Lysis Buffer (MCAC-10):

20mM Tric-HCl pH7.9

0.5M NaCl

10% glycerol

10mM imidazole

1X Wash Buffer:

Dialysis Buffer

25mM Tris-HCl pH 7.4
Freshly added protease inhibitors.
2mM PMSF/iso-propanol.

10 µg/mL Soybean trypsin inhibitor, TAME, BAEE, 5 µg/mL Pepstatin, Leupeptin, Chymostatin

Spins are at 1.5krpm for 30sec in the IEC centrifuge (not refrigerated one).

1) Thaw frozen bacterial pellet at 4oC or on ice.

2) Resuspend 1g of E. coli cells in 3mL of Lysis Buffer by pipetting with a serological pipette.
3) Lyse in French Press, thrice, at 800 setting (small piston).
4) Spin in 5417R (Eppendorf) at 19,000×g for 10min, 4oC.

5) Remove the supernatant. Add 2mL of His-resin to the supernatant.
6) Invert for 15min at 4oC.

7) Lysis buffer wash: 4mL, invert 7 times, spin.
8) Wash buffer: 4mL, invert 7 times, spin.

9) Strip buffer: 2mL, invert for 15min at 4oC.

10) Dialyze in 500mL Dialysis Buffer at 4oC for 12hrs while stirring.

Dialyze in Slide-a-Lyzer, not in the snake-skin stuff.

11) Concentrate by spin-concentrators.
