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variability and high reproducibility. Using NanoBRET, we Domain) interactions are potently disrupted with AMG-510 « Frozen transfected cells with KRas (G12V) and CRAF-RBD
demonstrate the ability to monitor changes in dynamic protein with near complete inhibition after 16 hours (top panel). compared to fresh, unfrozen cells show identical assay
Interactions within the Ras pathway, including induction or inhibition Kras(G12D):CRAF full length and RBD interactions are performance simil’ar donor RLU expression levels, and
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Comparison with BRET2 » KRas(G12C) endogenously tagged with HiBiT (11aa peptide) in

MiaPaCa-2 cells with overexpressed LgBIT shows kinetic and
dose-dependent degradation with LC-2 PROTAC degrader
compared to MRTX849 covalent parental inhibitor

e BI-2852 results in inhibition of KRas, NRas and HRas isoforms
for binding to Raf-RBDs

« Similar inhibition of KRas WT and G12 mutants observed for

Key characteristics

« Improved signal: background, decreased spectral overlap

* Greater assay window as compared to other BRET systems both ARAF, BRAF, and CRAF (CRAF data not shown) - Investigation of kinetics of Kras(G12C):CRAF-RBD inhibition
* NanoLuc luciferase enables BRET at low expression levels - Additional disruption of effector binding in the PI3K signaling axis reveals slower inhibition of MRTX849 and even slower for LC-2
« Ratiometric, highly reproducible assay with excellent Z’ factor observed compared to BI2852, suggesting potentially reduced

Intracellular permeabillity.

6. Targeting Other Interactions in the Ras

3. Studying Activation of Ras Pathway PPIs -
ying 4 Pathway: KRas:SOS1 and BRAF:MEK 9. Conclusions
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» KRas:CRAF interaction rapidly increases upon EGF stimulation » SOS1 inhibitors BI3406 and BAY293 show dose-dependent
« Extended kinetics show decline toward basal levels within 60 disruption of KRas binding to the catalytic domain of SOS1
minutes, consistent with transient RTK signaling. following a 6-hour treatment.
 RAF homo- and heterodimers increase in response to GDC0879  BRAF:MEK1 interaction shows inhibition with 200nM
or overexpressed KRas (G12C). Trametinib following a 2-hour treatment.
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