Heme induces human and mouse platelet activation through C-type-lectin-like receptor-2
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Figure S1: Hemin-mediated human platelet activation does not depend on
oxidative stress. (A, B) Human washed platelets (2x10%/ml) were incubated with hemin
(6.25 M) in the presence of Ca®* (2mM). N-acetyl cysteine (NAC, 100 pM) was
incubated with platelets for 5 minutes prior to addition of hemin. Platelet aggregation
was assessed for 6 minutes using light transmission aggregometry (n=3).
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Figure S2: Recombinant human CLEC-2 (hFc-CLEC-2) inhibits platelet
agglutination by high concentrations of hemin. Human washed platelets (2x10%/ml)
were incubated with hemin (50uM). Platelet aggregation was assessed using light
transmission aggregometry. Ibrutinib (500nM), PP2 (20uM), PRT-060318 (20uM), TAK-
242 (10uM), Cangrelor (10uM), Indomethacin (10uM) were preincubated for 5 min with
platelets prior hemin addition. Recombinant hFc-CLEC-2 (50ug/ml) was preincubated
with hemin for 15 minutes at 37°C prior addition to platelets. Histogram data are shown
as mean = SD. The statistical significance was analyzed using a one-way ANOVA with



Tukey’s multiple comparisons test using Prism 8 (GraphPad Software Inc, USA).
Significance is shown compared to control *p < 0.05.



