CaMKII Cocktail

	
	Stock
	Volume of Stock
	Final

	CaCl2
	10mM
	2ul
	1mM

	MgCl2
	100mM
	2ul
	10mM

	CaM
	100ug/ml
	2ul
	10ug/ml

	ATPS
	5mM
	2ul
	500uM

	PIPES
	500mM
	2ul
	50mM

	CaMKII
	100ug/ml
	10ul (dialyzed)
	50ug/ml


Incubate at RT/10min

	EDTA
	200mM
	2ul
	20mM


CaMKII Dialysis Buffer

250mM PIPES

1mM EGTA

150mM NaCl

Protocol:

1. Dialyze 10l glycerol-stock of CaMKII in dialysis buffer (~500ml) for 30min at 4deg

2. Make CaMKII-cocktail with dialyzed kinase.

3. Backfill pipette with normal Cl solution, then add CaMKII cocktail.

Avg. timecourse of ICl,CaMKII = 15-20min. in HT29 cells (n=47)

