TEV elution and TCA precipitation

To washed beads add :

20x rTEV Buf

12.5 ul

0.1M DTT

2.5 ul

TEV protease

5 ul

Water


230 ul

Incubate O/N at 4ºC

Remove supernatant from beads for analysis (Run 50 ul on gel for silver staining)


If concentration is very low, do a TCA precipitation or vacuum dry

Also run beads (to check efficiency of cleavage)


TCA precipitation

a. Prepare a chilled (-20 C) stock solution of 13.3 % Trichloroacetic Acid (TCA) and 0.093 % 2-Mercapto Ethanol (2-ME) in acetone

b. Add 3 volumes of the chilled stock solution to the sample (final concentration is 10 % TCA and 0.07% 2-ME in acetone) and incubate for 1.5 hours or overnight at -20 C.

c. Spin samples for 15 min at 4,000 rpm (Sorvall SS-34) at –20C.

d. Discard supernatant and resuspend pellets in chilled (-20C) acetone containing 0.07 % 2-ME to remove all of the TCA.

d. Spin samples for 15 min at 4,000 rpm (Sorvall SS-34) at –20C.

e. Remove all acetone and let pellets dry at room temperature.

f. Resuspend protein in fresh urea lysis buffer.

g. Resolubilization can be increased by incubation of the sample at 30C.
h. Add SDS sample buffer and run gel
i. Do silver of Coomassie staining

j. Excise bands for mass spectrometry
Urea Lysis buffer:(5ml)

	2.5 ml
	2xLysis Buffer minus (= 20 mM Tris pH7.4; 1.1% CHAPS)

	2.31 g
	urea (final, 7.7 M)

	0.84 g
	Thiourea (final, 2.2 M)

	154 mg
	DTT (200 mM)

	Add freshly
	Protease inhibitors (final, 5ug/ml Aprotinin, 10ug/10ug leupeptin/pepstatin, 1mM PMSF)


