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INTRODUCTION ASSAY PRINCIPLE

* Citron kinase (CITK) is a ubiquitous serine/threonine kinase associated to the active form of RhoA small GTPase and involved in * The TR-FRET assay on CITK kinase
actin remodeling and cytokinesis. ATP ' activity is based on the detection of
* CITK has a key role in cell division and in diseases such as tumors and brain diseases. For this reason, it represents an attractive op 7 CITK the phosphory!ation in serine of a
target for the identification of small molecules capable of inhibiting its catalytic activity with the aim of developing a successful b e s surrogate peptide substrate labeled
therapy for the aforementioned pathologies. with an acceptor dye in combination
* ! with a specific anti-phospho-serine
* |n this work we describe a successful hit discovery program performed on CITK kinase activity using a functional TR-FRET assay . antibody (OFF system for inhibitors)
suitable for high throughput screening (HTS) and screening a focused library of 10,797 compounds in search of CITK inhibitors. " '

PRIMARY ASSAY DEVELOPMENT AND OPTIMIZATION INTERFERENCE ASSAY DEVELOPMENT
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» Development and optimization of a functional TR-FRET-based CITK assay in 384 MTP format
* The CITK reaction displayed time-, enzyme-, substrate-, inhibitor-dependency (panel A-E) . : _ : oo v e
» Screening campaign (on primary and interference assays) - 427 specific CITK inhibitors.

* CITK assay for HTS was configured at: 1 nM CITK, = ?K, -equivalent substrate concentrations, 20 minutes ] ] _ S _
reaction time (S/B = 3.6, panel B, see arrow) » Valid early drug discovery strategy for identification of lead compounds potentially useful

for treatment of pathologies such as cancer and brain diseases.
* Inhibitor 1 was selected as reference for HTS (IC;,: 2.8 nM, see arrow in panel E)
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