Yeast TCA WCE Protocol
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Protocol:

1. Grow cells overnight.

2. Pellet 40 OD units in a 50 mL falcon tube, discard supernatant

3. Resuspend pellet in 1 mL 20% TCA

4. Transfer to 1.5 mL screw-cap tube or eppie

5. Spin down 14k rpm 30 seconds, discard supernatant

6. Resuspend pellet in 200 uL 20% TCA

7. Add 200 uL glass beads (acid washed), bead beat 2 min

8. Transfer supernatant to a new tube with a gel loading tip

9. Bead-beat the beads with 200 uL 5% TCA, three times, transferring the sup to the same tube

10. Spin combined supernatants for 10 minutes 3000 rpm, table-top centrifuge, discard sup

11. Dry pellet for 15 minutes on bench

12. Resuspend pellet in 0.2 mL 3x SDS sample buffer (it will turn yellow), add 0.1 mL 1M tris base

13. boil 3 minutes

14. Spin 10 minutes 3000 rpm table-top centrifuge.

15. Supernatant is WCE.  Can be frozen at -20C to store.  Use 5-10μl WCE per lane on an acrylamide gel, depending on protein abundance.

Solutions:

3X Sample Buffer (3.25 mL)

	1.25 mL Upper Tris

	1.25 mL 80% Glycerol

	0.25 mL ddH2O

	0.5 mL 20% SDS

	Solid Bromophenol Blue

	Add (-Mercaptoethanol to 10% immediately before use


