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Sidr2 gene knocked out in Beta — TC -6 cell line using CRISPR/Cas9 system
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[Abstract 1Objective: To knock out the lysosomal membrane protein Sidf2 gene in mouse pancreatic islet tumor cells ( Beta-TC-6) using the CRISPR /
Cas9 gene editing technique. Methods: Single-guided RNAs ( sgRNAs) target on Sid2 gene was designed and colonized into Bbsl site in px459 after an—
nealing. The correct recombinant plasmids were identified by sequencing named as px459-Sidi2 and subjected to amplification and sequence verification.
Then the recombinant plasmids were extracted with EndoFree Maxi Plasmid Kit to achieve the purity and concentration required for cell electrical transfec—
tion. The px459-Sidi2 recombinant plasmid was transfected into Beta-TC-6 cells using NEPA 21 efficient gene transfection system and the positive cells
were screened with the pressure of puromycin for 48 hours following transfection. The positive cells were amplified and frozen to obtain mixed clone cell
lines from which Sidi2 gene was deleted. The cell DNA and protein were extracted and the knockout effect of Sidi2 was detected using T7 enzyme and
Western blot. Results: px459 recombinant plasmid targeting mouse Sidi2 gene was successfully constructed. The optimal electrotransport parameter of elec—
troporation Beta-TC-6 using NEPA 21 high-efficiency gene transfection system was at impulse voltage 150V time 5 ms interval 50 ms frequency 2 times
and voltage attenuation by 10% . Compared with control cells sidt protein expression in puromycin-screened Beta-TC-6 positive cells was absent.
Conclusion: The Sidi2 gene was successfully knocked out in Beta-TC-6 a relatively difficult-to-iransfect mouse pancreatic tumor cell line using CRISPR /
Cas9 gene editing and electroporation.
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