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Remarks 

High quality chemicals and pure deionised water should be used. Major precautions should always be taken during gel handling processes to avoid keratin contamination which can severely interfere with the MS detection of your analysed sample. Wash all experiment devices (gel cutting surface, razor blades, solution bottles, instruments such as Speed Vac and centrifuge chambers, internal and external sample tube surfaces) with an acidified mixture of aqueous and organic solvent. Wear powder free gloves and avoid touching organic solvent with them to minimise polymer contamination. Tie off your hair and work under laminar flow hood. Cut the gel under a pure deionised water film.

Stock solutions and reagents

100% Ethanol
100mM Tris(2-carboxyethyl)phosphine (TCEP): 286.65g/mol
400mM Chloroacetamide (CAA): 93.51g/mol
50mM Ammonium bicarbonate (ABC)
Trypsin enzyme solution: 10ng/ul Trypsin, 10mM CaCl2 in 50mM ABC
Chymotrypsin enzyme solution: 10ng/ul Chymotrypsin in 50mM ABC

Procedure

1. Gel excision and washing 

· Excise the gel band, slice it into cubes of ~1mm2 and collect the pieces in a 500ul eppendorf
· Wash with 100µl of 50% Ethanol in 50mM ABC and incubate for 15min in RT under agitation (850 rpm) 
· Spin down and remove liquid  using long tips
· Repeat the washing once more 
· Dehydrate the gel with 100µl pure Ethanol for 5min under agitation (850rpm).
· Remove the liquid.

2. Reduction and alkylation 

· Cover the gel with 100µl 10mM TCEP/ 40mM CAA in 50mM ABC and incubate at 65oC for 5min. 		
· Wash with 50% Ethanol in 50mM ABC in RT for 15min. 
· Remove the liquid
· Dehydrate the gel with 100µl pure Ethanol for 5min.



3. Enzymatic digestion 

· Cover the gel with 100ul of enzyme solution and incubate 1h at RT. 
· Top-up with ABC until the gel is covered and incubate O/N at 37oC for Trypsin and at RT for Chymotrypsin

4. Peptide extraction

· If liquid volume is not covering the gel, add 50 mM ABC (pH 8.4) and incubate for an additional hour.
· Spin down and collect supernatant into a clean Eppendorf tube (keep same pipet tip for next extraction steps).
· Add 100 µl of 5% FA, 70% Ethanol (Washing Solution) and shake for 20 min. Spin down, collect supernatant and pool it with previous one.
· Add 100 µl of 5% FA, 70% Ethanol and shake again for 20 min. Spin down, collect supernatant and pool it with previous ones.
· Speed vac pooled samples to complete dryness (around 40 min).
· Resuspend in 50 µl of 100% ACN and Speed vac again to complete dryness to concentrate the sample (around 10 min).
· Store Samples at -20°C. 
· Proceed to Sample Desalting on C18 Tips 6 plugs
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