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[ABSTRACT] AIM: To study the effects of Cripto gene on vascular endothelial growth factor ( VEGF) of colon
carcinoma cells. METHODS ; Cripto siRNA was designed and constructed. Colon cancer LS — 174T cells were divided into
4 groups: control group and different dose (3.125, 6.25 and 12. 5 nmol/L) of siRNA groups. After transfected for 24, 48
and 72 h, colon cancer cells were harvested to carry on the next tests. Expression of Cripto mRNA was determined with real

- time PCR, and immunofluorescence isothiocyanate ( FITC) labeling assay and Northern blotting were performed to exam-
ine the expression of protein and mRNA of VEGF, respectively. The cells in control group and cells transfected with 12. 5
nmol/L siRNA were inoculated into nude mice respectively. 30 days after inoculated, the mice of two groups were execu-
ted, and immunohistochemical (ICH) assay was used to evaluate the VEGF protein of mice tumor. RESULTS; siRNA
down - regulated the Cripto mRNA in a dose and time dependent manner. Protein and mRNA of VEGF in transfected cells
reduced in a dose and time dependent manner. Compared to control, the expression of VEGF protein from ICH assay was
lowered significantly (P <0.05). CONCLUSION: Cripto gene might contribute to the regulation of angiogenesis of colon
carcinoma. The down — regulation of Cripto gene by siRNA can suppress angiogenesis of human colon cancer.
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Tab 1 Effects of Cripto siRNA on VEGF mRNA in colon cancer
cell line LS —174T (x +s. n=3)

24 h 48 h 72h
Control 0.718 £0.064 0.710£0.090  0.698 +0.066
3.125(nmol/L) 0.476 £0.045 0.418 £0.039* 0.351 +0.039*
6.25(nmol/L)  0.429 £0.035* 0.366 £0.027 ** 0.256 +0.025 *4
12.5(nmol/L)  0.338 £0.039* 0.286 +0.027*4 0.192 +0.018*4

Group

* P <0.05 vs 3.125 nmol/L; *P <0.01 vs 6. 25 nmol/L; %P <0.05
vs 24 hy; AP <0.05 vs 48 h.
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Fig1 Cripto mRNA level in colon cancer cell line LS — 174T
treated with siRNA. % +s. n=3. "P <0.01 vs 3.125
nmol/L; * P < 0.01 vs 6.25 nmol/L; 2P < 0.01 wvs
24 h;4P <0.01 vs 48 h.
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Fig 2 Inhibition of Cripto siRNA onVEGF protein in colon canc-
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