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Introduction [PA® Canonical Pathways: Mapping identified proteins onto pre-defined signaling networks

Post-translational modification of proteins provides critical regulation of protein activity, stability, and localization in nearly all aspects of cellular signaling. Q e Molecular Mechanisms of Cancer Mouse Embryonic Stem Gell PIuripotency PI3K-Akt Signa"ng
\We have developed antibodies that recognize specific post-translational modifications (phosphorylation, ubiquitination, acetylation, methylation), consen-
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PTMScan® analysis (Rush et al. 2005, Lee et al. 2011, Kim et al, 2011) ~ Profeasedigested | - ) o _ R : Ubiquitin -
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Ingenuity® Systems IPA® software package. Core analyses were 1 mmenepecpiaton - mmi ™ . e 0.2 ey s . Al s - U e e -
run on all proteins identified as well as proteins unique to each anti- ophized s l T l B . Er s o s o
body using the Ingenuity Knowledge Base of genes and endogenous pepfides | / ] | Lol fesiﬂ‘fm I — | - . Figure 3: A. Bar graphs of the highest scoring canonical pathways for each antibody. B-D.
chemicals limited to direct interactions with experimental and high = relative Suantiaton " Selected canonical IPA® Signaling Pathways are color-coded for each antibody (Acetyl = Red,
confidence predicted relationships. Figure 1: PTMScan Method: Immunoaffinity purification workflow using . Methyl = Blue, Ubiquitin = Green). A composite pathway is shown for each ( highlights).
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pEE e AT - IPA®-Generated Networks: De novo pathway assembly from identified proteins
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Figure 4: The top three IPA®-generated networks are shown for each antibody (A = Acetyl, B = Methyl, G =Ubiquitin). The overlap of the networks created for each antibody are shown with the seIeCIeng(eIwﬁgt\I\Tgrks displayed in detalil.
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Figure 2: PTMScan® results using Acetyl-lysine, Mono-methyl-Arginine, and Ubiquitin Branch meotif antibodies. A. Number of non-

redundant sites/proteins identified for each antibody. B. Area proportional Venn diagram showing the number of proteins identified using each anti- C O Tl C ]. U S ]. O Tl Re fe Te n C e S

Ingenuity® Systems IPA® software provides in-depth analysis of the complimentary biological networks assembled using the Acetyl-Lysine, 1. Rush, J. et. al. (2005) Nat. Biotechnol. 23, 94-101. 3. Kim, W. et. al. (2011) Mol. Cell. 2011 Oct 21;44(2):325-340.
. . . . - . . . 2. Lee, K A et al (2011) J. Biol. Chem. 286(48):41530-41538. 4. Lundgren, D. H. et. al. (2009) Curr. Protoc. Bioinformatics Chapter 13, Unit 13 13.
Mono-Methyl-Arginine, and Ubiquitin-Branch motif antibodies in PTMScan®.

body (black numbers) and overlap between antibodies (white numbers). G. Top seven most highly represented protein classes identified with each
antibody. Protein type information from the PhosphoSitePlus® database.
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