SOP for the Infection of Adherent Target Cells with retroviral or Lentiviral Supernatant
! Note: We and many others have found that "spinning" the virus onto cells can result in up to a ten-fold increase in effective titer of the virus. The following is the protocol for "Spin-fection" and is highly recommended. 

Infect cells:


1.)  On the day of infection, remove existing media from the target cells which should be at ~70%-80% confluence in a 6 or 12 well dish.
2.)  Apply the virus supernatant + 4ug/ml polybrene* directly on top of cells.  The volume should completely cover the cells (ie. 1.0 ml for 6 well plate.) 
3.)  Seal plate and place in a microtiter rotor and spin at 1800 rpm for 45 minutes at room temperature.
Note: Spinning cells at 1800 rpm for 45 minutes is not enough to sediment free virus. It is thought that virus on membrane fragments is spun onto cells in a manner which effects greater infection. 
4.)  Return plate to incubator and incubate for 3-6 hours at 37°c / 5% CO2.
5.)  Add at least 1 ml normal target cell media for a total volume of >2 ml.  Incubate overnight at 37°c.
6.)  The next day, split the cells at least 1:5, let attach for 1 day.

7.) Replace media with puromycin selection media (50 -4000ng/ml** puromycin in normal target cell complete medium.)

8.)  Replace media with puromycin selection media every 3-4 days.  Select for resistant colonies.
* Polybrene promotes infection by preventing electrostatic repulsions that can occur between the virus and the cell membrane.  The use of polybrene is recommended in every protocol I have seen.  However, in our lab, side by side experiments with and without polybrene have shown no real difference in infection rates.
   **  cell type, infection with retrovirus, transfection with plasmid, cell health, culture medium, and growth conditions can all effect the optimal puromycin concentration for selection.  It is highly recommended that you first perform a puromycin titration (kill curve.) 
