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ABSTRACT A monoclonal antibody (A3.3) has been gen-
erated against human platelet fibronectin (FN). A3.3 reacts
with human plasma FN but with no other plasma proteins.
A3.3 was found to inhibit thrombin- or ionophore A23187-
stimulated aggregation of gel-filtered platelets in a concentra-
tion-dependent manner in both an aggregometer assay and a
sensitive well plate aggregation assay. The antibody does not
block secretion of serotonin. Four other anti-FN monoclonal
antibodies that recognize different epitopes on FN than A3.3
does have no effect on platelet aggregation. A3.3 does not block
the adhesion of CHO cells to FN-coated surfaces, indicating
that it does not bind to the identified cell-binding domain of FN.
A3.3 reacts with a 160/140-kDa doublet, known to contain the
cell-binding domain, that is produced by digestion of FN with
elastase or thermolysin. However, the antibody does not react
with lower molecular weight species that also contain the
cell-binding domain or with any of the other identified domains
of FN. The A3.3 epitope is extremely protease sensitive and the
smallest fragment found in any digest that retains reactivity
with A3.3 is a 70-kDa peptide produced in low yield by mild
thermolytic cleavage of FN. These data suggest that A3.3
defines a functional site present on both the platelet and plasma
FN molecule that has a direct role in platelet aggregation.

Fibronectin (FN) is a disulfide-linked dimeric glycoprotein,
which is made by a variety of cells and found in extracellular
matrices and fluids (1, 2). Each of the similar but not identical
=~220-kDa subunits contains several protease-resistant do-
mains that represent functional binding sites for macromol-
ecules such as collagen (gelatin), glycosaminoglycans, fibrin,
and an as yet uncharacterized cellular receptor that functions
in cell attachment to FN-containing surfaces (1, 2). The
cell-binding domain of FN has been localized to a region
about two-thirds distal to the NH, terminus of both subunits
and may be a sequence of amino acids only five residues long
(3, 4). Thus FN appears to play.a key role in the attachment
of cells to the extracellular matrix and other appropriately
coated surfaces both in vitro and in vivo (1-4).

The functional role of FN in platelet aggregation remains to
be clarified. Because FN was identified as one of several
proteins remaining associated with collagen after collagen-
induced platelet aggregation and subsequent lysis of platelets
by sonication and detergent treatment, Bensusan and col-
leagues (5) suggested that FN serves as the collagen receptor
on platelets. However, the demonstration by Santoro and
Cunningham (6) that high concentrations of denatured col-
lagen or gelatin, which has a higher affinity for FN than does
native collagen, failed to inhibit either the adhesion of
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platelets to collagen or the aggregation of platelets induced by
collagen indicated that FN was unlikely to be the collagen
receptor. Subsequent investigations revealed that FN is
located within the a granules of platelets (7) and is secreted
after activation of platelets by collagen or thrombin (8). It is
not known if this platelet FN is taken up from plasma, and
hence identical to plasma FN, or synthesized by mega-
karyocytes during platelet maturation and hence should be
considered ‘“‘cellular’’ FN (1, 2). It is now clear that FN is not
expressed on the surface of unactivated platelets (6, 8) but
only becomes associated with the platelet surface after
activation (8). Plow and Ginsberg (9) have demonstrated that
activation by thrombin induces specific FN receptors on the
platelet surface that have a much higher affinity for FN than
does fibrinogen. These observations suggest that FN may in
fact play arole in platelet aggregation. The recent demonstra-
tion that high concentrations of FN can inhibit platelet
aggregation induced by thrombin or calcium ionophore
A23187 is consistent with this concept (10).

To further investigate the role of FN in platelet aggregation
and adhesion, we have raised monoclonal antibodies (MAbs)
against human platelet FN. All of the MAbs obtained also
recognize plasma FN. One clonal hybridoma, A3.3, produces
a MAD that blocks the aggregation of thrombin-stimulated
gelfiltered platelets as assayed in a sensitive well plate
aggregation assay and in the aggregometer. A3.3 does not
react with the identified cell-binding domain of FN in that the
binding of A3.3 to FN is not inhibited by a MAb that binds
to the cell-binding domain, and A3.3 does not block the
attachment of CHO (Chinese hamster ovary) cells to a
FN-coated surface. Evidence is presented which indicates
that this MAb reacts with an epitope that defines a previously
unidentified region of FN that plays an important role in
platelet aggregation.

MATERIALS AND METHODS

Purification of Platelet and Plasma FN. Human platelet FN
was partially purified from the supernatant of thrombin-
activated platelets as described (11). After centrifugation, the
supernatant was applied to a gelatin-Sepharose column
equilibrated in 0.02 M Tris'HCI (Sigma), pH 7.6/0.15 M
NaCl/1 mM CaCl,. After washing, the column was eluted
with the same buffer containing 4 M urea (Sigma). Purifica-
tion of human plasma FN was exactly as described (12).
Digestion of plasma FN by human leukocyte elastase (12) and
purification of the various domains have been described in
detail elsewhere (12, 13). Digestion of FN by thermolysin was
as described (14).

Abbreviations: FN, fibronectin; MAb, monoclonal antibody; HRP,
horseradish peroxidase.
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Production of MAbs Against FN. MAbs against platelet and
plasma FN were prepared essentially by the method of Galfre
et al. (15). Briefly, spleen cells from immunized 12-wk-old
male BALB/c mice were fused with myeloma line SP2/AG14
and positive hybridomas were detected by solid-phase radio-
immunoassay. These were subcloned into soft agar and
rescreened. Positive subclones were propagated by
intraperitoneal injection into pristane-primed BALB/c mice
and ascites fluid was obtained. MAbs were purified from
ascites fluid by precipitation with 50% saturated ammonium
sulfate followed by gel filtration on Sephacryl S-200 or
affinity chromatography on an affinity column containing
goat antibodies to mouse gamma globulin (Cappel Labora-
tories, Cochranville, PA). MAb A3.3 was typed with an
ELISA kit from Zymed Laboratories (South San Francisco,
CA) and found to be an IgGlx.

Solid-Phase Binding Assays. MAbs or other proteins (at 10
ung/ml) were adsorbed to polyvinyl chloride wells by incuba-
tion for 12 hr at 4°C. Wells were blocked with 1% (wt/vol)
bovine serum albumin. Test solutions of the various unla-
beled competitors were added at the indicated concentrations
together with 10 cpm of 1*I-labeled MAb or FN (**I-MAb or
1251_FN). Plates were incubated for 4 hr at 37°C and exten-
sively washed with the 1% bovine serum albumin solution.
The radioactivity in individual wells was then measured.
Purification of thrombospondin (11) and von Willebrand
factor (16) was as described. Human fibrinogen was pur-
chased from Kabi (Stockholm, Sweden) and ovalbumin and
bovine serum albumin were from Sigma. a,-Macroglobulin
was a gift of P. Schlessinger and type V collagen was a gift
of R. Burgeson. FN and A3.3 were iodinated with Iodo-beads
(Pierce) and purified by gel filtration. The CHO cell attach-
ment assay was performed as described (17). Plates were
coated with human plasma FN, and CHO cells allowed to
adhere for 2 hr at 37°C. To obtain cell count data, 20 fields (0.1
mm?) were counted for each condition.

Platelet Preparation for Use in Aggregation Studies. Blood
was drawn from healthy volunteers who had not taken aspirin
for at least 10 days. Samples were mixed with 1/10 vol of the
anticoagulant 38 mM citric acid/75 mM sodium citrate/135
mM glucose, pH 4.5 (ACD), and platelet-rich plasma was
prepared by centrifugation at 160 X g for 10 min. Platelets
were concentrated by centrifugation at 1300 X g for 10 min
in the presence of an additional 1/10 vol of anticoagulant and
resuspended in 5% of the original blood volume in 0.05 M
TrissHCl, pH 7.4/0.15 M NaCl/0.3% bovine serum albu-
min/5 mM glucose. The suspension was passed over a
Sepharose 2B column (2.5 X 10 cm) equilibrated in the above
Tris buffer. Platelet aggregation and [**C]serotonin secretion
studies were performed with a Payton (Buffalo, NY) dual
channel platelet aggregometer as described (10) at a final
platelet count of 2.5 X 10%/ml.

Microtiter Assay of Platelet Aggregation. Gel-filtered hu-
man platelets (2.5 X 10%/ml) were activated by thrombin at
0.5 unit/ml in the presence of serially diluted antibodies and
2 mM MgCl,/2 mM CaCl,. The microtiter plate was shaken
on a Hyperion (Miami, FL) Micromix for 20 min at room
temperature and then inspected under indirect lighting
against a black background. Unaggregated platelets remain in
suspension and appear turbid, while aggregation causes
clearing of the solution. Large aggregates are readily visible
as well. Serotonin release was assayed as described (10).

NaDodSO, Gels and Protein Blots. NaDodSO,/PAGE was
performed with the procedure of Laemmli (18). Proteins on
gels (5-15% acrylamide) were electrophoretically transferred
to nitrocellulose paper and the blots were blocked with 3%
bovine serum albumin for 2 hr at room temperature. The blots
were incubated with purified A3.3 (0.5 pg/ml) in 0.02 M
Tris*HCl, pH 7.6/0.5 M NaCl/1% bovine serum albumin for
1 hr at room temperature. Transfers were rinsed twice with
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the above Tris-buffered saline containing 0.05% Tween 20
and then were incubated with a conjugate of horseradish
peroxidase (HRP) and goat antibodies to mouse IgG in the
Tris-buffered saline for 2 hr at room temperature. After
several washes with the Tween-containing buffer, HRP was
detected with 4-chloronaphthol and H,0,.

RESULTS

Specificity of MAb A3.3. This MAb was initially detected in
a polyvinyl chloride plate assay with immobilized FN. To
establish its specificity two approaches were used. First,
A3.3 was allowed to react with a blot of purified human
plasma FN and platelet-rich plasma. As seen in Fig. 1 Left,
the antibody detects only a single antigen, which corresponds
to human plasma FN. Second, A3.3 was iodinated and its
binding to immobilized FN was challenged with a variety of
proteins. As shown in Fig. 1 Right, thrombospondin, fibrino-
gen, von Willebrand factor, a,-macroglobulin, type V col-
lagen, and ovalbumin do not compete for the binding of A3.3
to FN, while FN itself effectively competes. Thus the
antibody does not recognize an epitope contained on any of
the other proteins in platelets or plasma.

Effect of A3.3 on Platelet Aggregation. To compare the
effects of A3.3 with those of other MAbs directed against
defined regions of the FN molecule, we devised a microtiter
plate aggregation assay that requires smaller volumes of
reagents than the aggregometer assay. As seen in Fig. 2, this
clearly reveals platelet aggregation upon thrombin activation,
and nonaggregated platelets appear as a turbid suspension.
Further, platelets are not activated by antibody alone, throm-
bin is required to observe any aggregation, and platelets in
buffer alone show no tendency to aggregate in the absence of
thrombin. Of the total of five anti-FN MADbs tested in this
assay, only one, A3.3, showed any inhibitory effect. The four
other MAbs tested, all of which react exclusively with FN,
had no effect on the aggregation of platelets induced by
thrombin. ‘

The results of the microtiter aggregation assay were con-
firmed in the platelet aggregometer at both 25°C and 37°C. At
the lower temperature the aggregation reaction is slowed
down compared to 37°C (Fig. 3 Left). MAb A3.3 shows a
concentration-dependent inhibition of aggregation (Fig. 3
Right), with maximal inhibition at 0.2 mg/ml and partial
inhibition at 0.06 mg/ml. Fig. 3 Center shows a negative
control, MAb A2.5, which is not directed against FN. The
effect of A3.3 is not due to inhibition of platelet activation by
thrombin since the secretion of serotonin is the same under
all conditions shown in Fig. 3. At physiological temperature,
A3.3 inhibits platelet aggregation with the same concentra-
tion dependence seen at 25°C (not shown). Further, the
antibody also blocks the aggregation stimulated by the
ionophore A23187 with a concentration dependence very
similar to that shown in Fig. 3 (not shown) at both 25°C and
37°C. The secretion of labeled serotonin was unaffected by
the MAD under all of these conditions.

Mapping of the FN Epitope Recognized by A3.3. Several
approaches have been taken to mapping the site on the FN
molecule with which A3.3 reacts to cause the dramatic
inhibition of platelet aggregation. We first determined if A3.3
had any effect on the adhesion of CHO cells to a FN-coated
surface as a means of assessing its ability to react with the
identified cell-binding domain of FN. In the presence of A3.3,
CHO cells adhered to FN-coated plates as well as in the
presence of control antibody (1751 = 437 and 1772 + 445 cells
per mm?, respectively). As a positive control we used
antibody M3G, which reacts with the cell-binding domain
(unpublished data). This anti-FN MAD abolishes the adhe-
sion of CHO cells to the FN-coated surface (9 = 7 cells per
mm?). This result indicates that A3.3 does not react with the



3846 Medical Sciences: Dixit et al.

Proc. Natl. Acad. Sci. USA 82 (1985)

34
kDa
: °
200- 21F .
o <o
o I8 b X °
e X 2 M g ‘ L 4 :A
£ v J X Q e~
68— %ls- pe S Av4 —
g v
c
43— 32F 8
P-4
& 9t
8
25+
18— 61
|2
3 1 1 | )

1 1 1 1 1
2500 625 156 39 97 24 0.6 Q.15

Competitor, ng/mi

Fi1G.1. Specificity of MAb A3.3 shown by protein blotting and solid-phase immunoassay. (Lef?) Purified plasma FN (lanes 1 and 4) and human
platelet-rich plasma (lanes 2 and 3) were run on NaDodSO,/PAGE and transferred to nitrocellulose paper. Lanes 1 and 2 were stained for protein
(amido black) and lanes 3 and 4 were allowed to react with A3.3 and subsequently with an HRP-conjugated secondary antibody. The HRP was
detected with 4-chloronapththol. (Righf) MAb A3.3 was immobilized on polyvinyl chloride wells and *I-FN was present at a constant
concentration. The following competitors were tested over the indicated concentration ranges: thrombospondin (@), FN (0), human fibrinogen
(a), von Willebrand factor (a), a;-macroglobulin (¢), type V collagen (v), and ovalbumin (v).

cell-binding domain of FN in any way that could compromise
the interaction of the cellular receptor with this domain.

Using a solid-phase competition assay, we further inves-
tigated the relationship among A3.3 and the four anti-FN
MAbs M3G, M19A, M20A, and M33. MAb A3.3 was labeled
with iodine-125 and its binding to immobilized FN was
examined in the presence of the four antibodies. As shown in
Fig. 4, only A3.3 itself could compete for the binding of
labeled A3.3 to FN. This confirms the results of the CHO
adhesion experiment, which indicated that A3.3 probably
does not recognize the cell-binding domain of FN, since in
this competition experiment M3G shows no tendency to
interfere with the binding of A3.3 to FN. Furthermore,
M20A, whose epitope lies to the NH,-terminal side of the
cell-binding domain, and M33, whose epitope is COOH-
terminal to the cell-binding domain (unpublished data), are
both unable to compete with A3.3.

In an attempt to directly locate the epitope with which A3.3
reacts, we performed a series of experiments in which A3.3
was used to probe electrophoretic blots of previously identi-
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FiGc. 2. Microtiter assay of platelet aggregation. Each well
contained platelets at 2.5 X 10%/ml, thrombin at 0.5 unit/ml where
indicated (+), and the indicated concentration of antibody in the
presence of 2 mM CaCl,/2 mM MgCl,. After agitation for 20 min at
room temperature, the plate was photographed against a black
background. Turbid wells are due to the unaggregated platelet
suspension, while the platelet aggregates are visible in cleared wells.
Note that only A3.3 causes inhibition of aggregation and the endpoint
(last inhibitory concentration) is 0.03 mg/ml.

M3G £

fied fragments of FN. Fig. 5 shows that A3.3 reacts with
intact FN (lanes 1 and 2) as well as the large 160/140-kDa
fragments generated by digestion of FN with human
leukocyte elastase (12) (lanes 3 and 4). This 160/140-kDa
doublet has lost the NH,-terminal region of FN and hence
lacks the lower affinity heparin-binding domain, the gelatin-
binding domain, the actin-binding domain, and the
Staphylococcus aureus-binding domain. Further digestion of
the 160/140-kDa piece with chymotrypsin yields a 105-kDa
fragment that encompasses the cell-binding domain (13) and
the 40/30-kDa high-affinity heparin-binding domain, which
lies in the COOH-terminal region of the 160/140-kDa frag-
ments (13). The 40-kDa piece arises from the 160-kDa
fragment and the 30-kDa piece from the 140-kDa peptide (13).
As seen in Fig. 5, MAb A3.3 does not react with either the
105-kDa peptide or the 40- or 30-kDa pieces. Thus it appears
that the epitope for A3.3 resides in a protease-sensitive region
common to both the 160- and 140-kDa fragments that is
distinct from the previously identified cell-binding domain or
the COOH-terminal high-affinity heparin-binding domain.
Because the A3.3 epitope was destroyed by elastase and
chymotrypsin, several other proteases—including cathepsin
D, clostripain, trypsin, pepsin, and thermolysin—were used
to fragment FN. These digests were then tested in the
competition assay described above to determine if they
contained a fragment able to block the binding of labeled A3.3
to immobilized FN. Only the thermolytic digest (1:166,
wt/wt, thermolysin to FN for 5 hr at room temperature)
appeared to retain a reactive epitope. This digest was
separated on NaDodSO,/PAGE and a protein blot was
probed with A3.3. Fig. 5, lane 9, shows the pattern of
fragments obtained from FN under these conditions. The two
largest correspond to the 160/140-kDa doublet found in the
elastase digest (lanes 3 and 4). These retain the ability to bind
A3.3 (lane 10), as do two smaller fragments of 120 and 70 kDa
(lane 10). This 70-kDa fragment is a minor species (compare
lanes 9 and 10), and does not contain epitopes for any of the
other anti-FN MAbs employed in this study (not shown).
Thus it appears that the MAb A3.3 reacts with a unique
protease-sensitive epitope and defines a site on the FN
molecule that plays a critical role in platelet aggregation.
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FiG. 3. Inhibition of platelet aggregation by MAb A3.3. Gel-filtered human platelets (2.5 x 108/ml) were activated by thrombin at 0.5 unit/ml
(arrow) while being stirred at room temperature in the presence of 2 mM CaCl,/2 mM MgCl,. Aggregation of the platelets is indicated by the
increase in light transmittance as monitored in a Payton aggregometer. Control, platelets in buffer alone; A2.5, platelets in the presence of a
MADb (0.4 mg/ml) that does not recognize FN; A3.3, platelets in the presence of various concentrations (mg/ml) of the anti-FN MAb A3.3. Not
indicated: platelet activation as monitored by [**Clserotonin release after 10 min was 67 + 4% for all the experiments shown.

DISCUSSION

The MAD designated A3.3 appears to recognize an epitope on
both platelet and plasma FN that plays a critical role in the
aggregation of gel-filtered platelets. This epitope is not found
on any other soluble plasma proteins or platelet proteins
likely to contaminate our platelet FN preparation. While our
results thus far do not allow us to unambiguously locate the
epitope in the linear sequence of FN, we can draw some
conclusions about where it is not. Since A3.3 reacts with the
160/140-kDa doublet from both the elastase and thermolysin
digests (Fig. 5), we can conclude that the epitope is not in the
NH,-terminal region of FN, which contains domains for the
binding of collagen, fibrin, heparin, actin, S. aureus, DNA,
and the transglutaminase crosslinking site (1, 2). This
160/140-kDa region is also lacking the extreme COOH
terminus of both FN chains, which contains the interchain
disulfides that crosslink the FN monomers into the dimer
(13). This COOH-terminal domain is recovered only from
cathepsin D digests (19). We have probed blots of cathepsin
D digests with A3.3 and found no reaction (data not shown),
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Fic. 4. Competition of MAbs for the binding of A3.3 to FN.
Wells were coated with plasma FN and the *I-labeled probe is A3.3
present at a constant level in all wells. The following unlabeled
competitors were tested: A3.3 (0), M3G (@), M19A (»), M20A (a),
and M33 (v).

confirming that the epitope is not in this COOH-terminal
region of the FN chains. Only two known domains have been
identified within the large 160-kDa fragment: a heparin-bind-
ing domain of higher affinity than the one at the NH, terminus
of FN (13) and a domain containing a sequence of five amino
acids that binds to an as yet unidentified receptor on cells that
can bind to FN-coated surfaces (1-4). We have directly tested
A3.3 against the purified 105-kDa fragment containing the
cell-binding domain and the 40- and 30-kDa heparin domains
(Fig. 5) and found no reaction with these fragments. Ruling
out these regions, which cover most of the 160-kDa fragment,
one is still left with a substantial amount of protein structure
as yet uncharted in terms of function. It appears as though the
epitope recognized by A3.3 is located in a protease-sensitive,
hence exposed, region somewhere in the remaining 10 to 20
kDa within the 160-kDa peptide. Thus, while it may be
premature to refer to it as a domain, the epitope for A3.3
would seem to define a binding site on FN that has a direct
role in the aggregation of platelets.

Since under normal conditions of in situ aggregation of
platelets plasma FN is present at 300 ug/ml, it is not clear
whether the relatively small amounts of FN secreted by
platelets during their activation play some special role in the
aggregation process or if this material simply becomes part of
the available FN pool at the platelet surface. Clearly, exogen-
ous FN is not required for aggregation to take place. The fact
that other components such as fibrinogen and throm-
bospondin, which may be important in platelet aggregation,
are all packaged together in the platelet a granule suggests
that platelet FN may already exist as a complex with some of
these other components. However, the finding that excess
plasma FN can inhibit the aggregation of washed platelets at
concentrations above 300 ug/ml indicates that soluble
exogenous FN probably has access to the sites at which
endogenous FN might be acting during the aggregation of
washed platelets (10). Plow and Ginsberg (9) have shown that
labeled plasma FN can bind to activated but not quiescent
platelets. The platelet-binding site detected in those studies
has a dissociation constant of 3 X 10~7 M and about 120,000
copies per platelet. Stimulation of platelets with thrombin,
but not ADP or epinephrine, caused the éxpression of the
FN-binding sites, whose presence correlated best with sero-
tonin, and hence dense granule, release. This suggests either
that the ‘‘receptor’’ is itself secreted by platelets or that the
modification of a platelet membrane site requires the pres-
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ence of a component secreted by platelets. While fibrinogen
or fibrin has been suggested to be the fibronectin receptor, its
affinity for FN is about two orders of magnitude lower than
that found by Plow and Ginsberg (9), and FN readily
dissociates from fibrinogen at 37°C. Thus it seems reasonable
to search for another candidate for the FN receptor on
platelets. A possibility is that activated platelets express a
receptor for FN analogous to the receptor on fibroblasts that
allows them to bind to FN-coated surfaces (3, 4). However,
our data indicate that the cell-binding domain of FN does not
react with A3.3, and further, that A3.3 does not inhibit the
binding of CHO cells to FN-coated dishes. Thus the inhibi-
tion of platelet aggregation by this MAb clearly demonstrates
that a determinant on FN other than the well-characterized
cell-binding domain (3, 4) is important in mediating platelet
aggregation.

One of the minimal models proposed for platelet aggrega-
tion is that fibrinogen itself, either from plasma or the platelet
a granule, is responsible for crosslinking platelet surfaces
through its ability to interact with the glycoprotein IIb/IlIa
complex in the platelet membrane (20, 21). In view of the
dramatic effect of A3.3, which is directed solely against FN,
it is difficult to rationalize this simple model. It would seem
necessary to invoke some essential role for FN in the
aggregation process, but yet it is unlikely that FN binds in a
stable way to fibrinogen under physiological conditions.
Another component of platelet a granules secreted along with
fibrinogen and FN is thrombospondin (22, 23). This large
glycoprotein forms high-affinity associations with both fi-
brinogen (24, 25) and FN (26) and is thought to play some role
in the aggregation process. However, it is unlikely that
thrombospondin is the only FN receptor, since FN binds to
a-granule-deficient platelets to the same extent as normal
platelets (27). Thus at present the best working hypothesis
would seem to be that these three proteins, fibronectin, fibrino-
gen, and thrombospondin (and perhaps others), form a complex
matrix with themselves and with the platelet surface that must
be rapidly and correctly assembled to ensure that platelets
aggregate. Available data suggest that disruption of this as-
sembly process at any one of several points is sufficient to
prevent the formation of stable platelet aggregates.
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FiG. 5. Electrophoretic blots of the binding of A3.3 to
FN and its fragments. The lanes contain the following: lanes
1 and 2, 10 ug of purified plasma FN; lanes 3 and 4, 40 ug
of a human leukocyte elastase digest of FN;; lanes 5 and 6,
20 ug of the purified 105-kDa cell-binding domain of FN;
lanes 7 and 8, 20 ug of the purified 40/30-kDa heparin-bind-
ing domain; lanes 9 and 10, 40 ug of a thermolysin digest of
whole FN (1:166, wt/wt, thermolysin to FN; 5 hr at room
temperature). Proteins in odd-numbered lanes were stained
with amido black and those in even-numbered lanes were
allowed to react with A3.3 and subsequently with HRP-
conjugated goat antibodies to mouse IgG, and HRP was
detected with the 4-chloronaphthol reaction.
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