Protocol
Purity Test of ß-Galactosidase before and after Purification 


1.
Preparation of samples for PAGE  
1.1 
Pipet 20 µL each of cell lysate, flow 
through of washing and the eluates 10 %, 

25 % und 100 % in according signed tubes.

1.2 Add in each tube 10 µL Laemmli-buffer containing DTT.
1.3
Incubate samples for 5 min. at 95 °C.

2.
Preparation of PAGE Gel 

Wear gloves while working with PAGE gels!

2.1
Open the package of a PAGE gel and take out the gel cassette.
2.2 
Pull away the sticky stripe at the bottom of the gel cassette connecting both gel plates.
2.3
Pull the comb.
3. 

Preparation of Electrophoresis Chamber
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Insert the gel cassette oriented with the shorter plate inside into the electrode stand.

Insert on the oposite side of the electrode stand a second gel cassette or a blind plate.
3.2 Insert the electrode stand into the clamping frame and close both clamping lids.
3.3 Insert the clamping frame into the buffer container.
4.
Filling the Container with Buffer
4.1
Fill in the electrode stand 140 mL TGS-buffer (1x).

4.2 Fill in the buffer container 200 mL TGS-buffer (1x).

5.

Filling the Gel Slots
2 work groups are using together1 PAGE-gel.

Fill the 10 gel slots according to the pipetting sheeme on the back side with:
· 20 µL of flow through of washing (FT 3.2 or 3.3)

· 20 µL eluate 10 % (E 10 %)
· 20 µL eluate 25 % (E 25 %)
· 20 µL eluate 100 % (E 100 %)
· 10 µL kaleidoscope-length standard (KS)
or
· 20 µL of dissolved bacteria lysate (BL)

6.
Electrophoresis
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Close the buffer container and start electrophoresis at 
200 V.

6.2 Stopp electrophoresis if bromphenolblue has left the gel at the bottom for 5 min. (Duration ca. 45 min.)

7.
Take the Gel out of the Container



7.1 Open the buffer container, take out the clamping frame and decant the buffer of the clamping frame into the buffer container.
Buffer is reusable!
7.2 Open the clamping frame and take out the gel cassette.
7.3 Open the gel cassette with a gel cassette opener.

7.4 The gel is attached to one plate of the gel cassette. Separate the gel from the plate by dipping the plate downwards the gel in a staining tray filled with water.
7.5 To remove SDS wash the gel 3 times with fresh water for 2 minutes each by shaking the staining tray slowly. 
Fix the gel with a finger during decanting the water after each washing step. Wear gloves!
8. 
Visualisation of Proteins



8.1 After washing stain your gel in the staining tray filled with 70 mL ROTI®Blue quick for 
45 min by shaking.

9.   Evaluation of the Experiment
9.1 Evaluate your gel about purity of ß-galactosidase before and after purification by AEXC.
9.2 Estimate the molecular mass of ß-galactosidase by a calibration line.
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