Materials

• RapiGest SF Powder (Waters Corporation, 5 Pack of 1 mg Vials, 186001860)
Procedure

1. Make a 10 X detergent stock (5% Rapigest) by adding  in 10X TNE buffer to the detergent vial. 

2. Add 10X detergent to sample and vortex. 

3. Boil for 5 min. 

4. Reduce by adding TCEP to the final concentration of 1mM. Incubate at 37C for 30 min.

5. Alkylate adding 2-Iodoacetamide (IAA) solution to the final concentration of 0.5 mM and incubate at 37C for 30 min.

6.  Add same amount of TCEP added in step 4.
7. Add trypsin for a final concentration of 1:50 enzyme:protein. If total amount of protein is very low just add 1-2 μg of trypsin.

8. Incubate 4h with shaking at 37°C or incubate overnight at 37C.

9. Add HCl to a final concentration of 250mM.

10. Incubate at 37°C for 45 minutes.

11. Spin sample at 14K, 4°C for 30 minutes.

12. A cloudy pellet may appear. Separate your supernatant from the pellet into a fresh Eppendorf tube.

13. Spin again if needed to make sure you have completely removed the cloudy material.

14. Reduce volume in speedvac and ziptip or Aspire tip the sample and dry down before LCMSMS analysis.

