amount

of glucose consumed, or glycolytic activity, of whole IVM

COCs matured with EGF-like peptides, FSH, and EGF.

However, FSH is a well-known stimulator of cumulus cell

glycolysis [22, 46], and this study is the first to show that EGF-

like peptides are equally potent stimulators of this important

metabolic process during IVM.

FIG. 4. Effect of FSH, EGF, and EGF-like peptides on intraoocyte
NAD(P)H and FAD autofluorescence and REDOX ratio. COCs underwent
17 h IVM in the presence of control (no treatment), FSH, AREG, EREG,
BTC, or EGF and oocyte autofluorescence was measured. n¼ 45 oocytes
from three replicate experiments. Bars not sharing a common letter are
significantly different (P , 0.05). The data represent means 6 SEM.

FIG. 5. Effect of FSH versus EGF-like peptides on oocyte mitochondrial
activity. A) COCs underwent 17 h IVM in the presence of control (no
treatment), FSH, AREG, EREG, BTC, or EGF before oocytes were denuded
and stained with JC-1, a fluorescent dye that emits a green fluorescence as
JC-1 monomers in low-polarized mitochondria and a red fluorescence as J
aggregates in high-polarized mitochondria. Original magnification 360.
B) The ratio of green (JC-1 monomer) to red (J-aggregate) fluorescence was
quantified as an indicator of mitochondrial activity. Bars not sharing a
common letter are significantly different (P , 0.05); n¼ 30 oocytes from
three replicate experiments. The data represent means 6 SEM.
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The metabolism of glucose via the HBP is particularly up-
regulated during the later stages of maturation, when the
cumulus matrix is undergoing expansion, as a major fate of
glucose via this pathway is hyaluronic acid, which is an
essential constituent of the expanded cumulus matrix [47].
Here we report that gene expression of the HBP rate-limiting
enzyme Gfpt2 was significantly lower in COCs matured with
FSH than with EGF or any of the EGF-like peptides,
suggesting FSH leads to less metabolism of glucose via the
HBP. Furthermore, FSH promoted significantly less expression
of the cumulus matrix genes Has2, Ptgs2, and Tnfaip6 than the
EGF-like peptides or EGF, and promoted less cumulus matrix
expansion. Because no difference in the level of glucose
consumption or glycolytic activity was observed between these
treatments, but lower HBP activity was seen with FSH, the fate
of the remainder of glucose consumed in the presence of FSH
remains unclear. FSH may promote an increase in the activity
of one of the other glucose metabolic pathways, namely the
pentose phosphate or polyol pathways; however, this requires
further investigation.

The importance of the HBP in regulating oocyte
developmental competence is becoming increasingly evident
as the relatively new study of protein b-O-linked glycosyl-
ation in cell biology is further elucidated. Aside from
hyaluronic acid synthesis, UDP-N-acetyl glucosamine pro-
duced via the HBP can be used for the b-O-linked
glycosylation of proteins (reviewed by Wells et al. [27]).
b-O-linked glycosylation is a reversible regulatory post-
translational modification of cytosolic and nuclear proteins,
including many signaling and cytoskeletal proteins, and
alters protein function in a similar manner to phosphoryla-
tion [27, 48]. b-O-linked glycosylation can alter the behavior
of proteins in several ways, such as altering enzymatic
activity, subcellular localization, DNA binding capacity, and
protein-protein interaction [27]. Hence, alterations in cellular
protein b-O-linked glycosylation can have profound and
long-lasting effects on cell function. Here we observed
significantly lower global b-O-linked glycosylation levels in
the cumulus cells of IVM COCs matured with FSH
compared with all other treatments, lending further evidence
that FSH induces lower stimulation of the HBP. Perturbed
COC HBP activity and, consequently, global b-O-linked
glycosylation using glucosamine has been reported to
negatively affect oocyte developmental competence of
murine, porcine, and bovine IVM COCs [49, 50]. Although
we observed increased cumulus cell global b-O-linked
glycosylation in the presence of EGF-like peptides, we and
others have previously shown AREG and EREG to increase
IVM oocyte developmental competence over FSH or EGF
[7, 17]. Our data also show cumulus cells cultured with EGF
and control exhibit similar global b-O-linked glycosylation
levels to those cultured with EGF-like peptides, even though
they confer significantly lower oocyte developmental
competence than EGF-like peptides [7]. Within the oocyte,
global b-O-linked glycosylation levels between COCs
matured spontaneously (control) and with FSH were not
significantly different, even though FSH increases develop-
mental competence in vitro [31, 51]. In early embryonic
development, Pantaleon et al. have demonstrated that either
too little or excessive b-O-linked glycosylation is associated
with poor development, suggesting an optimal glycosylation
level is required [52–54]. It appears likely that a similar
homeostatic regulation of b-O-linked glycosylation might be
required within the COC for optimal subsequent develop-
ment. Characterization of the different b-O-linked glycosyl-
ation targets within COCs matured with these treatments

may further elucidate differentially activated pathways
during maturation, thus providing new insight into differen-
tial control of oocyte competence.

It is noteworthy that, even though EGF and the EGF-like
peptides are closely related and activate the same EGFR, in
general the effects on COC metabolism were different. A
striking difference in the intraoocyte mitochondrial activity
was observed, where EGF stimulated significantly lower
activity than the EGF-like peptides. This observation is
consistent with, and may be a contributing factor to, a
previous observation showing EGF to confer decreased
oocyte developmental competence compared to AREG and
EREG [7]. The differential effects between these closely
related proteins may be due to differential binding specific-
ities and affinities with EGFR. AREG, EREG, and EGF have
been shown to be functionally distinct in nonfollicular cells,
as they are able to stimulate divergent biological responses
both in vitro and in vivo [55]. The differential biological
outcomes elicited by these growth factors are due to ligand-
induced variations in EGFR conformation, and subsequent
variances in tyrosine phosphorylation sites and EGFR
coupling to signaling effectors [56].

In conclusion, findings from this study demonstrate that
the EGF-like peptides, FSH, and EGF induce differential
effects on IVM COC metabolism. We have shown that
EREG, AREG, and BTC stimulate greater oocyte mitochon-
drial activity than FSH and EGF, consistent with the superior
effects of EREG and AREG on oocyte developmental
competence. Furthermore, these EGF-like peptides induce
greater COC glucose metabolism via the HBP and,
consequently, higher levels of cumulus cell b-O-linked
glycosylation compared to FSH. Additionally, EREG also
increases oxidative phosphorylation within the oocyte,
indicating increased energy production. These important
metabolic alterations may be a mechanism by which EGF-
like peptides, particularly EREG in the mouse, confer
increased oocyte developmental competence.

ACKNOWLEDGMENT

We thank Ms. Lesley Ritter for her valuable support and advice in the
lab, and we thank Dr. Haitao Zeng for his knowledge and advice on the
JC-1 assay.

REFERENCES

1. Liu L, Kong N, Xia G, Zhang M. Molecular control of oocyte meiotic
arrest and resumption. Reprod Fertil Dev 2013; 25:463–471.

2. Park JY, Su YQ, Ariga M, Law E, Jin SL, Conti M. EGF-like growth
factors as mediators of LH action in the ovulatory follicle. Science 2004;
303:682–684.

3. Conti M, Hsieh M, Park JY, Su YQ. Role of the epidermal growth factor
network in ovarian follicles. Mol Endocrinol 2006; 20:715–723.

4. Shimada M, Hernandez-Gonzalez I, Gonzalez-Robayna I, Richards JS.
Paracrine and autocrine regulation of epidermal growth factor-like factors
in cumulus oocyte complexes and granulosa cells: key roles for
prostaglandin synthase 2 and progesterone receptor. Mol Endocrinol
2006; 20:1352–1365.

5. Ashkenazi H, Cao X, Motola S, Popliker M, Conti M, Tsafriri A.
Epidermal growth factor family members: endogenous mediators of the
ovulatory response. Endocrinology 2005; 146:77–84.

6. Fan HY, Liu Z, Shimada M, Sterneck E, Johnson PF, Hedrick SM,
Richards JS. MAPK3/1 (ERK1/2) in ovarian granulosa cells are essential
for female fertility. Science 2009; 324:938–941.

7. Richani D, Ritter LJ, Thompson JG, Gilchrist RB. Mode of oocyte
maturation affects EGF-like peptide function and oocyte competence. Mol
Hum Reprod 2013; 19:500–509.

8. Smitz JE, Thompson JG, Gilchrist RB. The promise of in vitro maturation
in assisted reproduction and fertility preservation. Semin Reprod Med
2011; 29:24–37.

RICHANI ET AL.

8 Article 49

D
ow

nloaded from
 w

w
w

.biolreprod.org. 



9. Gremeau AS, Andreadis N, Fatum M, Craig J, Turner K, McVeigh E,
Child T. In vitro maturation or in vitro fertilization for women with
polycystic ovaries? A case-control study of 194 treatment cycles. Fertil
Steril 2012; 98:355–360.

10. Holm P, Booth PJ, Callesen H. Kinetics of early in vitro development of
bovine in vivo- and in vitro-derived zygotes produced and/or cultured in
chemically defined or serum-containing media. Reproduction 2002; 123:
553–565.

11. Dieleman SJ, Hendriksen PJ, Viuff D, Thomsen PD, Hyttel P, Knijn HM,
Wrenzycki C, Kruip TA, Niemann H, Gadella BM, Bevers MM, Vos PL.
Effects of in vivo prematuration and in vivo final maturation on
developmental capacity and quality of pre-implantation embryos.
Theriogenology 2002; 57:5–20.

12. Farin PW, Crosier AE, Farin CE. Influence of in vitro systems on embryo
survival and fetal development in cattle. Theriogenology 2001; 55:
151–170.

13. Gilchrist RB. Recent insights into oocyte-follicle cell interactions provide
opportunities for the development of new approaches to in vitro
maturation. Reprod Fertil Dev 2011; 23:23–31.

14. Banwell KM, Thompson JG. In vitro maturation of mammalian oocytes:
outcomes and consequences. Semin Reprod Med 2008; 26:162–174.

15. Downs SM, Chen J. EGF-like peptides mediate FSH-induced maturation
of cumulus cell-enclosed mouse oocytes. Mol Reprod Dev 2008; 75:
105–114.

16. Rieger D, Luciano AM, Modina S, Pocar P, Lauria A, Gandolfi F. The
effects of epidermal growth factor and insulin-like growth factor I on the
metabolic activity, nuclear maturation and subsequent development of
cattle oocytes in vitro. J Reprod Fertil 1998; 112:123–130.

17. Prochazka R, Petlach M, Nagyova E, Nemcova L. Effect of epidermal
growth factor-like peptides on pig cumulus cell expansion, oocyte
maturation, and acquisition of developmental competence in vitro:
comparison with gonadotropins. Reproduction 2011; 141:425–435.

18. Sutton ML, Gilchrist RB, Thompson JG. Effects of in-vivo and in-vitro
environments on the metabolism of the cumulus-oocyte complex and its
influence on oocyte developmental capacity. Hum Reprod Update 2003; 9:
35–48.

19. Dunning KR, Cashman K, Russell DL, Thompson JG, Norman RJ,
Robker RL. Beta-oxidation is essential for mouse oocyte developmental
competence and early embryo development. Biol Reprod 2010; 83:
909–918.

20. Donahue RP, Stern S. Follicular cell support of oocyte maturation:
production of pyruvate in vitro. J Reprod Fertil 1968; 17:395–398.

21. Collado-Fernandez E, Picton HM, Dumollard R. Metabolism throughout
follicle and oocyte development in mammals. Int J Dev Biol 2012; 56:
799–808.

22. Sutton-McDowall ML, Gilchrist RB, Thompson JG. The pivotal role of
glucose metabolism in determining oocyte developmental competence.
Reproduction 2010; 139:685–695.

23. Eppig JJ. Analysis of mouse oogenesis in vitro. Oocyte isolation and the
utilization of exogenous energy sources by growing oocytes. J Exp Zool
1976; 198:375–382.

24. Steeves TE, Gardner DK. Metabolism of glucose, pyruvate, and glutamine
during the maturation of oocytes derived from pre-pubertal and adult
cows. Mol Reprod Dev 1999; 54:92–101.

25. Salustri A, Yanagishita M, Hascall VC. Synthesis and accumulation of
hyaluronic acid and proteoglycans in the mouse cumulus cell-oocyte
complex during follicle-stimulating hormone-induced mucification. J Biol
Chem 1989; 264:13840–13847.

26. Eppig JJ. Gonadotropin stimulation of the expansion of cumulus oophori
isolated from mice: general conditions for expansion in vitro. J Exp Zool
1979; 208:111–120.

27. Wells L, Whelan SA, Hart GW. O-GlcNAc: a regulatory post-translational
modification. Biochem Biophys Res Commun 2003; 302:435–441.

28. Albuz FK, Sasseville M, Lane M, Armstrong DT, Thompson JG, Gilchrist
RB. Simulated physiological oocyte maturation (SPOM): a novel in vitro
maturation system that substantially improves embryo yield and
pregnancy outcomes. Hum Reprod 2010; 25:2999–3011.

29. Sudiman J, Ritter LJ, Feil DK, Wang X, Chan K, Mottershead DG,
Robertson DM, Thompson JG, Gilchrist RB. Effects of differing oocyte-
secreted factors during mouse in vitro maturation on subsequent embryo
and fetal development. J Assist Reprod Genet 2014; (in press). Published
onl ine ahead of pr in t 11 January 2014; DOI 10.1007/
s10815-013-0152-5.

30. Li M, Liang CG, Xiong B, Xu BZ, Lin SL, Hou Y, Chen DY, Schatten H,
Sun QY. PI3-kinase and mitogen-activated protein kinase in cumulus cells
mediate EGF-induced meiotic resumption of porcine oocyte. Domest
Anim Endocrinol 2008; 34:360–371.

31. De La Fuente R, O’Brien MJ, Eppig JJ. Epidermal growth factor enhances
preimplantation developmental competence of maturing mouse oocytes.
Hum Reprod 1999; 14:3060–3068.

32. Dumollard R, Duchen M, Carroll J. The role of mitochondrial function in
the oocyte and embryo. Curr Top Dev Biol 2007; 77:21–49.

33. Wilding M, Dale B, Marino M, di Matteo L, Alviggi C, Pisaturo ML,
Lombardi L, De Placido G. Mitochondrial aggregation patterns and
activity in human oocytes and preimplantation embryos. Hum Reprod
2001; 16:909–917.

34. Smiley ST, Reers M, Mottola-Hartshorn C, Lin M, Chen A, Smith TW,
Steele GD Jr, Chen LB. Intracellular heterogeneity in mitochondrial
membrane potentials revealed by a J-aggregate-forming lipophilic cation
JC-1. Proc Natl Acad Sci U S A 1991; 88:3671–3675.

35. Vanderhyden BC, Caron PJ, Buccione R, Eppig JJ. Developmental pattern
of the secretion of cumulus expansion-enabling factor by mouse oocytes
and the role of oocytes in promoting granulosa cell differentiation. Dev
Biol 1990; 140:307–317.

36. Chance B, Schoener B, Oshino R, Itshak F, Nakase Y. Oxidation-
reduction ratio studies of mitochondria in freeze-trapped samples.
NADH and flavoprotein fluorescence signals. J Biol Chem 1979; 254:
4764–4771.

37. Dumollard R, Hammar K, Porterfield M, Smith PJ, Cibert C, Rouviere C,
Sardet C. Mitochondrial respiration and Ca2þ waves are linked during
fertilization and meiosis completion. Development 2003; 130:683–692.

38. Acton BM, Jurisicova A, Jurisica I, Casper RF. Alterations in
mitochondrial membrane potential during preimplantation stages of
mouse and human embryo development. Mol Hum Reprod 2004; 10:
23–32.

39. Krisher RL. Oocyte Physiology and Development in Domestic Animals.
Ames, NJ: Wiley; 2013:170.

40. May-Panloup P, Chretien MF, Malthiery Y, Reynier P. Mitochondrial
DNA in the oocyte and the developing embryo. Curr Top Dev Biol 2007;
77:51–83.

41. Mito T, Yoshioka K, Nagano M, Suzuki C, Yamashita S, Hoshi H.
Transforming growth factor-alpha in a defined medium during in vitro
maturation of porcine oocytes improves their developmental competence
and intracellular ultrastructure. Theriogenology 2009; 72:841–850.

42. Ge H, Tollner TL, Hu Z, Dai M, Li X, Guan H, Shan D, Zhang X, Lv J,
Huang C, Dong Q. The importance of mitochondrial metabolic activity
and mitochondrial DNA replication during oocyte maturation in vitro on
oocyte quality and subsequent embryo developmental competence. Mol
Reprod Dev 2012; 79:392–401.

43. Tarazona AM, Rodriguez JI, Restrepo LF, Olivera-Angel M. Mitochon-
drial activity, distribution and segregation in bovine oocytes and in
embryos produced in vitro. Reprod Domest Anim 2006; 41:5–11.

44. Dumollard R, Carroll J, Duchen MR, Campbell K, Swann K.
Mitochondrial function and redox state in mammalian embryos. Semin
Cell Dev Biol 2009; 20:346–353.

45. Skala M, Ramanujam N. Multiphoton redox ratio imaging for metabolic
monitoring in vivo. Methods Mol Biol 2010; 594:155–162.

46. Downs SM, Utecht AM. Metabolism of radiolabeled glucose by mouse
oocytes and oocyte-cumulus cell complexes. Biol Reprod 1999; 60:
1446–1452.

47. Sutton-McDowall ML, Gilchrist RB, Thompson JG. Cumulus expansion
and glucose utilisation by bovine cumulus-oocyte complexes during in
vitro maturation: the influence of glucosamine and follicle-stimulating
hormone. Reproduction 2004; 128:313–319.

48. Zachara NE, Hart GW. O-GlcNAc a sensor of cellular state: the role of
nucleocytoplasmic glycosylation in modulating cellular function in
response to nutrition and stress. Biochim Biophys Acta 2004; 1673:
13–28.

49. Sutton-McDowall ML, Mitchell M, Cetica P, Dalvit G, Pantaleon M, Lane
M, Gilchrist RB, Thompson JG. Glucosamine supplementation during in
vitro maturation inhibits subsequent embryo development: possible role of
the hexosamine pathway as a regulator of developmental competence. Biol
Reprod 2006; 74:881–888.

50. Frank LA. The role of the hexosamine biosynthesis pathway and b-O-
linked glycosylation in determining oocyte developmental competence.
Adelaide, Australia: University of Adelaide; 2012. Conventional thesis.

51. Izadyar F, Zeinstra E, Bevers MM. Follicle-stimulating hormone and
growth hormone act differently on nuclear maturation while both enhance
developmental competence of in vitro matured bovine oocytes. Mol
Reprod Dev 1998; 51:339–345.

52. Pantaleon M, Tan HY, Kafer GR, Kaye PL. Toxic effects of
hyperglycemia are mediated by the hexosamine signaling pathway and
O-linked glycosylation in early mouse embryos. Biol Reprod 2010; 82:
751–758.

EGF-LIKE PEPTIDES AND COC METABOLISM

9 Article 49

D
ow

nloaded from
 w

w
w

.biolreprod.org. 



53. Pantaleon M, Fan H, Kaye P. The role of O-linked glycosylation in early
mouse development. In: Abstracts of the 41st Annual Meeting of the
Society for the Study of Reproduction, May 27–30, 2008, Kailua-Kona,
Hawaii. Biol Reprod 2008; 78(suppl): Abstract 464.

54. Pantaleon M, Scott J, Kaye PL. Nutrient sensing by the early mouse
embryo: hexosamine biosynthesis and glucose signaling during preim-
plantation development. Biol Reprod 2008; 78:595–600.

55. Wilson KJ, Mill C, Lambert S, Buchman J, Wilson TR, Hernandez-
Gordillo V, Gallo RM, Ades LM, Settleman J, Riese DJ II. EGFR ligands
exhibit functional differences in models of paracrine and autocrine
signaling. Growth Factors 2012; 30:107–116.

56. Wilson KJ, Gilmore JL, Foley J, Lemmon MA, Riese DJ II. Functional
selectivity of EGF family peptide growth factors: implications for cancer.
Pharmacol Ther 2009; 122:1–8.

RICHANI ET AL.

10 Article 49

D
ow

nloaded from
 w

w
w

.biolreprod.org. 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (U.S. Web Coated \050SWOP\051 v2)
  /PDFXOutputConditionIdentifier (CGATS TR 001)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'AP_Press'] Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (U.S. Web Coated \(SWOP\) v2)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
  /SyntheticBoldness 1.000000
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


