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Construction and Expression Identification of Autophagy
Detection Plasmid pLVX-mRFP-EGFP-LC3

BIAN Shuai, ZHAO Yue, LI Fang-yu, ZHAO Da-qing, WANG Jia-wen "
(Jilin Ginseng Academy, Changchun University of Chinese Medicine, Changchun 130117, China)

[ Abstract] The autophagy is an important metabolic process. In order to better study autophagy under different
conditions, an autophagy detection plasmid pLVX-MRFP-EGFP-LC3 was constructed. The total RNA of Hela cells
was extracted by Trizol. LC3 fragment was specifically amplified by PCR technique, and then inserted into the plas-
mid pEGFP-N3 vector. The mRFP fragment was inserted into the EGFP-LC3 plasmid, and the mRFP-EGFP-LC3
fragment with different restriction sites was amplified by PCR and inserted into the lentiviral vector pLLVX-puro. The
plasmid was transiently transfected into 293T cells with Fugene® 6. The expression of the fluorescent protein was de-
tected by fluorescence microscope. The expression of the target gene was detected by western blotting. The results
showed that the autophagy detection plasmid pLVX-mRFP-EGFP-LC3 was successfully constructed. Red and green
fluorescence were observed under fluorescence microscope. The expression of LC3 was detected by western blotting.

[ Key words] autophagy lentiviral vector double fluorescent label LC3



