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TRANSFECTION of cells in culture with PEI.

MATERIALS: 

· Solution of PEI Polietilenimmine (10M=250g/ml)

· Optimem; 

· Eppendorf tubes, micropipettes and sterile tips.

· DNA 
Costructs generated cloning difefrent cDNAs in fusion with HA TAG in pCDNA3 expression vector (see maps). Concentration 100 ng/l.

· Cells to be transfected (U2OS fibroblasts), seeded onto 2 coverslips in 60 mm Petri dishes. 

PROCEDURE:

1) Open up sterile whood.
2) Observe cells under inverted microscope. 
3) Transfer 500 l of sterile Optimem medium into a 1,5 ml tube, add the volume of DNA solution required to obtain 3 g and add 9 l PEI. Mix by vortexing.
4) Wait 10 min until PEI/DNA complexes are complexes. 
5) Using p200 add complexes dropwise to cells, and return the dish to the incubator.

