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Figure 6. Pathway diagrams for each cell line were generated using Cytoscape®. These diagrams include all proteins with
modification sites increasing or decreasing at least 2x upon relevant drug treatment. Proteins with PTM site peptides decreasing upon

AGC/PSD
Akt/AMPK
ATM/ATR

IP Methyl-arginine
Peptides

IP Acetyl-lysine
Peptides

IP AGC Kinases
Motif Peptides

IP ATM/ATR
Substrate Peptides

IP Phospho Tyrosine
Peptides

unchanged
x > = 2.5
x < = -2.5

Proteins identified in different PTM classes (phosphotyrosine, ATM/ATR substrate phosphorylation, AGC/CAMK/STE kinase family motif
phosphorylation, lysine acetylation, and arginine methylation) are distinguished by different colored protein symbols. Shapes of protein
symbols signify protein functionality (cytoskeletal, adaptor, kinase, adhesion protein, etc.). First order interacting partners with the
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driving RTK are presented in bright yellow.
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• I ntelligent fractionation through sequential immunoprecipitation can be used to probe
numerous PTM spaces, allowing in-depth pathway mapping of valuable samples
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Figure 3. Experimental flowchart. Cell lysates were prepared from RTK inhibitor treated and untreated cell lines, proteins were digested
with trypsin, peptides were TMT-labeled, and samples were mixed for 6-plex analysis. The peptide mixtures were serially fractionated through
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immunoprecipitation with antibodies specific for phosphotyrosine, ATM/ATR substrate motif, AGC/CAMK/STE family kinase motif, acetyl-lysine, and
analyzed by LC-MS/MS using an LTQ Orbitrap Elite, with quantification of the TMT labels enabled by HCD fragmentation.
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methyl-arginine, though any motif-recognizing antibody could be used with this protocol. The enriched peptides from each immunoprecipitation were
Figure 1. Motif antibodies chosen for PhosphoScan® profile (MS/MS).
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Figure 2. Full proteome. Samples are harvested in 8M urea, homogenized if necessary, reduced, and alkylated before being digested.
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