Introduction

gel digestion of the corresponding spots on the 2-
DE gel to the rapid on-membrane identifications.
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microdispensing of enzyme or matrix solution onto
blot membrane by using chemical inkjet technology

Cell lysates of A-431 cells stimulated with EGF
were separated with 2-DE again and in-gel digestion
was performed for six proteins identified by a rapi
phosphoprotein identification approach.
Enrichment of phosphopeptides from in-gel
digested peptides was achieved by Phos-tag
agarose. Phosphorylation site of enriched
phosphopeptide was characterized by MS/MS

analysis.

Results

Direct protein identification of
phosphoproteins on PVDF membrane

Six proteins, which were detected on blot

membrane by affinity-staining with Phos-tag
ligands were identified by direct on-membrane MS
analysis method and these proteins have been

already known to be phosphoproteins.

Characterization of phosphorylation site
Enrichment of phosphopeptides from in-gel
digests of ovalbumin could be successfully
performed by Phos-tag agarose. Furthermore,
phosphorylation site (Ser 113) of prostaglandin E
synthase 3 was characterized by MS/MS analysis of
b-eliminated phosphopeptides enriched from in-gel
digests by Phos-tag agarose 2.
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bringing analysis to life

3. Phosphoproteins from EGF -Stimulated A -431 Cell Lysates

Identified Directly on Membrane Using A Database Se  arch
Accession No. Protein name M.W. Mas cot
score
spot 1 P05387 60S acidic ribosomal protein P2 11658 34
spot 2 Q15185 Prostaglandin E synthase 3 18971 86
spot 3 P33316 Deoxyuridine 5'-triphosphate nucleotidohydrolase 26975 58
spot 4 P04792 Heat-shock protein beta-1 22826 62
spot 5 P04792 Heat-shock protein beta-1 22826 114
spot 6 P04792 Heat-shock protein beta-1 22826 83

The database search was performed using the Sprot database.
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4. Phosphorylation Site of Identified Proteins By M
from Digested Peptides
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5. Enrichment of Phosphopeptides from In
Ovalbumin By Phos -Tag Agarose
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6. Characterization of Phosphorylation Site by MS/MS
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