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Construction of HeLLa SNDI knockout gene stable strain by using modified CRISPR/Cas9 gene editing
system
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Abstract Objective: To apply modified CRISPR/Cas9 gene editing system to knock out the SND1 gene in HelLa cell and construct HeLa
SND1 gene knockout stable strain. Methods: A pair of sgRNAs that could specially identify the upstream and downstream of SNDI gene
second promoter were designed, then a recombinant eukaryotic expressional plasmid by the carrier of PX462 was constructed. After enzyme
digestion and sequencing, a pair of recombinant plasmids into HeLa cell were co—transfected, then puromycin was used to screen positive
cell and the monoclonal cell was developed. The knockout effect was measured by western blotting. Results: sgRNA was correctly inserted

into the PX462 recombinant plasmid, and SNDI protein was undetected in HeLa cell after transfection and screening of monoclonal cell.

Conclusion: HeLa SNDI gene knockout stable strain can be successfully built.
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Tab 1 The nucleotide sequences of the upstream and downstream

sgRNA
sgRNA SERZATRRIT S
i (A) 5'-=CACC-G-AGGTTGATCTGCCGCTCAGG-3'

3'-C-TCCAACTAGACGGCGAGTCC-CAAA-5'
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3'—=CACGACCTTTAGAACGAGCG-CAAA-5'
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Fig 2 The enzyme digestion and sequencing of recombinant

eukaryotic expressional plasmid
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Fig3 Western blotting of monoclonal stable strain

3 i
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