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ABSTRACT Objective: To investigate the LSA-mediated signal transduction and to investigate PLC 2-induced platelet aggregation

and secretion. Methods: LSA-induced platelet activation and signaling molecules involved were studied by enzyme-linked

immunosorbent assay ligand - receptor binding and platelet aggregation and secretion experiments. Results «l1bg3 on the LIBS epitope

expression increased significantly by LSA. PLC 2 tyrosine activation may be involved in this signaling. Conclusion: LSA-mediated signal

transduction was mediated by the 33. LSA could cause activator secretion which was not depend on the aggregation, and it could lead to

aggregation activator-dependentallbg3 signaling.
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Table 1 «llbB3 on the LIBS epitope expression was increased by LSA
a D3 b LIBS-1 LIBS-6 PMI-1
Additives a D3 epitope expression b
(6) ®) (©) (6)
No peptide 1.350+0.054 1.358+0.021 1.070+0.035 1.180+ 0.013
LSARLAF 0.721+0.047 0.602+0.062 0.481+0.039 0.599+0.044
FRALASL 1.402+0.050 1.247+0.023 1.024+0.071 1.140+0.026
RGDS 0.536+0.038 0.565+0.017 0.355+0.013 0.623+0.029
L10 0.839+0.032 0.720+0.021 0.589+0.018 0.733+0.036
a. 1 / b. ELISA allbp3 LIBS 1 /
EDTA allbp3  LIBS allbp3  LIBS .

Note: aFinal peptide concentration was 1 mM. bThe competitive ELISA assay used for detection of expression of the LIBS epitopes on 1lb 3 is based on a
previously published technique (see LK Jennings et al Thromb Haemost 2000; 84:1095-102). In this assay decreased binding of the LIBS antibody to
wells coated with EDTA-dissociated ?1Ib?3 indicates increased expression of the LIBS epitope on the soluble IIb 3 receptor when treated with peptide.

Each reported value is the mean of quadruplicate determinations +standard deviations of the data. The number of experiments is shown in parentheses
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Fig.1 PLC 2 function is required for LSA-induced secretion and platelet
aggregation. PLC 2 -/- platelets did not aggregate, secrete ATP or produce
TxA2to alow (375 M) (a, c) or high (750.M)(b, c) level of LSA.
Platelets stimulated with a high level of LSA were also stimulated in the
presence of 5mM EDTA because a high level of LSA causes a low level of
agglutination (platelet-platelet interaction that is not dependent on
fibrinogen). This test facilitates recognition of a platelet response as
aggregation rather than agglutination. The response of the PLC 2 -/-
platelets to a high level of LSA was agglutination, not aggregation.
Exogenous fibrinogen or ADP did not restore aggregation of ATP
secretion (not shown). Data were obtained from three tests. Bars
represent means + S.E.M.
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Fig.2 LSA stimulation of platelets causes some ATP secretion and TxA2
production that is not dependent on I1b 3 crosslinking by fibrinogen. Wild
type platelets were incubated with the mAb 1B5 (10 p.g/ml), a hamster
monoclonal anti-mouse I1b 3 antibody, or control hamster IgG (10 wg/ml)
for 10 minutes before stimulation with a low concentration (375 M) of
LSA. The mAb 1BS5 inhibited platelet aggregation (a) and most, but not all
ATP secretion and TxA2 production (b). The platelets secreted about twice
the resting level of ATP and TxA2 in the absence of aggregation (P< 0.05)
thereby demonstrating that a low level of LSA can directly cause secretion
in the absence of aggregation. This experiment was repeated using
mepacrine loaded platelets27 treated with 5mM EDTA rather than mAb
1B5 to prevent aggregation. Platelets stimulated with a low level of LSA
in the presence of EDTA secreted about 25% of their dense granule
contents as reflected by the loss mepacrine fluorescence (P<0.01) (c).
These platelets also produced about 2.7 folds more TxA2 than the resting
platelets (P<0.05)
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