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Abstract

Previous studies have indicated that the Ca2*-dependent protease, calpain, is activated in platelets
within 30-60 s of thrombin stimulation, but specific roles of calpain in platelets remain to be
identified. To directly test the functions of calpain during platelet activation, a novel strategy was
developed for introducing calpain’s specific biological inhibitor, calpastatin, into platelets prior to
activation. This method involves treatment of platelets with a fusion peptide, calpastat, consisting of
the cell-penetrating signal sequence from Kaposi’s fibroblast growth factor connected to a calpain-
inhibiting consensus sequence derived from calpastatin. Calpastat specifically inhibits thrombin
peptide (SFLLR)-induced a-granule secretion (ICsg = 20 uw) during the first 30 s of activation,
thrombin-induced platelet aggregation (ICsq = 50 pw), and platelet spreading on glass surfaces
(ICsq = 34 ). Calpastat-Ala, a mutant peptide in which alanine is substituted at conserved
calpastatin residues, lacks calpain inhibitory activity and fails to inhibit secretion, aggregation, or
spreading. The peptidyl calpain inhibitors calpeptin, MDL 28,170 (MDL) and E64d also inhibit
secretion, aggregation and spreading, but require 3—10-fold higher concentrations than calpastat for
biological activity. Together, these findings demonstrate that calpain regulates platelet secretion,
aggregation, and spreading and indicate that calpain plays an earlier role in platelet activation
following thrombin receptor stimulation than had been previously detected.

Reorganization of the actin cytoskeleton is required for a number of platelet activation
processes, including shape change, aggregation and spreading. In rapid response to platelet
agonists, intracellular Ca2* transients regulate the early platelet activation events of shape
change (1,2) and a-granule secretion (3-5), occurring within seconds of platelet stimulation,
as well as aggregation (3,6) and spreading, occurring within minutes. Since the discovery of
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the Ca2* -activated protease, calpain, in platelets (7), there has been considerable interest in
determining whether the Ca2* transients occurring early in platelet activation function, in part,
through calpain-mediated cytoskeletal remodeling. Calpain has been found to modulate the
late event of platelet-mediated fibrin clot retraction (8-10). We have recently found that calpain
regulates actin remodeling events of endothelial wound healing and fibroblast spreading,
including lamellipodial and filopodial protrusion formation (11,12). Calpain has also been
implicated in cell motility through its effects on release of rear integrin contacts (13). Calpain
translocates to the plasma membrane within seconds of platelet activation, where it is activated
and may cleave cytoskeletal proteins (14-16). These findings together suggest a regulatory
role for calpain in early cytoskeletal remodeling, including secretion, aggregation, and
spreading.

There has been growing interest in the role of calpain in the site-specific cleavage of actin-
associated proteins such as talin, actin-binding protein 280 (ABP 280? or filamin) (7,17), and
the cytoplasmic domain of B3 integrin (18). Regulatory kinases and phosphatases, including
protein kinase C (PKC) (19), pp60°¢Sc (20), inositol polyphosphate 4-phosphatase (4-
phosphatase) (21), focal adhesion kinase (22), and protein-tyrosine phosphatase 1-B (23) are
also cleaved by calpain during platelet activation. Nonetheless, despite the identification of
cytoskeletal and kinase/phosphatase targets for calpain in platelets, a functional role for calpain
in aggregation and spreading has not been demonstrated.

A major obstacle to determining the physiological functions of calpain in platelets is lack of
specific cell-permeant inhibitors. Peptidyl calpain inhibitors inhibit other cysteine proteases,
including cathepsins (24). In addition, peptidyl calpain inhibitors require high micromolar
concentrations to inhibit calpain in platelets (25), in contrast to fibroblasts (12). The lack of
efficacy of peptidyl calpain inhibitors in platelets may be due to the high calpain content of
platelets, where calpain represents 2% of platelet protein (26). While calpain’s reversible
biological inhibitor, calpastatin, is the only known specific inhibitor of calpain (24,27-32)
simple strategies for increasing calpastatin in platelets have not been available. Calpastatin is
cell-impermeant, and thus unsuitable for conventional studies of platelet activation (24). To
solve this problem, we developed a cell-permeant specific inhibitor of calpain by joining the
minimal inhibitory sequence of calpastatin to the cell-penetrating signal sequence of k-FGF,
which confers cellular peptide importation (33—-35). Using this specific cell-penetrating
inhibitor and a set of peptidyl calpain inhibitors, with appropriate specificity controls, we
demonstrate that calpain regulates platelet degranulation, aggregation, and spreading.

EXPERIMENTAL PROCEDURES

Materials

Sepharose 2B was from Amersham Pharmacia Biotech (Upsala, Sweden); pure p-calpain
(porcine erythrocyte) was from Chemicon (Temecula, CA); succinyl-LLVY-AMC was from
Bachem (King of Prussia, PA); ZLLYCHN, was a gift of Herbert Angliker (Friedrich Miescher
Institut, Basel, Switzerland); A23187 was from LC Labs (Woburn, MA); human a-thrombin
was from Hematologic Technologies (Essex Junction, VT); anti-P-selectin antibodies
conjugated to phycoerythrin were from Becton Dickinson (San Jose, CA); Oregon Green-
phalloidin was from Molecular Probes (Eugene, OR). All other chemicals were ACS grade or
better and were obtained from Sigma.

1The abbreviations used are: ABP 280, actin-binding protein 280; AMC, aminomethylcoumarin; k-FGF, Kaposi’s fibroblast growth
factor; MDL, MDL28,170; MIC, minimal inhibitory concentration; SFLLR, thrombin agonist peptide; suc-LLVY-AMC, succinyl-leucyl-
leucyl-valyltyrosyl-7-amino-4-methylcoumarin; ZLLYCHNZ2, benzyloxycarbonylleucyl-leucyl-tyrosyl-diazomethane; PI,
phosphatidylinositol; PKC, protein kinase C; PAGE, polyacrylamide gel electrophoresis; PIPES, 1,4-piperazinediethanesulfonic acid.
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Preparation of Gel-filtered Platelets

Blood from healthy aspirin-free volunteers was collected by venipuncture into 4% sodium
citrate (9:1 vlv, final concentration 0.4%). Blood was centrifuged at 200 x g for 20 min to
prepare platelet-rich plasma. Following incubation with apyrase (4 units/ml, 5 min, room
temperature), platelets were purified from platelet-rich plasma by gel filtration (room
temperature) using a Sepharose 2B column equilibrated in PIPES buffer (PIPES, pH 6.8, 25
mw/NaCl, 140 mw/KCI, 4 mw 0.1% glucose) (36). Final gel-filtered platelet concentrations were
about 1.5 x 108 cells/ml.

Peptide Synthesis and Purification

Synthetic peptides, including calpastat, calpastat-Alaand SFLLR, were synthesized using solid
phase Fmoc (N-(9-fluorenyl) methoxycarbonyl/N-methylpyrrolidone) chemistry (37).
Calpastat, calpastat-Ala, and the 24-amino acid calpastatin peptide were greater than 95% pure
by high performance liquid chromatography and had the correct molecular mass and protein
sequences when assayed by mass spectrometry and Edman degradation. Concentrations of the
pure solutions were determined by quantitative amino acid analysis.

Calpain Assays

Calpain inhibition assays were performed in assay buffer (50 mwm KCI, 10 mwm Tris-HCI, pH
7.5, 1 mu EDTA, 1 mu DTT) with CaCl, added to a final concentration of 3 mwm. Purified p-
calpain (50 nv) was used in the assays. The substrate, suc-LLVY-AMC, was used at a
concentration of 200 pw. The concentrations of calpastat tested ranged from 25 nm to 10 pwm.
Calpastat-Ala mutant peptide was tested at 10 pw. To assay calpain activity, cleavage of a
fluorogenic substrate, suc-LLVY-AMC, was measured in an SLM Aminco 8000 fluorescence
spectrometer using a temperature-controlled cuvette (37 °C). The buffer was prewarmed in the
cuvette, and CaCl,, substrate, and inhibitor were added following temperature equilibration.
Att =0 min, u-calpain was added and the cuvette was mixed by inversion. Excitation and
detection wavelengths were 360 and 460 nm, respectively. The initial rate of substrate cleavage,
which was linear, was measured at t = 15 to t = 30 s. AMC standard solutions were used to
determine picomoles of AMC generated, from emission data.

Assay of Actin-binding Protein and Talin Proteolysis by Calpain

Gel-filtered platelets (1.0 ml at 2 x 108 platelets/ml) were treated with 50 pw ZLLYCHN
dissolved in Me,SO or 100 pw calpastat dissolved in HEPES-buffered saline (pH 7.4) for 2 h
at 37 °C. Following incubation with drug or vehicle control, the platelets were recalcified (2
mw CaCl,, final concentration) and stimulated with calcium ionophore A23187 (1 mwm). At the
indicated time points, 250-pl aliquots of platelets were removed and immediately lysed with
50 ul of 6x SDS-PAGE loading buffer containing EDTA and EGTA (10 mwm each). Lysates
were immediately incubated at 95 °C for 3 min. For each time point, a 25-pul sample was
removed, heated, and electrophoresed by SDS-PAGE (6% gel). Platelet proteins were
visualized by staining the gel with Coomassie Blue.

Measurement of Peptide Uptake by Platelets

Calpastat and the calpastatin peptide 24-mer lacking the signal sequence (Fig. 1A) were
separately labeled by reductive tritiation, using NaB(3H),. Each peptide has the same number
of lysine residues and was labeled to a similar specific activity (calpastat 2.64 x 106 cpm/mg
and the calpastatin 24-mer 2.06 x 10% cpm/mg). Gel-filtered platelets (approximately 6 x
107) were incubated with tritiated peptides for 60 min at 50 pw concentration, under similar
incubation conditions used in secretion, aggregation and spreading experiments. Following the
incubation period, the platelets were treated with trypsin/EDTA to remove any surface adherent
peptide. There are five potential trypsin cleavage sites in the calpastatin consensus sequence.

J Biol Chem. Author manuscript; available in PMC 2009 August 17.
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P-selectin Surface Expression Assay

Gel-filtered platelets (1.8 x 108 platelets/ml) were aliquoted (20 pl) into 1.5-ml microcentrifuge
tubes. Vehicle (100 mu HEPES, pH 7.4) or inhibitory agent (calpastat, calpastat-Ala, or
calpastatin 24-mer) was delivered in 1.0-pul volumes to the indicated final concentration (Fig.
3, Aand B). The platelets were then incubated for 2 h at 37 °C. Experiments utilizing the rapid
acting peptidyl inhibitors were performed with 10-min pre-incubations with drug. Following
treatment with the inhibitors, platelets were recalcified, to 2 mu CaCl,, and then exposed to
either SFLLR (50 uw) or phosphate-buffered saline, delivered in a 1-pl volume. The
concentration of SFLLR peptide used in these studies (50 pw) resulted in maximal P-selectin
surface expression in control studies. After a 30-s exposure, an aliquot of platelets (7.5 pl) was
transferred to a microfuge tube containing monoclonal anti-P-selectin antibody (AC1.2)
conjugated to phycoerythrin (20-pl volume). To monitor nonspecific binding, a second aliquot
of platelets (7.5 pl) was transferred to an Eppendorf tube containing an 1gG4 non-immune
antibody conjugated to phycoerythrin (20-pul volume). Platelets were incubated with the
antibodies for 20 min at room temperature. The mixture was subsequently diluted with 1 ml
of paraformaldehyde (2%) and incubated at 4 °C for 2 h. Antibody binding to platelet surface
P-selectin was quantified using a FACScan flow cytometer (Becton Dickinson, San Jose, CA).
The geometric mean of platelet fluorescence intensity was used to determine surface P-selectin
expression.

Quantitation of Platelet Aggregation

Gel-filtered platelets (250-pl aliquots at 1.6 x 108/ml) were incubated with the indicated
concentration of calpastat or mutant calpastat-Ala for either 20 or 30 min at 37 °C in the absence
of calcium and stirring. To test peptidyl calpain inhibitors, platelets were preincubated with
the indicated concentration of calpeptin, MDL, E64d, Me,SO (vehicle control), or NH4CI
(cathepsin control) for 10 min at 37 °C. Following incubation, platelets were recalcified
(CaCly, 2 mwm) and stimulated with 0.05-1.0 unit/ml thrombin, while being stirred (1400 rpm)
at 37 °C. The sensitivity of platelet preparations to thrombin decreased over the course of a
given experiment. The thrombin concentration required to initiate maximal aggregation varied
between 0.05 and 1.0 unit/ml, but in most cases was 0.05 unit/ml. Aggregation was measured
using a Bio-Data lumi-aggregometer. Percentage of inhibition of aggregation was measured
at 4 min following the onset of aggregation. The initial rate of aggregation during the first 15
s was compared between treated and untreated samples to calculate the ICsq for each inhibitor.

Assay of Platelet Spreading

Gel-filtered platelets were preincubated with either calpastat or calpastat-Ala mutant (100 v
concentration for 30, 60, and 90 min at 37 °C) or with the low molecular weight inhibitors
calpeptin, MDL, or E64d (50-500 w, for 10 min at 37 °C). An aliquot of the platelet suspension
(80 pl) was plated on a glass coverslip, and the platelets were allowed to settle and spread for
20 min at 37 °C in a tissue culture incubator (Revco Ultima Incubator; Revco Scientific, Inc.
Asheville, NC). The platelets were then fixed in formaldehyde (3.7%), permeabilized with
Triton X-100 (0.1% for 4 min), and blocked in PIPES-buffered saline with 3% bovine serum
albumin, as described (12). The coverslips were stained with Oregon Green-phalloidin and
photographed on Kodak Tri-X film by photomicrography using a Nikon Optiphot 2
fluorescence microscope (100x objective). Cell area of spread platelets was determined by
computer-assisted image analysis using NIH Image 1.61.

Treatment of platelets with 3% Me,SO led to a complete inhibition of spreading and provided
base-line cell area for unspread platelets. Percentage of inhibition of spreading was calculated
from the increase in mean cell area for untreated and treated samples compared with unspread
Me,SO controls.

J Biol Chem. Author manuscript; available in PMC 2009 August 17.
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RESULTS

Design and Characterization of Calpastat and Control Peptides

To investigate the role of calpain in platelet activation, a novel calpain inhibitor was derived
from the specific calpain inhibitor, calpastatin. Calpastatin is a modular protein, containing 4
conserved calpain-inhibiting motifs. Short peptide sequences derived from calpastatin
effectively inhibit calpain at submicromolar concentrations (38-42). A 24-amino acid
calpastatin consensus peptide has been shown to specifically inhibit calpain (42) and not other
proteases. Transfection studies have recently demonstrated that this consensus sequence
inhibits calpain function in vivo in myocytes (43). To directly import the calpastatin consensus
peptide into cells, a hybrid peptide denoted calpastat was designed, which combines the 24-
mer consensus sequence of calpastatin (42) with a fragment of the cell-penetrating signal
sequence of k-FGF (44) (Fig. 1). This k-FGF sequence facilitates passive entry of peptide
sequences into intact cells. Similar hybrid peptide approaches have been used to inhibit NF-
kB and FGF-1 nuclear localization and the function of the cytoplasmic tail of glycoprotein l1b
Illa (33-35).

Two control peptides, calpastat-Ala and the calpastatin 24-mer (Fig. 1), were designed to
determine the functional importance of the calpastatin consensus sequence and the signal
sequence, respectively. Because the calpastatin residues involved in its interaction with calpain
are incompletely defined, it was not possible to design an inhibitor peptide containing a single
point mutation that would render calpastat inactive. The control peptide calpastat-Ala was thus
generated by substituting seven of the conserved amino acids within the calpastatin sequence
with alanine residues (Fig. 1). It was predicted that the calpastat-Ala peptide would penetrate
cell membranes, but not inhibit calpain. Calpastat-Ala was used to control for any unexpected
effects of the k-FGF peptide on platelet function. It was predicted that the calpastatin 24-mer
lacking the k-FGF sequence would not penetrate the cell but could inhibit calpain in in vitro
assays (Fig. 1). The 24-mer was used to assess the ability of the k-FGF signal sequence to
direct cellular uptake of the calpastatin peptide (see below).

Calpastat Inhibits Calpain in Vitro

A fluorometric calpain assay of suc-LLVY-AMC cleavage was used to quantitate the
effectiveness of calpastat as a calpain inhibitor (12,45). Purified u-calpain was incubated with
increasing concentrations of calpastat, and the initial rate of fluorescence increase was
measured as an index of calpain activity. The I1Csq of calpastat for inhibition of calpain in this
assay is 50 nm (Fig. 2A). Calpastat is also a potent inhibitor of p-calpain-mediated in vitro
caseinolysis; an ICsq of 500 nm was measured (data not shown). Calpastat-Ala has no inhibitory
activity in either assay. These results demonstrate that calpastat is a potent in vitro inhibitor of
calpain activity.

Platelet Uptake of Calpastat

To assess the ability of the k-FGF-derived signal sequence to direct cellular entry of calpastat,
we examined the platelet uptake of tritiated forms of calpastat and the calpastatin 24-mer. Both
peptides were labeled by reductive tritiation and incubated with gel-filtered platelets under
conditions identical to those used in all other platelet assays. In these experiments, the k-FGF
sequence leads to an increase in the uptake of calpastat over the 24-mer by more than 14-fold,
from 2.8 fmol/plateletzh to 41 fmol/plateletzh, respectively.

Calpastat Inhibits Calpain in Platelets

To establish the efficacy of calpastat as an inhibitor of intracellular calpain in platelets, we
measured the ability of calpastat to inhibit ionophore-induced calpain proteolysis of the

J Biol Chem. Author manuscript; available in PMC 2009 August 17.
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cytoskeletal proteins ABP 280 and talin. ABP 280 and talin are calpain substrates and have
been used to measure the effectiveness of peptidyl calpain inhibitors such as the suicide
substrate ZLLYCHN, (46,47). Detectable calpain proteolysis of ABP 280 and talin is
stimulated by the calcium ionophore A23187 (Fig. 2B), but not by thrombin or the thrombin
receptor agonist SFLLR (data not shown). The ionophore-induced degradation of ABP 280
and talin is seen in control lanes at 5, 8, and 30 min (Fig. 2B, lanes B and D). ABP 280
breakdown products are seen at 135 and 93 kDa, while the predominant talin breakdown
product is seen at 190 kDa. Pre-incubation with either calpastat (100 pw) or ZLLYCHN, (50
pm) effectively inhibits the calpain proteolysis of ABP 280 and talin for up to 30 min following
activation with A23187 (Fig. 2B). The inhibition of ionophore-induced ABP 280 and talin
cleavage by calpastat establishes its efficacy as an inhibitor of calpain in intact platelets.

Calpain Inhibition Blocks a-Granule Secretion

To determine whether calpain plays a role in a-granule secretion, calpastat was tested for
inhibition of thrombin peptide (SFLLR)-induced P-selectin expression. P-selectin surface
expression is a result of a-granule fusion with the plasma membrane and exposure of the P-
selectin extracellular domain within 30 s of platelet activation by thrombin or SFLLR. A
concentration of SFLLR that leads to a maximal increase in P-selectin surface expression (50
pm) was used in these experiments. Pre-incubation of platelets with calpastat (100 pw, 2 h) prior
to stimulation results in greater than 50% inhibition of maximal P-selectin surface expression
(Fig. 3A). In contrast, pre-incubation with the control peptides, calpastat-Ala (100 pw) or the
calpastatin 24-mer (100 pw) has no effect on P-selectin expression (Fig. 3A). Control
experiments demonstrated that calpastat did not inhibit P-selectin antibody binding to surface
P-selectin, since incubation of platelets with calpastat following exposure to SFLLR has no
effect on the binding of antibody to surface expressed P-selectin (data not shown).

Calpastat inhibits the surface expression of P-selectin in a dose-dependent manner, with half-
maximal inhibition occurring at a concentration of 20 uwv (Fig. 3B). Maximal inhibition of P-
selectin surface expression occurs at 50 pm calpastat (80%). Calpastat also inhibits ionophore
A23187-induced P-selectin expression in a similar fashion (data not shown).

To further confirm that calpain regulates the surface expression of P-selectin, the inhibitory
effects of the rapidly acting, but less specific, peptidyl calpain inhibitors calpeptin, MDL, and
E64d were tested. Platelets were pre-incubated with increasing concentrations of calpeptin,
MDL, E64d, or Me,SO vehicle, for 10 min prior to stimulation with SFLLR. Calpeptin, MDL,
and E64d each inhibit P-selectin surface expression with 1Cgq values between 200 and 300
Uwm. These results, together with those derived using the specific inhibitor calpastat, demonstrate
a novel role for calpain in the regulation of a-granule exocytosis.

Calpain Inhibition Blocks Platelet Aggregation

Therole of calpain in platelet aggregation is controversial because prior studies using the highly
specific peptidyl calpain inhibitor, ZLLYCHNS,, have suggested that calpain is not required
for aggregation, secretion, or spreading (46). We have established in prior work that
ZLLYCHNj5 entry into cells is delayed, requiring incubation times of 2-16 h to observe the
effects of this calpain inhibitor on the actin cytoskeleton (12). We therefore used calpastat to
reevaluate the role of calpain in platelet aggregation.

Gel-filtered platelets were preincubated with calpastat or control peptides and recalcified (2
mw Ca2*) just prior to treatment with thrombin. In initial experiments, the thrombin
concentration was titrated to the lowest dose capable of inducing aggregation within 15 s
(range: 0.05-1.0 unit/ml). In four experiments, calpastat effectively inhibited the extent of
platelet aggregation by 60-95% at 4 min following the onset of aggregation (Fig. 4). In contrast,

J Biol Chem. Author manuscript; available in PMC 2009 August 17.
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calpastat-Ala (Fig. 4) or the calpastatin 24-mer has no measurable effect on platelet aggregation
(Table 1). In subsequent experiments, the thrombin concentration used was 0.5 unit/ml and the
rate of aggregation was determined in the presence and absence of inhibitor (Table I).
Comparing the initial rate of aggregation in calpastat-treated platelets versus controls, the
ICsq of calpastat for inhibition of platelet aggregation was determined to be 50 pw (Table ).

The immediately acting peptidyl calpain inhibitors calpeptin, MDL, and E64d also inhibit
thrombin-induced platelet aggregation, following a 10-min pre-incubation period. Calpeptin,
MDL, and E64d inhibit the initial rate of platelet aggregation with 1Cgq values of 150, 240,
and 340 puw, respectively (Table I). At high micromolar concentrations, these peptidyl
compounds also inhibit members of the cathepsin family of lysosomal proteases. To test
whether the peptidyl calpain inhibitors prevent aggregation by inhibiting cathepsins as well as
calpain, platelets were pre-incubated with 10 mm NH4CI, which maximally inhibits cathepsin
function (48). Pre-treatment of platelets with 10 mw NH,4Cl does not affect platelet aggregation
(Table 1), demonstrating that inhibition of aggregation by peptidyl calpain does not occur
through inhibition of cathepsins. Inhibition of aggregation by calpastat and by peptidyl calpain
inhibitors together demonstrate that calpain plays a regulatory role in the intracellular events
leading to platelet aggregation.

Calpain Inhibition Blocks Platelet Spreading, and Filopodial and Lamellipodial Protrusion

Formation

In platelets and fibroblasts, spreading progresses through formation of filopodia and extension
of intervening lamellae. Because calpain regulates filopodial and lamellipodial protrusion
formation in fibroblasts (12), we tested whether platelet spreading is also calpain-regulated.
Spreading, measured by the increase in mean platelet area, was compared between calpastat
and calpastat-Ala-treated platelets spread on glass. Pre-incubation of platelets with calpastat
(100 pw) for 30, 60, or 90 min results in 0, 46, or 80% inhibition of platelet spreading, or increase
in mean platelet area, respectively, relative to the calpastat-Ala control (Fig. 5A). Calpastat-
Ala results in minimal inhibition of platelet actin remodeling, including filopodial and
lamellipodial protrusion formation, relative to calpastat (Fig. 5B), indicating that the calpastatin
motif is responsible for inhibition of spreading. These results indicate that the extent of
inhibition of spreading by calpastat is dependent upon the pre-incubation time, and that 30-60
min of pre-incubation is required for activity in this assay. Calpastat thus does not act as rapidly
as the peptidyl calpain inhibitors calpeptin, MDL, and E64d (see below). In contrast,
ZLLYCHNS,, which takes up to 14 h to inhibit spreading in fibroblasts (12), has no inhibitory
activity in this assay (data not shown), consistent with prior results (46). The ICsq of calpastat
for inhibition of platelet spreading is 35 pw (Table 11).

Notably absent in the calpastat-treated cells is the peripheral rim of F-actin, at the leading edge
of each lamellae (Fig. 5B). Half of the platelets pre-treated with calpastat (100 pw) for 1.5 h
are round and unspread on glass, having a smooth cortical layer of F-actin (Fig. 5B). The
disclike unspread platelets demonstrate few or no filopodia and lack lamellipodial protrusions.
This finding strongly suggests that calpain is involved in an early process in spreading, rather
than retraction following spreading, because the unspread platelets lack the pattern of retraction
fibers together with extended filopodia, seen in platelets undergoing cytoskeletal retraction.

To confirm the role of calpain in platelet spreading, the peptidyl calpain inhibitors calpeptin,
MDL, or E64d were tested. Platelets were pre-incubated for 10 min with varying concentrations
of calpeptin, MDL, and E64d (50-500 ) and then spread on glass as above. All three
compounds effectively inhibit platelet spreading (Table I1). The ICgq values for inhibition of
spreading by calpeptin, MDL, and E64d are 200, 200, and >250 pw, respectively (Table I1),
concentrations at least 6-fold higher than the 1C5 of calpastat. Calpeptin and MDL demonstrate

J Biol Chem. Author manuscript; available in PMC 2009 August 17.
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minimal inhibitory concentrations (MICs) similar to those previously observed for inhibition
of fibroblast spreading, in the 50-80 mw range (12).

The spreading morphology of peptidyl calpain inhibitor treated platelets is similar to that of
calpastat-treated platelets, when compared at concentrations resulting in equivalent inhibition
of spreading. There is a notable absence of the peripheral rim of F-actin at the leading edges
of the lamellae, when platelets are spread at the 1Cgy concentrations of calpastat, calpeptin, or
MDL (Fig. 5C). When platelets are spread at the 1Csq concentrations for calpeptin or MDL
(200 ), 30% are round and unspread, with no filopodia or lamellipodia, indicating complete
inhibition of actin protrusion formation. In contrast, none of the control platelets lack filopodia
or lamellipodia under identical spreading conditions. About 20% of platelets pretreated at the
ICyo of E64d (250 uwm) are round and unspread (data not shown). As in assays of fibroblast
spreading (12), 10 mm NH4CI has no effect on platelet spreading (Table I1), indicating that
inhibition of platelet spreading by peptidyl calpain inhibitors does not occur through inhibition
of lysosomal cathepsins. Blocking of platelet spreading by calpastat and by the peptidyl calpain
inhibitors, with similar inhibitor effects on spreading-associated actin remodeling, together
demonstrate that calpain regulates platelet spreading. The morphology of the unspread cells
suggests that calpain plays an important role in the actin remodeling events of lamellipodial
and filopodial protrusion formation in platelets.

DISCUSSION

Although calpain is activated in agonist-stimulated platelets, the precise roles of calpain in
platelet activation are unknown. The present study demonstrates the Ca?* and calpain
dependence of platelet secretion, aggregation, and spreading. A cell-permeant calpastatin
motif, calpastat, and three distinct peptidyl calpain inhibitors, calpeptin, MDL, and E64d, block
platelet secretion, aggregation, and spreading. These inhibitors block the expression of P-
selectin on the platelet surface, remodeling of the actin cytoskeleton during filopodial and
lamellipodial protrusion formation, and cleavage of the membrane-associated proteins ABP
280 and talin during platelet activation events. These results implicate calpain in Ca2*-
associated secretion events occurring during the first 30 s of platelet activation by the thrombin
receptor agonist peptide, SFLLR. This suggests a novel and direct connection between
thrombin receptor signaling and early activation of calpain. Blocking of platelet aggregation
and spreading by calpain inhibition also indicates that calpain regulates later platelet activation
events involving integrin function, as well as actin remodeling. These results suggest that
calpain plays a critical, rate-limiting role in the activation of platelets by thrombin, promoting
remodeling of actin networks and the platelet membrane cytoskeleton.

Prior studies of thrombin-induced platelet aggregation have demonstrated that an early sign of
calpain activation, autolysis, occurs within 30-60 s of agonist stimulation, but not before
(15). Calpain also rapidly translocates to the plasma membrane within 10 s of thrombin
stimulation, but it has been proposed that this event alone is not sufficient for calpain activation
(15). Activation of calpain was reported to be dependent upon both engagement of integrin
[1b/I11a (15) and stirring (16,17,49). Nonetheless, a-granule secretion due to thrombin receptor
stimulation is independent of integrin I1b/I1la function (50,51). The results presented here
indicate that calpain is functionally active in thrombin peptide-stimulated a-granule secretion
during the first 30 s of activation, suggesting that rapid translocation of calpain to the platelet
membrane may be of functional significance earlier in platelet activation than had been
previously anticipated. Of interest, activation of calpain, measured by autolysis, is greatly
reduced in Glanzmann’s thrombasthenia platelets (15), despite the fact that a-granule secretion
is not defective (50,51). It is possible that secretion may require activation of only a small
fraction of the calpain pool, not detectable by Western blotting. We hypothesize that there may
be a direct connection between thrombin receptor engagement and initial calpain activation
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that may be sufficient to activate secretion and precede integrin I1b/I1la mechanisms. Further
studies will address this possibility.

While Ca2* transients regulate secretory processes in platelets and other cells, its precise role
in platelet degranulation has yet to be elucidated. Our investigations have demonstrated that
inhibition of calpain by calpastat or by peptidyl inhibitors resulted in 50-80% inhibition of P-
selectin surface expression and a-granule secretion. Consistent with these findings are reports
that calpain regulates secretion in type Il alveolar cells (52-54). At present it is unknown
whether resting platelet a-granules exist both pre-docked at the plasma membrane and free in
the cytoplasm. The ability of the calpain inhibitors to block 50-80%, but not all a-granule
secretion may result from a specific role for calpain in initial events enabling the priming of
undocked rather than pre-docked granule stores.

Recently, it was demonstrated that calpain cleaves spectrin, a-SNAP, syntaxin I, and
synaptobrevin Il during activationdirected degranulation of type Il alveolar cells (52,55). Our
recent finding that SNARE family members are involved in a-granule secretion raises the
possibility that calpain proteolysis facilitates granule fusion via cleavage of a-granule
associated SNARE family members (5). The role of proteolysis in vesicle fusion is nonetheless
unknown, and future investigations will examine the cleavage of these proteins during platelet
activation. At present, our experiments also have not eliminated the possibility that calpain is
involved in upstream signaling events required for a-granule secretion.

Platelet aggregation draws on coordinated regulation of numerous signaling, cytoskeletal and
adhesive processes. Calpain may be involved in the proteolytic cleavage of signaling kinases
and phosphatases to active or inactive forms. Calpain cleavage of protein kinase C generates
a constitutively active isoform, protein kinase M (PKM), which no longer requires diacyl
glycerol for activity (24). Calpain cleavage of phosphatidylinositol 4-phosphatase results in
inactivation of this enzyme, which may facilitate platelet activation by elevating levels of
phosphatidylinositol 3,4-bisphosphate (21,56). Alternatively, calpain may facilitate the
activation of phosphatidylinositol 3-phosphate 4-kinase, through mechanisms that remain to
be fully elucidated (57). It is also possible that calpain regulates the clustering and ligand
engagement of platelet integrins, which are involved both in signaling process and in adhesive
events. Thrombin-induced cleavage of the cytoplasmic domain of B3 integrin is dependent on
calpain (18), and calpain is known to regulate integrin clustering in other cell types (8).

In the present study, inhibition of calpain with calpastat or the peptidyl calpain inhibitors blocks
cell spreading. This finding is consistent with our previous report that calpain regulates
spreading in fibroblasts (12). Notably, the MICs of calpeptin, MDL, and E64d for spreading
are comparable to the MICs of these inhibitors for spreading of fibroblasts (12). When calpain
is inhibited in platelets, filopodial and lamellipodial protrusion formation is significantly
attenuated, demonstrating a role for calpain in remodeling of the cortical actin cytoskeleton in
platelets. Together, the platelet and fibroblast results suggest that modulation of cell spreading
by calpain may be a general mechanism used by a variety of different cell types.

There are at least three mechanisms by which calpain could modulate platelet spreading. First,
calpain cleavage of actin filament capping complexes may expose barbed ends for
polymerization and/or untethering the filamentous actin cytoskeleton from the plasma
membrane. Although there is evidence to support a role for calpain in the uncapping of p-actin
filaments through cleavage of the cytoskeleton-membrane linking protein, ezrin (11,58), ezrin
is not abundant in platelets (59). The dominant member of the ezrin/radixin/moesin family
found in platelets is moesin, which is not a calpain substrate (60). Recently, adducin, a calpain
substrate, has been identified as an actin capping protein in a variety of cell types (61-65). It
is possible that adducin may be a calpain target during actin remodeling events in platelets.
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Calpain might also facilitate platelet spreading by raising intracellular levels of the 4-phosphate
phosphatidylinositols (PIs) P1 (4,5)P and PI (3,4)P, which can directly uncap p-actin filaments
(56,66). Finally, calpain could facilitate platelet spreading by activating PKC (19), which is
functionally active during platelet activation and is known to facilitate cell spreading by an
undetermined mechanism (67).

Regulated proteolysis plays an important role in the regulation of intracellular signal
transduction and cytoskeletal remodeling events. Our data provide strong evidence that calpain
isa critical Ca2* triggered molecular switch that regulates a series of complex processes during
platelet activation. Identification of the critical physiologic substrates of calpain during platelet
activation will add considerably to our understanding of calpain’s specific role in cell
activation.
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k-FGF Signal Sequence- Calpastatin Consensus
Calpastat AAVALLPAVLLALLAP- EELGERDDTIPPEYRELLEEKTGV

Calpastat-ala AAVALLPAVLLALLAP-  EKLAERADAAAPEAAELLEKKTGY

Calpastatin EKLGERDDTIPPEYRELLEKKTGV

24-mer

FIG. 1. Amino acid sequence of calpastat and related peptides

Calpastat, 40 amino acids in length, consists of amino acids 7-22 of human k-FGF at the amino
terminus, followed by the 24-amino acid calpastatin consensus sequence of Croall and
McGrody (42). Calpastat-Ala is a control peptide, in which the most highly conserved amino
acids of the calpastatin consensus sequence are replaced with alanine. The calpastatin 24-mer
is the calpastatin consensus sequence (42).
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FIG. 2. Calpastat inhibits calpain in vitro

A, the dose-response curve of calpastat for inhibition of p-calpain cleavage of the substrate
suc-LLVY-AMC, assayed as described (see “Experimental Procedures™). The 1Csq of calpastat
for inhibition of p-calpain is 70 nw. The calpastat-Ala mutant peptide has no inhibitory activity
in this assay. B, the cell-penetrating calpastatin peptide inhibits calpain in vivo. Platelets were
preincubated with ZLLYCHN, (Z), Me,SO vehicle (D), calpastat (C), or HEPES vehicle for
calpastat (B), and treated with the ionophore A23187 for 0, 5, 8, or 30 min. Platelet proteins
were analyzed by SDS-PAGE, as described (see “Experimental Procedures”). Arrowheads
designate the 135- and 93-kDa calpain breakdown products of ABP280 and the 190-kDa
calpain breakdown product of talin. The 49-kDa calpain breakdown product of talin is not
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visualized in this gel system. Free calpastat is visualized at the bottom of lanes corresponding
to conditions where the peptide was added.
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FIG. 3. P-selectin surface expression is calpain-dependent

A, calpastat, but not calpastat-Ala nor the calpastatin 24-mer, inhibits P-selectin surface
expression on gel-filtered platelets. The extent of P-selectin surface expression from SFLLR-
treated platelets was determined from the geometric mean of P-selectin fluorescence, measured
by flow cytometry (see “Experimental Procedures”). The SFLLR concentration utilized, 50
M, results in maximal P-selectin expression. B, the dose response curve for inhibition of platelet
P-selectin surface expression by calpastat. The ICsq for calpastat inhibition of SFLLR-induced
P-selectin presentation on gel-filtered platelets is 20 pv. Measurement of P-selectin surface
expression was performed as in A.
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FIG. 4. Aggregation of thrombin-stimulated platelets is calpaindependent

Calpastat (50 pw) but not calpastat-Ala (50 pw) inhibits thrombin-induced (1.0 unit/ml) platelet
aggregation. Aggregation of stirred platelets was initiated by thrombin treatment, as described
(see “Experimental Procedures”). The abscissa, indicating time, is marked by broken lines in
intervals of 15 s. The ordinate, indicating percentage of light transmission, is marked by broken
lines in intervals of 10%. 100% and 0% light transmission were defined by buffer and
unaggregated platelets in buffer, respectively. The time of thrombin addition is indicated with
an arrow. Gel-filtered platelets were preincubated with calpastat or calpastat-Ala for 20 min
before recalcification and subsequent addition of thrombin.
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FIG. 5. Spreading of platelets on glass is calpain-dependent

A, calpastat inhibits platelet spreading, dependent upon the calpastatin consensus sequence,
and requires a pre-incubation period of between 30 and 60 min. Platelets were preincubated
with calpastat-Ala (black bar) or calpastat (white bar) peptide (100 pw) for 30, 60, or 90 min
and then spread for 20 min on glass coverslips. The coverslips were fixed, stained with Oregon
Green-phalloidin, and photographed by fluorescence microscopy. The cell areas of the spread
platelets were measured by computerized image analysis (NIH Image 1.61). One area unit
(AU) is 0.625 um2. Although calpastat-Ala demonstrated a 20% nonspecific inhibition of
spreading relative to a vehicle control at 90 min of preincubation (data not shown), this
inhibition was 4-fold less than the 85% inhibition observed for calpastat, compared with the
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vehicle control. Unspread platelets (gray bar) were obtained by treating platelets with 3%
Me,SO, which completely blocks spreading, and allowing them to adhere to glass coverslips
for 20 min as above. B, calpastat inhibits platelet actin remodeling during spreading, dependent
upon the calpastatin consensus sequence. Platelets were incubated with peptide for 90 min and
then spread on glass for 20 min. The coverslips were processed, stained with Oregon Green-
phalloidin, and photographed by fluorescence microscopy. The size bar is 10 um. C, similar
to calpastat, MDL and calpeptin inhibit platelet actin remodeling during spreading. Calpastat
(100 pw), MDL (400 pw), and calpeptin (300 pwm) were used at their respective 1Cgq
concentrations for spreading inhibition. Preincubation times were 90 min for calpastat and
HEPES vehicle control and 10 min for MDL, calpeptin, and the Me,SO vehicle control.
NH4CI (10 pw) treatment for 10 min had no detectable effect on spreading (data not shown).
The coverslips were processed, stained with Oregon Green-phalloidin, and photographed by
fluorescence microscopy. The size bar is 10 um. The ICgo concentrations of inhibitors were
chosen to demonstrate the morphologies of the actin cytoskeleton for calpastat and peptidyl
calpain inhibitor-treated platelets, under conditions of partial and equal spreading.
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TABLE |

Calpain inhibition blocks platelet aggregation

The initial slope of thrombin-induced platelet aggregation was compared at varying concentrations of inhibitor. The
uninhibited rate of aggregation was determined from peptide vehicle (150 mw HEPES-KOH, pH 7.4), in the case of
calpastat and calpastat-Ala, or Me,SO vehicle, in the case of calpeptin, MDL, and E64d. NI indicates that no inhibition
of aggregation occurred with calpastat-Ala, at the concentrations used for calpastat, and that no inhibition of aggregation
occurred with NH,4CI lysosomal inhibition. Rates of thrombin-induced (0.05 units/ml) aggregation of gel-filtered
platelets were measured during the first 15 s of aggregation, immediately following shape change. Thrombin-induced
shape change was not affected by any of the inhibitors.

Inhibitor 1Cy
1Y
Calpastat 50
Calpastatin 24-mer NI
Calpastat-Ala NI
Calpeptin 150
MDL 240
E64d 340
NH,CI (10 mm) NI

J Biol Chem. Author manuscript; available in PMC 2009 August 17.



1duasnue Joyiny vd-HIN 1duasnue Joyiny vd-HIN

1duosnue Joyiny vd-HIN

Croce et al. Page 21

TABLE Il
Calpain inhibition blocks platelet spreading
The quantitation of platelet spreading on glass coverslips was compared at varying concentrations of inhibitor. The
uninhibited extent of spreading was determined from peptide vehicle (150 mu HEPES-KOH, pH 7.4), in the case of
calpastat and calpastat-Ala, or Me,SO vehicle, in the case of calpeptin, MDL, and E64d. NI indicates that no inhibition
of spreading occurred following treatment of platelets with calpastat-Ala, or following lysosomal inhibition with
NH4CI. The distribution of spread and unspread platelets is bimodal under these conditions.

Inhibitor I1Cy
Pm
Calpastat 35
Calpastat-Ala NI
Calpeptin 200
MDL 200
E64d >250
NH,CI (10 mm) NI
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