
Supplemental figure legends 

Figure S1. Primary colonic epithelium and murine and human colon carcinoma 

cell lines express GMCSF receptor. (A) On day 100 after initiation of DSS drinking, 

colonic epithelial cells were extracted and GMCSFRα expression was detected by 

real-time RT-PCR. Each group consists of 4-5 mice. **, P<0.01. (B) The expression 

of GMCSF receptor α and β subunits in CT26 cells were examined by RT-PCR. As 

positive control, murine macrophage (RAW264.7) was used. (C) GMCSF receptor 

expression in HCT116 cells was detected by flow cytometry. 

 

Figure S2. CT26 cell line expresses the receptor of IL-6, IL-1β or VEGF. IL-6 

(green line), IL-1 (black line), VEGF (blue line) receptor expression in CT26 cells 

was detected by flow cytometry. 

 

Figure S3. GMCSF elicits IL6 and IL1β expression in CEC. CT26 cells were 

exposed to GMCSF (20 ng/ml) for 48 hr. IL6 and IL1β expression was detected by 

quantitative RT-PCR. The experiments were repeated 3 times.*, P<0.05; **, P<0.01 

vs untreated controls. 

 

Figure S4. Blockade of GMCSF or VEGF bioactivity decreases the number of 

proliferative epithelial cells. On day 100 after initiation of DSS drinking, the 



proliferation of colonic epithelial cells (Ki67-positive, brown) in tumor tissues of 

mice with treatment of anti-GMCSF (A) or anti-VEGF (B) was determined. 

Representative images from three independent experiments were shown. Scale bar: 

50μm. The percentage of Ki-67-positive cells among all crypt cells in colons of anti-

GMCSF or VEGF-treated mice was enumerated.  

 

Figure S5. Blockade of GMCSF or VEGF activity regulates the expression of cell 

cycle genes in IEC. On day 100 after CAC induction, CEC from mice treated with 

neutralizing antibody to GMCSF (A) or VEGF (B) as well as isotypes was isolated 

and a set of cell cycle genes (c-myc, c-myb, cyclin A2, cyclin D1, cyclin E, CDK1, 

CDK2, CDK4, CDK6, PCNA) was examined by quantitative RT-PCR. Each group 

consists of 5-6 mice and the experiments were repeated 3 times. *, P<0.05; **, 

P<0.01. 

 

Figure S6. GMCSF drives VEGF expression on HCT116 cell line. (A) HCT116 

cells (1×10
6
/ml/well) were seeded in 6-well culture plates and stimulated with 

recombinant human GMCSF at indicated doses for 48 hr. After incubation, cells were 

collected and VEGF expression was examined by real-time RT-PCR. The experiments 

were repeated 3 times. (B) HCT116 cells were stimulated with GMCSF at indicated 

doses for 15 min. The protein was extracted and phosphorylation of ERK1/2 was 



examined by immunoblotting. (C) HCT116 cells were preincubated with ERK1/2 

inhibitor (U0126, 1 μM) for 30 min respectively, and stimulated with GMCSF (50 

ng/ml) for 48 hr. VEGF expression was determined by quantitative RT-PCR. The 

experiments were repeated 3-4 times with similar results. *,P<0.05; **,P<0.01vs 

untreated controls. 

 

Figure S7. Primary CEC and CT26 cells express TLR4. (A,B) on day 100 after 

CAC induction, CEC was isolated and TLR4 expression was examined by 

quantitative RT-PCR (A) and flow cytometry (B). (C) CT26 cells were labeled with 

anti-TLR4 antibody and detected by flow cytometry. The data were pooled from two 

independent experiments. Each group consists of 3-4 mice.  

  



 

  



 

  



 

  



 
  



 

  



 
  



 

 


