
Digest on beads 
 

Reagents 
- 100 ng/µl Trypsin in 1mM HCl (Trypsin Gold Promega V5280) 
- 100 ng/µl LysC in H2O (Wako PEF 7041) 
- 100 mM ABC (Ammomium bicarbonat) (Fluka 09830-500G) 
- 50 mM TCEP-HCl (Tris 2-carboxyethyl phosphine hydrochloride) prepare in 

H2O from 500mM stock (Sigma 646547-10 x 1ml) 
- MMTS (methyl methanethiosulfonate - stock 200 mM in isopropanol (Fluka 

64306) 
- TFA    Aldrich T63002 
 
Materials 
- Gel loader 

 
Storage of beads before the digest 
- Agarose beads may not be frozen, they must be stored at 4°C  
- Most magnetic beads may be stored at -80°C 
 
 
Workflow 
 
- if the beads are covered with solvents from the IP (e.g. IP-buffer, containing 

NO detergents!!) spin the beads down and remove the supernatant. There 
should be as little solvent as possible on your beads, but they should not 
become dry! 

 
Elution (2 steps) 
 
LysC elution 
 
- Resuspend the beads in 2 x bead volume 100 mM ABC. The total volume 

should be in a range of 30 µl-80 µl 
 

- Elution with Lys-C: 
Add 2 µl of Lys-C stock (c = 100 ng/µl) and digest the sample for 4 hours on a 
Thermo-shaker with 800 rpm at 37°C 

 
- Spin the beads down. The supernatant is transferred with gel-loader tips to a 

0.6 ml PCR Eppendorf tube. This is called the Lys-C fraction 
 

- The beads are resuspended in 100 mM glycine pH 2.0 in 3 x the bead volume 
(usually 30 µl) and stored in the fridge at 4°C 

 
 
Glycine elution (is only performed if requested) 



  
 

- Spin the beads down and transfer the supernatant to a 0.6mL Eppendorf tube 
- Repeat the glycine elution step two more times and unify the supernatants 

(appr. 90 µl)  
- The pH is set to 7.5 with 1M Tris pH 8.0. (Add 10-20 µl to an eluate of 90 µl) 
- CHECK the pH 
 
 
Digest of the LysC and Glycine fractions 
 
- Dilute the 50 mM TCEP stock 1:8 in 100 mM ABC to prepare a 6,25mM 

TCEP-HCl solution. 
- Add 2 µl of this solution to the samples and incubate them at 60°C for 30 min 

on a Thermo-shaker at 400 rpm 
- Prepare a 40 mM MMTS solution. Dilute the 200 mM MMTS stock 1:5 with 

100 mM ABC 
- Add 2 µl to the samples and incubate them 30 min at room temp in the dark 
- For the tryptic digest add 2µl of 100 ng/µl Trypsin stock. Incubate at 37°C 

over night 
- Stop the digest the next morning with 10 µl 10% TFA 
- Analyse 10% of the sample on the Monolith 


