Cell lysis – Western or immunoprecipitation

PLC lysis buffer (10ml):

	50mM HEPES, pH 7.5*
	0.5ml (1M)

	150mM NaCl
	0.3ml (5M)

	10% glycerol
	1ml (100%)

	1% NP40
	0.5ml (20%)

	1.5mM MgCl2
	0.15ml (0.1M)

	1mM EGTA
	0.1ml (0.1M)

	100mM NaF*
	2ml (0.5M)


*NaF (protein kinase inhibitor) can be omitted

*HEPES can be substituted with Tris, pH 8.0

Added immediately before use:

	10μg/ml aprotinin*
	10μl (100mg/ml)

	10μg/ml leupeptin*
	5μl (20mg/ml)

	1mM Na vanadate
	100μl (100X)

	1mM PMSF
	100μl (100X)


*alternatively can use protease inhibitor cocktail (Sigma P-8340) which contains both of these components

1. remove media from tissue culture plate

2. wash cells with PBS

3. add 100μl lysis buffer (6-well)

4. scrape cells off from plate surface

5. remove lysis buffer with cells suspended and place into 1.5ml tube

6. allow mixing on nutator at 4°C for 2 hours

7. spin at maximum speed in microfuge for 10 minutes

8. take supernatant and store in -80°C
