
 

 Strep-tagged proteinsProtein Purification

Purification protocol retrieved from IBA

Buffer W:

100 mM Tris/HCl pH 8.0

150 mM NaCl

1 mM EDTA

It is recommended to work without EDTA when metalloproteins 

have been expressed

(elution buffer):Buffer E

100 mM Tris/HCl, pH 8.0

150 mM NaCl

1 mM EDTA

2.5 mM desthiobiotin 

Column bed 

volume (CV)

Sample volume Washing buffer 

volume

Elution buffer 

volume

0.2 ml 0.1-2 ml 5 x 0.2 ml 6 x 0.1 ml

1 ml 0.5-10 ml 5 x 1 ml 6 x 0.5 ml

5 ml 2.5-50 ml 5 x 5 ml 6 x 2.5 ml

10 ml 5-100 ml 5 x 10 ml 6 x 5 ml



Equilibrate the Strep-Tactin® column with 2 CVs (column bed 

volumes) Buffer W. Remove first top cap from column, then the 

cap at the outlet of the column. If the caps are removed in 

reverse order, the column may run dry. Remove storage buffer 

prior to adding Buffer W for equilibration. The column cannot 

run dry under gravity flow. Use buffer without EDTA for 

metalloproteins!

Centrifuge sample (14000 rpm, 5 minutes, 4°C, microfuge). 

Insoluble aggregates which may have formed after storage may 

clog the column and thus have to be removed.

Add sample to the column. The volume of the lysates should be 

in the range of 0.5 and 10 CVs (see Table 4 this page). Large 

sample volumes with a low concentrated target protein at low 

concentration may lead to reduced yields and should be 

concentrated prior to chromatography. Concentrated samples 

are preferred; if quantification is possible, apply cell 

extract containing 25 to 100 nmol (up to 230 nmol in case of 

StrepTactin® Superflow® high capacity) recombinant Strep-

tag®II fusion protein per 1 ml CV.

Wash the column 5 times with 1 CV Buffer W, after the cell 

extract has completely entered the column. Collect the eluate 

in fractions having a size of 1 CV. Apply 2 µl of the first 

washing fraction and 20 µl of each subsequent fraction to an 

analytical SDS-PAGE.



Add 6 times 0.5 CVs Buffer E and collect the eluate in 0.5 CV 
fractions. 20 µl samples of each fraction can be used for SDS-
PAGE analysis. Most of the purified Strep-tag®II fusion 
protein usually elutes in the 2nd to 5th fraction. 
Desthiobiotin and EDTA can be removed, if necessary, via 
dialysis or gel chromatography.


