Effect of recombinant botrocetin and mutated botrocetin on the mouse platelet agglutination
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Introduction. Botrocetin derived from snake venom binds to von Willebrand Factor (VWF) and induces platelet agglutination via glycoprotein (GP) Ib-binding in vitro as like antibiotic ristocetin. Recombinant mutant botrocetin (Argb115Glu/Lysb117Glu) binds to human VWF but it does not induce platelet agglutination, to the contrary it inhibits ristocetin-induced platelet agglutination. 
Aims. We evaluate antithrombotic potency of mutated botrocetin in mouse and investigate its effect on the GP Ib-VWF axis. 
Methods. Platelet-rich plasma (PRP) obtained from ICR male mice (6 months old) was stimulated by wildtype recombinant botrocetin (B0), two points mutated botrocetin (B2: Argb115Glu/Lysb117Glu) or three points mutated ones B3-1 (Glub18Arg in addition) and B3-2 (Aspb62Lys in addition) at 0.5-3.0 µg/mL. Platelet agglutination was measured by light-transmission method and the result was described as maximal agglutination ratio (%max) and as Area Under the agglutination Curve (AUC).
Results. Both B0 and B2 similarly induced mouse platelet agglutination, in spite of a little difference in potency and agglutination pattern (maximal AUCs were 4,937±313 and 5,222±955, respectively. n=5 and 6). B3-1 and B3-2 did not induce agglutination up to 3.0 µg/mL (AUCs 674±306 and 74±19, respectively. n=6) as like human PRP.
Discussion. Three points mutated botrocetin revealed a possibility for platelet regulation via GPIb-VWF axis. We would like to further investigate whether B3s actually bind to VWF and inhibit platelet agglutination.
