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Figure S1. THC does not exert cytotoxic effect on human platelets in vitro. 

Human gel-filtered platelets were pre-incubated with THC (0.5, 1, or 10 µM) or the 

vehicle control (0.05% DMSO) for 40 min. The leakage of lactate dehydrogenase 

(LDH) from platelets was measured to evaluate the cytotoxic effect of THC. The 

extent of LDH leakage was expressed as % of total enzyme activity measured in 

platelets completely lysed with 10% sodium dodecyl sulphate (SDS; positive control). 

Data were presented as means ± SEM. *** P < 0.001 versus 10% SDS as assessed by 

a one-way ANOVA followed by the Newman–Keuls test (n=5). NS, not significant 

difference.  

 

 

 

 

 

 



 

Figure S2. Effect of MAPK inhibitors on phosphorylation of Erk1/2, JNK1/2 and 

p38 MAPK in thrombin-activated platelets in vitro. Human gel-filtered platelets 

were pre-incubated with Erk1/2 inhibitor U0126 (2.5, 5, or 10 µM), JNK1/2 inhibitor 

SP600125 (5, 10, or 20 µM), or p38 MAPK inhibitor SB203580 (10, 20, or 30 µM) or 

the vehicle control (0.05% DMSO) for 40 min, followed by the treatment of 

thrombin (0.5 U/mL) for additional 10 min. Proteins in total cell lysates were 

analyzed by Western blot to assess the phosphorylation of Erk1/2 (Thr
202

/Tyr
204

) (A), 

JNK1/2 (Thr
183

/Tyr
185

) (B) and p38 MAPK (Thr
180

/Tyr
182

) (C). Data were expressed 

as the means ± SEM (n=3). **P < 0.01 and ***P < 0.001 versus control as assessed 

by a one-way ANOVA followed by Dunnett’s t-test. 

 

 

 

 

 

 

 

 



 

Figure S3. The role of PI3K/Akt signaling pathway in THC-mediated platelet 

TxA2 generation and PF4 secretion in vitro. (A) Human gel-filtered platelets were 

pre-incubated with THC (10 µM) or the vehicle control for 40 min in the absence or 

presence of a pan PI3K inhibitor wortmannin (100 nM), followed by the treatment of 

thrombin (0.5 U/mL) for additional 10 min. The levels of TxA2 generation were 

measured. **P < 0.01 versus the vehicle control, 
#
P < 0.05. (B) Human gel-filtered 

platelets were pre-incubated with wortmannin (100 nM) or the vehicle control for 40 

min, followed by the treatment of thrombin (0.5 U/mL) for additional 10 min. 

Platelets were lysed and Western blot was performed to assess phosphorylation levels 

of PI3K at Tyr
458

. **P < 0.01; NS, not significant difference. (C) Human gel-filtered 

platelets were pre-incubated with THC (10 µM) or the vehicle control for 40 min in 

the absence or presence of 100 nM wortmannin, 5 µM U0126, 10 µM SP600125, or 

20 µM SB203580, followed by the stimulation of 0.5 U/mL thrombin for 5 min. The 

levels of platelet released PF4 were measured. ***P < 0.001 versus the vehicle 

control, 
#
P < 0.05. All data were presented as means ± SEM and the statistical 

significance was assessed by a one-way ANOVA followed by the Newman–Keuls 

test (n=3) 



 

Figure S4. THC decreases platelet phosphatidylserine exposure in vitro. Human 

gel-filtered platelets were pre-incubated with THC (0.5, 1, or 10 µM) or the vehicle 

control for 40 min, followed by the treatment of thrombin (1 U/mL) for additional 

30 min and then Annexin V was used to assess platelet phosphatidylserine (PS) 

exposure by flow cytometry. Data were presented as means ± SEM (n=3). ***P < 

0.001 versus the vehicle control as assessed by a one-way ANOVA followed by 

Dunnett’s t-test. 

 

 

 

 

 

 

 



 

Figure S5. Effects of THC on platelet intracellular calcium concentration and 

PKCθ phosphorylation and their roles in TxA2 generation and PF4 release in 

vitro. (A) Human gel-filtered platelets were pre-incubated with THC (0.5, 1, or 10 µM) 

or the vehicle control for 40 min, followed by the treatment of 0.5 U/mL thrombin or 

2 µg/mL collagen for additional 5 min. The intracellular Ca
2+

 concentration were 

measured. (B-C) Human gel-filtered platelets were pre-incubated with THC (10 µM) 

or the vehicle control for 40 min in the absence or presence of a Ca
2+

 ionophore 

A23187 (10 μM), followed by the treatment of 0.5 U/mL thrombin for additional 10 

min. The phosphorylation of cPLA2 (B) and TxA2 generation (C) were measured. 

(D-E) Human gel-filtered platelets were pre-incubated with THC or the vehicle 

control for 40 min, followed by the treatment of 0.5 U/mL thrombin or 2 µg/mL 

collagen for additional 10 min and the phosphorylation of PKCθ at Thr
538

 was 

measured. (F-G) Human gel-filtered platelets were pre-incubated with THC (10 µM) 

or the vehicle control for 40 min in the absence or presence of a pan-PKC inhibitor 

sotrastaurin (1 μM), followed by the treatment of 0.5 U/mL thrombin for additional 

10 min. The levels of platelet TxA2 generation (F) and PF4 release (G) were 



measured. Data were presented as means ± SEM (n=3). *P < 0.05, **P < 0.01 and 

***P < 0.001 versus the vehicle control as assessed by a one-way ANOVA followed 

by Dunnett’s t-test in A, D and E. **P < 0.01 and ***P < 0.001 versus the vehicle 

control, 
#
P < 0.05, 

##
P < 0.01 and 

###
P < 0.001, NS (not significant difference), as 

assessed by a one-way ANOVA followed by the Newman–Keuls test in B, C, F and 

G. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

Figure S6. Effects of curcumin and THC on platelet TxA2 generation and 

granule release in vitro. Human gel-filtered platelets were pre-incubated with 

curcumin (0.5, 1, or 10 µM) or THC (10 µM) or the vehicle control (0.05% DMSO) 

for 40 min, followed by the treatment of 0.5 U/mL thrombin (A-C) or 2 µg/mL 

collagen (D-F) for additional 10 min under stirring condition. The levels of TxA2 

generation (A and D) and released PF4 (B and E) and CCL5 (C and F) were 

measured (n=3). Data were presented as means ± SEM. *P < 0.05, **P < 0.01 and 

***P < 0.001 versus the vehicle control as assessed by a one-way ANOVA followed 

by Dunnett’s t-test; NS, not significant difference. 
#
P < 0.05 as assessed by unpaired 

Student’s t-test in D-F.  

 

 


