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Supplementary Material to Xiong et al. “The anti-inflammatory 

vasostatin-2 attenuates atherosclerosis in ApoE-/- mice and inhibits 

monocyte/macrophage recruitment” (Thromb Haemost 2017; 117.2) 

 

 

 
 

Suppl. Figure 1. Metabolic profiles of ApoE
-/-

 mice after PBS or recombinant 

human VS-2 treatment. Intraperitoneal glucose tolerance test (n=7/group) (A), 

average body weight (n=15/group) (B), serum levels of triglycerides (TG) and total 

cholesterol (TC) (n=10/group) (C) and recombinant VS-2 as well as inflammatory 

cytokines (n=8-12/group) (D) from ApoE
-/-

 mice fed a HFD after treatment. Aortic 

tissue level of recombinant VS-2 (n=3/group) (E) presented in the bottom. Values are 

expressed as mean ± SEM. Statistical analyses were performed using Student’s t-test 

or Mann-Whitney U test. * P < 0.05 compared with PBS group. 
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Suppl. Figure 2. VS-2 treatment reduced TNF-α caused leukocyte-endothelium 

interactions in C57BL/6 mice. (A-D) Representative images of rolling and adhesive 

leukocytes within mesenteric venules from male C57BL/6 mice (6 weeks) treated 

with PBS (negative control), TNF-α (3ug, positive control), TNF-α after pretreatment 

of recombinant VS-2 (20ug) or VS-2 (20ug) by intraperitoneal injections. 

Quantification of leukocytes rolling and adhesion to the vascular wall are shown 

(n=3-4/group). Leukocytes attached to the vessel wall for > 5 s were defined as 

adhering cells. Values are expressed as mean ± SEM. Statistical analyses were 

performed using Mann-Whitney U test. 
*
 P < 0.05 vs PBS or TNF-α positive group. 
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Suppl. Figure 3. VS-2 treatment leads to decreased levels of MCP-1 and adhesion 

molecules VCAM-1, ICAM-1 and E-selectin in HUVECs and MCP-1 in 

peritoneal monocyte-macrophages induced by TNF-α. Western blot analyses of 

MCP-1 or adhesive molecules expression from cell lysates of HUVECs (A) and 

peritoneal monocyte-macrophages (B). Quantification of MCP-1 level in cell 

supernatant was shown in (C-D) (n=4/group). Values are expressed as mean ± SEM. 

Statistical analyses were performed using Mann-Whitney U test.
 *
 P < 0.05 vs control 

or TNF-α positive group. 
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Suppl. Figure 4. VS-2 inhibits the chemotaxis of inflammatory 

monocytes/macrophages in thioglycollate-induced peritonitis model. (A) Flow 

cytometric analysis of peritoneal lavage 48 hours after intraperitoneal injection of 3% 

thioglycollate with or without i.v. pretreatment of recombinant VS-2. The lavage cells 

were stained with fluorescent label conjugated CD11b, F4/80 and Ly-6C antibodies. 

(B) Quantification of recruited CD11b
+
F4/80

+
Ly-6C

+
 monocytes/macrophages in the 

peritoneal lavage exudate (n=3 mice/group). Values are expressed as mean ± SEM. 

Statistical analyses were performed using Mann-Whitney U test.
 *
 P < 0.05 vs control 

or thioglycollate-stimulated positive group. 
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Suppl. Figure 5. VS-2 treatment does not affect the expression of CCL-5 and 

CCR-5. (A) Western blot analyses of CCL-5 expression from aorta lysates and band 

densitometry was quantified (n=3/group). (B) Western blot analyses of CCR-5 

expression from mouse primary monocyte lysates and band densitometry was 

quantified (n=3/group). Values are expressed as mean ± SEM.  

 


