Protocol for small scale solubility test for His-tagged proteins
1. Inoculate 3-5 ml of LB with appropriate antibiotic with 50-150(l of overnight culture of your construct.

2. Grow cells to OD600 ~ 0.6-0.8 and induce with 0.02-0.1mM IPTG. Take a sample of uninduced cells using formula*.
3. Incubate at appropriate induction temperature (27(C ??) for 2-4 hrs. Spin 1.5 ml in eppendorf tube.
4. Resuspend the cell pellet in 1 ml of lysis buffer**. Incubate 20 min at room temperature.

5. Spin 10 min at max speed in bench-top centrifuge at 4(C.

6. Add 50(l Ni-NTA beads (Amersham) washed with your N1 buffer to the SN, incubate 10-15 min at 4(C. 

7. Resuspend the pellet in 50(l 2X BJ, save the sample for the gel

8. Spin the beads briefly (5-10 sec), wash with N1, spin again.

9.  Add 50(l of 2 X BJ with fresh DTT in it to the beads, boil and and load on SDS gel next to pellet sample.
* 400/ OD600  = number of (l to be spun and resuspended in 55(l 1 X BJ.                          

Load 12(l on SDS gel.

** Each ml of lysis buffer contains 
N1 + 30(l of Bug Buster (Novagen)         --      above Sveta’s bench
         20(l of 10mg/ml lysozyme               --   “Miscellaneous” box at -20(C
         2(l of 2U/(l DNase I                       --     “Miscellaneous” box at -20(C
         100(l 10X DNase buffer                 --      10 mM Tris-HCl pH 7.6
                                                                           25 mM MgCl2
                                                                           0.5 mM CaCl2

