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Abstract
This protocol describes a method to purify a His-tagged membrane protein form detergent-solubilized
Escherichia coli \(E. coli) membranes. Solubilized membranes are incubated with Ni-NTA that binds the
His-tagged protein. After washing, His-tagged proteins are eluted with histidine. When starting with
solubilized membranes or membrane pellets before detergent solubilization, protein puri�cation takes
half or one day, respectively.

Reagents
Tris, NaCl, n-dodecyl-β-D-maltoside \(DDM) or another detergent of choice, histidine, glycerol, NaN3, Ni-
NTA Super�ow beads \(Qiagen), Wizard Midicolumn \(Promega),

Equipment
SDS-PAGE facility

Procedure
1. Prepare solubilized membranes according to our protocol: Preparation of detergent-solubilized
membranes from Escherichia coli or start with frozen membranes from 1 l culture by solubilizing in 1%
DDM, 20 mM Tris-HCl, pH 8.0, 300 mM NaCl, 10% glycerol, 0.01% NaN3 for 2 h at 4˚C under gentle
agitation \(�nal volume: 7 ml) and subsequent ultracentrifugation at 100,000g \(4˚C, 50 min). 2. Dilute
the supernatant 2-fold with Washing Buffer \(20 mM Tris-HCl, pH 8, 300 mM NaCl, 0.04% DDM, 5 mM
histidine, 10% glycerol, 0.01% NaN3) and bind for 2 h at 4 °C to Ni-NTA Super�ow beads \(Qiagen; 0.5 ml
bed volume). 3. Load the beads onto a gravity �ow column \(Wizard Midicolumn, Promega), wash with
washing buffer \(20 ml), and elute with the same buffer containing 200 mM histidine. 4. Collect fractions
of the eluate \(e.g. 250 µl fractions) and identify the fractions containing the puri�ed target protein by
SDS-PAGE. 5. Puri�ed protein can be used e.g. for SPA-binding experiments after removing the histidine
by desalting columns.

Timing
When starting with solubilized membranes or membrane pellets before detergent solubilization, protein
puri�cation takes half or one day, respectively.
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