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ABSTRACT Objective: To construct and screen shRNA-expressing plasimd targeting with EZH2 gene. Methods: The DNA
oligonucleotide fragments targeting to human EZH2 gene were designed and synthesized, then they were cloned into pGPU6/GFP/Neo
plasmid. The recombinant plasmids were identified by restriction enzyme and sequencing analyses, then were transfected into U251
glioma cells; The transfection efficiency was observed and the EZH2 gene silencing effect was detected by quantitative RT-PCR and
Western bloting. Results:The recombinant plasmids were constructed and transfected into U251 glioma cells successfully. The
transfection rate was approximately 70%. Among them, the inhibition efficiency of the reconbinant plasimd targeting to hEZH2-715
sequence was the best. It's inhibition rates were 55% and 89% in the level of EZH2 mRNA and protein in the U251 cells, respectively.
Conclusion: The recombinant plasimd expressing EZH2-shRNA that could suppress EZH2 gene's expression effectively was constructed
successfully, which laid the foundation for next step to investigate EZH2 gene's biological role in glioma cells.
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Fig.3 Parts of gene sequence map of recombinant plasmid
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Fig. 4 The expression of Green Fluorescent Protein in glioma cells of U251 after being transfected 100x :B,M,1,2,3,4 and NC refer to group
blank, Mock, shRNA-197, shRNA-715,shRNA-1109, shRNA-2278 and negative control respectively; these photo marked by "a" were taken in normal
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light while "b" in fluorescent light (under the same visual field).
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Fig. 6 The expression of EZH2 protein in glioma U251 cells after being
transfected by recombinant plasmid for 72h:1: hEZH2-197; 2: hEZH2-715;
3: hEZH2-1109; 4: hEZH2-2278; 5: hEZH2-NC 6: MOCK; 7: BlanK
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