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Purification of GFP out of an E.-coli-Lysate by Column Chromatography
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1.
Preparations for Column Chromatography






Task 1: Check if your tube BL containing the E.-coli-lysate is fluorescing in UV radiation.
Please note your observations! 
1.1 [image: image2.png]Shake the closed chromatography column for 30 sec. for mixing the column material (stationary phase).
1.2 Wait 2 min. till column material has settled down again.

1.3 Open chromatography column on the top first, then open the column at the bottom.
1.4 Let the liquid inside the column completly drop out in a waste tube.

1.5 Pipet 2 ml equilibration buffer (EB) along the column wall into the column.

1.6 Let the column drop empty again in a waste tube. Column is ready to use now.
2. 
Conduction of Column Chromatography
2.1 Sign your collecting tubes C1 – C4.
2.2 Pipet 250 µl E.-coli-lysate (BL) in the tube (BB) which contains 250 µl Binding Buffer (BB).

2.3 Put the column in the collecting tube C1.
[image: image3.wmf]From now the stationary phase inside the chromatography column shouldn`t be moved or shaked. 
2.4 Pipet 250 µl of E.-coli-lysate diluted in binding buffer BB from tube BB along the column wall into the column.
2.5 Let the column drop empty in collecting tube C1.
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Task 2: Check your chromatography column in 
UV radiation for GFP. 

Please note your 
observations!
2.6 Change chromatography column from C1 into collecting tube C2.
2.7 Pipet 750 µl washing buffer (WB) along the wall into the column.
Task 3: Check your chromato-graphy column in UV radiation for GFP. 

Please note your 
observations!
2.8 Change chromatography column from C2 into collecting tube C3.
2.9 Pipet 750 µl elution buffer (EB) in the column.
Task 4: Check your chromatography column during elution in UV radiation for GFP.
Please note your observations!
2.10 [image: image5.jpg]


To get a high purified GFP please change chromatography column during elution of fluorescing GFP from C3 into collecting tube C4.
2.11
After the chromatography the column is washed with 2 ml 70% ethanol.

2.12
The column is stored over months at 4 °C in 2 ml 20% ethanol.
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