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Construction of ROCK2 knockout lung cancer cell line using CRISPR/Cas9 system
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[Abstract] Objective The CRISPR/Cas9 editing system was used to stably knock out the ROCK2 gene in human
lung cancer cell lines A549 and H460, and the knockout effect was verified. We preliminarily explored the functional
changes at the cellular level of the ROCK2 knockout lung cancer cell line. Methods The Rock-2 CRISPR plasmid and
Rock-2 HDR plasmid were used to construct A549 and H460 ROCK2 gene knockout stable cell lines. Western blotting
was used to verify the knockout effect, and quantitative reverse transcription-polymerase chain reaction (RT-qPCR) was
used to detect the mRNA expression level of ROCK2 gene. Colony formation experiments and MTT method were used to
detect the proliferation ability of each cell line. Results The results showed that the stable A549 cell line and H460 cell
line with deficient ROCK2 expression was successfully obtained. Compared with the original cell line, the protein expres-
sion level in the ROCK2 knockout cell line is completely lost, the mRNA expression level in the cell is significantly
reduced, and the proliferative abilities were greatly decreased. Conclusion ROCK2 gene knockout lung cancer cell lines
provide an effective tool for further research on the function and mechanism of ROCK2 in lung cancer.
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sgRNA SERAT T 51 (5'-3D

sgRNA a 5'-“TATGCTTACCTGAACCACCC-3'
sgRNA b 5'-“TACCCACTAGCATCTCATAA-3'
sgRNA ¢ 5'-ACCGGATTATATATCACCTG-3'
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KRG 30 Y 20 B %% B . P B 3 Ak R e 3 2% BH M A
JiL o SR FH A BIR A TR v 5 4 0 A8 VR B B R 31 96 FLAR
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Figure 1 Western blot analysis the protein expression levels of ROCK2
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Figure 2 RT-PCR detects the mRNA expression levels in stable knockout
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Figure 3 Effect of ROCK2 knockout on the proliferation of lung cancer cells
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Figure 4 Effect of ROCK2 knockout on the colony formation ability of lung cancer cells
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[ P51 48 52 CHDRO AL i >k XF DSB #1718 42, 25 3 3
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