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Abstract

In mammals, the starting point of development is the fusion between sperm and egg. It is well
established that sperm fuse with the egg through the equatorial/postacrosomal region. Apart from
this observation and the requirement of two proteins (CD9 in the egg and IZUMOL in the sperm)
very little is known about this fundamental process. actin polymerization correlates with sperm
capacitation in different mammalian species and it has been proposed that F-actin breakdown is
needed during the acrosome reaction. Recently, we have presented evidence that actin
polymerization inhibitors block the movement of 1IZUMO1 that accompany the acrosome reaction.
These results suggest that actin dynamics play a role in the observed changes in IZUMO1
localization. This finding is significant because IZUMOL1 localization in acrosome-intact sperm is
not compatible with the known location of the initiation of the fusion between the sperm and the
egg. To further understand the actin-mediated changes in protein localization during the acrosome
reaction, the distribution of the sperm-specific plus-end actin capping protein CAPZA3 was
analyzed. Like 1ZUMO1, CAPZAS3 shows a dynamic pattern of localization; however, these
movements follow a different temporal pattern than the changes observed with IZUMOZ1. In
addition, the actin polymerization inhibitor latrunculin A was unable to alter CAPZA3 movement.
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Introduction

The actin cytoskeleton is required for intracellular protein transport and appears to have an
essential role in the secretory pathway (Hirschberg et al., 1998; Valderrama et al., 2001). In
sperm, the role of actin polymerization in capacitation and the acrosome reaction has been
the focus of numerous studies. More specifically, experiments using phalloidin staining have
shown that actin polymerization correlates with sperm capacitation in different mammalian
species (Brener et al., 2003; Cabello-Agueros et al., 2003; Castellani-Ceresa et al., 1993;
Dvorakova et al., 2005). It has also been proposed that F-actin breakdown occurs during the
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acrosome reaction (Brener et al., 2003). Consistent with the idea that actin dynamics play a
role in sperm function, inhibitors of actin polymerization in human sperm inhibited the
acrosome reaction (Liu et al., 1999; Liu et al., 2002) and prevented fusion with zona-free
hamster eggs (Rogers et al., 1989). Interestingly, several actin-binding proteins, some of
which are testis-specific, have been shown to be present in mammalian sperm. Examples of
this are: CALICIN (von Bulow et al., 1995), the capping proteins CPB3 (von Bulow et al.,
1997), SCINDERIN (Pelletier et al., 1999), DESTRIN, THYMOSIN B10, testis-specific
actin capping protein (Howes et al., 2001), the actin-related proteins ARP-T1 and T2 (Heid
et al., 2002) and Arc (Maier et al., 2003).

In addition to the proposed role in the acrosome reaction, actin polymerization and
depolymerization have been implicated in the well-established changes in the
immunofluorescence pattern of sperm proteins that occur during capacitation and the
acrosome reaction (Hernandez-Gonzalez et al., 2000; Saxena et al., 1986). One of the
proteins that change localization during the acrosome reaction is IZUMOL (Inoue et al.,
2005; Kawai et al., 1989; Miranda et al., 2009; Okabe et al., 1987; Sosnik et al., 2009).
Using a knock-out approach, Inoue et al. (Inoue et al., 2005) demonstrated that IZUMOL is
required for sperm-egg fusion. However, before the acrosome reaction, IZUMO1
localization is restricted to the dorsal portion of the sperm anterior head, a region that does
not appear to be involved in fusion with the egg (Yanagimachi, 1994). Interestingly, after
the acrosome reaction, IZUMOL redistributes to other sperm compartments including the
post-acrosome and other regions, which are compatible with the role of IZUMOL in sperm-
egg fusion. IZUMOL1 is a member of a multi-protein family that forms complexes and is the
only member of the family known to present this relocalization (Ellerman et al., 2009).
Recently, our group reported that mice lacking the testis-specific serine kinase 6 (TSSKG6)
are also incapable to fuse with the egg (Sosnik et al., 2009). IZUMOL is present in Tssk6-
null sperm; however, this protein remains in the anterior head and does not redistribute
following the acrosome reaction. Furthermore, IZUMOZ1 redistribution during the acrosome
reaction is blocked by latrunculin A, an inhibitor of actin polymerization; by ML7 an
inhibitor of myosin light chain kinase and by Blebbistatin, a MYOSIN Il inhibitor.
Altogether, these observations support the hypothesis that actin polymerization and
depolymerization play a role in 1IZUMO1 movements and that this change in localization is
needed for the role of this protein in gamete fusion.

In the present study, the movement of IZUMO1 was compared with changes in the
localization of CAPZAZ3, a testis-specific actin-capping protein. CAPZA3 plays a role in
maintaining polymerized actin during spermiogenesis (Geyer et al., 2009). Evidence
provided here indicates that, similar to IZUMO1, CAPZA3 localized to the anterior head in
intact sperm. When 1ZUMO1 starts to move during the initial steps of the acrosome
reaction, CAPZAS3 has already redistributed to the posterior acrosome. At the end of the
process, when the acrosome is no longer present and IZUMOL is detected in the posterior
acrosome, no more staining of CAPZAS in the head is observed. Contrary to IZUMO1
movement and consistent with a role in stabilization of polymerized actin, CAPZA3
relocalization and posterior loss is not affected in the presence of latrunculin A.
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Reagents, Antibodies and Media

All media and reagents were purchased from Sigma-Aldrich (St. Louis, MO) unless
specified otherwise. Antibody against CAPZa 3 was purchased from American Research
Products, Inc. (Belmont, MA). Antibodies against IZUMO1 were donated by Dr. Masaru
Okabe (Inoue et al., 2005). Secondary antibodies, PNA conjugated to Alexa fluorophores
and DAPI were obtained from Molecular Probes (Eugene, OR). Secondary antibodies
conjugated to horseradish peroxidase were purchased from Jackson Immunoresearch
Laboratories (West Grove, PA). Calcium ionophore A23187 and latrunculin A were
obtained from Calbiochem (San Diego, CA).

Animal Care and Use

Procedures involving animal experimentation were conducted according to animal research
protocols approved by the Institutional Animal Care and Use Committee, University of
Massachusetts, Amherst. CD1 retired breeder male mice were acquired from Charles River
Laboratory, housed and handled according to the aforementioned protocols.

Sperm Sample Preparation

Sperm samples were obtained in HEPES buffered Whitten medium without BSA or
NaHCO3 (Whitten and Biggers, 1968) at 37°C from epididymal cauda of CD1 retired
breeder male mice. The cauda were snipped and kept in medium at 37°C for 7 minutes to
allow the sperm to “swim-out”. Sperm were rinsed once before further treatment
(Hernandez-Gonzalez et al., 2006).

For the analysis of CAPZAZ3 localization, sperm were incubated in HEPES buffered Whitten
medium without (non-capacitated) or with (capacitated) 5 mg/ml of BSA and 10 mM
NaHCOj5 for 60 minutes at 37°C. The acrosome reaction was then induced with 10 uM Ca2*
ionophore A23187 for 30 minutes at 37°C. The capacitated and non-capacitated sperm were
incubated for an additional 30 minutes at 37°C without any additions. When latrunculin A
was used, the inhibitor was included in the media from the beginning of the incubation at a
final concentration of 25 uM (Boyle et al., 2001; Sosnik et al., 2009).

Immunocytochemistry

Samples were treated as described previously (Sosnik et al., 2009). Briefly, after swim-out,
sperm cells were spotted onto coverslips and allowed to adhere at room temperature for 10
minutes. After fixation, cells were permeabilized with 0.5% Triton-X100 in PBS at room
temperature for 5 minutes, and non-specific binding blocked with PBS containing 0.1%
Tween-20 and 0.5% BSA. Incubation with corresponding primary antibodies (at 1:100
dilutions from the original concentrations in blocking buffer) was carried out overnight at
4°C. After washings, cells were incubated with the appropriate secondary antibodies and
desired counterstains diluted in blocking solution at room temperature for no less than 2
hours. Finally the coverslips were washed 10 times at room temperature in PBS-0.1%
Tween-20, mounted on slides with SlowFade® Light (Molecular Probes, Eugene, OR)
mounting media, and left at 4°C until imaged. Imaging was performed with a Nikon Eclipse
200 inverted microscope equipped with Differential Interference Contrast optics,
epifluorescence, a CCD camera and Open Lab imaging software.
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Western Blots

RESULTS

Protein analysis by SDS-PAGE was performed as previously described (Jha et al., 2007).
Protein extracts from cauda epididymal sperm were obtained in non-reducing Laemmli
buffer (Laemmli, 1970) and boiled for 5 minutes. The samples were then centrifuged at 10
G for 5 minutes and the supernatant was reduced for 2 minutes at 95°C with 5% [3-
Mercapto-Ethanol. Five million sperm were loaded into 10% acrylamide gels and separated
by SDS-PAGE. Proteins were then transferred to PVDF membranes and specific signals
detected with anti-CAPZAS3 antibody (at 1:1000 dilution from the original concentration in
PBS-0.1% Tween-20) followed by HRP conjugated goat anti-guinea pig antibody for
secondary detection by chemiluminescence.

CAPZA3 redistributed during capacitation and the acrosome reaction

CAPZA3 is an actin-capping protein believed to be involved in the control of actin
polymerization during spermiogenesis (Geyer et al., 2009) and has also been shown to be
present in mature sperm (Tokuhiro et al., 2008). Because of findings suggesting that the
actin cytoskeleton was involved in IZUMO1 movement, the localization of CAPZA3 was
investigated in sperm populations incubated under different conditions. These experiments
were conducted using a polyclonal antibody against a specific peptide from CAPZA3 (GP-
SH4). This antibody is commercially available and recognized a single band of 31 kDa in
sperm extracts (Fig. S1-A). Immunofluorescence experiments showed that CAPZA3
localized to the anterior head (Fig. 1, left panel). To study whether CAPZA3 also undergoes
changes in localization during capacitation or the acrosome reaction, cauda-epididymal
sperm from mature CD1 male mice were incubated in three different conditions. One set of
sperm was incubated in media lacking bovine serum ALBUMIN (BSA) or NaHCO3 (Non-
Cap) which does not support capacitation. A second group was incubated for 90 minutes at
37°C in medium containing BSA and NaHCOg that supports capacitation (Cap). The third
sperm aliquot was incubated for 60 minutes in capacitating media and then 5 pM Ca2*
ionophore A23187 was added for an additional 30 min. to induce the acrosome reaction
(AR).

After treatment all sperm were fixed and immunostained for microscopic analysis of
CAPZA3 localization. In order to assess the acrosomal status of the fixed and permeabilized
sperm, Alexa Fluor® 568 labeled peanut lectin PNA was used as a counterstain (Fig. 1).

Although with some variation in the intensity level, all sperm showed CAPZA3 staining in
the flagellum midpiece. In addition we observed four different patterns of staining in the
sperm head that included staining in the anterior head, a diffuse staining of the whole head, a
post-acrosomal staining and also sperm with undetectable staining. When the different
CAPZA3 staining patterns were correlated with the respective PNA staining, it was possible
to identify a very significant correlation between the localization of CAPZAS3 and the status
of the sperm acrosome. While most of the sperm incubated under non-capacitating
conditions presented an anterior head staining (Fig. 1 and Table 1, Non Cap), most of the
capacitated sperm population displayed a diffuse staining pattern (Fig. 1 and Table 1, Cap).
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On the other hand, calcium ionophore-treated, acrosome-reacted sperm showed only two
different patterns of staining; one of them was a clear post-acrosomal localization, the other
one was complete lack of staining (Fig. 1 and Table 1). Close examination of the PNA
staining in these two populations indicated that those sperm depicting post-acrosomal
staining still had some level of PNA staining suggesting that the acrosomal exocytosis was
not complete. Based on these differences, we classified sperm as ‘initial acrosome reacted’
sperm or AR;, without complete loss of PNA staining. In contrast, those with complete loss
of PNA staining were considered in a final stage of the acrosome reaction (ARy).
Interestingly, using this classification, a strong correlation between CAPZAS3 staining and
acrosomal status was observed. While 95% of AR; sperm presented post-acrosomal staining
for CAPZAS3, 91% of ARt sperm have undetectable levels of CAPZA3 staining (Fig. 1 &
Table 1).

CAPZA3 movement precedes relocalization of IZUMOL1

IZUMOL relocalization from the anterior head to the posterior equatorial segment/post-
acrosomal compartment is inhibited by latrunculin A and myaosin dynamic inhibitors,
suggesting that this movement is dependent on the actin cytoskeleton (Sosnik et al., 2009).
Because CAPZA3 is a plus-end, actin-capping protein, the possibility that the observed
Capza3 changes in localization were coupled to IZUMO1 movement was analyzed. For this
purpose, similar treatments to the ones described above were used. In this case, parallel
immunostaining of CAPZAS3 and IZUMO1 was conducted (Fig. 2). Acrosomal status was
judged by the extent of 1IZUMO1 relocalization. Some sperm presented an enlarged anterior
head staining of IZUMOZ1; following the previous classification, these sperm were
categorized as AR;. A second group of sperm presented a clear posterior pattern of IZUMO1
localization correlated with complete loss of PNA staining (Sosnik et al., 2009). These
sperm were considered in the final stages of the acrosome reaction and were classified as
ARs. Using this categorization, CAPZA3 post-acrosomal staining is also correlated with the
AR; sperm population and lack of CAPZAS staining correspond to the ARs sperm
population (Table 2). These experiments suggest that CAPZA3 relocalization precedes the
movement of IZUMOL1.

Considering that reagents that affect the actin cytoskeleton inhibit IZUMO1 movement, it is
possible that CAPZA3 movement is also dependent on actin dynamics. To investigate this
possibility, the actin polymerization inhibitor toxin latrunculin A was used (Table 3).
Latrunculin A acts by binding monomeric actin units thus preventing them from forming
filaments (Spector et al., 1989). As shown in Table 3, no differences in the CAPZA3
localization pattern were observed in control experiments were cauda sperm was incubated
in the presence of 10 uM latrunculin A under the same conditions described above.

DISCUSSION

The extent of actin polymerization is regulated by a dynamic equilibrium between
monomeric and filamentous actin. In most cells, particularly in the transcriptionally and
translationally inactive mature sperm, the amount of total actin does not change
considerably. This fact underscores the role of actin binding proteins to promote, stabilize or
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prevent the formation of thin filaments and control actin dynamics. Among these proteins,
CAPZ is an actin capping protein involved in the regulation of actin assembly at the plus
end of filaments. In testicular postmeiotic germ cells, there are two unique members of the
CAPZ protein family, CAPZA3 and CAPZB3. While Capza3 is an independent intronless
gene, CAPZB3 differs from the other CAPZB by a unique N-terminus produced by
alternative splicing. Repro32 is a mouse strain produced as part of the Reproductive
Genomics program at The Jackson Laboratory (http://reproductivegenomics.jax.org/) using
random Nethyl-N-nitrosourea (ENU) mutagenesis and has been shown to present a male
sterility phenotype (Handel et al., 2006; Lessard et al., 2007). Sterility of the repro32/
repro32 mouse is due to a missense mutation in the Capza3 gene (Geyer et al., 2009).
Moreover, this work presents strong evidence that lack of CAPZA3 disrupts the filamentous
actin network and consequently repro32/repro32 mice present defects in the removal of
cytoplasm and in the maintenance of midpiece integrity that is observed during
spermiogenesis. In addition, phenotypic studies indicate that sperm from the repro32
heterozygous mice have low cauda epididymal sperm numbers, poor sperm motility, and
abnormal sperm morphology (Geyer et al., 2009). In addition to this work, a recent report
shows that CAPZAZ3, also known as CPa3, is present in mature sperm (Tokuhiro et al.,
2008).

Besides its role in spermiogenesis, the presence of CAPZA3 in mature sperm is consistent
with the proposed role of actin polymerization in capacitation and the acrosome reaction
(Brener et al., 2003; Dvorakova et al., 2005; Etkovitz et al., 2007; Hernandez-Gonzalez et
al., 2000; Rogers et al., 1989; Sosnik et al., 2009). In mammals, one of the current
hypothesis states that actin polymerization is part of the capacitation process and it is
downstream of signaling cascades involving cAMP (Breitbart et al., 2005). Using phalloidin
staining, several groups have shown the presence of F-actin in the anterior acrosome as well
as in the post-acrosomal region (Brener et al., 2003; Delgado-Buenrostro et al., 2005; Liu et
al., 1999). This staining is significantly reduced in acrosome-reacted sperm, suggesting that
depolymerization of actin is concomitant to exocytosis (Brener et al., 2003; Liu et al., 1999).
Consistent with a role of actin in the acrosome reaction, inhibitors of actin polymerization
such as latrunculin A or cytochalasin D are able to block the acrosome reaction (Brener et
al., 2003).

As other CAPZ proteins, CAPZAS is predicted to play a role in the regulation of actin
dynamics. In addition to exocytosis, the acrosome reaction exposes proteins needed for
sperm-egg fusion. Among the proteins proposed to reorganize following the acrosome
reaction, only IZUMOL1 has been shown to play a necessary role in this process using a
knockout approach. Because the sperm fusion to the egg occurs from a postacrosomal/
equatorial region, the 1IZUMOL1 anterior acrosome localization in acrosome intact sperm is
not compatible with the proposed role of this protein in gamete fusion. Interestingly,
IZUMO1 changes its localization during the acrosome reaction (Inoue et al., 2005; Kawai et
al., 1989; Miranda et al., 2009; Okabe et al., 1987; Sosnik et al., 2009).

The present work focused on the distribution of CAPZA3 in mature mouse sperm. Similar to
the dynamic changes in the localization of other actin binding proteins in guinea pig sperm
(Delgado-Buenrostro et al., 2005), CAPZAS3 redistributed during capacitation and the
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acrosome reaction. Initially, CAPZAS3 localized to the anterior acrosome and remained there
when sperm were incubated in the absence of BSA and HCOs-, conditions that do not
support capacitation. When mouse sperm were incubated in conditions that support
capacitation, CAPZA3 presented a more diffuse staining pattern throughout the whole sperm
head. Both, the staining pattern restricted to the acrosome as well as the diffuse patterns
were observed in intact sperm as indicated by the presence of PNA staining and by the
localization of 1IZUMOL1 in the anterior acrosome. Shortly after the induction of the
acrosome reaction, CAPZAS3 redistributed to the post-acrosomal compartment; this
fluorescent pattern correlated with a lighter and more punctuated PNA staining and with a
larger area of IZUMOL staining. These data suggest that CAPZA3 postacrosomal
localization corresponded to initial stages of the acrosome reaction. Finally, in sperm
presenting complete loss of PNA staining in the acrosome as well as 1IZUMOZ1 localization
in the post-acrosomal region, CAPZAZ3 signal was undetectable. It is important to note that
although the present work strongly suggests that CAPZA3 relocates posteriorly in the mouse
sperm head, the data here presented cannot rule out the possibility of changes in epitope
accessibility. CAPZAS3 staining in the mid-piece was observed in sperm incubated in all
conditions.

As mentioned, CAPZAS3 is completely relocated to the post-acrosomal region when
IZUMO1 has only started to redistribute, suggesting that the redistribution of these two
proteins might occur through different mechanisms. On the other hand, the lack of CAPZA3
staining in sperm that have completed the acrosome reaction could be explained either by
loss of CAPZAZ3 or alternatively, this result could also mean that the CAPZAS3 antigenic site
is not available to anti-CAPZA3 antibodies in these conditions. In addition, contrary to
IZUMOL, inhibition of actin polymerization with latrunculin A did not affect CAPZA3
redistribution. Because of the presence of actin related proteins in the mouse sperm head and
the unknown effects of latrunculin A in such proteins, it is possible that CAPZA3
relocalization occurs by means of actin related proteins. Alternatively, CAPZA3
relocalization could be regulated by changes in anchoring proteins, being the movement due
to intracellular diffusion. Taking into consideration the predicted role of CAPZA3 as an
actin capping protein, our observations are consistent with a model in which CAPZA3
redistributes upon sperm capacitation, anchoring in the post-acrosomal compartment upon
acrosome reaction. In this new location, CAPZA3 could play a role in the stabilization of
polymerized actin and a subsequent myosin-dependent movement of IZUMOL to the
fusogenic site using the actin cytoskeleton. Most cells control the length of actin filaments
under conditions that maintain total actin concentration. Proteins that cap or prevent the
dynamic exchange of actin monomers play an important role in the regulation of actin
polymerization (C. G. DOS REMEDIOS, D. CHHABRA, M. KEKIC, I. V. DEDOVA, M.
TSUBAKIHARA, D. A. BERRY, AND N. J. NOSWORTHY, Physiol. Rev. 2003). In
somatic cells, the capping of filaments is regulated by second messengers such as PIP and
PIP2. The finding that Capza 3 change localization in the early steps of the acrosome
reaction suggests that similar to the somatic counterparts, Capza 3 function is regulated by
second messengers. Interestingly, it has been shown that phospholipid metabolism is
activated during the acrosome reaction (Jungnickel, Sutton and Florman, Dev. Biol. 2007).
Although unique to the sperm, the acrosome reaction shares many of the same properties as
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other exocytotic processes; therefore, observations in this manuscript might be relevant to
the study of other CapZ capping proteins and actin polymerization in other systems.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Non Cap Cap AR AR,

PNA

Merge

Capza3 Localization

Fig. 1. Capza3 presentsa varied pattern of localization in mature mouse sperm
Sperm from the cauda of the epididymis from mature mice were obtained and incubated in

media lacking (Non Cap) or containing (Cap) albumin and NaCHO3 for 90 minutes at 37°C.
A third group was incubated in capacitating media for 60 minutes and an additional 30
minutes after the addition of Ca2* ionophore (AR). The samples were then mounted on
drops on glass slides and fixed as indicated in materials and methods. After permeabilization
the samples were stained for Capza3 using the GP-SH4 antibody. Fluorescent secondary
antibody was used in conjunction with fluorescent PNA and DAPI as counterstains. The
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extent of the acrosome reaction was judged by the extent of loss of PNA staining and
samples separated for quantification into initial acrosome reaction (AR;) (samples retaining
partial PNA staining) and final acrosome reaction (ARs) (samples lacking all PNA staining).
Representative distribution of Capza3 and PNA in sperm from the different treatments.
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R Capza3 Localization (compaired to IZUMO)

Fig. 2. Capza3 movement precedesthat of Izumo
Sperm from the cauda of the epididymis from mature mice were obtained and incubated in

media lacking (Non Cap) or containing (Cap) albumin and NaCHO3 for 90 minutes at 37°C.
A third group was incubated in capacitating media for 60 minutes and an additional 30
minutes after the addition of Ca2+ ionophore (AR). The samples were then mounted on
drops on glass slides and fixed as indicated in materials and methods. After permeabilization
the samples were stained for Capza3 using the GP-SH4 antibody and for 1zumo using the
OBF13 antibody. Fluorescent secondary antibodies were used in conjunction with DAPI as
counterstain. The extent of the acrosome reaction was judged by the extent of 1zumo
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relocalization and samples separated for quantification into initial acrosome reaction (ARi)
and final acrosome reaction (ARf). Representative distribution of Capza3 and I1zumo in
sperm from the different treatments.
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Acrosome Reaction
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v
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v
lzumo Movement

v
Gamete Fusion

Fig. 3. Proposed model for Capza3 relocalization and activity
In this proposed model capacitation leads to Capza3 relocalization from the anterior head of

the sperm towards the posterior head. Upon acrosome reaction Capza3 anchors itself in the
post-acrosomal compartment were is acts capping actin filaments stabilizing them. These
stabilized actin filaments can then be used for active transport of sperm proteins required for
sperm activity like the relocalization of Izumo necessary for the fusion of the gamete
membranes. The retrograde displacement of Capza3 appears to be simultaneous but
independent from the acrosomal exocytosis.
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CAPZA3 localization variesin accordanceto sperm status asjudged by PNA staining

Numerical quantification from the experiment described in Fig. 1. The numbers represent the percent of sperm
presenting a specific staining pattern for a given condition + s.d. 200 sperm were counted per condition per
experiment. n=6.

Non Cap | Cap AR; AR¢
Acrosome 75%5 4%1 2+1 1+1
Diffuse 5+2 736 | 2+1 1+1
Post-Acrosome 18+3 2245 | 95+2 | 7+4
Undetectable 2+1 1+1 1+1 | 9146
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Capza3 localization variesin accor dance to sperm status asjudged by the localization of

lzumo

Numerical quantification from the experiment described in Fig. 2. The numbers represent the percent of sperm
presenting a specific staining pattern for a given condition + s.d. 200 sperm were counted per condition per
experiment. n=6.

NonCap | Cap | AR; AR¢
Acrosome 76+5 5+2 1+1 1+1
Diffuse 4+2 72+7 1+1 1+1
Post-Acrosome 18+5 2145 | 95+1 | 743
Undetectable 2+1 2+1 2+1 | 92+3
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Table 3
CAPZA3 localization in sperm treated with latrunculin A

Cauda Epididymal sperm from mature mice were incubated in media lacking (Non Cap) or containing (Cap)
albumin and NaCHO3 for 90 minutes at 37°C. A third group was incubated in capacitating media for 60

minutes and an additional 30 minutes after the addition of Ca2* ionophore (AR). All samples were treated
with 25uM of the actin polymerization inhibitor latrunculin A. The samples were then mounted on drops on
glass slides and fixed as indicated in materials and methods. After permeabilization the samples were stained
for CAPZAS3 using the GP-SH4 antibody. Fluorescent secondary antibody was used in conjunction with
fluorescent PNA and DAPI as counterstains. The extent of the acrosome reaction was judged by the extent of
loss of PNA staining and samples separated for quantification into initial acrosome reaction (AR;) (samples

retaining partial PNA staining) and final acrosome reaction (AR¢) (samples lacking all PNA staining). The

numbers represent the percent of sperm presenting a specific staining pattern for a given condition + s.d. 200
sperm were counted per condition per experiment. n=3.

Non Cap | Cap AR; ARs

Acrosome 76x4 4+2 2+1 1+1

Diffuse 4x1 743 | 11 2+1

Post-Acrosome 18+4 20+2 | 962 6+6

Undetectable 2+1 2+1 1+1 | 9246
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Table 4
Capza3 localization variesin Tssk6 null sperm similarly to the changes observed in WT

sperm (statusjudged by PNA staining)

Sperm from the cauda of the epididymis from mature Tssk6 null mice were obtained and incubated in media
lacking (Non Cap) or containing (Cap) albumin and NaCHO3 for 90 minutes at 37°C. A third group was

incubated in capacitating media for 60 minutes and an additional 30 minutes after the addition of Ca*
ionophore (AR). The samples were then mounted on drops on glass slides and fixed as indicated in materials
and methods. After permeabilization the samples were stained for Capza3 using the GP-SH4 antibody.
Fluorescent secondary antibody was used in conjunction with fluorescent PNA and DAPI as counterstains.
The extent of the acrosome reaction was judged by the extent of loss of PNA staining and samples separated
for quantification into initial acrosome reaction (AR;) (samples retaining partial PNA staining) and final
acrosome reaction (AR¢) (samples lacking all PNA staining). Numerical quantification from the experiment.
The numbers represent the percent of sperm presenting a specific staining pattern for a given condition + s.d.
200 sperm were counted per condition per experiment. n=3.

Non Cap Cap AR; AR¢

Acrosome 78+3 3+1 1+1 1+1

Diffuse 3%l 7241 | 11 1+1

Post-Acrosome 18+3 23+2 | 96+2 | 56

Undetectable 2+1 2+1 1+1 | 9446
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