SDS-PAGE 

SDS- Polyacrlamide Gel Electrophoresis for Proteins
Assemble minigel using glass front plate, white back plate, and spacers (1.5mm or 1.0mm). Make sure plates have been well washed and scrubed with ethanol. Place in Pouring Apparatus, being certain that spacers are flush with the bottm of the glass and white plates. Tighten against rubber on bottom for a tight seal.


Running Gel recipe for one minigel (13% acrylamide, final concentration)

8.7 mL 30% arcylamide/0.8% bisacrylamide

6    mL Milli-Q H2O

5    mL 4X Running Buffer

200L 10% SDS

30 mg APS ( ammonium persulfate)

            15L TEMED

Mix first 4 reagents, degas in small vacuum flask (optional), then just before you are ready to pour, add APS, stir to dissolve, and add TEMED. Pour gel using Pasteur pipette, pour running gel solution along side of gel to avoid bubbles. Pour until running gel is about 2.5 cm from top of white back plate.
Carefully layer about ¼ inch of H2O on top of running gel.  This will aid polymerization by keeping O2 away from gel surface. Let polymerize for 1 hour. Pour out H2O prior to pouring stacking gel, and let it drain for a minute.

Stacking Gel recipe for one minigel

1.32 mL 30% acrylamide/0.8% bisacrylamide


2.5   mL 4X Stacking Buffer


6      mL Milli-Q H2O


100  L 10% SDS


20 mg APS


15L TEMED

As before, mix first four solutions, degas, then add APS and TEMED.

Pour stacking gel using Pasteur pipette, and place comb into gel. If necessary, remove any bubbles at bottom of teeth by replacing comb back into gel. For the first 15 minutes, it is essential to babysit the gel. Keep adding stacking gel up to the top or your wells will not be deep enough. Let polymerize an additional 30 minutes.

Place gel in running apparatus using red clips; be sure white plate is in the back. Be sure to mark the location of the wells using a Sharpie on the glass plate. Add Running Buffer to bottom, then add buffer to the area behind the gel, adding enough buffer so buffer enters back of gel. Remove comb carefully. Flush wells with Pasteur Pipette before loading gel.

Reservoir Buffer (250 mL)


755 mg Tris base


3.6 g glycine


250 mg SDS


Qs to 250 mL with Milli-Q H2O


Chill in 40C (optional)

Markers for gel are aliquoted into 50L aliquots, thaw one tube, remove 10L of 

Bio-Rad or 10L of NEB marker per lane. Return remainder to -200C. Heat to 950C for 2 min to denature, and then place marker tube on ice. Load gel; be sure that your samples are denatured as well.
Most protein samples are diluted 1:1 with 2X Treatment Buffer, heated to 950C for 2 min, and then placed on ice prior to loading the gel.

Run gel at 30 mAmps (not Volts) until the dye enters the running gel, then increase to 60 mAmps until dye is at bottom of gel. Turn power supply off. Remove top, and pour buffer out of apparatus into sink. Remove gel by undoing red clips. Open plates by removing combs, and then using them to pry open plates. Donot use metal spatulas to pry open plates or you will chip plates.
If staining, place gel in Coomassie Brillian Blue Staining Solution, and let shake gently one hour at RT. Pour Coomassie Staining solution back into stock bottle. Add Destain, and let destain overnight by gently shaking at Room Temperature.  Crunched up Kimwipes in the destaining solution can help destaining because the dye adheres to the Kimwipes.
Stock Solution Recipes
Monomer Solution (aka) 30% acrylamide, 0.8% bisacrylamide
15g acrylamide

0.4g bisacrylamide

qs to 50 mL with Milli-Q H2O

Store in the dark at 40C (wrap bottle in foil) for three months. Best if used in one month.

Acrylamide and bisacrylamide powders are neurotoxins. Place balance on hood, and weigh powders in hood. Add to beaker in the hood containing 30 mL Milli-Q H2O and stir bar. Stir in the hood as well. The nonpolymerized solution is also a neurotoxin, so always wear gloves, and carefully qs your solution to 50mL. Be certain to mark bottle with POISON sticker

4X running Gel Buffer

18.1 g Tris base

pH to 8.8 w/ conc. HCl (use pH meter)

qs to 100 mL with Milli-Q H2O

Store at 40C

4X Stacking Gel Buffer
3.0 g Tris base

pH to 6.8 with conc. HCl (use pH meter)

qs to 50 mL with Milli-Q H2O

Store at 40C

2X Treatment Buffer (2X TB)
2.5 mL 4X Stacking Buffer

4.0 mL 10% SDS

2.0 mL glycerol

2.0 mg bromophenol blue

0.31g DTT (dithiothreitol is tored at -200C)

qs to 10mL Milli-Q H2O

Store in 0.5 mL aliquots at -200C.

Staining Solution

0.25 g Coomassie Brilliant Blue

400 mL methanol

Stir until dissolved, then add 70 mL acetic acid

qs to 1L with Milli-Q H2O

Destaining Solution
400 mL methanol

70   mL acetic acid

qs to 1L with Milli-Q H2O
