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Lentivirus is an enveloped single-stranded RNA virus from the Retroviridae family. Its ability to infect
dividing and non-dividing cells has led to the utilization of recombinant lentivirus as a gene delivery

vector. In addition, lentivirus has an efficient integration mechanism which leads to robust and stable Austin Storck, James Ludtke, Nick Rossi, and Laura Juckem e Mirus Bio LLC, Madison, Wisconsin USA

transgene expression in target cells. Production of recombinant lentivirus is initiated via transient
transfection of the essential lentivirus genes, gag, pol, and rev, along with the vesicular stomatitis virus G
protein (VSV-G).

To enable simple and effective high titer lentivirus production, we examined key parameters for the High Functional Titers with the TransIT®-Lenti Transfection Reagent
generation of lentivirus vectors including: transfection reagent formulation, transfer vector, and

packaging vectors. A targeted compound screening approach was employed to investigate the effect of
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2000 3000 Figure 5. Adherent 293T/17 cells were transfected in a 6-well plate with MISSION® vectors (pLKO.1-puro-CMV-TurboGFP™ transfer vector and
@ TRANSFECTION Figure 3. Adherent 293T/17 cells were transfected in a 6-well plate with pLKO.1-puro-CMV-TurboGFP™ transfer vector and the Lentivirus the Lentivirus Packaging Mix) or Invitrogen™ vectors (pLenti6.2-GW/EmGFP transfer vector and the ViraPower™ Lentiviral Packaging Mix) (2
Packaging Mix powered by MISSION® (1:1 ratio, 2 pg/well) with the following reagents: TransIT®-Lenti (3:1, vol:wt), Lipofectamine® 2000 (3:1), ug/well) with the following reagents: TransIT®-Lenti (3:1, vol:wt), Lipofectamine® 2000 (3:1), or Lipofectamine® 3000 (3:1:1). The supernatant was
Lipofectamine® 3000 (3:1:1), 25 kDa PEI (6:1), or CaPO, precipitation (4 pg pDNA/well). The supernatant was harvested, filtered (0.45 um), and harvested, filtered (0.45 um), and titered using 293T/17 cells. Lentivirus transductions were performed in the presence of 8 pg/ml TransducelT™
titered using 293T/17 cells. Lentivirus transductions were performed in the presence of 8 pg/ml TransducelT™ and GFP expression was measured and GFP was measured 72 hours post-transduction using Guava® easyCyte™ 5HT Flow Cytometer. Error bars represent the standard deviation
72 hours post-transduction using Guava® easyCyte™ S5HT Flow Cytometer. Error bars represent the standard deviation of triplicate transfection from triplicate transfection complexes titered individually. Functional titers were calculated using virus dilutions with less than 20% GFP positive
complexes titered individually. Functional titers were calculated using virus dilutions with less than 20% GFP positive cells. cells.
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Figure 1. (1) Packaging cells (e.g.293T) are transfected with 3-4 plasmids encoding the gene of interest, vesicular stomatitis G protein (VSV-G) : TransiT®-Lenti Lipofectamine® 2000
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Lenti Transfection Reagent and MISSION® vectors. Images were captured at 72 hours post-transduction with a Zeiss Axiovert S100 inverted
fluorescence microscope using a 63X objective under oil.
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