PEI TRANSFECTION PROTOCOL:	

Reagents:

PEI (1ug/ul) – PEI is Polyethylenimine 25kD linear (cat# 23966-2) or linear PEI-Max “High Potency-4000MW” (cat# 24885-2) from Polysciences. To make a stock solution: 
· Dissolve PEI (1ml/ml) in endotoxin-free dH2O that has been heated to ~80°C. C
· Let cool to room temperature.
· Neutralize to pH 7.0, filter sterilize (0.22um), aliquot and store at -20°C; a working stock can be kept at 4°C.

Protocol:

· This protocol is for one well of 12 well plate, it could be scaled up or down for the right format
· At the day of transfection cells need to be ~90% confluent and at their log phase of growth
· Dilute 1ug of plasmid in 125 ml DMEM (no serum) and mix by tapping
· Add 1:2 ratio (w/w) of 1ug/ul PEI to the tube and mix by tapping (If you have more than one plasmid to transfect you can make a master mix of DMEM/PEI and add this to your plasmid. For this purpose dilute your plasmids with 25 ml DMEM and dilute your PEI with 100 ml DMEM (PEI/DMEM master mix). Then aliquot PEI/DMEM to individiual epis containing each plasmid (with 25 ml DMEM). At the end each plasmid tube will contain 125 ml DMEM/PEI/plasmid. When making master mix always make for one extra sample so that you have enough volume when you aliquot. For example you have 9 plasmids to transfect, make master mix for PEI/DMEM for 10 samples.)
· Incubate at room temp for 15min
· In the meantime prepare 125 ml 2% serum/DMEM medium 
· Mix DNA:PEI mixture with serum containing media; final volume should be 250 ml of Transfection Medium.
· Suck out all the media in the wells so that cells are not covered by old medium
· Add the 250 ml transfection mixture to the wells
· Next day suck away the old medium completely and replace with fresh medium 10% serum/DMEM medium (total medium in the well 500 ml)

Tips:
· Cells don't need to be in antibiotic free medium for this protocol. But we don’t usually use antibiotics anyways.
· Further optimization could be achieved by: Increasing/decrasing DNA concentration, changing DNA:PEI ratio, changing the initial seeding density, or the incubation time with the transfection medium (shortening or extending).
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