Purification of total protein content of yeast cells using TCA (Trichloro Acetic Acid)
Adi 14.08.07

The aim of this protocol is to purify the total content of the proteins in the yeast cell. The proteins are suitable for Western analysis.
Procedure:
1. Grow 10 ml yeast cells to a log phase (O.D600 = 0.4-0.8).

2. Centrifuge for 4 min, 4000 rpm, room temp.

3. Add 250 l 100% TCA and incubate on ice for at least 1 hr up to over night.

4. Centrifuge 4 min, 4000 rpm, room temp.


The pellet contains the protein sample.

5. Discard the sup and resuspend with 200l 20% TCA

6. Transfer to a screw-cap tube and keep on ice.


It is possible in this stage to freeze the samples at -200 C, and later thaw on  

     ice at room temp

7. Add glass beads and mechanically break the cells with a bead-beater: two cycles of 1:30 min each, in a cold room.
8. Puncture the tube with a hot needle and spin down its contents to a 15 ml falcon tube for 1 min, 4000 rpm, 40 C. 


An adaptor is necessary  to fit the tube to the falcon, The upper piece of a 5 ml 
           syringe can be cut and serve for this purpose.
9. Add to the screw-cap tube 400l 5% TCA and spin again for 1 min, 4000 rpm, 40 C.

10. Vortex the flow-through liquid and collect to a new eppendorf tube.
11. Centrifuge 10 min, 3000 rpm, room temp.

12. Throw the sup. – the proteins are in the pellet.

13. For western analysis, add 100l 2x LSB., 


The color is supposed to turn yellow from the acid.
14. Titrate with 50l 1 M Tris (without pH adjustment) and vortex. Make sure the color changes to a steady blue. If not – add more Tris.

15. Incubate for 30 min in 400 C (recommended for membrane proteins) or for 3 min at 95 º, depending on the properties of your protein.

16. Centrifuge 10 min, 3000 rpm, room temp

17. Transfer the sup. to a fresh eppendorf (the sup. contains the proteins)

18. Store at -200 C. Run ~10-15l on SDS-PAGE gel.
Reagents 

· 100% TCA (Reidel de Haen, cat#1839)
· 20% TCA (diluted in DDW from 100% TCA)
· 0.5 mm Glass beads Biospec products inc. Cat# 11079105

· 1 M Tris-Cl (pH not adjusted) 

· LSB x2:  Prepare between 10-50 ml for numerous samples and store at room temp.

4% SDS 

20% glycerol 

4 mM EDTA 

0.2 M Tris pH 6.8 

4% -mercapto-ethanol 

1 gr/Liter Bromophenol blue
