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University of Utah Proteomics Core Facility 

 

Reagents 

 

*All reagents must be made up with nanopure water* 

 

1) Wash Solution: 50% methanol and 5% acetic acid in water 

2) Ammonium bicarbonate (AMBIC) 100 mM pH 7.4 

3) 100% HPLC grade acetonitrile 

4) 10 mM Dithiothreitol (DTT): Dissolve 1.5 mg of DTT to 1 mL of 100 mM AMBIC 

5) 100 mM Iodoacetamide (IAA): Dissolve 1.8 mg of iodoacetamide in 1 mL of 100 mM 

AMBIC 

6) 20 ng/µL Trypsin: Dissolve 20 µg of sequencing grade trypsin in 1 mL of ice cold 50 mM 

AMBIC. Leave on ice until use. Aliquot and freeze leftover. Can be freeze/thawed once 

7) Extraction Buffer: 50% acetonitrile and 5% formic acid in water 

 

Day One 

Resolve proteins by SDS-PAGE (after running the protein on the gel everything must stay 

clean to avoid contamination) 

Save the original plastic Bio-Rad™ tray or have a designated proteomics tray to 

coomassie stain and destain your gel. 

 

Rinse the tray with water and clean with 70% ethanol and rinse with water before 

placing your gel into the tray 

 

Rinse the gel twice, rocking gently for 10 minutes with water to remove excess SDS-running 

buffer 

 Cover the tray with saran wrap to prevent contamination 

 

 Stain the gel with Coomassie brilliant blue for 1 hour rocking slowly at room temperature 

  Coomassie stain should be new or used only for proteomics gel stains 

 

  Cover the tray with saran wrap to prevent contamination 

 

De-stain the gel overnight with 10% methanol and 7% acetic acid solution. Change the de-

stain solution after 1 hour and 2 hours before leaving overnight 

 Cover the tray with saran wrap to prevent contamination 

 

On a clean surface (wipe down a small square of glass with 70% ethanol) cut the protein 

bands from the gel and place in wash solution overnight. 

  

Continue to change wash solution 3x/day until protein bands are clear. 

 

Gel pieces can be stored at room temperature in 300 µL of wash solution or 100 mM AMBIC until 

they are submitted to the Proteomics Core Facility. 

 

 



The following protocol can be performed in your laboratory or by the University of Utah Proteomics 

Core Facility 

 

Day Two 

1) Remove wash solution and discard 

2) Add ~200 µL of 100% acetonitrile and incubate for 5 minutes at room temperature 

3) Remove the acetonitrile and completely dry the samples in the speed vac at ambient 

temperature for 3 minutes 

4) Add 50 µL of 10 mM DTT and reduce the protein for 30 minutes at room temperature 

5) Remove the DTT solution and discard 

6) Add 50 µL of 100 mM iodoacetamide and alkylate the protein at room temperature for 30 

minutes in the dark 

7) Remove iodoacetamide and discard. 

8) Add 200 µL of 100 mM AMBIC and incubate at room temperature for 10 minutes 

9)  Remove and discard the AMBIC. 

10)  Add 200 µL of acetonitrile and incubate for 5 minutes at room temperature. 

11)  Remove and discard the acetonitrile 

12)  Add 200 µL of 100 mM AMBIC and incubate at room temperature for 10 minutes 

13)  Remove and discard the AMBIC and add 200 µL of acetonitrile for 5 minutes at room 

temperature 

14)  Remove and discard the acetonitrile. Completely dry the gel pieces at ambient temperature in 

the speed vac for 3 minutes 

15)  Add 50 µL of trypsin to the gel pieces and allow them to rehydrate on ice for 10 minutes with 

occasional vortexing. Make sure that the gel pieces have completely rehydrated! 

16)  Centrifuge the gel pieces at 4000 rpm for 1 minute and carefully remove and discard ALL of 

the excess trypsin from the sample 

17)  Add 10 µL of ice cold 50 mM AMBIC to the sample. Vortex mix and centrifuge at 4000 rpm for 

1 minute. 

18)  Place samples at 37°C overnight 

 

Day Three 

1) Add 50 µL of 50 mM AMBIC and incubate at ambient temperature for 10 minutes with 

occasional gentle vortexting. 

2) Centrifuge the sample for 30 seconds and collect the supernatant into a new clean tube 

3) Add 50 µL of extraction buffer and incubate at room temperature for 10 minutes with 

occasional gentle vortexing. 

4) Centrifuge the samples for 30 seconds and collect the supernatant into a new clean tube. 

5) Repeat steps 3 and 4 

6) Dry peptides to completion in the speed vac and resuspend in 300 µL of 0.1% trifluoracetic 

acid for desalting. Pierce™ desalting spin columns catalog# 89852 

 

Peptide samples can be stored at -80°C until they are submitted to the proteomics core facility 

 

Please contact Allison Manuel, Ph.D. with any questions 

Email: allison.manuel@cores.utah.edu 

Phone: 801-581-5018 

mailto:allison.manuel@cores.utah.edu

