IP:

1) tsA cells transiently transfected with lhClC-3 solublized in modified RIPA buffer (50 mM Tris, pH 7.4, 150 mM NaCl, 1% NP-40) with phosphatase inhibitors ( 1 mM Na3VO4, 1 mM NaF ) at 4ºC for 1h

2) 14,000g, 4ºC for 10 min.

3) 100 ul of protein A was saturated with 1.5 mg of  antiCLC-3722-748 at 4C for 7h

4) added 1.5 ml cell lysate (1mg/ml) and incubated at 4 ºC overnight. 

 5) Washed the protein A with modified RIPA two times, and with modified ADB buffer (20 mM MOPS pH 7.2, 25 mM β-glycerol phosphate, 1 mM MnCl2, 1 mM CaCl2, 1mM Na3VO4, 1 mM NaF, 1mM DTT, and proteinase inhibitors) once. 

Phosphorylation:

1) CaMKII reaction mixture:

 CaMKII

2 ug

 CaM 


3 ug 

[γ-32P}ATP

10 uCi,

Mg-ATP

7 ul

PKC/PKA inhibitors
10ul

MADB
adjust the volume to 50ul. 

2) Incubated 50ul of CaMKII reaction mixture with hCLC-3 IP product (on beads), or 2.1 ug of rabbit Synapsin at 30ºC for 30 min to phosphorylate proteins

3) Terminate phosphorylation with 20 ul sample buffer incubated at 95ºC for 5 min.

4) 14,000rpm, 5min, collected the supernatant, and load all the msupernatant on a 7.5% PAGE.

Dectection:

PVDF membrne was washed with PBST 3x10 min

Exposed to BioMax MR at -70ºC overnight

