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Establishment and application of dual fluorescent labeling multi-functional
autophagy flux monitoring system based on lentiviral system"
Ma Zhanbing'?, Dangjie!?, Yang Jihui?, HuoZhenghao'?*,XuGuangxian*"

! Department of Medical Genetics and Cell Biology, School of Basic Medical Sciences, Ningxia Medical University,
Yinchuan 750004; 2 Key Laboratory of Fertility Conservation of Ministry of Education, Ningxia Hui Autonomous Region,
Yinchuan 750004; 3Science and Technology Center, Ningxia Medical University, Yinchuan 750004; Clinical College,
Ningxia Medical University, Yinchuan 750004

Abstract  Objective To construct a red fluorescent protein-green fluorescent protein-murine LC3 fusion multi-lentiviral
expression vector (PCDH-Duo-mRFP-eGFPyp-LC3:, PCDH-Duo),which can be used to stably monitor the changes of
autophagy flux and overexpression genes . Changes in autophagic flow were observed in the mouse peritoneal macrophage
Raw264.7 stable strain. Methods The mRFP-eGFPph-LC3rat fusion gene was synthesized by PAS and cloned into the
lentiviral expression vector PCDH-CMV-MCS-EF1a-copGFP. After the recombinant plasmid was correctly analyzed by
PCR, enzyme digestion and sequencing, the lentivirus was packaged. Raw264.7 cells were transfected, and stable cells were
obtained by FACS. The reliability of the eGFP protein expression system was confirmed by CQ autophagy inhibition model
and Western blotting. Results The recombinant plasmid of PCDH-Duo lentivirus was successfully constructed, which was
coated with lentivirus and obtained stable cell line of Raw264.7. The expression of double fluorescent protein was stable.
After induction by 3 mM CQ for 6 h, it was stable and accurate. The phasing changes. Conclusion The dual-fluorescence
multi-function autophagic flux monitoring system based on lentivirus system was successfully constructed, which provides a
convenient and powerful tool for studying the relationship between autophagy and coding genes and non-coding genes.

Key words Autophagic Flux Vector construction Lentivirus mRFP-eGFP-LC3
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Figure 1 Recombinant vector map and protein homology modeling
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Figure 3 The fluorescence results of lentivirus packaging in 293 T after 48h
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