2 REACTION A versatile assay suite for the discovery of new KRAS pathway inhibitors
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Introduction Nucleotide exchange assay Disruption of protein interactions Direct binding assays

The small GTPase, KRAS, is a known oncogene that is frequently mutated in a Nucleotide exchange assay (NEA) monitors SOS1/2 mediated exchange ot GDP to GTP KRAS::SOS1 Thermal shift assays are used to assess the effect of compounds on protein stability.
large percentage of cancers and is associated with poor disease prognosis. The main application of the assay is to identity compounds that lock KRAS in inactive “OFF” Disruption of SOS1 binding o Kras can be used as an orthogonal method for studying Selectivity of G12C compounds (ARS-1620 and AMG-510) is clearly shown among
Mutated KRAS is locked in the activated GTP bound state and tacilitates enhanced state by preventing GTP binding. The most frequently used NEA HTRF assay utilizes GTP SOST specific compounds. Assay uses HTRF based defection of inferaction KRAS wt and mutants as well as selectivity of BAY-293 for SOST.

Ras signaling in cancer cells.  While being a desirable target, absence of good labelled with DY-647P1 and monitors the increase in HTRF signal observed upon GTP* ' '
druggable binding pockets has made modulator compound discovery challenging binding to Kras. The assay is well suited for evaluation of various modes of nucleotide
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Figure 2: Kras protein and regions. Various KRAS recombinant constructs available at RBC. o = - — In addition to Se|eC’r|V|’ry prOflllng between WT and muta nts, NAE can be used {Or time- Lett 8(7): 732-736.
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