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Online Resource 1 Quantification of shear stress-induced cell alignment 

Frequency distribution graphs representing the degree of cell orientation: (A) under shear stress and (B) in 

static; (C) in the absence and (D) presence of receptor antagonists; (E) in cells transfected with scrambled 

and (F) P2Y2 receptor-specific siRNA; and (G) in cells expressing the P2Y2 RGD WT receptors and (H) 

P2Y2 RGE mutant receptors. The maximal percentage of cells aligned at 45o angle (direction of flow) in 

all of the controls under shear stress (A, C, E, G) compared to the random orientation observed in the 

experimental groups (B, D, F, H). The asterisk represents statistical significance of percent cells aligned 

in the direction of flow (*P ≤ 0.05). 

 

Online Resource 2 Validation of knockdown P2Y2 receptor protein expression 

Representative immunoblots (A) probed with the anti-P2Y2 and anti-HA antibodies. The 42 kDa band 

corresponding to P2Y2 was confirmed using anti-HA antibodies in lysates from HUVECs overexpressing 

the HA-tagged P2Y2 RGD WT receptors. (B) Representative immunoblots and bar graph show shear 

stress to increase P2Y2 protein in cells transfected with scrambled (Scr.) siRNA relative to the static Scr. 

siRNA control (#P ≤ 0.05). Under shear stress conditions, the HUVECs show decreased receptor 

expression in the presence of P2Y2-specific siRNA (*P ≤ 0.05). n = 4 experiments 
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