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Coomassie staining protocol for in-gel digestions

1. After gel electrophoresis, stain with 0.1% Coomassie Blue R-250 in 10% acetic acid, 50% methanol, and 40% DI water until gel bands appear stained. Shake or rock gently during the staining process. Usually, 30-60 min is sufficient.

2. Destain the gel by gentle shaking/rocking in 10% acetic acid, 30% methanol, and 60% DI water with at least two changes of this solvent until the background is nearly clear. This takes about 2-3 hours.

3. Clean a glass dish or plate well with 70% ethanol. Carefully excise the region of interest with a razor or scalpel, cutting away as much unstained gel around the region as possible. Dice your band into 1-2mm cubes, taking care not to smash the gel pieces. Transfer your diced gel band into a 1.5 mL tube and cover with DI or LCMS-grade water. Work quickly but carefully as you excise your band. If your gel starts to dry out, return the bulk of the gel to the destain solution and pipette a small amount of DI water over the region you’re working with to rehydrate.
