PEI transfection of HEK293 cells

1. From a healthy 80% confluent 9cm plate, split (in the morning) 1:4  and 1:6 into 9cm plates.

2. Next day: choose best looking plate (should be ~60% confluent) for transfection.
3.  Re-feed with 2% serum.incubate for 2h prior to transfection. 
4. In a 15cm poly propylene tube prepare the following transfection solution:

I. 520ul DMEM (no serum, no antibiotics)

II. 5ugr DNA (sterile, min. 0.5ug/ml conc.; OD ration 260/280 greater than 1.7)

III. 30ul PEI (1mg/ml in sterile ddW, made from 10mg/ml PEI solution*)

IV. Vortex quickly twice (50% vortex)

V. Incubate transfection solution 10’ at RT

5. Add the ~550ul transfection solution to the plate (drop-wise), while gently swirling it. 

6. Incubate 3h – 8h at 37C/5%CO2 incubator

7. Replace media with complete media (+Antibiotics; +10% FBS)
8. Next day, if cells look badre-feed the cells with fresh complete media (10%FBS-DMEM+PSA)

9. Cells can be harvested 48h, 72h or 96h post transfection. 

For establishing a stable cell line:

· Split the transfected cells 24h post transfection into new 9cm dishes in the following dilutions: 1: 20; 1:10, and 1:5.

· 24h after splitting, replace media and start selection.

· Plates should be followed every day, and re-fed every 2-3 days to rid of the debris. 

· Colonies would start forming 7-14 days after selection started.

*PEI stock solution preparation:

· Use Polyethyleneimine, high molecular weight, water free (Aldrich, cat #408727).

· Prepare 10 mg/ml stock – weigh the PEI solution and dissolve in DDW, sterilize with 0.2um filter, aliquot and keep in -80oc. Don’t reuse thawed PEI solution.

