NIH-AIDS Reagent Program
Donor provided protein purification protocol		Cat# 12778 and 12779
CD4D12 prep protocol:
G6A-CD4D12 and wt-CD4D12 are cloned in the pET28a(+) vector with an N-terminal His-tag and expressed in E.coli BL21(DE3) cells. Following cell growth and lysis, proteins are purified from resolubilized inclusion bodies using Ni-NTA affinity chromatography and are refolded by dialysis against PBS. The yield is about 25 mg/liter of culture for G6A-CD4D12 and 20 mg/liter of culture for wt-CD4D12.
[bookmark: _GoBack]Grow E.coli BL21(DE3) cells transformed with the pET28a(+) plasmids in 1 liter Luria-Broth (LB) at 37°C till an O.D of 0.6. Induce cells with 1 mM IPTG (Isopropyl-beta-thio galactopyranoside) and grow for another 6 hours at 37°C. Harvest at 3,500g and resuspend cells in 35ml phosphate buffered saline (PBS), pH 7.4 containing 100 µM PMSF and 0.2% Triton X-100. Lyse the cell suspension by sonication on ice and centrifuge at 15,000g. Discard the supernatant, wash the pellet 35 mL 0.2% Triton X-100, PBS (pH 7.4) by sonication and again subject to centrifugation at 15,000g. Solubilize the pellet in 40 mL 6 M Guanidine hydrochloride (GdnCl) in PBS (pH 7.4) overnight at room temperature. Centrifuge the solution at 15,000g for 30 min. Bind the supernatant to 3mL Ni-NTA beads (GE Healthcare), wash twice with 25 mL of 50 mM imidazole containing 6 M GdnCl in PBS (pH 7.4) and finally elute denatured protein with 6 M GdnCl in PBS (pH 7.4) containing 500 mM imidazole at room temperature. Elution fractions should be TCA precipated and checked on SDS gel. Fractions having protein of interest are combined and dialyzed against PBS with 1 mM EDTA. 
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