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crude protein (e.g., cell extract or
cellular organelle) or

in viiro kinase reaction or
purified phosphoprotein

!

obtain protein fraction (e.g, lysis, organic
extraction, detergent treatment, efc.)

immebilize general protein modification- Vlr

specific antibody to resin (e.g, agarose)

denature proteins (e.g., urea
or heat treatment)

|

digest crude protein mixture to peptides
i with immobilized trypsin or other protease

contact digest with antibody-resin
and incubate (e.g., 4° 1-16 hours)

|

remove unbound peptides by centrifugation,
filiration, or column washing

|

wash antibody-resin extensively

!

clute bound peptides (e.g., 30% acetic acid,
0.1 M glycine, pH 2.3, or 0.1% trifluoroacetic acid)

desalt and concefrate peptides with microcolumn
(e.g., reversed-phase ZipTip) (optional)

|

mdﬁe, ez, MS for mass,
MS after phosphatase treatement fo confirm phosphorylation, or
tandem MS (MS/MS or MS?) for partial sequence
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