
 

Figure S1. PCA inhibits collagen-induced ROS generation in human platelets in vitro. 

Gel-filtered human platelets were pre-incubated with PCA (0.25, 0.5, or 1 µM) or vehicle 

control for 50 min. Platelets were then incubated with ROS/Superoxide Detection Mix for 40 

min in the presence or absence of 5 μg/mL collagen. Changes in fluorescence intensity were 

measured using an ELISA reader at excitation/emission wavelength of 490 nm/525 nm. Data 

was presented as mean ± SEM. ** P < 0.01 and *** P < 0.001 versus the vehicle control 

using ANOVA followed by Dunnett’s t-test (n=3).  

 

 

 

 

 



 

Figure S2. Effects of PCA on platelet aggregation and activation in human 

gel-filtered platelets in vitro. (A-B) Human gel-filtered platelets were pre-incubated 

with PCA (1 µM) or the vehicle control for the indicated times. Platelet aggregation 

was stimulated by 0.2 U/mL thrombin (A) or 2 µg/mL collagen (B). Data are 

expressed as the means ± SEM (n=4). *P < 0.05 and **P < 0.01 as assessed by 

unpaired Student’s t-test. NS, no significant difference. (C) Human gel-filtered 

platelets were incubated with PCA (0.25, 0.5, or 1 µM) or the vehicle control for 50 

min. Platelet surface expression of CD62P was analyzed by flow cytometry after 

adding 1 U/mL thrombin to activate platelets for 2 min. Data are expressed as the 

means ± SEM (n=3). *P < 0.05 and **P < 0.01 versus control as assessed by ANOVA 

followed by Dunnett’s t-test. 

 



 

Figure S3. Effects of PCA on the expression of Bax and Bcl-xL, and PS exposure 

in thrombin-stimulated gel-filtered platelets in vitro. Human gel-filtered platelets 

were incubated with PCA (0.25, 0.5, or 1 µM) or the vehicle control for 50 min in the 

presence of 1 U/mL thrombin. Proteins in total cell lysates were analyzed by Western 

blotting to assess the expression levels of Bax (A) and Bcl-xL (B). (C-D) Annexin V 

was used to assess platelet PS exposure by flow cytometry. Data are expressed as the 

means ± SEM (n=3). *P < 0.05, **P < 0.01 and *** P < 0.001 versus control as 

assessed by ANOVA followed by Dunnett’s t-test. 

 



 

Figure S4. Effects of PCA on phosphorylation of Erk1/2, JNK1/2, p38 MAPK, 

PKCδ and Syk in H2O2-treated human gel-filtered platelets in vitro. Human 

gel-filtered platelets were pre-incubated with PCA (0.25, 0.5, or 1 µM) or the vehicle 

control for 50 min followed by the treatment of H2O2 (1 mM) for additional 50 min. 

Proteins in total cell lysates were analyzed by Western blotting to assess the 
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± SEM (n=3). *P < 0.05, **P < 0.01 and ***P < 0.001 versus control as assessed by 

ANOVA followed by Dunnett’s t-test. 

 



 

Figure S5. Effects of PCA on tail bleeding time in mice. Anesthetized male 

C57BL/6J mice (6-8 weeks old) were injected with PCA (0.09 μg/g body weight) or 

the vehicle control (DMSO) intravenously via the tail vein. Fifty minutes after the 

injection, the tail bleeding time was measured, according to the methods described in 

Materials and methods. Data are expressed as the means ± SEM (n=10) and assessed 

by unpaired Student’s t-test. NS, no significant difference. 

 


