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On-bead trypsinization of proteins bound to streptavidin beads 

This is adapted by a prptocol published by Rybak et al. (2005). Amounts of enzyme will vary according to the amounts of protein used for binding!!! The protocol below is for the binding of 40mg of nuclear extract to 300μl of M280 paramagnetic streptavidin beads.
1. Do streptavidin pulldown as described by the protocol 

2. Wash the beads 3x with HENG/250 mM KCl, room temp, 10 min each wash
3. Wash 1( with 50mM NH4CO3 

4. For 40mg protein and 300μl M280 beads trypsinize by addition of 200-300(l of 50mM NH4CO3 and 24(l of trypsin solution (100ng/(l) (in original protocol by Rybak et al.  it is suggested to use 20(l of 50mM NH4CO3 for 50(l of beads used for binding 1mg of protein and trypsynizing it with 60ng of trypsin). 
5. Trypsinize o/n with shaking at 37(C
6. Deliver the supernatant of whole digestion mixture for mass spectrometry.
Buffers and reagents

HENG buffer: 10 mM HEPES-KOH, pH 9, 1.5 mM MgCl2, 0.25 mM EDTA, 20 % glycerol, 1mM PMSF (phenyl methyl sulfonyl fluoride, prepared as a 100x stock in ethanol and stored at –20oC).
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