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Construction and Identification of Reg3f shRNA in H9C2 Cells.
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Abstract Objective To build and analyze the regenerating islet — derived protein 3 beta( Reg3B) shRNA in rat HOC2 cells for
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studying the function of Reg3 B gene in cardiovascular disease. Methods The shRNAs target fragments of the rat Reg3 8 gene were de-
signed and synthesized. To construct the pG1.2 — Reg3B shRNA, the restriction site of Sacl was added at the 5" — end, while a LOOP se-
quence and a reverse complement sequence were added at the 3" — end. The pGl.2 - Reg3B shRNA was transfected to HOC2 cells from
Lipofectamine2000 and Lipofectamine3000. q — PCR and Western Blot were used to detect the expression of Reg3f in H9C2 cells.
Results From three pairs of Reg38 shRNA, a vector with the highest interfering efficacy (67.93% ) was a successful pGl.2 - Reg3p
shRNA. The relatively high transfection efficiency was found in the group with the ratio of shRNA / Lipofectamine3000 = 1 g 3wl. The
relatively protein expression of Reg3 was significantly decreased in H9C2 cells by pGl.2 — Reg3 shRNA. Conclusion pGl.2 -
Reg3B shRNA was successfully builder and expressed in HOC2 cells, which provide a useful tool for investigating the potential protective
role of Reg3 in cardiovascular disease.
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