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Invitro introduction of recombinant trichosanthin on demethylation of p27 in HelLa cels
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(1 Institute of Molecular Biology , Three Gorges University, Yichang 443002, China; 2. Department of Pathology,
Medical College of Three Gorges University, Yichang 443002, China)

Abdgtract : Objective  To investigate the effects of recombinant trichosanthin (r TCS) on methylation
status and expresson level of p27 genein HelLa cells. Methods Hela cells was treated by different con-
centration (200 g/ mL , 40J g/ mL , and 80M g/ mL) of rTCSfor 48 h and then methylation specific poly-
merase chain reaction (M SP) was used to detect the promoter methylation statusof the p27 gene, rea-time
PCR was used to detect levelsof p27 and DNM T1 mRNA , and Western blotting assay was used to detect
expresson level of p27 protein before and after treatment with rTCS. Results Low expresson level and
promoter methylation status of the p27 gene were detected in HelLacells. Treatment with 40U ¢/ mL rTCS
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totally demethylated p27 promoter. Treatment with 204 g/ mL , 40 g/ mL or 80U g/ mL rTCSresultedin a
2.22- ,4.00 or 6.03foldsincreasein p27 mRNA level , respectively , and al 0 a great increase in p27 pro-
teinlevel. A high DNM T1 expresson level wasobservedin Hel a cellsand treatment with 400 g/ mL r TCS

resulted in a 78 % decrease at the DNM T1 mRNA expresson. Conclusion

r TCS could reverse promoter

hypermethylation and re-activate the expression of p27 gene by inhibiting DNM T1 expression in HelLa
cells, which indicates its potential use in cancer therapy.
Key words: trichosanthin; p27 gene; uterine cervix cancer; DNA methylation
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