
Supplementary Figure 1. Expression of PDGF-BB in different tumours 

(A) Conditioned medium collected from human cancer cell lines (Hela, HepaG2, 

HEK293T, MCF-7, Colon205, A549, and PANC-1) after 48 h of culture was 

evaluated for PDGF-BB secretion levels by ELISA kit.  

(B) PDGF-BB mRNA and protein levels of A549, MCF-7-Mock, and MCF-7-PDGF 

were detected by RT-PCR analysis and Western blotting analysis, respectively.  

(C) The total levels of both SDF-1α and PDGF-BB in A549 and MCF-7 tumour 

tissues were detected by Western blotting analysis. 

 

 



Supplementary Figure 2. Effects of SDF-1α/CXCR4 axis on PDGF-BB-induced 

pericyte recruitment in tumour neovasculature in vivo 

(A) Immunohistochemistry assay showed the microvessel density in A549 tumour 

tissues. The vasculature was stained with CD105 (Endoglin), as indicated by white 

arrows.  

(B) Immunohistochemistry assay showed the microvessel density in MCF-7 tumour 

tissues. The vasculature was stained with CD105 (Endoglin), as indicated by white 

arrows. 

Images and quantification primarily limited to 1 mm from the edge of the tumour 

margin. Error bars represent SEM. Scale bar, 100 μm. 



Supplementary Figure 3. CXCR4 expression on HASMCs and primary pericytes 

(A) Confocal analysis of sections were double stained for NG (red) and CXCR4 

(green) in the vasculatures of tumours grown from A549. 

(B) Isolation of primary pericytes from tumour tissue was performed with anti-NG2 

antibody by MACS. The expression of CXCR4 in NG2+ cells was detected by FACS.  

(C) The effects of PDGF-BB (20 ng/ml) and SDF-1α (50 ng/ml) on the CXCR4 

expression in HASMCs at 6 and 12 h were examined by Western blotting analysis and 

RT-PCR, respectively. 

(D) The amount of surface-bound SDF-1α in HASMCs was revealed by FACS. Black: 

control; pink: SDF-1α; green: SDF-1α+AMD3100. 

 

 



Supplementary Figure 4. SDF-1α promotes the motility of HASMCs. 

(A) Chemotaxis assay was carried out with trans-well culture chambers. Growth 

medium containing 100 ng/ml SDF-1α, or together with AMD3100 (10 nM), was 

added to the lower wells. 2×104 HASMCs were seeded into the upper wells. After 16 

h, migrated cells were examined (left panel) and quantified (right panel).  

(B) The confluent HASMC monolayer was scraped by a razor blade, and treated with 

SDF-1α (100 ng/ml) or together with AMD3100 (10 nM) in serum-free medium. The 

monolayer wound was photographed after 0, 18, 36 h (left panel). The number of cells 

that crossed the wound over time was counted (right panel).  

(C) HASMCs were treated with PDGF-BB plus AMD3100 (0, 10, and 50 nM) for 24 

h. Co-IP assay was performed to detect the phosphorylation of PDGFRβ. 

(D) HASMCs were treated with AMD3100 (0, 5, 10, and 50 nM) for 24 h. Western 

blotting analysis was performed to detect the levels of apoptosis markers as indicated. 

All the trans-well, migration, and recruitment experiments were repeated at least 

twice and more than 3 wells for each treatment. Five fields (Magnification: ×100) 

were counted for each test in each experiment (n=5). Average values of three 

independent measurements are shown. * or # indicates p<0.01, ** or ## indicates 

p<0.005, compared to control. Error bars represent SEM. 



Supplementary Figure 5. PDGF-BB induces SDF-1α expression via PDGFRβ. 

(A) PDGFRβ mRNA and protein levels of HUVECs, HMECs, and HASMCs were 

detected after treatment with 20 ng/ml PDGF-BB for 0 and 12 h, respectively. 

(B) FACS showed the expression level of PDGFRβ in (a) non-treated HUVECs, (b) 

HUVECs treated with A549 conditioned media, (c) HMECs, and (d) HASMCs. Green: 

PDGFRβ; Black: IgG. 

(C) RT-PCR analysis showed the mRNA level of the indicated endothelial cell 

markers in HUVECs (treated with/without A549 conditioned media) and HMECs. 

(D) Confocal Z-sections with the increment of 1 μm (left panel) and a 3D stack (right 

panel) showed the membrane localization of PDGFRβ in HMECs. Scale bar, 5 μm. 

(E) PDGFRβ, SDF-1α, and β-Actin mRNA and protein levels in the lysates of 

HMECs (treatment with the indicated agents, or siRNA transfection) were detected by 

RT-PCR and Western blotting analysis, respectively. PDGFRβ was also 

immunoprecipitated from indicated lysates using rabbit polyclonal anti-PDGFRβ 

antibody, followed by Western blotting analysis with antibody to p-Tyr. The blot was 

stripped and re-probed with PDGFRβ. 

(F) FACS showed the expression level of NG2 and CD45 in isolated TECs. Green: 

CD45; Pink: NG2; Black: IgG. 



Supplementary Figure 6. PDGF-BB induces SDF-1α expression via HIF-1α. 

(A) RT-PCR and (B) real time RT-PCR showed the increased HIF-1α mRNA level of 

HMECs, either with 20 ng/ml PDGF-BB treatment for the indicated time, or 8 h 

treatment with the indicated doses. 

(C) Immunofluorescence assay showed the localization of HIF-1α. HMECs were 

treated with PBS, PDGF-BB, or CoCl2, respectively. Representative photographs are 

shown. Scale bar, 10 μm. 

(D) PDGF-BB stimulated HIF-1α reporter gene (HRE) in the luciferase activity assay. 

HMECs (mock, or si-HIF-1 transfected) were co-transfected with pGL-HRE-luc and 

pRL-TK constructs, then treated with PDGF-BB for 8 and 16 h. Fold increase in 

luciferase activity was shown. Error bars represent SEM. 



Supplementary Figure 7. Involvement of the PI3K/Akt pathway on the 

PDGF-BB-mediated SDF-1α expression 

(A) In the presence of PDGF-BB stimulation, HMECs were treated with inhibitors of 

Akt (triciribine: 20 nM), and ERK (U0126: 10 μM) for 8 h. Cell lysates were blotted 

with different antibodies as indicated. PDGFRβ was immunoprecipitated from lysates 

using rabbit polyclonal anti-PDGFRβ antibody, followed by Western blotting analysis 

with p-Tyr antibody. The blot was stripped and reprobed with PDGFRβ.  

(B) HMECs were treated with inhibitors of PI3K (LY294002: 20 nM), Akt (triciribine: 

20 nM), mTOR (rapamycin: 50 nM), and NFκB (BAY 11-7082: 50 nM) for 8 h, 

respectively. Cell lysates were blotted with different antibodies as indicated. 

(C) Confocal microscopy of HIF-1α immunostaining was performed in HMECs. 

HMECs were treated with LY294002, triciribine, and rapamycin, respectively. 

Immunofluorescence assay was performed to detect the translocation of HIF-1α. A 

representative photograph was shown. Scale bar, 10 μm. 

 



Supplementary Figure 8. The expression of SDF-1α in vSMC/pericytes.  

The SDF-1α mRNA level of vSMC/pericytes was detected by RT-PCR. Both 

HASMCs and 10T1/2 were treated with 20 ng/ml PDGF-BB for 8 h. HMECs and 

TECs served as positive controls.  

 



Supplementary Figure 9. The expression of immune cell markers in A549 tumour 

tissues. 

Western blotting analyses of the indicated immune cell markers in A549-S.C., 

A549-shPDGF-BB, A549 treated with anti-PDGF-BB antibody, and A549-S.C. 

treated with AMD3100, respectively. 

 


