Lysis buffer

	Ingredient
	Final Conc
	Stoc Conc
	Volume

	Hepes pH 7.6
	25 mM
	1 M
	1250 ul

	NH4Cl
	100 mM
	5 M
	1000 ul

	MgCl2
	10 mM
	1 M
	500 ul

	Triton X-100
	0.4%
	100%
	2 ml

	NP-40
	0.1%
	10%
	500 ul

	RNase-free DNase
	100 U/mL
	U/ul
	1.3 ul (separate)

	
	
	
	Water up to 50ml

	Lysozyme
	200 ug/mL
	10mg/ml
	



Take 2 ml of lysis buffer and add 400 mg of lysozyme 

1. Harvest cells: put 50ml of each culture into a sterile 50ml conical tube and spin at 4ºC for 10 minutes at max speed. 
2. Remove the supernatant and weigh the pellet
3. Resuspend pellet in 3 ml wash buffer
4. Spin at 4ºC for 10 minutes at max speed
5. Move samples into a Styrofoam box and pour liquid N2 to cool them down.
6. Add 650 ul lysis buffer dropwise to each sample while in liquid N2, then scrape them into clean 10 mL mixer mill cannisters with beads.
7. Mixer mill pellets 5 times at 15 Hz for 3 minutes, cooling in liquid N2 between each round
8. Open the cannister and thaw in shallow water bath. Transfer lysate to 1.5 ml tube and add DNase, keep on ice or store in -80ºC if not moving to next step.

