Electroporation:

1.) Pre-warm the machine.

2.) Trypsinize cells. Re-suspend in DMEM + FBS to inactivate trypsin. Spin down. Count cells. Wash several times in DMEM with no additivies.

3.) DNA: Precipitate 30ug of linearize DNA. Gel purification kit (gene clean) or wash with 70% ethanol (in hood) and re-suspend in 30 ul of sterile TE (filter sterilize)

4.) Add DNA to cells re-suspended in 0.8 ml DMEM no additives in cuvette. Let sit for 5 minutes before electroporation. Electroporate at 250 volts, 500 uF. Time constant should be about 6-6.5. Do no cell control first to check time constant. Also do no DNA control.

5.) Put all of no DNA onto a 10 cm and split cells with DNA into 4, plating entire electroporation, but on 4 separate 10 cm plates. (If using ES cells, plate onto MEFs)

6.) Start selection 24-48 hours after zapping.

7.) Selection media contains Hygromycin, 200 mg/ml (or for ES cells G418 (Genteticin, neomycin 0.1-0.4 mg/ml).

8.) Change media every morning until the media is not yellow in the morning. Then switch to changing media every other day.

