Protein Purification from Sf9 Cells

MCAC-0 Buffer:

20mM Tric-HCl pH7.9

0.5M NaCl

10% glycerol

MCAC-1000 Buffer:

20mM Tric-HCl pH7.9

0.5M NaCl

10% glycerol

1M imidazole





MCAC-0 Buffer
MCAC-1000 Buffer

1) Lysis Buffer: MCAC-10 Buffer =

99mL


1mL
2) Wash Buffer: MCAC-20 Buffer = 

98mL


2mL

3) Elution Buffer: MCAC-250 Buffer = 
75mL


25mL

Freshly added protease and Phosphatase inhibitors.

1) Resuspend 2-3g of Sf9 cells in 12mL of Lysis Buffer.
2) Sonicate for 10sec, 6 times.

3) Spin in TLA 100.3 at 22,000rpm (20,000×g) for 30min, 4oC.

4) Add 1.5mL of SuperFlow  Ni-resin.

5) Shake for 2hrs ar 4oC.

6) Wash buffer: 12mL, 2 times.
7) Elution buffer: 1mL, 4 times.

8) Dialyze in 500mL of 20mM Tris-HCl pH 7.0 at 4oC.

9) Gradient wash 50-150mM NaCl in 220mM Tris-HCl pH 7.0.
10) Elution: 300mM NaCl in 20mM Tris-HCl pH 7.0.
11) Concentrated by 1mL super flow Ni-resin.
12) Elution Buffer 0.5mL, 2 times.

13) Dialysis.

