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BIO-RAD Electrophoresis Operation Manual

Procedures:

Pour the separating gel

1. Assemble the glass-plate sandwich of the electrophoresis apparatus using two clean glass
plates (used in a pair) and lock the sandwich to the casting stand.

2. Prepare the separating gel solution in a 25-ml Erlenmeyer flask.

3. Use a pipette, apply the separating gel solution in between the glass plates until the height of
the solution about 2cm from the short glass plate top.

4. Use a pipette to slowly inject a small amount of absolute ethanol to eliminate bubbles. Allow

a flat interface to form during gel formation. polymerize 20 to 30 min at room temperature.

Pour the stacking gel

5. Pour off or use a paper towel to gently absorb the absolute ethanol on the surface of the
separation gel.

6. Prepare the stacking gel solution and add on top of separation gel until it is full.
7. Insert a comb with wells into the layer of stacking gel solution.

8. Allow the stacking gel solution to polymerize 20 to 30 min at room temperature

Prepare the sample and 1x SDS electrophoresis buffer

9. Prepare samples with SDS-loading buffer, f-Mercaptoethanol and heat 10 min at 100°C in
a microcentrifuge tube.

10. Disassemble and attach gel sandwich to upper buffer chamber. The red electrode should
be directed at red marker in cell. Partially fill the upper buffer chamber with electrophoresis
buffer so that the sample wells of the stacking gel are filled with buffer.

11. Carefully remove the comb without tearing the edges of the polyacrylamide wells. After
the comb is removed, rinse wells with electrophoresis buffer.

12. Use a micropipette to add Sul marker and 10ul samples carefully at different wells.

13. Fill the lower buffer chamber with the amount of electrophoresis buffer

Run the gel



14. Connect the power supply to the cell. Switch on the power and set the mode to constant
current at 75v with approximately 30-40min; Press “run” to start electrophoresis until the
bromphenol blue tracking dye enters the separating gel. Press ”stop” to discharge the system.

15. Then, increase the current to 110v and run for approximately 1-2h. After the bromphenol
blue tracking dye has reached the bottom of the separating gel, disconnect the power supply.

Disassemble the gel

16. Discard electrode buffer and remove the upper buffer chamber with the attached gel

sandwich.
17. Use the gel releaser to gently open the glass plate, remove the stacking gel.
18. Carefully remove the gel from the lower plate.

Staining protein gels with Coomassie blue

19. Place polyacrylamide gel in a plastic container with a lid containing an excess of 0.25%

Coomassie blue staining solution.
20. Incubate with gentle shaking for 2h.

21. Remove the Coomassie blue staining solution and rinse the gel briefly with distilled

water.
22. Add de-staining solution and incubate with gentle agitation.
23. After 30 minutes, refresh the de-staining solution.

24. Incubate the gel with gentle agitation overnight or until a clear background is obtained.



