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Construction of shRNA eukaryotic expression vector targeting

OPTN gene and detection of interference effect
Gu Yu Fan Libin Liu Xiaoyin
( Dept of Biology Anhui Medical University Hefei 230032)

Abstract Objective To construct shRNA against optineurin( OPTN) clone and transfect the construction into
HEK293FT cells for inhibiting the expression of OPTN which is laid the foundation for further research of molecu—
lar mechanism OPTN protein. Methods The insert of this clone was a double-strained DNA sequence against
OPTN which would be transcripted into shRNA and it was synthesized according to the sequence in Origene. Ex-—
pression vector pRFP-C-RS was employed to fuse the insert to get the construction and finally confirmed by sequen—
cing. HEK293FT cells were transfected with the very clone pRFP-C-RS-shOPTN and RFP signals could be detected
using fluorescence microscope. Western blot was further employed to check the protein level of OPTN. HEK293FT
cells were transfected with the very clone pRFP-C-RS—shOPTN was then obtained to investigate the functional study
of OPTN which was measured by Salmonella infection experiment. Results shRNA eukaryotic expression vector
targeting OPTN gene was successfully constructed. HEK293FT cells were transfected with pRFP-C-RS-shOPTN and
72 hours later we observed strong RFP signals showing that shOPTN expressed. Western blot was further employed
to check the protein level of OPTN which showed that OPTN expression was indeed interfered. Salmonella infection
assays was then performed and showed that OPTN could inhibit the proliferation of Salmonella that has invaded
HEK293FT cells. Conclusion HEK293FT cell line which expresses shRNA against OPTN show a sharp inhibition
of OPTN protein expression by 80% . So this cell line can be further used to investigate how OPTN regulates auto—
phagy as an autophagy receptor. Meanwhile we find that OPTN can be as a autophagy regulator and strongly sup-—
press the proliferation of invasive Salmonella in vivo.
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