Protocol: TCA precipitation

Purpose of Procedure: Precipitation of proteins prior to gel electrophoresis for samples of low concentration

Reagents Required:
72% TCA (trichloroacetic acid)

0.15% deoxycholate

resuspension buffer: 4% SDS, 0.2M Tris pH 7.4, 0.15 M NaOH (final pH ca. 10)

acetone

4 x protein sample buffer: see SDS-PAGE electrophoresis protocol

Hazardous Chemicals Employed:
TCA
deoxycholate
SDS
NaOH
acetone

TCA Precipitation Procedure
1. Add 1/10th volume of 0.15% deoxycholate

2. Vortex, incubate for 10 minutes at room temperature

3. Add 1/10th original volume of 72% TCA solution

4. Incubate for 5 minutes at room temperature.

5. Spin at maximum speed in a microcentrifuge for 8 minutes.

6. Remove supernatant with a needle and syringe

7. Resuspend pellet in a 3:1 solution of resuspension buffer:protein sample buffer

8. If the dye is yellow it indicates that there is excess acid in the sample. Add 1 drop 

of NaOH to remedy this)

9. Heat and load on a gel. Don't be surprised if precipitated samples run strangely. Their pH may be different from other samples. Preferably do not run precipitated and unprecipitated samples on the same gel.

Acetone Precipitation Procedure
1. Add 1 volume of protein to 4 volumes of acetone

2. Allow to precipitate for 5 minutes (on ice or at room temperature)

3. Centrifuge 5 minutes in a bench-top microfuge at top speed

4. Remove as much solvent as possible with a pipette top

5. Allow the pellet to air-dry for 15-30 minutes

6. Resuspend pellet in 1X SDS-PAGE sample buffer

7. Heat and load on a gel.
