Protocol for purification of MBP-tagged proteins from Sf9 cells: ** for RADX add protease inhibitors to elution buffer and buffer during SEC (degradation products develop otherwise)
1. Partially defrost pellet on ice (30 min) and gradually resuspend in 20 mL lysis buffer. Rock in cold room 30-45 min.

· remember to add DTT to lysis buffer (10 mM) and add 1 protease inhibitor tablets-IF His tagged, no EDTA, no DTT
2. Sonicate lysate for 1.5 min (45s on, 30s off x2) on 50% output and Setting 5

     Then: Clear lysate: 15, 000 rpm for 1 h (4C).

3. Wash 1.0 mL of Talon His resin. Wash 2x with 25 mL PBS. Spin for 5 min at 500 x g.

4. Incubate lysate with beads for 2 h on rocker in cold room. 

5. Spin down resin and pour off lysate. Add 10 mL 1% Tritonx-100 + 500 mM NaCl in PBS and pour resin into 20 mL disposable column. (or batch in tube, spin 2-5 min after each wash)
6. Wash 1x with 10 mL 1% Tritonx-100 + 500 mM NaCl in PBS 

7. Wash 1x with 10 mL wash buffer (50 mM Tris, 300 mM NaCl) + 5 mM imidazole
8. Wash 1x with 10 mL wash buffer + 10 mM imidazole
9. Wash 2-3X with ATP wash buffer (add ATP fresh). **RADX purifies strongly with HSP70, this wash step removes almost all HSP70, the rest is removed during SEC polishing**
10. Wash 1x with 10 mL wash buffer + 20 mM imidazole

11. Elute with an equal bed volume of:



 
50 mM Tris-HCl pH 8.0 




300 mM NaCl 






10% glycerol







200 mM imidazole


- 30-45 min for each elution. Do at least 2 and up to 4. Usually only 1 and 2 have a good amount of protein.
12. Put over SEC (S200 10/300 increase) column immediately (same day)- 

SEC buffer 50 mM Tris pH 8.0, 300 mM NaCl, 10% glycerol, 1 mM DTT. 
Solutions
Lysis Buffer :
                   per 250 mL
20 mM TRIS pH 7.5



5 mL of 1 M

150 mM NaCl




7.5 mL of 5 M

1% (v/v) TritonX-100



2.5 mL

10 mM NaF




0.1 g

10 mM NaH2PO4.H2O (MW=137.99)
0.34 g

10 mM Na4P2O7.10H2O (MW=446.06)
1.1 g

1 mM EDTA




0.5 mL of 0.5 M

10% (v/v) glycerol



25 mL

10 mM DTT




2.5 mL of 1 M

protease inhibitor



recommended usage

10X PBS (1L):

2 g KCl

28 mL 5 M NaCl

26.8 g Na2HPO4.7H20

24.5 g KH2PO4

pH to 7.5

ATP wash buffer
50 mM Tris pH 8.0 

200 mM NaCl

5 mM MgCl2

5 mM ATP
