Purification protocol for recombinant SIRT3 from BL21(DE3) cells – Adapted from Kumar et al., International Journal of Molecular Biology; ISSN: 0976-0482 & E-ISSN: 0976-0490, Volume 3, Issue 2, 2012, pp.-49-54.

1. Cells stored in -80 C were thawed, resuspended in 50 mM Tris-HCl, pH 8 and sonicated.

2. After sonication, centrifugation at 4000xg for 15 min at 4 C, to isolate the pellet containing the inclusion bodies (IB).

3. The IB containing pellet was resuspended in Buffer A (100 mM sodium phosphate pH 8.0, Tris-HCl pH 8.0 and 8 M urea) and incubated at 4C with gentle shaking for 10 min.

4. After incubation, centrifugation at 13500xg for 15 min at 4 C.

5. The supernatant was loaded on 1 ml of Ni-NTA resin pre-equilibrated with Buffer A.

6. After loading, the column was successively washed with Buffer B (100 mM sodium phosphate pH 8.0, Tris-HCl pH 8.0, 8 M urea and 20 mM imidazole), Buffer C (100 mM sodium phosphate pH 8.0, Tris-HCl pH 8.0 and 20 mM imidazole), Buffer D (100 mM sodium phosphate pH 8.0, Tris-HCl pH 8.0, 20 mM imidazole and 10% glycerol) and Buffer E (100 mM sodium phosphate pH 8.0, Tris-HCl pH 8.0, 20 mM imidazole, 10% Glycerol and 300 mM NaCl). 

7. [bookmark: _GoBack]Recombinant SIRT3 was eluted with Buffer F (100 mM sodium phosphate pH 8.0, Tris-HCl pH 8.0, 300 mM imidazole and 10% glycerol and 300 mM NaCl), 500 ul fractions were collected.

8. After SDS-PAGE analysis, the purest and most concentrated fractions were pooled and dialyzed over night at 4 C into the following buffer: 25 mM Tris-HCl, pH 7.5, 100 mM NaCl, 5 mM dithiothreitol and 10% glycerol).

9. After dialysis, the concentration of the purified SIRT3 was measured using TECAN by a BSA standard curve. The purified SIRT3 was then aliquoted into several tubes and stored in -80 C.
