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We have previously demonstrated the presence of active epidermal growth factor receptor (EGFR) and its
involvement in sperm capacitation and the acrosome reaction; however, the mechanism of EGFR activation
was not clear. We show here that the sperm EGFR can be transactivated by angiotensin II or by
lysophosphatydic acid, two ligands which activate specific G-protein-coupled receptors (GPCR), or by
directly activating protein kinase A using 8Br-cAMP. This transactivation occurs in noncapacitated sperm and
is mediated by PKA, SRC and a metalloproteinase. We also show that the EGFR is activated in sperm
incubated under in vitro capacitation conditions, without any added ligand, but not in bicarbonate-deficient
medium or when PKA is blocked. Despite the fact that EGFR is activated in capacitated sperm, this state is not
sufficient to induce the acrosome reaction. We conclude that the EGFR is stimulated during capacitation via
PKA activation, while further activation of the EGFR in capacitated sperm is required in order to induce the
acrosome reaction. The acrosome reaction can be induced by GPCR via the transactivation of the EGFR by a
signaling pathway involving PKA, SRC and metalloproteinase and the EGFR down-stream effectors PI3K, PLC
and PKC.

© 2009 Elsevier Inc. All rights reserved.
Introduction

Ejaculated mammalian spermatozoa must reside in the female
genital tract for some time before gaining the ability to fertilize the
egg. During this time, spermatozoa undergo a series of physiolog-
ical changes called capacitation (reviewed in (Visconti et al., 2002).
This step is necessary to enable the sperm–egg interaction.

After binding to the egg zona pellucida, the spermatozoon
undergoes an exocytotic process called the acrosome reaction (AR)
(reviewed in (Breitbart, 2003). This event is required for fertiliza-
tion, because it enables passage of the spermatozoon through the
zona pellucida and its subsequent fusion with the egg oolema.
Therefore, elucidation of the mechanisms regulating the acrosome
reaction is important for understanding the process of mammalian
fertilization. A variety of agonists derived from the zona pellucida or
constituents of the female reproductive tract trigger the AR via
receptor-mediated mechanisms (Wassarman, 1987). Although zona
pellucida-derived glycoproteins are thought to be the physiological
inducers of the AR (Arnoult et al., 1996; Wassarman, 1987), the
reaction can be induced in vitro by various constituents of the
female reproductive tract including progesterone (Baldi et al., 1995;
HB.
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Roldan et al., 1994), prostaglandins (Joyce et al., 1987), atrial
natriuretic peptide (Rotem et al., 1998; Zamir et al., 1993)
epidermal growth factor (EGF) (Lax et al., 1994) and other ligands.
These agonists may have a direct and/or synergistic effect on the
zona pellucida (Roldan et al., 1994). We recently showed that
Angiotensin II (AngII), which is present in the female genital tract
(Culler et al., 1986; Heimler et al., 1995; Husain et al., 1987;
Palumbo et al., 1989) can induce the AR in bovine sperm (Gur et al.,
1998). Moreover, we showed that the AGTR1 (Angiotensin II
receptor type 1), which is a high-affinity receptor for AngII, is
synthesized and expressed on the bovine sperm head during sperm
capacitation (Gur et al., 1998). In human and rat sperm, the AGTR1
is localized in the sperm tail and low concentrations of AngII
enhance the motility of these sperm (Vinson et al., 1995). The
AGTR1 belongs to the family of G-protein-coupled-receptors
(GPCRs), which are known to activate conventional-adenylyl cyclase
(CAC) to produce cAMP (Fraser et al., 2005). AngII is also found in
seminal plasma at concentrations higher than in blood plasma
(O'Mahony et al., 2000) and it was shown to accelerate capacitation
(Mededovic and Fraser, 2005) and induce hyperactivated-motility in
sperm (Ball et al., 2003). The lysophosphatydic-acid receptor (LPAR)
also belongs to the GPCR family, and we showed elsewhere that LPA
activates PKC and induces the AR and actin polymerization in
bovine sperm (Cohen et al., 2004; Garbi et al., 2000). LPA is present
in the seminal plasma (Hama et al., 2002; Tanaka et al., 2004) and
in the follicular fluid (Tokumura et al., 1999) indicating a potential
role for LPA in fertilization.
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Protein kinase A (PKA)-dependent protein tyrosine phosphoryla-
tion occurs during sperm capacitation (Visconti et al., 1995b);
however, its mechanism of action is not clear. It was shown that
cAMP levels are enhanced during capacitation (Aitken et al., 1998;
White and Aitken, 1989) and this affects protein tyrosine phosphor-
ylation (Aitken et al., 1995; Baker et al., 2004; Rivlin et al., 2004;
Visconti et al., 1995a). The sperm PKA catalytic subunit Cα2 (Cs) is the
only PKA catalytic subunit present in the mature sperm (San Agustin
et al., 1998). It was shown that PKACs is required for bicarbonate to
speed the flagellar beat and facilitate Ca(2+) entry channels, and in
addition, is needed for the protein tyrosine phosphorylation during
mouse sperm maturation (Baldi et al., 1995; Nolan et al., 2004).
Confocal microscopy of ovine and murine sperm revealed that PKACs
was detected predominantly in the tail, and less in the head (San
Agustin et al., 1998). Immunofluorescent labeling of human sperm
with a PKACs specific antibody indicated that Cs was localized in the
midpiece region of the spermatozoon (Reinton et al., 2000). However,
recently it was shown that PKAC is localized to the head and tail of
human sperm (Mitchell et al., 2008). Moreover, in sea urchin it was
shown that PKA is active in the head as well as in the flagellum (Su et
al., 2005). The regulatory subunits of PKA: PKA1A, PKA1B, PKA2A,
PKA2B are also present in bovine sperm in which PKA1A and PKA1B
were localized to the acrosome region (Vijayaraghavan et al., 1997).
This activity in the head is in agreement with the involvement of this
kinase in the AR (Lefievre et al., 2002; Su et al., 2005).

In spermatozoa, about 95% of the adenylyl cyclase consists of
soluble-adenylyl cyclase (SAC) known to be activated by bicarbonate
and calcium ions (Chen et al., 2000). It was shown that the SAC is
localized to the tail and head of sea urchin sperm and was found to
participate in the AR (Beltran et al., 2007). Thus, do sperm cells need
GPCRs for cAMP production? It was shown that sperm contain the Gs-
protein, which activates the conventional-adenylyl cyclase (or
transmembrane-adenylyl cyclase) (Fraser et al., 2005). Moreover, it
was found that the conventional-adenylyl cyclase (CAC) is localized to
the sperm tail and head and was shown to participate in the AR
(Baxendale and Fraser, 2003; Beltran et al., 2007). Furthermore, AngII,
the ligand of the AGTR1, can induce cAMP production in sperm (Fraser
et al., 2005) indicating its involvement in conventional-adenylyl
cyclase activation. Because AngII and LPA have been implicated in
sperm functions, we further investigated the mechanism of action of
these ligands in the AR.

We previously showed that bovine sperm contains epidermal-
growth-factor-receptor (EGFR) involved in the AR and in actin
polymerization during sperm capacitation (Brener et al., 2003; Lax
et al., 1994). Recently it was shown that boar sperm also contain the
EGFR involved in the motility of sperm. This EGFR were localized at
higher extent to the acrosome region then to the post-acrosome and
the flagellum (Oliva-Hernandez and Perez-Gutierrez, 2008). In other
cell types, GPCR signaling is mediated by receptor tyrosine kinases
(RTK) such as EGFR, in a process called transactivation (Jorissen et al.,
2003; Prenzel et al., 1999; Shah and Catt, 2003; Wetzker and Bohmer,
2003). The majority of RTK transactivation by GPCRs, in many cell
types, is mediated by metalloproteinase-dependent shedding, or by
release of growth factor-like substances such as heparin binding–EGF
(HB-EGF), known as triple-membrane-passing signals (Prenzel et al.,
2000). In this mechanism, the GPCR activates a Zn2+-dependent
metalloproteinase to cleave pro-heparin-binding EGF, releasing an
EGF-like ligand, which binds to the EGFR and activates it. In some
cases, SRC mediates the GPCR-EGFR transactivation process (Nair and
Sealfon, 2003) by phosphorylating EGFR-Y845, known to be the SRC
target (Liu et al., 2004; Prenzel et al., 2001; Tice et al., 1999). This
phosphorylation (Y845) in the kinase domain is implicated in
stabilizing the activation loop and maintaining the active state of
the receptor (Cooper and Howell, 1993; Hubbard et al., 1994). EGFR-
Y845 phosphorylation can lead to the activation of the EGFR by
autophosphorylation that leads to the activation of various cascades.
These cascades include the MAPK cascade (Rojas et al., 1996) and
PI3K-Akt-PDPK2 cascade (Cao et al., 2005) which are activated by
phosphorylation of EGFR-Y1068.

In human sperm SRC was found in the flagellum and head and was
localized to membrane fraction (Lawson et al., 2008). SRC is also
involved in protein tyrosine phosphorylation and motility during
sperm capacitation (Baker et al., 2006; Mitchell et al., 2008). It was
shown that SRC forms a complex with PKA which can phosphorylate
and activate SRC (Baker et al., 2006; Lawson et al., 2008). Recently,
SRC was localized to the post-acrosomal region of the head, neck and
midpiece of human sperm (Lawson et al., 2008). SRC was found to be
activated during human sperm capacitation and appears to be
involved in regulating sperm capacitation, calcium fluxes, tyrosine
phosphorylation and the AR (Varano et al., 2008).

We show here that the AR induced by AngII or LPA is mediated by
the transactivation of the EGFR via a mechanism involving SRC and a
metalloprotease. Moreover, we suggest that PKA mediates this
transactivation, and it is localized upstream to SRC.

Materials and methods

Materials

AG1478, bisindolylmaleimide I (GF109203X (GF)), protease
inhibitor cocktail, and GM6001 were purchased from Calbiochem
(San Diego, CA). Antibodies against EGFR and specific polyclonal
antibodies against phospho (Y845 or Y1068)EGFR were purchased
from Cell Signaling (Beverly, MA). Goat Anti-Rabbit IgG (H+L)-Alexa
Fluor 568, Goat Anti-mouse IgG (H+L)-Alexa Fluor 568 and Fura-2/
AM was obtained from Molecular Probes (Eugene, OR). Antibodies
against SRC were purchased from Santa-Cruz (Santa Cruz, CA).
Antibody against PKACs was a kind gift from G.B. Witman and J.T.
San Agustin. Goat anti mouse IgG-HRP conjugated and Goat anti rabbit
IgG-HRP conjugated were purchased from Bio-Rad (Richmond, CA).
All other chemicals were purchased from Sigma (Sigma-Aldrich Israel
Ltd. Rehovot, Israel) unless otherwise stated.

Sperm preparation

Ejaculated bull spermatozoawere obtained byusing artificial vagina,
and the ‘swimup’ techniquewas applied to obtainmotile sperm. Bovine
spermwas supplied by the SION Artificial Insemination Center (Hafetz-
Haim, Israel). Sperm cells were washed three times by centrifugation
(7803×g for 10 min at 25 °C) in NKM buffer that contained 110 mM
NaCl, 5 mM KCl, and 20 mM 3-N-morpholino propanesulfonic acid
(Mops) (pH 7.4) and the sperm were allowed to swim up after the last
wash. The washed cells were counted and maintained at room
temperature until use. Only sperm preparations that contained at
least 80% motile sperm were used in the experiments, and the motility
was not significantly reduced at the end of the incubations.

Sperm capacitation

In vitro capacitation of bovine sperm was induced as described
previously (Parrish et al., 1988). Briefly, sperm pellets were
resuspended to a final concentration of 108 cells/ml in mTALP
(Modified Tyrode solution) medium containing: 100 mM NaCl,
3.1 mM KCl, 1.5 mM MgCl2, 0.92 mM KH2PO4, 25 mM NaHCO3,
20 mM HEPES (pH 7.4), 0.1 mM sodium pyruvate, 21.6 mM sodium
lactate, 10 IU/ml penicillin, 1 mg/ml BSA, 20 μg/ml Heparin, and
2 mM CaCl2. The cells were incubated in this capacitation medium
for 4 h at 39 °C with 5% CO2. The capacitation state of the sperm
was confirmed after the 4-h incubation in mTALP by examining the
ability of the sperm to undergo the acrosome reaction. In all
experiments the control cells were treated with appropriate vehicle
(Me2SO or water).



Fig. 1. Expression and localization of EGFR in bovine sperm. Bovine spermwere stained
with antibodies directed against the EGFR (a) or only with second antibody (c and d) as
described in Materials and methods or lysed and separated by SDS-PAGE, then blotted
with anti-EGFR (b). The data represent one experiment, typical of three repetitions
performed with sperm from three different bulls. Scale bar represents 20 μm.
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Assessment of sperm acrosome reaction

Washed cells (108 cells/ml) were capacitated for 4 h at 39 °C in
mTALP medium (Parrish et al., 1988). The inhibitors indicated were
added after 4 h of incubation for 10 min in order to inhibit only the AR
in capacitated sperm. Inducers were then added for another 20 min of
incubation. The percentage of acrosome-reacted sperm was deter-
mined microscopically on air-dried sperm smears using FITC-
conjugated Pisum sativum agglutinin (PSA). An aliquot of spermatozoa
(108 cells) was smeared on a glass slide and allowed to air-dry. The
sperm were then permeabilized by methanol for 15 min at room
temperature, washed three times at 5-min intervals with TBS, air
dried, and then incubated with FITC-PSA (50 μg/ml in TBS) for 30min,
washed twice with H2O at 5-min intervals, and mounted with
FluoroGuard Antifade (Bio-Rad Lab). For each experiment, at least
150 cells per slide on duplicate slides were evaluated (total of 300
cells for one experiment). Cells with green staining over the
acrosomal cap were considered acrosome intact; those with equato-
rial green staining or no staining were considered acrosome reacted.

Determination of intracellular calcium

The intracellular concentration of free Ca2+was assessed using the
fluorescent calcium indicator, Fura-2. Washed cells (1×108/ml) were
incubated in mTALP for 3.5 h, then 4 μM Fura-2/AM was added for a
further 30 min. The loaded cells were then washed three times to
remove extracellular Fura-2. The cells were used immediately for
fluorescence measurements using a Shimadzu (Columbia, MD) RF-
5000 spectrofluorophotometer, with an excitation wavelength of
340 nm and emission of 510 nm. During fluorescence measurements,
sperm suspensions were maintained at 37 °C with stirring.

Immunoblot analysis

Spermwere washed by centrifugation for 5 min at 10,000×g at 4 °C
and then the supernatant was discarded and TBS was added to the
pellet. Sperm lysates were then prepared by the addition of lysis buffer
containing: 50 mM Tris–HCl pH 7.5, 150 mM NaCl, 6% SDS, protease
inhibitor cocktail 1:100 (Calbiochem), 50 μM NaF, 50 μM pyrophos-
phate, 1 mM phenylmethylsulfonyl fluoride (PMSF), and 0.2 mM
Na3VO4, to the pellet, and the lysate vortexed vigorously for 20 min at
room temperature. Lysateswere then centrifuged for 5min at 10,000×g
at 4 °C, the supernatant was removed, and the protein concentration
was determined by the Bradford method (Bradford, 1976). Sample
buffer ×2 was added to the supernatant and boiled for 5 min. The
extracts were separated on 10% SDS-polyacrylamide gels and then
electrophoretically transferred to nitrocellulose membranes. Nitrocel-
lulosemembraneswere blockedwith 1% BSA in Tris-buffered saline, pH
7.6, containing 0.1% Tween 20 (TBST), for 30 min at room temperature.
Kinases were immunodetected using anti-EGFR, anti-SRC, anti-PKACs
and phospho-specific antibodies diluted 1:3000. The membranes were
incubated overnight at 4 °C with the primary antibodies diluted in 1%
BSA in TBST. Next, the membranes were washed three times with TBST
and incubated for 1 h at room temperature with specific horseradish
peroxidase (HRP)-linked secondary antibodies (BioRad Lab., Richmond,
CA), diluted 1:5000 in TBST and 1% BSA. The membranes were washed
three times with TBST and visualized by enhanced chemiluminescence
(Amersham, Little Chalfont, UK).

Immunocytochemistry

Phospho-specific anti-EGFR, anti-EGFR, anti-SRC and anti-PKACs
antibodieswere used at 1:50 dilution on permeabilized sperm smears,
to determine intracellular localization of kinases and levels of
phosphorylated EGFR residues, as described previously (Etkovitz et
al., 2007). Nonspecific staining was determined by incubating the
sperm without primary antibody in the presence of Goat Anti-Rabbit
IgG (H+L)-Alexa Fluor 568 or Goat Anti-mouse IgG (H+L)-Alexa
Fluor 568 diluted 1:200, and no staining was detected.

Microscopy

All images were captured on an Olympus AX70 microscope at a
magnification of ×400. This microscope was equipped with an
Olympus DP50 digital camera and with “Viewfinder Lite” software
(version 1 from Pixera Corporation (Los Gatos, California, USA)). All
fluorescence determinations were done under non-saturated condi-
tions. Each experiment and staining were performed on the same day,
and sperm were photographed within 24 h to reduce fading. All cell
preparations from a single experiment were photographed during the
same session and at the same exposure time.

Statistical analysis

Data are expressed as mean±SD of at least three experiments for
all determinations. Statistical significance was calculated by ANOVA
with Bonferroni's post hoc comparison test using SPSS software
(Chicago, IL).

Results

Transactivation of EGFR by AngII, LPA or cAMP

Activation of GPCRs can induce the transactivation of the EGFR in
several cell types (Prenzel et al., 1999). Bovine sperm express the
EGFR, and its activation by EGF induces the AR (Lax et al., 1994). We
also showed that activation of the EGFR can promote sperm
capacitation (Brener et al., 2003; Spungin et al., 1995a). In this
study, we tested whether activation of AGTR1 by AngII or of the LPAR
by LPA will transactivate the EGFR via a PKA-dependent mechanism.

EGFR antibodies recognize a single band at 170 kDa (Fig. 1)
which is in agreement with our previous findings (Lax et al., 1994).
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EGFR was localized to the sperm head and midpiece but not to the
principal region of the tail (Fig. 1). Using two antibodies directed
against two different specific tyrosines of the EGFR, Y845 and
Y1068, we found by indirect immunocytochemistry a significant
increase in tyrosine phosphorylation induced by LPA, AngII, 8Br-
cAMP or EGF (Fig. 2A). These antibodies recognize a single band at
170 kDa when incubated with 8Br-cAMP for 5 min as shown in Fig.
2B. Furthermore, western blot analysis indicated a significant
increase in the EGFR-Y845 phosphorylation by AngII, LPA, 8Br-
cAMP or EGF (Fig. 4). It is known that Y845 is a specific EGFR-
tyrosine phosphorylated by SRC that stabilizes the receptor in its
active form (Cooper and Howell, 1993; Hubbard et al., 1994;
Prenzel et al., 2001; Stover et al., 1995; Tice et al., 1999); thus our
data suggest that SRC is activated under these conditions. Since
SRC is known to be activated by PKA in sperm (Baker et al., 2006;
Lawson et al., 2008; Varano et al., 2008), and the EGFR is localized
to the sperm head, and we assumed that these three proteins
mediate the AR, we used specific antibodies directed against these
kinases in order to confirm their localization in bovine sperm.
PKACs antibodies recognize a single band at around 40 kDa (Fig.
3Ab) which is in agreement with previous findings (San Agustin
and Witman, 2001). SRC antibodies recognize a single band at
60 kDa (Fig. 3Bb) which is also in agreement with previous
findings (Baker et al., 2006; Lawson et al., 2008). We show by
indirect immunocytochemistry that PKACs is localized to the
acrosome region and tail (Fig. 3Aa) while SRC is localized to the
midpiece, post acrosome and the acrosome regions (Fig. 3Ba).
Fig. 2. LPA, AngII and 8Br-cAMP increase EGFR Y845 and Y1068 phosphorylation. Bovine spe
LPA, 10 nM AngII, 1 mM 8Br-cAMP or 1 ng/ml EGF were added to the cells for 5 min and sper
as described in Materials and methods or lysed and separated by SDS-PAGE (8Br-cAMP trea
represent one experiment, typical of three repetitions performed with sperm from three di
The increased phosphorylation of Y845 on EGFR induced by the
addition of AngII, LPA, 8Br-cAMP or EGF to starved sperm was
inhibited by tyrphostin 1478 (AG), a specific inhibitor of the EGFR
(Figs. 4A, C). Furthermore, the increase in EGFR phosphorylation
induced by AngII, LPA or 8Br-cAMP was inhibited by H89, a specific
inhibitor of PKA (Fig. 4A), however, no inhibition by H89 was
detected in the presence of EGF (Fig. 4C), indicating the specificity
of this inhibitor to EGFR-upstream effectors. Thus, the increase in
phospho-EGFR by 8Br-cAMP and the inhibition of EGFR phosphor-
ylation on Y845 by H89 indicates that EGFR activation is mediated
by PKA. It is known that H89 at relatively high concentration can
inhibit PKC as well; however we show elsewhere that 50 μM H89
induces PKC-dependent actin polymerization in bovine sperm and
PKCα is activated when PKA activity is omitted (Cohen et al.,
2004). Moreover, we showed here that H89 does not inhibit the
acrosome reaction induced by EGF (Fig. 7) whereas inhibition of
PKC by GF does inhibit this activity (Fig. 8) indicating that PKC
mediates the acrosome reaction induced by EGF and H89 does not
affect this activity. All together, these findings show clearly that the
inhibition of EGFR phosphorylation by H89 occurs due to PKA
inhibition and not by PKC inhibition.

In other cell types, transactivation of the EGFR can be mediated
by SRC (Liu et al., 2004; Nair and Sealfon, 2003; Wetzker and
Bohmer, 2003). Therefore, we looked for the involvement of SRC
family in the transactivation of sperm EGFR induced by AngII, LPA
or 8Br-cAMP. The phosphorylation of the EGFR on Y845 which is
the SRC target, was inhibited by the SRC family inhibitors PP2 or
rm were starved for 2 h in NKM buffer before incubation in mTALP. The inducers 1 μM
m cells were stained with antibodies directed against p(845) or p(1068) of the EGFR (A)
tment), then blotted with antibodies directed against p(845) or p(1068) (B). The data
fferent bulls. Scale bar represents 20 μm.



Fig. 3. Expression and localization of PKA and SRC in bovine sperm. Bovine spermwere stained with antibodies directed against PKACs (Aa) or SRC (Ba) or only with second antibody
(Ac and Ad for PKACs Bc and Bd for SRC) as described in Materials and methods or lysed and separated by SDS-PAGE, then blotted with anti-PKACs (Ab) or anti-SRC (Bb). The data
represent one experiment, typical of three repetitions performed with sperm from three different bulls. Scale bar represents 20 μm.
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PP1 (Figs. 4A, B), but not by its inactive analogue PP3 (not shown)
or when the phosphorylation of the EGFR was induced by EGF (Fig.
4C). The phosphorylation of the EGFR on Y845 and the inhibition of
this phosphorylation by PP2 and PP1 but not by PP3, clearly indicate
that SRC family mediates EGFR transactivation.
Fig. 4. LPA, AngII and 8Br-cAMP increase EGFR Y845 phosphorylation by a PKA, SRC and EGFR
mTALP with or without 50 μMH89, 5 μM PP2 or 5 μMAG1478 (AG) (A and C) or 5 μM PP1 (B
or 1 ng/ml EGF (C) were added to the cells for 5 min. The sperm were then lysed and separa
one experiment, typical of five repetitions performed with sperm from five different bulls.
To further support the EGFR-transactivation by GPCR or 8Br-cAMP,
we tested the involvement of metalloproteases (MMP), known
intermediates in such transactivation Prenzel (Jorissen et al., 2003;
Prenzel et al., 1999; Shah and Catt, 2003;Wetzker and Bohmer, 2003).
Galardin (GM6001) is a specific inhibitor of MMP activity (Wahl and
-dependent mechanism. Bovine spermwere starved for 2 h in NKM before incubation in
and C) for 15 min. Then, the inducers 1 μM LPA, 10 nM AngII, 1 mM 8Br-cAMP (A and B)
ted by SDS-PAGE, then blotted with anti p(845)EGFR and anti-EGFR. The data represent



Fig. 6. Transactivation of EGFR during capacitation is mediated by PKA. (A) Bovine
sperm were incubated in mTALP with or without 1 mM 8Br-cAMP for 4 h and
sperm were lysed at the indicated times. (B) Bovine sperm were incubated in
mTALP with or without bicarbonate and 1 mM 8Br-cAMP for 4 h. (C) Bovine sperm
were incubated in mTALP with or without 50 μM H89 for 10 min; then, 1 mM 8Br-
cAMP was added, as indicated, for 4 h. (D) Bovine sperm were incubated in mTALP
with 50 μM H89, 5 μM PP2, 5 μM AG1478 (AG) or 20 μM GM6001 (GM) for 4 h.
Sperm were lysed at the indicated times and proteins separated by SDS-PAGE, then
stained with anti p(845)EGFR, anti-EGFR or anti-tubulin. The data represent one
experiment, typical of three repetitions performed with sperm from three different
bulls.
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Carpenter, 1988). Since the activation of the EGFR by MMP is not
mediated by SRC/Y845 phosphorylation, we determined the EGFR-
Y1068 phosphorylation. This phosphorylation induced by AngII, LPA
or 8Br-cAMP was inhibited by GM6001 (Fig. 5A) however, no
inhibition of Y1068 phosphorylation was detected in the presence
of EGF (Fig. 5B), indicating the specificity of this inhibitor for EGFR-
upstream effectors. These data suggest that the triple-membrane-
passing signals mechanism is involved in the transactivation of the
EGFR in bovine sperm.

Activation of EGFR during sperm capacitation

We previously showed that direct activation of the EGFR by its
ligand (EGF) can promote sperm capacitation (Brener et al., 2003;
Spungin et al., 1995b). We showed above that starved cells EGFR can
be activated by EGF, by activating GPCR or by adding 8Br-cAMP.
However, to our surprise, we found that the EGFR is gradually
phosphorylated on Y845 during the 4-h incubation under capacitation
conditions even without adding any EGFR ligand (Fig. 6A), but not in
the absence of bicarbonate (Fig. 6B). It was shown elsewhere that the
presence of bicarbonate in sperm capacitation medium is required for
the activation of soluble adenylyl cyclase (Chen et al., 2000) resulting
in cAMP/PKA activation and protein tyrosine phosphorylation
(Visconti et al., 1995b). The EGFR-tyrosine phosphorylation in
sperm incubated in bicarbonate-deficient medium could be recovered
by adding 8Br-cAMP to the medium (Fig. 6B) supporting the possible
involvement of PKA in EGFR transactivation during sperm capacita-
tion. Sperm incubation under capacitation conditions induced EGFR-
tyrosine phosphorylation that was increased following the addition of
8Br-cAMP to the medium and was inhibited by the PKA inhibitor, H89
(Figs. 6A, C). Furthermore, inhibition of PKA, SRC family, metallopro-
teinase or EGFR during incubation under capacitation conditions
inhibited EGFR-Y1068 phosphorylation (Fig. 6D), indicating that
sperm EGFR is activated during capacitation in the absence of any
known EGFR ligand, probably via the transactivation mechanism
mediated by PKA, SRC and metalloproteinase.

The acrosome reaction induced by AngII or LPA is mediated by PKA

In an early study from our laboratory we showed that EGFR
activation by EGF induces the AR (Lax et al., 1994). In light of our
Fig. 5. LPA, AngII and 8Br-cAMP increase EGFR Y1068 phosphorylation via a mechanism
involving metalloproteinase. Bovine sperm were serum starved for 2 h in NKM before
incubation in mTALP with or without 20 μM GM6001 (GM) for 15 min. Then, the
inducers 1 μM LPA, 10 nM AngII, 1 mM 8Br-cAMP (A) or 1 ng/ml EGF (B) were added to
the cells for 5min. The spermwere lysed and separated by SDS-PAGE, then stained with
anti p(1068)EGFR, anti EGFR or anti actin. The results shown represent one experiment,
typical of five repetitions performed with sperm from five different bulls.
results, we examined the involvement of EGFR transactivation
during the AR. The addition of LPA, AngII, 8Br-cAMP or EGF to
capacitated bovine sperm resulted in a significant enhancement of
the percentage of acrosome-reacted cells (Fig. 7). AR induced by
AngII, LPA or 8Br-cAMP was 82%, 88% or 91% inhibited, respectively,
by the PKA inhibitor H-89, whereas the AR induced by EGF was not
affected (Fig. 7).

The AR induced by AngII, LPA or cAMP is mediated by EGFR, SRC family
and metalloprotease

To further show that EGFR is the mediator of AngII, LPA or 8Br-
cAMP induced AR, we examined the effect of EGFR inhibitor on this
process. Fig. 7 shows that the AR induced by the addition of AngII,
LPA, 8Br-cAMP or EGF to capacitated sperm is 83%, 92%, 80% or 92%
inhibited, respectively, by the EGFR specific inhibitor, AG 1478
(Fig. 7). These data suggest that the AR induced by these agents
is mediated by the EGFR. To further support this suggestion, we
looked for the involvement of SRC family in the AR. We showed
that the AR induced by AngII, LPA or 8Br-cAMP is significantly
inhibited by PP1 or PP2 (96%, 82%, 80% by PP1 and 84%, 75% or
76% by PP2) two SRC-family-specific inhibitors (Fig. 7). Incubation
of sperm with PP3, which is an inactive analogue of PP2, revealed
a very small and insignificant inhibition of the AR (Fig. 7),
indicating the specificity of PP1 and PP2 for SRC family inhibition.
Moreover, the acrosome reaction induced by EGFwas only slightly and



Fig. 7. The induction of the acrosome reaction by LPA, ANGII and 8Br-cAMP is mediated by the EGFR. Bovine sperm were incubated in mTALP for 4 h. At the end of this incubation
50 μMH89, 5 μMPP1, 5 μMPP2, 5 μMPP3, 0.5 μMAG1478 (AG), or 20 μMGM6001 (GM) were added as indicated for 10 min. After this incubation, 1 μM LPA, 10 nM AngII, 1 mM 8Br-
cAMP, or 1 ng/ml EGF were added to cells for additional 20min of incubation. Acrosome-reacted cells were identified by PSA staining as described in the Materials and methods. The
percentage of acrosome-reacted cells at the end of the 4 h incubation (22%) was subtracted to obtain the induced percentage. The data represent the mean±SD of duplicates from at
least five experiments. ⁎Significant difference from the corresponding control, Pb0.05.

453N. Etkovitz et al. / Developmental Biology 334 (2009) 447–457
insignificantly inhibited by PP2 but not by PP1 (Fig. 7). This finding
further supports the specificity of PP1 and PP2 for SRC family
inhibition.
Fig. 8. LPA ANGII and 8Br-cAMP induced AR is inhibited by downstream effectors of EGFR.
Wortmannin (WT), 1 μMU73122 (U7) and 0.1 nM bisindolylmaleimide I (GF) were added, a
1 ng/ml EGF were added to the cells for an additional 20 min of incubation. The percentage o
induced percentage. The data represent the mean±SD of duplicates from at least five expe
Next, we tested the involvement of the triple-membrane-passing
signals mechanism. AR induced by AngII, LPA or 8Br-cAMP were
almost completely inhibited by GM6001 (Fig. 7); however, AR induced
Bovine sperm were incubated in mTALP for 4 h. At the end of this incubation, 10 nM
s indicated, for 10 min. After this incubation, 1 μM LPA, 10 nM AngII, 1 mM 8Br-cAMP, or
f acrosome-reacted cells at the end of 4 h incubation (22%) was subtracted to obtain the
riments. ⁎Significant difference from the corresponding control, Pb0.01.
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by direct activation of the EGFR by EGF was not affected by GM6001,
confirming the specificity of this inhibitor (Fig. 7). These data suggest
that the AR induced by GPCR agonists or PKA activation is mediated by
a triple-membrane-passing signals mechanism.

The acrosome reaction induced by EGFR transactivation is mediated
by PI3K, PLC and PKC

The data so far suggest that the AR induced by AngII, LPA or 8-
Br-cAMP is mediated by the transactivation of the EGFR. We
therefore looked for the involvement of EGFR-downstream effectors
including PI3K, PLC and PKC in the AR induced by GPCR or cAMP. It
can be seen in Fig. 8 that 10 nM wortmannin (WT), U73122 or
bisindolylmaleimide I (GF), specific inhibitors of PI3K, PLC or PKC,
respectively, caused almost complete inhibition of AR induced by
AngII, LPA or 8Br-cAMP. These results suggest that these three
enzymes mediate the AR induced by GPCR agonists or PKA
activators downstream to the transactivation of the EGFR.

EGFR mediates intracellular Ca2+ increase induced by AngII, LPA
or cAMP

The AR depends on the elevation of intracellular Ca2+ concentra-
tions ([Ca2+]i) (reviewed in (Breitbart, 2003). We showed in Fig. 7
Fig. 9. AngII, LPA, 8Br-cAMP and EGF increase [Ca2+]i by an EGFR-dependent mechanism. (A
30 min. At the end of this incubation, cells were washed and the fluorescence intensity was
1 ng/ml EGF. The data represent one experiment, typical of three repetitions performedwith
in A and incubated with 5 μM AG1478 for 30 min. Then, 1 μM LPA, 10 nM AngII, 1 mM 8Br-cA
that AngII, LPA, 8Br-cAMP or EGF induced the AR. In Fig. 9 we showed
that these four compounds also caused a rapid increase in [Ca2+]i, and
this effect was completely blocked when EGFR was inhibited by
AG1478 (Fig. 9 inserts). These data further support the notion that
transactivation of the EGFR by GPCRs agonists or cAMP is required for
intracellular Ca2+ elevation.

Determination of EGFR transactivation by AngII, LPA or cAMP during
the acrosome reaction

The results in the previous sections suggested that AngII, LPA or
cAMP can activate the EGFR under capacitation conditions resulting in
intracellular Ca2+ elevation leading to the occurrence of the acrosome
reaction. We also showed that EGFR is already phosphorylated to
some extent on Y845 by the end of the capacitation. If so, why do
these cells do not undergo spontaneous acrosome reaction? In order
to clarify this point, we examined whether the EGFR is further
tyrosine phosphorylated during the AR. Fig. 10A shows a time-
dependent increase in EGFR phosphorylation on Y845, in capacitated
sperm during the AR, indicating that the EGFR is further activated
under conditions that induce the acrosome reaction. These results
suggest that the phosphorylation seen after 4 h of incubation in
capacitation medium is not sufficient to drive the sperm to undergo
the acrosome reaction. Moreover, the enhanced phosphorylation of
) Bovine spermwere incubated in mTALP for 4 h and loaded with Fura 2AM for the final
measured with or without the addition of 1 μM LPA, 10 nM AngII, 1 mM 8Br-cAMP and
sperm from three different bulls. (Inserts) Sperm loadedwith Fura 2AMwere washed as
MP, or 1 ng/ml EGF were added (arrow) and the fluorescence intensity was measured.



Fig. 10. LPA AngII and 8Br-cAMP increase EGFR phosphorylation in capacitated sperm.
(A) Bovine spermwere incubated in mTALP for 4 h. Then, the inducers 1 μM LPA, 10 nM
AngII, 1 mM 8Br-cAMP, or 1 ng/ml EGF were added to cells for 10 min. The sperm were
lysed at the indicated times and separated by SDS-PAGE, then stained with anti p(845)
EGFR and anti-EGFR. (B) Bovine sperm were incubated in mTALP for 4 h. At the end of
this incubation, the inhibitors 50 μM H89, 5 μM PP1, 5 μM PP2, 5 μM AG1478 or 20 μM
GM6001were added for 15min. Then, 1mM8Br-cAMPwas added to the cells for 5min.
The sperm were lysed at the indicated times, separated by SDS-PAGE, and then stained
with anti p(1068)EGFR and anti-EGFR. The data represent one experiment, typical of
four repetitions performed with sperm from three different males.
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the EGFR on Y1068 by 8-Br-cAMP was inhibited by H89, PP1, PP2,
GM6001 or AG1478 (Fig. 10B), further supporting our suggestion.

Discussion

We showed here that sperm EGFR can be transactivated by the
agonists of AGTR1 or LPAR.We suggest that this activation is mediated
by PKA, SRC and metalloproteinase. A direct proof for this transactiva-
tion was provided by following EGFR activation/phosphorylation on
two tyrosine residues known to be involved in the receptor activation.
Fig. 11. A model for the transactivation of EGFR by GPCR agonists or PKA activation. Activat
activation. SRC can activate EGFR directly or indirectly via MMP. The activation of the EGFR
only partially activated which cause relatively small increase in intracellular Ca2+. Further ac
Ca2+ leading to the acrosome reaction.
Phosphorylation was demonstrated using specific antibodies in two
independent assays, western blot analysis and indirect immunocyto-
chemistry. In order to demonstrate this increase in EGFR phosphor-
ylation, the sperm cells were starved for 2 h and then incubated in
capacitation medium for a short time (5 min) in the presence of AngII,
LPA, 8Br-cAMP or EGF, and EGFR phosphorylation was determined.
The enhanced effect of GPCR agonists or 8Br-cAMP on the phosphor-
ylation of EGFR-Y845 (Figs. 2, 4) (known to be the SRC target (Prenzel
et al., 2001; Stover et al., 1995; Tice et al., 1999), and the inhibition of
this phosphorylation following inhibition of PKA, SRC family or EGFR,
clearly indicate that EGFR-transactivation is mediated by PKA and SRC
family (Fig. 4). Furthermore, the enhanced effect of GPCR agonists or
8Br-cAMP on EGFR-Y1068 phosphorylation, known to be autopho-
sphorylated when EGFR is activated, was inhibited by blocking
metalloproteinase's (Fig. 5). These results suggest that EGFR-transac-
tivation is mediated by PKA, SRC family and metalloproteinase's (Figs.
4, 5). The localization of EGFR, PKA and SRC in the sperm head and
midpiece support the possible interactions among these three
proteins (Figs 1, 3). It is known that EGF receptor phosphorylation
on Y845 leads to autophosphorylation of additional tyrosines (Stover
et al., 1995; Tice et al., 1999), and indeed we showed here that in
addition to Y854, Y1068 is phosphorylated as well (Figs. 2, 4, 5), a fact
that further supports the activation of the EGFR by GPCR agonists and
8Br-cAMP. It was shown before that AngII and other GPCR agonists
stimulate cAMP production in both capacitated and uncapacitated
sperm (Mededovic and Fraser, 2004), a fact which supports our
conclusion regarding cAMP/PKA stimulation using GPCR agonists.

To our surprise, we found that the EGFR is gradually activated
when sperm are incubated under capacitating conditions for 4 h. This
phosphorylation is remarkable, since no EGFR or GPCR ligands were
included in the incubationmedium. Furthermore, adding 8Br-cAMP to
the incubation medium gave an early and enhanced EGFR phosphor-
ylation. However, when bicarbonate was omitted from the medium,
EGFR was not activated (Fig. 6B). PKA-dependent protein tyrosine
phosphorylation is known to occur during sperm capacitation
(Visconti et al., 1995b) and the majority of cAMP for PKA activation
is produced by the SAC, which depends on bicarbonate for its
ion of AGTR1 or LPAR by agonists increases cAMP which activates PKA followed by SRC
is part of the capacitation process; however during capacitation the EGF-receptors are
tivation of the EGFR is required in order to induce much higher increase in intracellular
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activation (Chen et al., 2000). Thus our data suggest that PKA
mediates EGFR activation during capacitation. This conclusion is
supported by showing that EGFR-tyrosine phosphorylation in sperm
incubated in bicarbonate-deficient medium could be restored by
adding 8Br-cAMP to the cells (Fig. 6B) and the inhibition of EGFR-
tyrosine phosphorylation occurred during capacitation by the PKA
inhibitor, H89 (Fig. 6C).

We suggest that the phosphorylation level of the EGFR that occurs
during sperm capacitation (see Fig. 6) is not sufficient for the
induction of the AR. In order to trigger this reaction, an inducer
must be added to the capacitated sperm (Fig. 7). Moreover, our data
reveal that the AR induced by GPCR agonists, by 8Br-cAMP or by EGF,
is inhibited by AG1478 (Fig. 7), indicating that the AR induced under
these conditions is mediated by EGFR activation. These data suggest
that further activation of the EGFR in capacitated sperm is needed in
order to induce the AR. This notion is supported by showing that GPCR
agonists, 8Br-cAMP or EGF added to capacitated sperm induce a time-
dependent further increase in EGFR phosphorylation on Y845 (Fig.
10A). Moreover, inhibition of PKA, SRC family, metalloproteinase or
EGFR at the end of capacitation inhibited both the phosphorylation of
Y1068 on the EGFR (Fig. 10B) and the AR (Fig. 7), indicating that EGFR
is transactivated through the same mechanism as occurs at the
beginning of capacitation (see Figs. 2, 4 and 5).We assume that during
capacitation the EGF-receptors are only partially activated which
cause relatively small increases in intracellular Ca2+ (Fig. 9) and these
receptors should be further activated at the end of the capacitation in
order to induce amuch higher increase in intracellular Ca2+ leading to
the AR. This assumption is further supported by the enhancement of
[Ca2+]i by these compounds and the abrogation of this effect when
EGFR was blocked (Fig. 9). Thus, activation of the EGFR causes an
increase in [Ca2+]i which is a crucial step for the AR. These data
explain why the AR induced by AngII, LPA, cAMP or EGF is blocked by
inhibiting the EGFR activities.

Inhibition of the EGFR down-stream effectors PI3K, PLC and PKC
blocked the induction of AR by GPCR agonists or 8Br-cAMP (Fig. 8),
further supporting our conclusion regarding EGFR transactivation
under these conditions.

It is known that PKA, which is a serine/threonine kinase, mediates
protein tyrosine phosphorylation in sperm capacitation (Visconti et
al., 1995a); however, it is not clear how this mechanism functions.
Several reports in somatic cells suggest that PKA activates SRC
(Patschinsky et al., 1986; Schmitt and Stork, 2002), a tyrosine kinase
known to phosphorylate the EGF receptor leading to its activation
(Baker et al., 2006; Bertelsen et al., 2004; Jorissen et al., 2003; Prenzel
et al., 1999; Shah and Catt, 2003; Shah et al., 2006; Stover et al., 1995;
Tice et al., 1999; Wetzker and Bohmer, 2003). In murine sperm, SRC
co-immunoprecipitates with PKA and this interaction leads to SRC
phosphorylation (Baker et al., 2006). Here we showed that inhibition
of SRC family by PP2, PP1 or inhibition of the EGFR, blocked the AR
induced by AngII, LPA or 8Br-cAMP (Fig. 7), indicating the involve-
ment of SRC family in EGFR activation. Moreover, the AR induced by
these compounds was also blocked by metalloproteinase inhibition
(Fig. 7), suggesting the additional involvement of metalloproteinase
in EGFR activation. Transactivation of EGFR by GPCRs was previously
demonstrated in other cell types (Bertelsen et al., 2004; Jorissen et al.,
2003; Shah and Catt, 2003; Shah et al., 2006; Wetzker and Bohmer,
2003). In GTI-7 cells it was shown that activation of the GnRH-R,
which is a GPCR, transactivates the EGFR mediated by SRC and
metalloproteinase (Shah et al., 2006), a finding which supports our
data. However, in C9 cells activation of AGTR1 transactivates the EGFR
mediated by metalloproteinase but not by SRC (Shah et al., 2006). In
HEK 293 cells, it was suggested that AGTR1 or LPAR can activate PI3K
by a mechanism in which EGFR-transactivation is not involved (Shah
et al., 2006). Thus, different GPCRs function with somewhat different
mechanisms. Here we showed for the first time that sperm GPCRs
transactivate the EGFR in a process mediated by PKA, SRC family and
metalloproteinase in both noncapacitated or in capacitated sperm
during the acrosome reaction.

In conclusion, we like to suggest a model which explains our
findings (Fig. 11). During in vitro sperm capacitation, EGFR is partially
activated by cAMP/PKA using cAMP produced by the bicarbonate/SAC
system. Further activation of the EGFR in the capacitated sperm is
required in order to trigger the AR. This activation can occur by direct
activation of the EGFR by EGF, or by transactivation using GPCR
agonists or PKA activators. AngII and LPA are found in the seminal
plasma (O'Mahony et al., 2000) and AngII was already shown to
accelerate capacitation (Mededovic and Fraser, 2005). Under in vivo
sperm capacitation in the female reproductive tract, sperm are
probably exposed to AngII and/or LPA, two ligands found in the
female reproductive organs which activate the CAC/cAMP/PKA
system. PKA can activate SRC which can activate the EGFR directly
or via metalloproteinase activation which in turn hydrolyzes the HB-
EGF to yield HB-EGF which activates the EGFR. The activation of EGFR
during sperm capacitation is part of the capacitation process. Under in
vivo conditions, the AR of capacitated sperm is induced by the egg
zona-pellucida; however capacitated sperm might undergo a non-
specific AR by other inducers present in the female reproductive tract
like EGF, AngII or LPA. The reason for this non-specific AR might be as
a result of selection priorities, since only intact non-acrosome-reacted
sperm can interact with the egg zona-pellucida and fertilize the egg.
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