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Figure 1. Biochemical enzyme assay data. The
enzymatic aclivity of full length human VG800E B-Raf, WT
B-Raf, and WT ¢-Raf was quantified as incorporation of
radiclabel from [y-3PJATP {4 gM /33 pCimL) into
FSBA-WIMEK. IC4, values were calculated by fitting a
standard 4-parameter logistic model to the curve plotied
as % of control versus fcompound]. K,'s calculated from
the estimated 1C5's using a transformation of the
Cheng-Prusoff equation were used o predict IC;4's at

1 mM ATP from the equation IG5 = K, {1 + SIK,,).
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Figure 2. Viability assays in tumor lines of

different Raf/Ras mutational status. Compound
EC.; values measured using B-Raf'5%F and WT tumor
lines in 4-day viability/proliferation assays using the
CellTiter-Glo reagent {Promega)
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Figure 3. Western blot analysis of pMEK levels
in B-Rafvs00E Raf/RasWT and K-Ras™7 lines.
Cells were treated with increasing doses of GDC-0879
and PLX4720 {0.1, 1, 10 uM) for the indicated times.
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Figure 4. Western blot analysis of pMEK levels
upon inducible ¢- and B-Raf knockdown in
HCT116 RasMT cells. Stable clones were incubated
with doxycycline for 24 hours {o induce shRNA
expression and were subsequently treated for 1 hr with
increasing amounts of inhibitors (0.1, 1, 10 uM).
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Figure 5. c-Raf specific activity assays after
short-term treatment with inhibitors. Cells were
treated for 1hr with inhibitors (0.1, 1, 10 uM), washed
and lysed. c-Raf was immuno rec:pttated and used in
an in vitro kinase assay with MEK as substrate.
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INHIBITION OF TPA-STIMULATED
RAF SIGNALING IN NORMAL CELLS
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Figure 6. Inhibition of TPA-stimulated pERK
levels in peripheral blood mononuclear cells
{(PBMC}. Human PBMCs were incubated with
compounds for 1 hour, then stimulated for 10 minutes
with 1 ug/mbL TPA. Cells were fixed in formaidehyde,
permeabilized in methanol, stained for phospho-ERK
{pERK} and analyzed by flow cytometry.
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EFFECTS ON BASAL VERSUS
STIMULATED RAF BIGNALING
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Figure 7. Effects on basal vs. serum
stimuiated pMEK levels in HCT116 celis.
Cells weare serum starved overnight and incubated
with compounds for 1 hour, then stimulated for 10
minutes with 10% FCS in triplicate for bottom panel.
Phospho- and total MEK levels were determined by
MSD. pMEK leveils were normalized to fotal MEK
and plotted as percent of DMSO control.
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