In Gel Digestion for Coomassie Stained Bands
1. Washing

a. Excise bands, cut as close to the band as possible to minimize excess gel material and cut into 1mm cubes.  Place in Eppendorf tube.
b. Wash with H2O twice.
c. To gels add 100µL of ddH2O and Incubate at RT for 15min.

d. Pull off H2O and add 250µL of 50/50 ACN/H2O.  Incubate at RT for 15min.

e. Pull off solution and add 250µL of ACN.  Incubate until the gel pieces are clear.

f. Pull off solution and add 250µL 100mM ammonium bicarbonate and incubate at RT for 15min. Add 250 µL ACN and incubate at RT for 15min.  Incubate at RT for 15min.  
g. Repeat step (f) 3 times to clear the stain completely. IF NEEDED YOU CAN STOP HERE AND INCUBATE OVERNIGHT (O/N).

h. Pull off solution and dry samples in speed vac for approximately 15min (must be very dry).

2. Alkylation

a. Remove samples from speed vac and let cool.

b. Add 250µL of 10mM DTT/100mM ammonium bicarb and incubate at 56◦C for 45min.

c. Remove samples and let cool.

d. Pull off solution and immediately add 250µL 55mm Iodoacetamide/ 100mM ammonium bicarb (just make a 100mg/mL solution of Iodoacetamide in 100mM ammonium bicarb and dilute 10x).  Incubate at RT for 30min in the dark.
e. Pull off solution and wash with 250µL of 100mM ammonium bicarb.  Incubate at RT for 5min.

f. Add 250µL of ACN to make a 1:1 solution and incubate at RT for 15min.

g. Pull off solution and dry gel pieces in speed vac for 15min.

3. Digestion

a. Add 50uL (enough to cover pieces) of Trypsin solution

i.  Trypsin solution:
1. 2µL 1M CaCl2 + 50µL 1M ammonium bicarb + 945µL H2O

2. Take 100µL of the above solution and add 12.5µL of 0.1µg/µL Trypsin.
a. If doing more than 2 samples, take an extra 100µL of (1) and double the amount of Trypsin added.

b. Incubate at 4◦C for 45min then transfer tubes to 37◦C and incubate O/N.
c. Pull supernate and transfer to a new Eppendorf tube (SAVE).  To gel add 20µL of Gel Extraction Buffer (1% FA, 2% ACN, in H2O) and incubate for 20 min at room temp. Add 20µL ACN to make a 1:1 solution.  Incubate at RT for 15min. Pull off supernatant and add to the saved tube.
d. Repeat (c) 2x. Gel pieces can now be discarded.

e. Dry the pooled samples in speed vac until dry. Put in -20◦C freezer until ready to MS.  Add 20µL 5% FA when ready for MS analysis.
