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Fig.1 The comparison of GFP positive 293T cells after transfected with different ratios of Fugene6 and DNA
A: negative control; B: Fugene6:DNA=3:2; C: Fugene6:DNA=3:1; D: Fugene6:DNA=6:1; E: Fugene6:DNA=9:1; F: Fugene6:DNA=12:1. When the
Fugene6 and DNA ratio is 3:1, the 293 T cells had the highest GFP expression level comparing with other groups.
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Fig.2 The GFP positive 293T cells were calculated by using flow cytometry technique
A: negative control; B: when Fugene6 and DNA ratio was 3:2, the GFP positive cell ratio was 24.28%; C: when Fugene6 and DNA ratio was 3:1, the
GFP positive cell ratio was 91.87%; D: when Fugene6 and DNA ratio was 6:1, the GFP positive cell ratio was 81.92%; E: when Fugene6 and DNA ratio
was 9:1, the GFP positive ratio was 68.99%; F: when Fugene6 and DNA ratio was 12:1, the GFP positive ratio was 63.42%.
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Fig.3 The GFP positive 293T cells after infected with lentivirus collected at different time points
A: negative control; B: there were very few cells with GFP positive expression when infected with lentivirus collected after 12 hours; C: the GFP posi-

tive 293T cells when infected with lentivirus collected after 24 hours; D: the GFP positive 293T cells when infected with lentivirus collected after 36

hours; E: the GFP positive 293T cells when infected with lentivirus collected after 48 hours; F: the GFP positive 293T cells when infected with lentivi-

rus collected after 60 hours.
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Fig.4 Flow cytometry results on GFP positive 293T cells after infected with lentivirus collected at different time points

A: negative control; B: the GFP positive ratio was 8.09% when infected with lentivirus collected after 12 hours; C: the GFP positive ratio was 16.29%

when infected with lentivirus collected after 24 hours; D: the GFP positive ratio was 19.81% when infected with lentivirus collected after 36 hours; E:

the GFP positive ratio was 28.37% when infected with lentivirus collected after 48 hours; F: the GFP positive ratio was 12.97% when infected with len-

tivirus collected after 60 hours.
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The Optimized Protocol of Making High Titer Lentivirus by Using Fugene6
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Abstract Lentivirus has been used widely as an exogenous gene delivery tool. However, it is relatively
difficult to get high titer lentivirus. The purpose of this article was to modify two critical steps during the lentivirus
packaging procedure in order to get high titer lentivirus. The two critical steps were the ratio between transfection
agent and target vector, and the lentivirus collecting time. Fugene6 was used as the transfection agent. Plasmid car-
rying green fluorescent protein (GFP) sequence was used as the target vector. Packaging plasmid, envelope plasmid
and target vector were co-tranfected into the 293T cells. The GFP positive 293T cells were visualize by fluorescence
microscope. The percentage of GFP positive cells were analyzed by flow cytometry. We found that when the ratio
of Fugene6 and target DNA was 3:1, the lentivirus titer was the highest comparing with other options. The lentivi-
rus collected at 48 hours after transfection had the highest infection property.
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