Preparation of Fission Yeast Cell Lysate for SDS-PAGE
1. Transfer a single colony from the plate to 2 ml liquid medium; shake at 30 oC until desired density
2. Inoculate 100 ul of pre-cultured cell into 10 ml of YES medium; shake at 30 oC until desired density.

3. Harvest cells: Centrifuge culture at 2000 rpm for 3min; wash cells one time with 5 ml of ice cold STOP buffer
4. Add 100 ul of ice cold RIPA buffer plus proteases inhibitors (freshly added) and gently resusupend cells
5. Transfer suspension into a 1.5 ml screw cap Eppendorf tube containing ~0.5 ml of Zirconia 0.5 mm beads (tube precooled on ice)
6. Disrupt in Fastprep device, 30 seconds at speed level 6, put tube back on ice immediately
7. Add 750 ul of 2X SDS sample buffer, boiling for 5 min in water bath, spin for 5 min at 15K.

8. Load 5 – 10 ul in SDS gel, freeze the rest of the sample at -20C
Note: There is no need to remove the Zirconia beads after cell lysis
STOP Buffer
	15 ml
	5M NaCl (150 mM final)

	10 ml
	0.5 M EDTA pH7.4 (10 mM final)

	1 g
	Sodium fluoride (50 mM final)

	32.5 mg
	Sodium azide (1 mM final)

	dd water
	Fill up to 500 ml


*store at 4 oC; 

**very toxic.
RIPA Buffer
	25 ml
	1M Tris pH8.0 (25 mM final)

	15 ml
	5M NaCl (150 mM final)

	0.5 ml 
	NP40 (0.1% final)

	5 ml
	10% SDS (0.1% final)

	2.5 g
	Sodium deoxycholate (12 mM final)

	dd water
	Fill up to 500 ml


*store at 4 oC.
0.5 mm zirconia/silica beads, BioSpec products, cat#11079105z.
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