Kareem Mohni						David Cortez Laboratory
Protocol 

Package Retroviruses 							06/12/13

Reagents:
GP2-293 cells – 293T derivative expressing viral gag and pol genes
pLPCX/pLNCX – Retroviral expression plasmid
pVSV-G – VSV-G expressing plasmid

[bookmark: _GoBack]Packaging Retroviral Particles
Day 1:
Plate 3-4 x 106 GP2-293cells in a 100mm dish. Cells should be about 60% confluent on the day of transfection.

Day 2:
Transfect cells with 4g pLPCX or appropriate lentiviral vector and 2g pVSV-G using PEI based transfection method. Dilute DNA in 100L DMEM or Optimem and add 24L of 1mg/mL PEI. Incubate for 10-15 minutes at room temperature and add to 10mL of complete media on cells.

Day 3:
Aspirate media, wash cells once in PBS, and add 5-6mL complete media.

Day 5:
Collect media in a 15mL tube and place at 4C. Add another 5-6mL media to the transfected cells.

Day 6:
Collect media and pool with the media from the day before in the 15mL tube. Spin the collected media at low speed to pellet any cellular debris. Move supernatant to a new 15mL tube and aliquot. Freeze aliquots at -80C. I suggest making 1mL aliquots.
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Producing Retroviral transduced cell lines:				06/12/13

Day 1:
Add 5 x 105 U2OS cells in a 60 mm dish in a volume of about 0.5-1mL. Add 2mL of retrovirus. Aim for a total volume of 2.5-3mL. Be sure and include an extra dish of cells with no virus to serve as a selection control.

Day 3:
Split the cells and move all of them to a 100mm dish and add selection media (Puromycin 1-2g/mL,  G418 1mg/mL, etc).

Day 5:
All the cells in the control dish should be dead. Split the antibiotic resistant cells as appropriate. I usually maintain them in selection levels of antibiotic for 2 passages and then bring them down to a maintenance level of half of the selection concentration. 

Antibiotic Concentrations for selection:

Hela, U2OS, hTERT-RPE, and HCT-116
1-2g/mL Puromycin (1-2 days)
1mg/mL G418 (2-4 days)
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