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Effect of KLF4 gene edited by CRISPR/Cas9 technique on the biological

behavior of human gastric epithelial GES- cells
Zhao Rongrong Ren Haifeng Song Le et al

Abstract Objective
Cas9 gene editing method and examine its impact on biological behavior of human GESH cells. Methods

( Dept of Pathophysiology Anhui Medical University —Hefei

230032)

To construct plasmid for knockout of Kruppelike factor 4 ( KLF4) gene by using CRISPR/

Synthe—

sized KLF4 gene targeting sgRNA oligos were inserted into CRISPR/Cas9 plasmid vector of pX459. After transfor—

mation clone isolation and amplification DNA sequencing confirmed plasmid DNA termed pX459-KLF4-sgRNA
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was used to transfect human gastric epithelial GES cells in vitro. After transfection GESH cells were first select—
ed in cell-cultured medium containing puromycin and then the selected GESH cells were replated into 100 mm di—
shes for clonal cell culture. Protein samples extracted from individual cell clones were used for Western blot analy—
sis of KLF4 expression. Biological assays of plate clone formation MTT cell proliferation and transwell cell migra—
tion were used to compare the cellular behavior changes among GES cells of parental control clone or clone with
KLF4 gene knockdown. Results DNA sequence analysis confirmed that KLF4 targeting sgRNA sequences were
successfully constructed into of pX459 vector. Transfection of the resultant vector of pX459-KLF4-sgRNA into GES-
1 cells led to KLF4 gene knockdown indicated by drastic reduction of KLF4 protein expression significant biologi—
cal behavior changes including increased cell proliferation clone formation and migration abilities. Conclusion
We successfully constructed human KLF4 gene editing plasmid vector based on CRISPR/Cas9 technique and the
biological behavior changes of the established GESH cell line with drastic KLF4 knockdown confirmed the tumor
suppressive function of KLF4.
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