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ADAM 3 is a sperm surface glycoprotein that has been implicated in sperm-egg adhesion. Because
little is known about the adhesive activity of ADAMs, we investigated the interaction of ADAM
3 disintegrin domains, made in bacteria and in insect cells, with murine eggs. Both recombinant
proteins inhibited sperm-egg binding and fusion with potencies similar to that which we recently
reported for the ADAM 2 disintegrin domain. Alanine scanning mutagenesis revealed a critical
importance for the glutamine at position 7 of the disintegrin loop. Fluorescent beads coated with
the ADAM 3 disintegrin domain bound to the egg surface. Bead binding was inhibited by an
authentic, but not by a scrambled, peptide analog of the disintegrin loop. Bead binding was also
inhibited by the function-blocking anti-a6 monoclonal antibody (mAb) GoH3, but not by a
nonfunction blocking anti-a6 mAb, or by mAbs against either the av or b3 integrin subunits. We
also present evidence that in addition to the tetraspanin CD9, two other b1-integrin-associated
proteins, the tetraspanin CD81 as well as the single pass transmembrane protein CD98 are
expressed on murine eggs. Antibodies to CD9 and CD98 inhibited in vitro fertilization and
binding of the ADAM 3 disintegrin domain. Our findings are discussed in terms of the involve-
ment of multiple sperm ADAMs and multiple egg b1 integrin-associated proteins in sperm-egg
binding and fusion. We propose that an egg surface “tetraspan web” facilitates fertilization and
that it may do so by fostering ADAM–integrin interactions.

INTRODUCTION

ADAM proteins contain pro-, metalloprotease-, disintegrin-,
and cysteine-rich domains followed by an epidermal growth
factor repeat, a spacer region, a transmembrane domain, and
a cytoplasmic tail. Twenty-nine ADAMs have been identi-
fied to date (Black and White, 1998; Schlondorff and Blobel,
1999; Stone et al., 1999; Primakoff and Myles, 2000; White et
al., 2001) (also see the table of ADAMs at http://www.med.
virginia.edu/; jag6n/whitelab.html). Despite the mounting
information about their sequences and expression patterns,
little is yet known about the functions of ADAMs, particu-
larly of their disintegrin domains.

Thirteen ADAMs appear to be testis-specific (see the
above-mentioned Web site). Of these, five (ADAMs 1, 2, 3, 5,
and 18) have been shown to be proteolytically processed
during spermatogenesis and epididymal transport such that
their forms on mature fusion-competent sperm lack pro and
metalloprotease domains and therefore begin with a disin-
tegrin domain (Blobel et al., 1990; Phelps et al., 1990; Hunni-

cutt et al., 1997; Lum and Blobel, 1997; Waters and White,
1997; Yuan et al., 1997; Frayne et al., 1998).

Recombinant forms of the disintegrin domain from the
testis-specific ADAM mouse (m) ADAM 2 (fertilin b) have
been shown to bind to the egg and to inhibit sperm-egg
binding and fusion. An aspartic acid at position 9 of the
mADAM 2 disintegrin loop has been found to be important
for these activities (Bigler et al., 2000; Zhu et al., 2000). We
and others have suggested that the ADAM 2 disintegrin
domain can interact with a b1 integrin on the egg (Almeida
et al., 1995; Evans et al., 1997; Bigler et al., 2000; Chen and
Sampson, 1999; Chen et al., 1999a; Takahashi et al., 2000). In
keeping with the involvement of a b1 integrin, we recently
showed that antibodies to CD9, a b1-integrin-associated tet-
raspanin protein, inhibit not only sperm-egg binding and
fusion but also binding of the ADAM 2 disintegrin domain
to the egg (Chen et al., 1999b). This latter observation is
consistent with recent results showing that CD9 must be
present on the egg for successful sperm-egg fusion (Kaji et
al., 2000; Le Naour et al., 2000; Miyado et al., 2000).

The disintegrin domains of human ADAM (hADAM) 9,
hADAM 15, and hADAM 23 have been reported to bind,‡ Corresponding author: E-mail address: jw7g@virginia.edu.
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respectively, to the a6b1, avb3/a5b1, and avb3 integrins
(Zhang et al., 1998; Nath et al., 1999, 2000; Cal et al., 2000); the
disintegrin domain of hADAM15 is unique among ADAMs
in that it contains the avb3/a5b1 integrin binding sequence
Arg Gly Asp (RGD) in the middle of its disintegrin loop
(Kratzschmar et al., 1996). Very recent studies have indicated
that the disintegrin domains of hADAM 12, hADAM 15 (in
an RGD-independent manner), and mADAM 15 can bind to
the a9b1 integrin (Eto et al., 2000).

The focus of the present study is mADAM 3, a sperm surface
protein that is also known as cyritestin. Like mADAM 2,
mADAM 3 is found in the equatorial region of mature fusion
competent sperm (Linder and Heinlein, 1997; Yuan et al., 1997;
Takahashi and White, unpublished data). The equatorial re-
gion is the microdomain of the sperm plasma membrane that
makes initial contact with the egg during sperm-egg binding
and fusion (Wilson and Snell, 1998). Peptide analogs of the
disintegrin loop of mADAM 3 inhibit sperm-egg binding and
fusion (Linder and Heinlein, 1997; Yuan et al., 1997; Takahashi
and White, unpublished data). Antibodies against the disinte-
grin loop of mADAM 3 inhibit in vitro fertilization (Yuan et al.,
1997; Takahashi and White, unpublished data). Male mice
lacking ADAM 3 are infertile (Shamsadin et al., 1999), as are
male mice lacking mADAM 2 (Cho et al., 1998). However,
whereas sperm from ADAM 2 null mice are significantly com-
promised (80% reduced) in their ability to bind to the egg
plasma membrane, sperm from ADAM 3 null mice were re-
ported to be competent to bind to the egg plasma membrane
(Shamsadin et al., 1999).

Because little is yet known about the functions, sequence
requirements, and receptors of ADAM disintegrin domains,
we initiated a comparative analysis of the disintegrin domains
of mADAMs 2 and 3. We were particularly interested in com-
paring these two ADAMs because they are both testis-specific,
because they belong to the same branch of the ADAM family
tree, and because neither is predicted to possess metallopro-
tease activity (i.e., they may be specialized for adhesive activ-
ity). Hence, we considered it possible that mADAMs 2 and 3
would interact with the egg surface in similar ways.

In the first part of this study we present evidence that the
disintegrin domain of mADAM 3 inhibits sperm-egg bind-
ing and fusion with a potency similar to that of the ADAM
2 disintegrin domain. In the second part we compare the
sequence requirements of the mADAM 2 and mADAM 3
disintegrin loops. In the third part we show that in addition
to CD9, two other b1 integrin-associated proteins, CD81 and
CD98, are present on the egg surface. We also show that
antibodies to CD9 and CD98 inhibit in vitro fertilization as
well as binding of the mADAM 3 disintegrin domain. Our
findings have implications for the role of multiple sperm
ADAMs in mammalian fertilization. They are also consistent
with a model in which an egg surface “tetraspan web”
(Rubinstein et al., 1996) involving integrins and integrin-
associated proteins (Maecker et al., 1997; Hemler, 1998) is
involved in mammalian fertilization. We propose that a
tetraspan web may foster ADAM–integrin interactions.

MATERIALS AND METHODS

Cells
Drosophila melanogastor S2 cells (Invitrogen, Carlsbad, CA) were
maintained in DES complete medium (Invitrogen) containing 10%

heat-inactivated fetal bovine serum (Life Technologies, Gaithers-
burg, MD), 100 U/ml penicillin G, and 100 mg/ml streptomycin
sulfate. Mock-transfected (neomycin-resistant) P388D1 mouse mac-
rophages and P388D1 cells transfected with cDNA encoding the
human a6B integrin subunit were the generous gifts of Drs. A. M.
Mercurio and L. M. Shaw (Beth Israel Deaconess Medical Center
and Harvard Medical School, Boston, MA). They were maintained
in RPMI 1640 supplemented with 15% heat-inactivated fetal bovine
serum, 25 mM HEPES (pH 7.4), and 300 mg/ml G418 sulfate (Life
Technologies), as described previously (Chen et al., 1999a). The
P388D1 macrophage cells were periodically examined by fluores-
cence-activated cell sorter analysis with the anti-a6 monoclonal
antibody (mAb) GoH3 to ensure high level expression of the a6
integrin.

Peptides
Peptides (14 residues) corresponding to the predicted disintegrin
loop of mADAM3, as well as a scrambled sequence thereof, were
synthesized on a peptide synthesizer (Symphony; Protein Technol-
ogies, Tucson, AZ) and purified by high performance liquid chro-
matography. The sequences were ADAM 3, CRKSKDQCDFPEFC;
scrambled ADAM 3, CDRDCKFQEPFSKC. Peptides were amidated
at the COOH terminus and acetylated at the NH2 terminus. The two
terminal cysteine residues were protected with acetoamidomethyl
groups. Peptides were dissolved in phosphate-buffered saline (PBS)
at the concentration of 25 mM, diluted to 5 mM in 100 mM HEPES
solution (pH 8.5) to adjust the pH (to 8), and finally diluted in egg
medium immediately before use.

Antibodies
The function blocking rat mAb against the integrin a6 subunit
(GoH3) was purchased from either Immunotech (Westbrook, ME)
or Endogen (Woburn, MA). GoH3 was reconstituted according to
the manufacturers’ instructions and then diluted with PBS and
concentrated three times with a Centricon 30 filter to remove so-
dium azide. Aliquots of GoH3 (2 mg/ml in PBS) were stored at
220°C and used within 1 mo. Aliquots were thawed once. The
nonfunction blocking rat mAb against integrin a6 (J1B5) was a
generous gift from Dr. C. H. Damsky (University of California, San
Francisco). The function-blocking hamster mAbs against the mouse
integrin av (H9.2B8) and b3 (2C9.G2) subunits were purchased from
PharMingen (San Diego, CA). The rat mAb against CD9 (JF9) was a
generous gift from Dr. P. W. Kincade (Oklahoma Medical Research
Foundation). The hamster mAb against mouse CD81 (2F7) was
purchased from Southern Biotechnology (Birmingham, AL). The rat
mAb against mouse CD98 (28-19) was described previously
(Tsumura et al., 1999). Cy3-conjugated goat anti-rat IgG was pur-
chased from Zymed Laboratories (San Francisco, CA). Fluorescein-
conjugated rabbit anti-hamster IgG was purchased from Jackson
ImmunoResearch Laboratories (West Grove, PA).

cDNA Cloning and Mutagenesis
A full-length cDNA encoding mADAM 3 was cloned from a mouse
testis cDNA library (Uni-ZAP XR library, Stratagene, La Jolla, CA).
As a probe, we used a portion of mADAM 3 that we previously
isolated in a degenerate polymerase chain reaction (PCR) screen for
mouse testis ADAMs (Wolfsberg et al., 1995). Nucleotide sequences
coding amino acid residues 394–486 (the disintegrin domain of
ADAM 3) were then amplified by PCR by using the cloned ADAM
3 cDNA as a template. The forward primer was 59-TC-
CCCCGGGGGTGGATCGTATTGTGGTAACC-39. The reverse primer
was 59-GCTCTAGATTCCAGGTCTGCAGCTTTTGTATC-AGG-39.
For expression in Drosophila S2 cells, the PCR fragment encoding
the ADAM 3 disintegrin domain was cut with SmaI and XbaI, and
subcloned into the SmaI/XbaI sites of the pMT/Bip/V5/His vector
(Invitrogen). The final product encoded the disintegrin domain, a
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V5 tag, and a polyhistidine tag; the encoded disintegrin domain
contains five extra amino acids (Arg, Ser, Pro, Trp, Pro) at its
N-terminal and six extra amino acids (Ser, Arg, Gly, Pro, Phe, Glu)
at its C-terminal end. For expression in Escherichia coli, the BglII/
PmeI fragment from the pMT/Bip/V5/His vector containing the
ADAM 3 disintegrin domain was ligated to the BamHI/SmaI sites of
the vector pGEX-4T-2 (Amersham Pharmacia Biotech, Piscataway,
NJ). This generated an E. coli expression vector encoding the ADAM
3 disintegrin domain (as above) followed by the V5 and polyhisti-
dine tags.

For expression of the disintegrin domain of hADAM 15, the
BamHI site in pGEX-2T/ADAM15 (Zhang et al., 1998) was changed
to a BstEII site by using the QuickChange site-directed mutagenesis
kit (Stratagene). The BstEII fragment from the modified pGEX-2T/
ADAM15 vector was then excised and substituted with the BstEII
fragment from pGEX-4T-2/ADAM2 (Bigler et al., 2000). This added
hemagglutinin (HA) and polyhistidine tags to the C-terminal end of
the hADAM 15 disintegrin domain. Insert DNAs from all constructs
were sequenced to confirm that they encoded the predicted pro-
teins.

The sequence of the disintegrin loop of mADAM 3 is CRKSK-
DQCDFPEFC. A mutant in which residues 6 and 7 of the loop were
changed to alanines (KDQCD to KAACD) was generated by the
QuickChange site-directed mutagenesis kit by using pMT/Bip/V5/
His/ADAM 3 as the template. Additional mutations at positions 2,
5, 6, 7, 8, 9, and 12 in the ADAM 3 loop were generated in the same
way. The mutations prepared in the Drosophila vector were then
transferred into pGEX-4T-2 by ligation of the BglII/SmaI fragment
as described above. All plasmids were sequenced to verify that the
desired mutations had been introduced and that the coding region
was correct. We also checked the DNA sequences of the Q7A and
D9A ADAM 3 mutants from bacterial cultures used to generate the
disintegrin domain proteins used in the analysis shown in Figure 5.
Mutants in the ADAM 2 disintegrin domain were generated as
described previously (Bigler et al., 2000).

Expression and Purification of ADAM 3 Disintegrin
Domain in Drosophila Cells and E. coli
We established S2 cell lines that express either the wild-type ADAM
3 disintegrin domain or a mutant ADAM 3 disintegrin domain with
the substitutions D6A/Q7A in the disintegrin loop, according to the
manufacturer’s instructions. Cells were maintained as described
above except for the addition of 300 mg/ml hygromycin B (Life
Technologies). The cells were seeded at 1–2 3 106 cells/ml in DES
serum-free medium in a spinner flask and incubated at room tem-
perature (RT) until the density reached 3–5 3 106 cells/ml. Protein
expression was then induced by adding 500 mM CuSO4. After 4–5 d,
the supernatant from a 500-ml culture was collected by centrifuga-
tion (2000 3 g, 10 min) and then filtered through an 0.2-mm filter to
remove cell debris. The cleared supernatants were then applied to a
3-ml column of Talon resin (Clontech, Palo Alto, CA) by gravity
flow. The resin was washed four times with 15 ml of 2 mM imida-
zole in 20 mM Tris/100 mM NaCl/10% glycerol (pH 8). Proteins
were then eluted in five fractions by adding 3 ml of 50 mM imida-
zole in 20 mM Tris/100 mM NaCl (pH 8). The eluted proteins were
immediately pooled and dialyzed overnight against three changes
of PBS. The eluted and dialyzed proteins were then concentrated to
a final volume of 200 ml with Centriprep 10 and Centricon 10
(Amicon, Beverly, MA) filters.

The proteins purified over Talon column were subjected to a
second purification by Fast Protein Liquid Chromatography (Wa-
ters 650E; Millipore, Bedford, MA) on a Superose 6 HR 10/30
column (Amersham Pharmacia Biotech). The column was run ac-
cording to the manufacturer’s protocol with PBS as the elution
buffer. Fractions containing ADAM 3 disintegrin domains were
detected by dot blot analysis with an antibody against the V5
epitope, and were then pooled and concentrated with a Centricon 10
filter. After the second purification, the yield of protein ranged from

0.5 to 2 mg/l, as determined by bicinchinonic acid protein assay.
The proteins were routinely analyzed by Coomassie staining of 12%
SDS-PAGE gels. The proteins purified over Talon and Fast Protein
Liquid Chromatography columns were kept at 4°C for 3 wk. Some
of the proteins were kept at 220°C before use.

GST-ADAM 3 and GST ADAM 3 mutant disintegrin domains
were produced by induction of E. coli with 100 mM isopropyl-b-d-
thiogalactoside according to the manufacturer’s protocol, followed
by capture of the glutathione S-transferase (GST) fusion proteins on
glutathione sepharose (Amersham Pharmacia Biotech). Disintegrin
domains were cleaved from GST by adding 50 U of thrombin
(Sigma Chemical, St. Louis, MO)/1 ml of bed volume of glutathione
sepharose. The cleaved proteins were then subjected to purification
over Talon spin columns (Clontech) to remove thrombin and minor
contaminants. Briefly, the protein solution (;1 ml) was loaded onto
a Talon spin column and incubated for 1 h at 4°C with rotation. The
columns were then washed three times with 1 ml of wash buffer (20
mM Tris/100 mM NaCl/10% glycerol/2 mM imidazole, pH 8). The
bound proteins were eluted twice with 1 ml of elution buffer (20 mM
Tris/100 mM NaCl/50 mM imidazole, pH 8). The eluates were then
dialyzed overnight against three changes of PBS. The dialyzed
protein was concentrated with a Centricon-10 filter and stored at
4°C. GST-ADAM 2 disintegrin domains were produced and puri-
fied as described previously (Bigler et al., 2000). Protein concentra-
tions were determined by bicinchinonic acid protein assay. Bacteri-
ally produced proteins were kept at 4°C for 2–3 wk.

Sperm-Egg Binding and Fusion Assays
Sperm-egg binding and fusion assays were performed as described
previously with minor modification (Takahashi et al., 1995; Chen et
al., 1999a). Briefly, zona-free oocytes were prepared by acid treat-
ment (pH 2.7) for 15–30 s followed by a 3-h incubation in M199
medium in a 37°C/5%CO2 incubator to recover fertilizability (Ta-
kahashi et al., 1995). Recovered eggs were preloaded with 0.5 mg/ml
Hoechst-33342 for 15–30 min, washed, and then treated with either
disintegrin proteins or antibody for 30 min at 37°C. Cauda epidid-
ymal sperm that had been capacitated for 3 h were introduced into
droplets containing eggs at a final concentration of 50,000 sperm/
ml. After 30 min, eggs were washed, mounted on a coverslip, and
examined by phase contrast and fluorescence microscopy (Axio-
plan2; Zeiss, Thornwood, NY). The number of sperm bound per egg
and the percentage of eggs fused were then calculated. Within the
data set for any given day the average number of sperm bound per
egg and the percentage of eggs fertilized in experimentally treated
samples were normalized with respect to untreated controls to
calculate percentage of inhibition. Values for percentage of inhibi-
tion were then averaged between replicate experiments. Under our
conditions, typical average sperm binding and fusion values for
untreated controls ranged from 3 to 8 sperm bound per egg and 50
to 90% eggs fused.

Fluorescent Microbead Binding to Zona-free Eggs
Fluorescent beads were prepared as described previously (Chen et
al., 1999a; Bigler et al., 2000). Briefly, 0.2 mm yellow-green fluores-
cent sulfated-beads (Molecular Probe, Eugene, OR) were coated
with purified E. coli protein at 0.5 mg/ml or Drosophila protein at 1
mg/ml overnight at 4°C. Wild-type and mutant ADAM 3 disinte-
grin domains showed similar coupling efficiencies to the beads
(;42% for the constructs made in E coli). Beads were blocked with
goat anti-rabbit IgG and added to droplets containing 5–15 zona-
free eggs. After 30–60 min at 37°C in a CO2 incubator, the eggs were
washed and observed in a fluorescence microscope. For indicated
images the total integrated pixel intensity was determined using the
program Scion image and divided by the total number of eggs per
image. Values were then normalized with respect to the appropriate
buffer control and plotted in bar graph format.
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Sperm Binding to P388D1 Macrophage Cells
Sperm binding to P388D1 cells was conducted as described previ-
ously (Almeida et al., 1995; Chen et al., 1999a). Cells were plated in
a 24-well culture plate for 3 h and were then treated with ADAM 3
disintegrin loop peptides, either authentic or scrambled (final con-
centration 5 500 mM). After 30 min, sperm that had been capaci-
tated for 3 h were introduced at a final concentration of 5 3 105

sperm/ml and incubated for 1 h. Photographs were taken with a
scanning confocal laser microscope and the number of sperm bound
to at least 500 macrophage cells was determined.

Immunofluorescence
Zona-free eggs prepared as described above were incubated with
primary antibodies in M199 medium at 50 mg/ml for 1 h at RT. Eggs
were washed three times with M199, and then incubated with either
Cy3-conjugated anti-rat IgG (1:100) or fluorescein isothiocyanate-
conjugated anti-hamster IgG (1:100) for 45 min at RT. After three
washes in M199, eggs were mounted on a coverslip and fluores-
cence images were acquired with a scanning confocal laser micro-
scope.

RESULTS

ADAM 3 Disintegrin Domains Inhibit Sperm-Egg
Binding and Fusion
We expressed the ADAM 3 disintegrin domain in E. coli, as a
GST-chimera, as well as in Drosophila cells, as a secreted
protein. The proteins were purified as described in MATERI-
ALS AND METHODS. For all experiments using ADAM 3
disintegrin domains produced in E. coli, the disintegrin domain
was cleaved from the GST-chimera by treatment with throm-
bin, followed by repurification as described in MATERIALS
AND METHODS. The released ADAM 3 disintegrin domains
(wild-type and mutants; see below) ran at ;22 kDa under
reducing conditions (Figure 1A, lanes 1 and 2) and at ;20 kDa
under nonreducing conditions (Figure 1A, lanes 3 and 4).
ADAM 3 disintegrin domains secreted from the Drosophila
cells ran similarly, at ;22 kDa under reducing conditions (Fig-

ure 1B, lanes 1 and 2) and at ;20 kDa under nonreducing
conditions (Figure 1B, lanes 3 and 4).

We first asked whether the ADAM 3 disintegrin domains
made in E. coli and in Drosophila cells inhibit mouse sperm-
egg binding and fusion. As shown in Figure 2, the ADAM 3
disintegrin domain made in E. coli (and released from its
GST-chimera and repurified) inhibited sperm-egg binding
(Figure 2A, solid squares) and fusion (Figure 2B, solid
squares) in a dose-dependent manner. We observed ;60 to
75% inhibition of sperm-egg binding and fusion with ;3 mM
protein. The protein prepared from Drosophila cells exhib-
ited a similar potency in inhibiting sperm-egg binding (Fig-
ure 2C, solid squares) and fusion (Figure 2D, solid squares).
The ADAM 2 disintegrin domain prepared in E. coli (and
released and repurified from its GST chimera) exerted a
similar effect as the ADAM 3 disintegrin domain prepared in
E. coli (Figure 2, A and B, open circles).

Role of the Disintegrin Loop
We next asked whether the disintegrin loop of mADAM 3 is
important for interacting with the egg plasma membrane. To

Figure 1. Expression of recombinant mADAM 3 disintegrin do-
mains in E. coli and Drosophila cells. mADAM 3 disintegrin do-
mains were expressed in and purified from E. coli (A) or Drosophila
cells (B) as described in MATERIALS AND METHODS. The puri-
fied proteins were analyzed on a 12% SDS gel under reducing (lanes
1 and 2) or nonreducing (lanes 3 and 4) conditions. Wild-type
disintegrin domains (lanes 1 and 3) and D6A/Q7A mutant disinte-
grin domains (lane 2 and 4) are shown.

Figure 2. Effects of recombinant mADAM 3 disintegrin domains
on sperm-egg binding and fusion. Sperm-egg binding (A and C)
and fusion (B and D) were assayed with disintegrin domains ex-
pressed in E. coli (A and B) or Drosophila cells (C and D) as
described in MATERIALS AND METHODS. The symbols represent
solid squares, wt-mADAM 3 disintegrin domain; open circles. wt-
mADAM 2 disintegrin domain; open squares, D6A/Q7A mutant
mADAM 3 disintegrin domain. The data are compiled from three or
four independent experiments and represent the average percent-
age of inhibition of the number of sperm bound per egg (A and C)
and the average percentage of inhibition of fertilization rate (B and
D) compared with buffer controls, as described in MATERIALS
AND METHODS. Bars represent the SE of the mean.
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do this we coated fluorescent beads with ADAM 3 disinte-
grin domains. As shown in Figure 3A, left, a scrambled
peptide analog of the disintegrin loop of mADAM 3 did not,
whereas an authentic peptide analog of the mADAM 3
disintegrin loop did (Figure 3A, right), inhibit binding of
fluorescent beads coated with the mADAM 3 disintegrin

domain. As seen in Figure 3B, left, fluorescent beads coated
with the wt ADAM 3 disintegrin domain bound to the egg.
In contrast, an ADAM 3 disintegrin domain with mutations
in its disintegrin loop that severely impair its biological
activity (see below), did not (Figure 3B, right). Consistent
with this observation, the mutant ADAM 3 disintegrin do-
main did not (Figure 3C, left), whereas the wt ADAM 3
disintegrin domain did (Figure 3C, right) inhibit binding of
fluorescent beads coated with wt ADAM 3 disintegrin do-
main. Similar results were obtained with ADAM 3 disinte-
grin domains made in E. coli or in Drosophila cells.

Sequence Requirements of mADAM 2 and mADAM 3
Disintegrin Loops
We recently presented data on six mutants in the disintegrin
loop of the mADAM 2 disintegrin domain in which we
changed each of the five charged residues to Ala and pre-
pared one double mutant. This analysis revealed a critical
importance for the aspartic acid at position 9 of the mADAM
2 disintegrin loop (Bigler et al., 2000). Here we have ex-
tended the analysis of the mADAM 2 disintegrin loop and
we have conducted an analysis of the mADAM 3 disintegrin
loop. As seen in Figure 4, a complete alanine scan through
the disintegrin loop of mADAM 2 confirmed the critical
importance of the aspartic acid at position 9. Changing this
aspartic acid to glutamine also severely compromised the
inhibitory activity of the mADAM 2 disintegrin domain
(Bigler and White, unpublished results), indicating a critical
importance for a negatively charged residue at position 9 of
the mADAM 2 disintegrin loop. Changing the cysteine at
position 8 of the mADAM 2 disintegrin loop also impaired
the inhibitory activity of the mADAM 2 disintegrin domain.

Figure 3. Binding of beads coated with mADAM 3 disintegrin
domains: role of the disintegrin loop. Fluorescent beads were coated
with mADAM 3 disintegrin domains prepared, as indicated, in
either Drosophila cells (D-ADAM 3) or E. coli (E-ADAM 3) and then
processed for binding to zona-free murine eggs as described in
MATERIALS AND METHODS. (A). Eggs were preincubated for 30
min at 37°C with either a scrambled (scr.) or an authentic (loop)
mADAM 3 disintegrin loop peptide at a final concentration of 1 mM
peptide. (B) Beads were coated as indicated with either wild-type or
the D6A/Q7A mADAM 3 disintegrin domain and then processed
for binding to eggs. (C) Eggs were preincubated for 30 min at 37°C
with, as indicated, either the D6A/Q7A mutant (mut.) or the wild-
type (wt) mADAM 3 disintegrin domain (20 mM), and then pro-
cessed for binding of beads coated with wt-mADAM 3 disintegrin
domain.

Figure 4. Sequence-specific activity of the mADAM 2 disintegrin
domain. Zona-free eggs were preincubated for 30 min with GST-
ADAM 2 or the indicated GST-ADAM 2 mutant disintegrin domain
at a final concentration of 1 mM. Sperm-egg binding was then
assayed as described in the legend to Figure 2. Data represent the
average percentage of inhibitory activity of wild-type and mutant
mADAM 2 disintegrin domains (compared with buffer controls).
The data were compiled from three or four independent experi-
ments. Bars represent the SE of the mean. Data for the R2A, D6A,
E7A, D9A, and E12A mutants are from Bigler et al. (2000). Disinte-
grin domains compared within an individual experiment were pre-
pared on the same day.
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An alanine scan through residues near the center of the
mADAM 3 disintegrin loop as well as selected residues near
the ends of the mADAM 3 disintegrin loop revealed a crit-
ical importance for the glutamine at position 7 (Figure 5A).
Changing the cysteine at position 8 of the loop also inhibited
activity. These findings indicate that whereas an aspartic
acid at position 9 is critical for the activity of the mADAM 2
disintegrin loop, a glutamine at position 7 is especially im-
portant for the activity of the mADAM 3 disintegrin loop.

To explore further the finding that the critical residue in
the ADAM 3 disintegrin loop (in the context of single ala-
nine mutants) appears to be the glutamine at position 7
(Figure 5A) and not, as we predicted (Figure 4), the aspartic
acid at position 9, we conducted dose-response experiments

with wild-type, Q7A, and D9A mADAM 3 disintegrin do-
mains. (We also included the C8A mADAM 3 disintegrin
loop mutant in this analysis.) The results, presented in Fig-
ure 5B, confirm the critical importance of the glutamine at
position 7 of the ADAM 3 disintegrin loop. They also show
that changing the aspartic acid at position 9 (in the mADAM
3 loop) impairs activity, albeit not as strongly as the alanine
substitution at position 7. The collective results presented in
Figures 4 and 5, A and B, also indicate that the central
cysteines in the ADAMs 2 and 3 disintegrin loops, albeit not
critical, are needed for maximal inhibitory activity.

Role of a6 Integrin Subunit
We conducted several experiments to explore whether the
mADAM 3 disintegrin domain interacts with an integrin on
the egg. Two integrins that are well expressed on the mouse
egg surface are a6b1 and avb3 (Almeida et al., 1995; Evans,
1999). We first assessed the effects of the anti-a6 mAbs GoH3
(a function blocking mAb) and J1B5 (a nonfunction blocking
mAb) on the ability of beads coated with the mADAM 3
disintegrin domain to bind to eggs. As seen in Figure 6A,
GoH3 inhibited binding of fluorescent beads coated with the
mADAM 3 disintegrin domain prepared in either E. coli
(Figure 6A, panel 2) or in Drosophila cells (Figure 6A, panel
5). The mAb J1B5 had no effect on binding of beads coated
with the ADAM 3 disintegrin domain prepared in either E.
coli (Figure 6A, panel 3) or in Drosophila cells (Figure 6A,
panel 6). Neither anti-a6 mAb inhibited binding of beads
coated with the disintegrin domain of hADAM 15 (Figure
6A, panels 7–9). We next tested the effects of mAbs that
target the av and b3 integrin subunits. Neither the av nor
the b3 mAb blocked binding of beads coated with the
ADAM 3 disintegrin domain (Figure 6B, panels 2 and 3). In
contrast, the anti-b3 mAb inhibited binding of beads coated
with the hADAM15 disintegrin domain (Figure 6B, panel 5);
hADAM 15 contains the tripeptide RGD in its disintegrin
loop. These results suggest that the mADAM 3 disintegrin
domain can interact, either directly or indirectly, with the
a6, or an a6-like, integrin on the egg surface (see DISCUS-
SION), whereas the hADAM 15 disintegrin domain interacts
with a b3 integrin on the egg surface, most likely avb3
(Almeida et al., 1995).

We have previously shown that mouse sperm bind more
avidly to macrophage cells that have been transfected with
the a6 integrin subunit than to their mock-transfected coun-
terparts (Almeida et al., 1995; Chen et al., 1999a). We have
also shown that a peptide analog of the mADAM 2 disinte-
grin loop inhibits sperm binding to the a6-transfected mac-
rophages to a greater extent than a scrambled ADAM 2
disintegrin loop peptide (Almeida et al., 1995). We therefore
tested the effects of an authentic and a scrambled mADAM
3 disintegrin loop peptide on sperm binding to a6-trans-
fected macrophages. As shown in Figure 7, whereas the
authentic mADAM 3 disintegrin loop peptide strongly in-
hibited binding, the scrambled peptide had minimal effect
(Figure 7).

Role of Integrin-associated Proteins CD9, CD81, and
CD98
We recently reported that JF9, a function-blocking antibody
against the tetraspanin, integrin-associated protein CD9, in-

Figure 5. Sequence-specific activity of the mADAM 3 disintegrin
domain. (A) Zona-free eggs were preincubated with wt or the
indicated mutant mADAM 3 disintegrin domain at a final concen-
tration of 3 mM. Sperm-egg binding was then assayed as described
in the legend to Figure 2. Data represent the average percentage of
inhibitory activity of wild-type and mutant mADAM 3 disintegrin
domains (compared with buffer controls). The data were compiled
from three or four independent experiments. (B) Effects of the
indicated concentrations of wt (M), Q7A (l), C8A (E), and D9A (Œ)
mADAM 3 disintegrin domains on sperm-egg binding were deter-
mined as in A. Disintegrin domains compared within an individual
experiment were prepared within 3 d of each other. Bars represent
SE of the mean.
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hibits not only in vitro fertilization but also binding of beads
coated with the mADAM 2 disintegrin domain (Chen et al.,
1999b). Consistent with these results, it has recently been

shown that female mice that lack CD9 are infertile due to a
defect in sperm-egg fusion (Kaji et al., 2000; Le Naour et al.,
2000; Miyado et al., 2000). We therefore asked whether CD9

Figure 6. Binding of beads coated with mADAM 3 disintegrin domains: effects of anti-integrin subunit antibodies. Fluorescent beads were
coated with, as indicated, mADAM 3 or hADAM 15 disintegrin domains made in either E. coli (E-ADAM) or Drosophila cells (D-ADAM) as
described in the legend to Figure 3. Eggs were preincubated for 30 min at 37°C with, as indicated, either: buffer (A1, A4, and A7); function
blocking anti a6 mAb, GoH3 (A2, A5, and A8); nonfunction blocking anti-a6 mAb, J1B5 (A3, A6, and A9); hamster IgG (B1 and B4); hamster
anti-mouse b3 mAb (B2 and B5), or hamster anti-mouse av mAb (B3 and B6) at 200 mg/ml, with the exception that the eggs for Drosophila
ADAM3 bead binding were treated with GoH3 at 100 mg/ml. Good inhibition of binding of beads coated with Drosophila ADAM 3 was also
observed with 50 mg/ml GoH3. Bead binding was then observed in a fluorescence microscope as described in the legend to Figure 3. Relative
fluorescence intensities, normalized to the buffer control for each set (A1, A4, A7, B1, B4), were determined as described in MATERIALS AND
METHODS and then plotted (to the right of the micrographs); numbers under each bar refer to the respective micrograph panels.
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and other integrin-associated proteins are involved in the
interaction between the mADAM 3 disintegrin domain and
murine eggs.

We first asked whether CD81 is present on murine eggs.
CD81 is a tetraspanin that has been shown to associate with
several b1 integrins, as well as with CD9 (Maecker et al.,
1997; Hemler, 1998). In addition to a role in myoblast fusion
(Tachibana and Hemler, 1999), CD81 binds to the glycopro-
tein of hepatitis C virus (Higginbottom et al., 2000; Petracca
et al., 2000), an enveloped virus that fuses with host cells.
Moreover, recent work has detected fertility defects in back-
crossed CD81 null mice (Deng et al., 2000). We analyzed for
the presence of CD98 on eggs for similar reasons. CD98
associates with the b1 integrin subunit (Fenczik et al., 1997)
and it has been reported to cooperate with the a3b1 integrin
(Ohta et al., 1994) during cell-cell fusion mediated by human
immunodeficiency virus (Ohgimoto et al., 1995) and New-
castle disease virus as well as during cell-cell fusion of
monocytes (Tsumura et al., 1999). We previously demon-
strated the presence of CD9 on the egg surface by both
immunoprecipitation of biotinylated cell surface proteins as
well as by immunofluorescense (Chen et al., 1999b). Here we
show by immunofluorscence that CD81 and CD98 are also
present on the surface of murine eggs (Figure 8A).

We next examined the effects of anti-CD9, anti-CD81, and
anti-CD98 mAbs on sperm-egg binding (B) and fusion (C).
As shown previously (Chen et al., 1999b), the anti-CD9 mAb
JF9 potently inhibits (99%) sperm-egg binding (Figure 8B)
and fusion (100%; Figure 8C). The anti-CD98 mAb inhibited
sperm-egg binding (Figure 8B) and fusion (Figure 8D), by 63
and 60%, respectively. The anti-CD81 antibody 2F7 showed
only a modest reduction in sperm-egg binding (37% inhibi-
tion) and a small reduction in fusion (17% inhibition). The
anti-CD81 mAb EAT-1 (Maecker et al., 2000), at a concentra-
tion of 100 mg/ml, inhibited both sperm-egg binding and
fusion by ;40%.

We next examined the effects of mAbs against CD9, CD98,
and CD81 on binding of beads coated with the mADAM3
disintegrin domain to murine eggs. As seen in Figure 8D, the
mAb against CD9 strongly (Figure 8D, panel 3), and the
mAb against CD98 modestly (Figure 8D, panel 5), inhibited
binding of ADAM 3 disintegrin domain-coated beads. The
anti-CD9 mAb and the anti-CD98 mAb also inhibited bind-
ing of beads coated with the mADAM 2 disintegrin domain
(Chen et al., 1999b; Takahashi and White, unpublished data).
The anti-CD9 and anti-CD98 antibodies did not inhibit bind-
ing of beads coated with the laminin E8 fragment to eggs
placed in an Mn21-containing buffer (Chen et al., 1999b;
Takahashi and White, unpublished results).

DISCUSSION

The first major finding of our study is that the disintegrin
domain of mADAM 3 plays an important role in sperm-egg
binding and fusion. The second major finding is that the
disintegrin domain of mADAM 3 interacts with the egg in
much the same manner as the disintegrin domain of
mADAM 2. The third major finding is that in addition to
CD9 (Chen et al. 1999b, Kaji et al., 2000, Le Naour et al., 2000,
Miyado et al., 2000), two other b1 integrin-associated pro-
teins, the tetraspanin CD81 and the type II integral mem-
brane protein CD98, are present on the egg surface. The
fourth major finding is that antibodies to CD9 and CD98
significantly impair not only sperm-egg binding and fusion,
but also binding of the ADAM 3 disintegrin domain. Our
findings have implications for the role of multiple ADAMs
in sperm-egg binding and fusion, for the role of b1 integrin-
associated proteins in fertilization, and for the possible role
of integrin-associated proteins in regulating ADAM–inte-
grin interactions.

Role of Multiple Sperm ADAMs in Fertilization
ADAMs 2 and 3 are sperm surface proteins that share tissue
distribution (testis only) and predicted functions. They also
fall on the same branch of the ADAM family tree. Here we
show that the disintegrin domain of mADAM 3 interacts
with murine eggs in much the same way as we have recently
reported for the disintegrin domain of mADAM 2 (Bigler et
al., 2000). Both disintegrin domains inhibit sperm-egg bind-
ing and fusion with similar potencies. Both bind to the egg
via their disintegrin loops. A residue near the middle of each
disintegrin loop is critical for binding and biological activity.
Binding of both disintegrin domains can be inhibited by
function blocking antibodies against the a6 integrin subunit
as well as against b1 integrin-associated proteins, notably
the tetraspanin CD9 (see below). A subtle difference is the
precise residue of the disintegrin loop that is critical for
function (see below). Collectively, these findings suggest
that ADAMs 2 and 3 may be functionally redundant during
murine fertilization. This may explain, in part, why mouse
sperm that lack fertilin b (ADAM 2) demonstrate residual
binding (;20%) and fusion (;50%) activity (Cho et al., 1998)
and why, reciprocally, sperm lacking ADAM 3 were re-
ported to be able to bind to the egg plasma membrane
(Shamsadin et al., 1999). Thirteen of the 29 known ADAMs
(including ADAMs 2 and 3) are expressed either exclusively or
predominantly in testis (http://www.people.Virginia.EDU/
;jag6n/Table_of_the_ADAMs.html). This raises the possibil-

Figure 7. Sperm adhesion to a6-expressing macrophage cells: ef-
fect of ADAM 3 disintegrin loop peptides. Mock-transfected (p) and
a6B-transfected P388D1 cells (f) were, as indicated, preincubated
for 30 min at 37°C with either an authentic (loop) or a scrambled
mADAM 3 disintegrin loop peptide at a final concentration of 500
mM peptide. Sperm binding was then assayed as described in MA-
TERIALS AND METHODS. The data represent the average number
of sperm bound per cell. The data were averaged from three indepen-
dent experiments. Bars represent the SE of the mean. Data for peptide
treated groups were analyzed by Student’s t test (**p , 0.01).
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Figure 8. Effects of antibodies to b1 integrin-associated proteins on fertilization and ADAM 3 bead binding. (A) Zona-free eggs were
processed for immunofluorescence with mAbs against CD81 and CD98 as described in MATERIALS AND METHODS. The control antibody
for CD81 was hamster IgG and that for CD98 was rat IgG. Sperm-egg binding (B) and fusion (C) were assayed following preincubation with
200 mg/ml the indicated antibodies as described in the legend to Figure 2. The data in B and C are from one experiment. The experiment was
repeated three times with similar results. (D) Fluorescent beads coated with E. coli mADAM 3 disintegrin domain were processed for binding
to zona-free eggs following a 30-min preincubation with 200 mg/ml the indicated antibodies as described in MATERIALS AND METHODS.
The sample labeled control was preincubated with buffer. Scion image analysis (graph to the right in D) was performed as described in the
legend to Figure 6. The anti-CD81 antibody used in the experiments shown was the mAb 2F7.
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ity that additional sperm ADAMs participate in sperm-egg
binding and fusion.

Sequence Requirements of ADAM Disintegrin
Domains
We discovered a subtle difference in the sequence require-
ments of the mADAM 2 and mADAM 3 disintegrin loops.
Whereas an aspartic acid at position 9 of the mADAM 2
disintegrin loop appears to be critical, the critical residue of
the mADAM 3 disintegrin loop appears to be the glutamine
at position 7. These residues represent, respectively, the one
immediately following and the one immediately preceding
the central cysteine (asterisk, Figure 9) of the respective
disintegrin loops (Figure 9). The critical aspartic acid at
position 9 of the mADAM 2 disintegrin loop is conserved
across all known ADAM 2 orthologues. The critical glu-
tamine at position 7 of the mADAM 3 disintegrin loop is
conserved in the rat but differs (is a methionine) in the two
known primate ADAM 3 orthologues (Figure 9, top). We do
not yet know whether critical residues are found in the same
position in the disintegrin loops of cross species orthologues.
The central cysteines in the mADAM 2 and mADAM 3
disintegrin loops (asterisk, Figure 9) appear to be required
for optimal activity (Figures 4 and 5).

The other ADAMs whose disintegrin domains have been
reported to interact with integrins are hADAM 9, hADAM

12, mADAM 15, hADAM 15, and hADAM 23 (Zhang et al.,
1998; Nath et al., 1999, 2000; Cal et al., 2000; Eto et al., 2000).
Their respective disintegrin loop sequences are given in
Figure 9 (bottom). The conserved (boxed) residues are
present in all ADAM disintegrin domains except those of
ADAMs 10 and 17, which are more distally related to other
ADAMs (White et al., 2001). Residues so far identified as
critical for function are circled. Residues R and D near the
middle of the hADAM 15 disintegrin loop are circled in dots
because the simultaneous change of the RGD sequence to
SGA abolished its ability to support adhesion via the avb3
(Zhang et al., 1998), but not via the a9b1 (Eto et al., 2000),
integrin. Residue E near the middle of the hADAM 23 disin-
tegrin loop is circled in dots because substitution of this
glutamic acid with an alanine, the only substitution ana-
lyzed to date, resulted in ;50% loss of activity (Cal et al.,
2000). Nothing is yet known about the sequence require-
ments of the hADAM 9, hADAM 12, or mADAM 15 disin-
tegrin loops. If one analyzes the limited data available, one
can tentatively generalize that residues near the central cys-
teine of ADAM disintegrin loops (Figure 9, thickened lines)
are critical for function. With the exception of hADAM 12,
one or both of the two residues preceding the central cys-
teine in all of the known functional ADAM disintegrin do-
mains is a negatively charged residue. Hence, it may be that
a certain number or spacing of negatively charged residues
is required for optimal ADAM disintegrin domain function.
Of note, although the individual mutations of D6A and E7A
in the mADAM 2 disintegrin loop had only minimal effects
(Figure 4), the combined mutation D6A/E7A of the loop
impaired the activity of the mADAM 2 disintegrin domain
by ;50% (Bigler et al., 2000). Further work is clearly neces-
sary to define the sequence requirements of ADAM disinte-
grin loops for binding of ADAM disintegrin domains to
(specific) integrins. And, of course, residues outside of the
disintegrin loop may be important for ADAM disintegrin
domain function (Wierzbicka-Patynowski et al., 1999).

Possible Role of an Egg Surface Tetraspan Web in
Sperm Binding and Fusion
Tetraspanin proteins such as CD9 and CD81 interact with
each other and with b1 integrins to form tetraspan webs
(Rubinstein et al., 1996). These multicomponent webs are
thought to orchestrate cell surface functions such as cell
signaling, perhaps in cholesterol-rich rafts or raft-like
plasma membrane microdomains (Rubinstein et al., 1996;
Maecker et al., 1997; Hemler, 1998). Based on the findings
presented in this (Figure 8) and previous (Chen et al., 1999b;
Kaji et al., 2000; Le Naour et al., 2000; Miyado et al., 2000)
studies, it seems likely that an egg surface tetraspan web
involving b1 integrins and b1 integrin-associated proteins
may define or help maintain a site for sperm fusion. Even
though it is not essential for fertilization (Miller et al., 2000),
we consider it plausible that a6b1 is involved in, or at least
is present in a tetraspan web that is intimately associated
with, the process of fertilization in a normal egg (Figure 6A;
Almeida et al., 1995; Chen and Sampson, 1999; Chen et al.,
1999a; Bigler et al., 2000; Takahashi et al., 2000). An interest-
ing possibility is that the newly recognized ADAM receptor,
the a9b1 integrin (Eto et al., 2000), may contribute to the
process of fertilization in either normal or a6 null females.
With respect to the possibility of a tetraspan web involved in

Figure 9. ADAM disintegrin loops. (Top) Disintegrin loop se-
quences of all known ADAM 2 and ADAM 3 orthologues are
shown. (Bottom) Disintegrin loop sequences of all known functional
ADAM disintegrin domains are shown. Circled residues have been
shown to be critical. Residues surrounded with dotted circles have
been shown or implicated to contribute to activity. Identical resi-
dues within groups are boxed. The position of the central cysteine is
marked with an asterisk. Accession numbers for the sequences can
be obtained at http://www.people. Virginia. EDU/;jag6n/Tab-
le_of_the_ADAMs.html.
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sperm-egg fusion, it is interesting that there is currently an
active discussion as to whether some enveloped viruses fuse
at raft(-like) structures in the host cell plasma membrane
(Dimitrov, 2000).

Possible Role of Integrin-associated Proteins in
ADAM–Integrin Interactions
Given the (above-cited) evidence that an egg surface tetras-
pan web involving b1 integrin(s), tetraspanins, and other b1
integrin-associated proteins appears to be involved in mu-
rine fertilization, that sperm ADAMs are clearly involved in
murine fertilization, and that ADAMs can interact with in-
tegrins, a plausible model is that a tetraspan web promotes
(e.g., increases the affinity or avidity of) sperm ADAM–egg
integrin interactions. This model is analogous to the role that
CD9 plays in increasing the affinity of the cholera toxin
receptor for its ligand (Cha et al., 2000; Nakamura et al.,
2000). In view of the fact that several ADAM disintegrin
domains (those of ADAMs 2, 3, 9, 12, 15, and 23) have now
been reported to interact with integrins, it will be interesting
to see whether modulation by tetraspanins or other integrin-
associated proteins (in particular cellular contexts) is a gen-
eral feature of ADAM–integrin interactions.
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