
SDS-PAGE

Preparing SDS-PAGE Gels:
1. Clean the glass plates thoroughly with methanol, then set up pouring apparatus
2. For one 12% resolving gel, combine the following:

○ 1.6ml milliQ water
○ 1.25ml 1.5M Tris buffer, pH 8.8
○ 50μl 10% SDS

*These first three ingredients can be mixed in bulk and then add the remaining
ingredients as/when necessary

○ 2ml 30% 29:1 Acrylamide:Bis-acrylamide
○ 50μl Ammonium Persulfate (APS)
○ 5μl TEMED (add last!)

3. Pour gel and add 99% isopropanol to the top. Let set completely
4. Pour off isopropanol and rinse with ddH2O. Use a kimwipe to completely dry between the

plates
5. For one 6% stacking gel, combine the following:

○ 680μl milliQ water
○ 130μl 1M Tris buffer, pH 6.8
○ 10μl 10% SDS

*These first three ingredients can be mixed in bulk and then add the remaining
ingredients as/when necessary

○ 170μl 30% 29:1 Acrylamide:Bis-acrylamide
○ 10μl Ammonium Persulfate (APS)
○ 1μl TEMED (add last!)

6. Pour gel and insert comb. Let set completely

Preparing Protein Samples:
7. Mix an aliquot of the protein sample with an appropriate amount of 4x SDS-PAGE

loading buffer (200mM Tris-Cl pH 6.8, 8% SDS, 40% glycerol, 0.4% bromophenol blue)
to get a final concentration of 1x SDS-PAGE loading buffer

○ Add 1% β-Mercaptoethanol if required (total volume)
8. Boil (95 degrees) samples for 2 minutes (2-5) and spin down

Running Gels:
9. Set up SDS-PAGE apparatus with the comb-side of the gels facing the inner chamber
10. Fill inner chamber completely with 1x SDS-PAGE running buffer (1x Tris-Glycine, 0.1%

SDS), and outer chamber halfway
*1x SDS-PAGE running buffer can be reused approximately 4-5 times

11. Load standards and samples



12. Run for 10 minutes at 100V, followed by 30 minutes at 180V

Staining Gels:
13. Remove gel from plates and place in a box with enough Coomassie Blue staining

solution (0.25% Coomassie R-250, 40% methanol, 10% glacial acetic acid) to cover the
gel. Shake at room temperature for 45 minutes

14. Destain the gel by replacing the Coomassie Blue staining solution with destaining
solution (40% methanol, 10% glacial acetic acid) and shaking at room temperature for
10-30 minutes

15. Repeat destaining step as necessary until distinct bands can be visualized
16. The gel can be stored in dH2O at room temperature for a few weeks


