Preparation of Proteins for SDS-PAGE

by precipitation with Acetone
(Delipidation)
This is most convenient to perform in 2 ml Eppendorf centrifuge tubes, which must be resistant to acetone and diethylether (most brands are). Caution: on the contrary to the manufacturer’s specifications many larger centrifuge tubes are not resistant to acetone and must be therefore tested before use.

1. Precipitate the proteins in cold acetone (1 vol of proteins solution : 4 vol of acetone, e.g., 0.4 ml of protein solution at 1-5 mg/ml, mix vigorously with 1.6 ml of acetone pre-cooled to 1-2 (C), transfer to freezer and store at -20 (C for 12 hr.

2. Spin the samples at 20 000 (g for 30 min at 0(C. As the pellet may be very small or almost invisible it is important to note the orientation of the tubes so that the position of the pellet can be predicted.
3. Remove acetone and add 200 (l of ice-cold 20( TCA. Spin for 10 min at 20 000 (g, at 0 (C. The pellet usually turns white at this point.
4. Remove TCA and add 200 (l of ice-cold diethylether. Spin for 10 min at 20 000 (g, at 0 (C. This may cause the pellet to detach from the wall of the tube and it may become very soft.
5. Remove diethylether very carefully!
Add 200 (l of H2O and spin for 10 min at 20 000 (g, at 0 (C.

6. Remove H2O very carefully!
Add 10-15 (l of SDS-PAGE sample buffer containing 5( of (-mercaptoethanol, and vortex.

7. Heat the samples for 10 min at +97 (C. Spin the samples for several seconds in a bench centrifuge, and apply on a gel. Do not forget to add 3-5 (l of molecular weight standard at each side of the gel. Run the gel at 20 mA until the front has migrated to the bottom of the gel.
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