Protocol: SDS-PAGE gel staining

Purpose of Procedure: Visualization of electrophoresed proteins

Reagents Required: 
A) Colloidal Coomassie Stain. 60mls phosphoric acid added carefully to 1500mls H2O in a 2-litre beaker with stirring. Add 160g ammonium sulphate and allow to dissolve. Add 0.2g of Coomassie G250 with stirring. NB. Don’t spill Coomassie powder on the balance!!! Not all the Coomassie will dissolve. Add 400 mls of absolute ethanol. Mix well before each use.
B) Coomassie brilliant blue (0.25g Coomassie brilliant Blue R250 in 90 ml methanol:water (1:1 v/v) and 10 ml glacial acetic acid. Filter through Whatman No 1 paper)

Coomassie de-stain solution: (5% acetic acid, 10% methanol in water)

C) silver stain kit (Invitrogen Silver-Express)

Hazardous Chemicals Employed:
glacial acetic acid
methanol


ethanol
nitric acid
Procedure
A) Colloidal Coomassie Staining, Microwave method.
1. Dismantle the gel apparatus carefully, cut off the stacking gel with a scalpel and discard.

2. Place gel in a sandwich tub. If the tub is blue-stained clean it by half-filling with water and boiling it in the microwave.

3. Just cover the gel with distilled water. Place the lid on the tub loosely. Heat on full power for 60 seconds until the water starts to boil.

4. Remove and place on a rocking platform for 1-2 minutes.

5. Discard the water, and then repeat steps 3 and 4 twice more i.e You boil the gel three times in water. This removes all the SDS from it.

6. After the gel has cooled a little, add enough stain to cover and it and heat on high power for 45 seconds. The gel should be about to boil. If you boil it too much then the methanol will evaporate and the stain will precipitate.

7. Place on the rocking platform and allow the stain to develop over 30-60 minutes. 

8. After photography the stain can be discarded with plenty of water. 

B) Coomassie Staining
1. Dismantle the gel apparatus carefully, cut off the stacking gel with a scalpel and discard.

2. Place the gel in a tank of Coomassie stain

3. Shake at room temp. for ca. 1 hour.

4. Decant used stain back into bottle.

5. Destain by soaking in destain solution for 24 hours changing the solution 4 or 5 times. Addition of a sponge bung can speed up the destaining processs.

6. Decant used destain through charcoal filter to re-use it.
C) Silver Staining

1. follow manufacturer’s instructions to the letter.
