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Introduction Summary & Outlook
m ointing the Mammalian Kinome is Essential Because: \ @UFO-CCS are a Novel Proprietary Tool that can: \
U Profiling of kinases is an important aspect of understanding their function in cellular signaling. U Identify up to 41 kinases in one single experiment in HepG2 cell lysate.
U Deregulated kinases must be identified to understand their role in several diseases. U Profile kinases in as little as 400 pg cell lysate and can be used for biopsied material.
U The role of deregulated kinases in diseases has made them important biomarkers. U Unambiguously prove the presence of even low abundant kinases

. . . (e.g. proto-oncogene kinases Fyn, Src and Yes).
U Kinases have become attractive candidates as drug targets.

Qutlook:

Solution: U We are now applying our technology to investigate the difference in kinase expression

between tumors and normal tissue.

U Capture Compound Mass Spectrometry (CCMS) addresses the need for a reliable tool to profile . | | _ _
. . . . . U Capture Compounds aimed at addressing further subsets of the mammalian kinome are
the kinome of biological samples of different origin.

currently being developed.
\ J \{caprotec nioanalytics makes CCMS available to the scientific community. J

Technology

The CCMS-Principle Experimental Procedure
Capture Compounds (CC) are unigue trifunctional probes that offer the possibility to: Capture Compound Equilibration Crosslink
addition hxV

4 N

U Target protein families by a selectivity group (small molecule).

U Capture covalently bonded proteins by a photoactivatable reactivity group

U Isolate the small molecule-protein complexes through a sorting group, e.g. biotin.
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The high affinity, ATP-competitive kinase inhibitor staurosporine
was chosen as selectivity function of a Capture Compound
targeting kinases in complex protein mixtures.
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Staurosporine was coupled to the Capture Compound scaffold via

Its methylamino-sidechain. 120
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Figure 2. CCMS identifies 41 kinases within one single experiment.
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Figure 2. Capturing in HepG2 cell lysate (soluble fraction).

Efficacy of Capture Assay vs. Pull Down Capturing ldentifies More Kinases All Functional Classes of Kinases are Captured

Tablel. Functional classification of captured kinases.

123 123 P Capture Pull (only PD)

i | 1. Capture Compound

200 » = Capture_(_)ompound control assay dOWﬂ Serine-Threonine kinases 25 (1)
e (Competition)
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100 P PKA Protein Small molecule kinases 7 (1)
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: iR Tyrosine-protein kinases 5(1)
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Figure 3. Capturing of the purified catalytic subunit of PKA visualizes
the superiority of the CCMS technology compared to a pull down assay.




