
 

LC/MS/MS Analysis at a Flow Rate of About 10 nl/min 
Detected >1,000 Phosphopeptides in a Yeast Extract

Approach Can Be Extended to Quantitative 
Phosphoproteome Profiling via Use of Deuterated 

Methanol (in One of the Two Samples to Be Compared) - 
Which Will Introduce a 3 Da Difference/COOH Group

Reconstitute Sample in MeOH/Water/ACN and Apply to 
Fe+3 - Activated Metal Ion Column 

Wash Off Non-Specifically Bound Peptides, Elute 
Phosphopeptides with 50mM Na2HPO4 Onto a 100 um ID 

RP-HPLC Column

Extract Protein (0.5 mg) with 1% SDS 
from Cells/Tissue of Interest

Esterify All Free Carboxylic Acid Peptide Groups by 
Incubating for 2 hrs @RT in 2M Methanolic HCl

Overnight Trypsin Digest at 37 deg. C

Immobilized Metal Ion Affinity Chromatography 
(IMAC) Approach to Phosphoproteome Analysis


