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Abstract The aim of this study was to explore the transfection method and optimum condition of large
plasmid transfecting human ventricular muscle Ac16 cell. The plasmid pLenti-CasRx-EGFP was transfected into
Acl6 cells by three methods: Lip3000 transfection, Hieff Trans™ Liposomal transfection and lentivirus transfec-
tion. The transfection efficiency of exogenous gene was determined by analyzing the proportion of positive cells ex-
pressing EGFP. Finally, the optimal transfection method and transfection condition of large plasmid pLenti-CasRx-
EGFP was explored. For Acl6 cells, the optimum transfection ratio of plasmid to Lip3000 was 1:2; the optimal
transfection ratio of plasmid to Hieff Trans™ Liposomal transfection was 1:3; the optimal MOI value infected with
lentivirus was 200. The transfection efficiency of lentivirus was the highest by comparing the efficiency of the three
transfection methods. It is concluded that lentivirus is the most suitable method for transfection the large plasmid
(pLenti- CasRx-EGFP) larger than 10 Kb into Ac16 cells with MOI of 200.
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A: experimental group 1, the ratio of transfected plasmid to Lip3000 was 1:1; B: experimental group 2, the ratio of transfected plasmid to Lip3000 was
1:2; C: experimental group 3, the ratio of transfected plasmid to Lip3000 was 1:3; D: experimental group 4, the ratio of transfected plasmid to Lip3000

was 1:4; E: proportion of EGFP positive cells.
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Fig.1 Efficiency analysis of Lip3000 transfected Ac16 cells
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A: the ratio of transfected plasmid to liposome was 1:1; B: the ratio of transfected plasmid to liposome was 1:2; C: the ratio of transfected plasmid to liposome

was 1:3; D: the ratio of transfected plasmid to liposome was 1:4; E: the ratio of transfected plasmid to liposome was 1:5; F: proportion of EGFP positive cells.
[#]2 Hieff Trans™ Liposomal3% A cl 640 917
Fig.2 Efficiency analysis of Hieff Trans™ Liposomal transfected Ac16 cells
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A: expression of EGFP in 293T cells coated with lentivirus under fluorescence microscope at 50 times; B: expression of EGFP in 293T cells coated with

lentivirus under fluorescence microscope at 100 times; C: EGFP positive rate was detected by flow cytometry after 293T cells were infected with differ-
ent concentrations of lentivirus.
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Fig.3 Lentivirus MOI detection
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A: MOI was 25; B: MOI was 50; C: MOI was 100; D: MOI was 200; E: MOI was 400; F: proportion of EGFP positive cells.
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Fig.4 Efficiency analysis of lentivirus transfection Ac16 cells
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