Transduction and Selection of Stable Cells

1. Split cells into 6-well plate using DMEM-10 (1-2 wells for each lentiviral construct).  Incubate overnight.  Remember less cells and more virus will increase the MOI.

2. Thaw lentiviral stock at 4ºC.   Prepare media with Polybrene for the number of wells you will be infecting.  Infect in the smallest volume of media possible.  For a six well plate that is 1 ml per well with 1 X 10^5 cells per well.  

3. DO NOT REPEATEDLY FREEZE THAW VIRUS.  With each freeze thaw about 1 log of virus is lost.  Aliquot virus appropriately.

4. Remove media from cells.  Add media with polybrene.  Mix the viral supernatant gently by pipetting – don’t vortex – and add to cells.  Keep the total volume as low as possible to maximize transduction efficiency.  Gentle rocking for 30 min at room temp may help with transduction efficiency.  Polybrene may be toxic to some cell types and this should be tested in a range of 3-10 ug/ml polybrene in media.

5. 24 hours after transduction, remove media containing virus (hazardous waste – transfer to container with bleach) and replace with 2ml fresh media.

6. 48-72 hours after transduction, start observing for green cells.  If drug selectable, add puromycin or appropriate antibiotic 48 hours after transduction to select.  Replace media with fresh media containing puro every 3 days. 

7. Screen clones by Western blotting or RT-PCR for gene knockdown.    

Notes:
1. Polybrene, an additive that enhances lentiviral transduction, is toxic to some cells (such as primary neurons).  Before performing transduction experiments on new cell lines, test the cell line for sensitivity to Polybrene at a range of 0-10g/ml.  If cells are sensitive to Polybrene, do not add Polybrene during transduction.

Polybrene (hexadimethrine bromide)   Sigma #H9268
· Prepare 6mg/ml stock in deionized, sterile water.

· Filter-sterilize, aliquot, and store at -20ºC for up to 1 year.

· More than 3 freeze/thaw cycles may result in loss of activity.
