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Method
Post-lentiviral production, infectious titers can be determined by flow cytometry, described below, and the total lentiviral particle titers can be determined with the Lenti-X™ p24 Rapid Titer Kit. 

1) To assess the infectious titer, pHR-SFFV-GFP-IRES-PGK-PURO-containing lentiviral particles were generated alongside the NIS-containing lentiviral particles. 
2) To titer, the pHR-SFFV-GFP-IRES-PGK-PURO-containing lentiviral stock was diluted 1:25 in OPTI-MEM. 
3) From that dilution, add 0, 1, 5, 25, 125, and 375 µl of virus to duplicate wells in a six well plate containing 2x105 HeLa cells in 1 ml DMEM + 10% heat-inactivated fetal bovine serum (FBS) + 1% penicillin/streptomycin (P/S) + 1% antibiotic/antimycotic (A/A). 
4) 72 hours post infection, trypsinize cells and wash with 3 ml room temperature PBS (phosphate buffered saline).
5) Count at least 50,000 cells per replicate. 
6) Fix in 500 µl 4% paraformaldehyde in PBS for 10 minutes at 37ºC.
7) Wash twice with 3 ml cold FACS buffer (PBS + 1% FBS + 0.1% sodium azide, filtered 0.22 µm). 
8) Store cells in FACS buffer prior to flow cytometry analysis. 
9) Count the percentage of GFP+ cells by flow cytometry. 
10) To calculate the number of infectious particles, the percent GFP+ cells (as decimal values) are multiplied by the number of cells, the initial dilution factor, and the second dilution factor. 
For example, for 25 µl of virus added, 12% of the cells were GFP+. The titer calculation would be: 0.12 × 200000 × 25 × 40 = 2.4x107 infectious viral particles/ml. An average of titers from GFP+ wells (usually 5, 25, and 125 dilutions are the most similar) yields the infectious titer for the GFP-lentivirus. This value was then used to determine the infectious titer of the NIS-containing lentiviral particles from the p24 assay values, which had the GFP-lentivirus assessed concurrently.

Materials
Six well plate: Corning Falcon, Corning, NY, #353046
DMEM: GE Healthcare, Chicago, IL, #SH30022.01
OPTI-MEM: Gibco #31985070
Antibiotic-Antimycotic (A/A): Gibco, Dun Laoghaire, Ireland, #15240062
Lenti-X™ p24 Rapid Titer Kit: Clontech, Mountain View, CA, #632200
