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CHAPS Lysis Buffer:

40 mM Tris-HCl, pH 7.5, 0.3% Chaps, 120 mM NaCl, 0.27M sucrose, 1 mM EDTA, 50 mM NaF , 10 mM b-glycerophosphate, 5 mM sodium pyrophosphate, 1 mM Na3VO4 (fresh), 0.1% -mercaptoethanol (fresh)

Buffer A: 

50mM Tris-HCl pH 7.5, 0.1mM EGTA, 1mM DTT or 0.1% -mercaptoethanol (fresh).

Kinase immunoprecipitation

1) Pre-incubate PKB/S6K antibodies with protein G-sepharose beads for 1hr at 4oC (3 g of antibody per 5 l of beads).

2) IP the kinases from 1mg of lysate with 3 g of antibody.
3) Wash 2 times with the CHAPS Lysis Buffer with 0.5M NaCl.

4) Wash 2 times with Buffer A.

Kinase assay
50 l reaction volume, Buffer A, 0.1% -mercaptoethanol,  10 mM MgAc, 100 μM ATP, 30 M Crosstide, 20min, 30oC, shaking at 1200rpm.

1) Prepare master mix (-kinase) and deliver 35 l of the mix onto 15 l of bead suspension (IP from 1mg of lysate). 
2) After 20min, terminate the reaction by delivering 40 l onto P81 paper squares (2cm by 2cm).
3) Wash the papers 3 times for 5min with 75mM orthophosphoric acid.
4) Rinse in acetone for 5min and air dry.

5) Dry and do Cerenkov counting.
