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Table S1 Primer sequences. 18 
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 Table S2 Screening for miRNAs regulating CD146. 21 

 22 

23 



 

4 

 

Table S3 Algorithmic prediction of putative NF-B binding sites within the miR-329 24 

promoter.  25 
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 28 

FIG S1. Two screening strategies for miRNAs targeting endothelial CD146. 29 
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 32 

FIG S2. miR-329 down-regulates CD146 in HMECs. (A and B) Different doses of 33 

miR-329 mimics or control miRNA (miR ctrl) were transfected into HMECs. The protein 34 

and mRNA levels of CD146 were measured by western blot (A) or quantitative 35 

real-time PCR (B), respectively. GAPDH was used as an internal control. The mRNA 36 

expression was relative to that in HMECs transfected with control miRNA. (C and D) 37 

miR-329 inhibitor (anti-miR-329) or control anti-miRNA (anti-miR ctrl) (50 nM) was 38 

transfected into HMECs. The protein and mRNA expression of CD146 were analyzed 39 

by western blot (C) or quantitative real-time PCR (D), respectively. GAPDH was used 40 

as an internal control. The mRNA expression was relative to that in HMECs transfected 41 

with control anti-miRNA. **P<.01, ***P<.001. Error bars represent ± s.d. Data are 42 

representative of three independent experiments. 43 
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 46 

FIG S3. miR-329 does not impair TNF--induced NF-B activation. NF-B activation 47 

(NF-B p65 phosphorylation and IBdegradation) induced by TNF- was determined 48 

by western blot after HUVECs were transfected with miR-329 or co-transfected with 49 

CD146 ORF (open reading frame without a 3’UTR). GAPDH was used as an internal 50 

control for IB. Total p65 served as an internal control for p-p65.  51 
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 53 

FIG S4. miR-329 regulates CD146 expression in HUVECs. (A) HUVECs were 54 

transfected with anti-miR-329 or co-transfected with CD146 siRNA as indicated. The 55 

expression of CD146 was measured by western blot. GAPDH served as an internal 56 

control. (B) HUVECs were transfected with miR-329 or co-transfected with CD146 57 

ORF (open reading frame without 3’UTR) as indicated. Protein levels of CD146 were 58 

determined by western blot. GAPDH was used as an internal control. *P<.05, **P<.01, 59 

***P<.001. Results are presented as the mean ± s.d. of three independent assays. 60 

 61 

62 



 

9 

 

 63 

FIG S5. miR-329 inhibits VEGF- and TNF--induced endothelial cell tube formation 64 

and migration. VEGF-induced cell migration (A) or tube formation (B) was measured 65 

after HUVECs were transfected with miR-329 or co-transfected with CD146 ORF. The 66 

number of migrated cells or the length of the vessels was measured from 3 67 

independent assays. TNF--induced cell migration (C) or tube formation (D) was 68 

determined in HUVECs with transfections as indicated. The number of migrated cells 69 

or the length of the vessels was quantified and presented in the histogram. *P<.05, 70 

**P<.01, ***P<.001. Results are presented as the mean ± s.d. of three independent 71 

assays. 72 


