On-bead Tryptic Digetion Protocol 

Michigan State University, Proteomics Core Facility
This protocol is usually enough for 50uL of beads but in most cases we recommend using no more than 10uL of beads.  Reagents used should be of the highest purity available.  We generally recommend using magnetic beads.
1. Make up a stock of 50mM ammonium bicarbonate (Ambic).  This should be at a pH between 8-9 naturally, if not make up a new stock in a clean tube do not adjust pH) to 1mL and keep this on ice.

2. Allow the beads to settle by gravity or spin at 500xG.  Remove as much liquid from the beads and wash with the ice cold Ambic.  Do this at least 3 times.  Depending on the composition of buffer you use for binding you may need to increase the number of washes to remove deleterious components.
3. Make up a stock of 0.005ug/uL of trypsin in 50mM Ambic and keep on ice.

4. Remove as much liquid as you can from the beads after the last wash and replace with 10uL of the trypsin solution.  This should be enough to just cover the beads, if it is not add more until beads are submerged.
5. Incubate at 37oC for 6-8 hours.  Do not let the sample incubate longer than this, as longer incubation times may increase contamination and decrease the signal of your target protein in the mass spectrometer.
6. Spin down the beads in a desktop centrifuge and remove all the liquid into a fresh tube, do not worry if some beads are picked up, too.

7. Acidify the digest by adding Formic Acid or Trifluoroacetic Acid to a final concentration of 0.1%.
8. Purify the samples by C18 solid phase extraction, dry using a centrifugal concentrator and store at -80C or inject into the mass spectrometer.

