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Abstract INCB062079 Is Selective for FGFR4 Cellular Activity of INCB062079 in HCC Cell Lines

A Biochemical Activity B Selectivity of INCB062079 A Glg, C Concentration-Dependent Inhibition of FGFR4 A PK/PD Analysis in Hep3B Tumors B Efficacy and Tolerability of INCB062079

Aberrant signaling through Fibroblast Growth Factor Receptors (FGFR) has been reported in multiple

types of human cancers. FGFR4 signaling contributes to the development and progression of subsets of s 10 lgruetliag) i e eEels Hoe Gl Line 1 s 2 pelE Seme et
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encoding an endocrine FGF ligand that activates FGFR4-KLB receptors, has been reported. In models FGFR4 1.2 Ic:mm ® - 1 s | FGER e
with this alteration, FGF19-FGFR4 signaling is oncogenic and antagonism of the FGF19-FGFR4 axis has C =1 . 2 e b W . . - p—— B 5 mg/kg
been shown to be efficacious suggesting that selective targeting of FGFR4 may be an effective strategy FGFR1 >300 ) > 01 - e ess . < 807 ~¢- 10 mg/kg
for malignancies with FGFR4 activation. FGFR2 >300 am - - e\c, o ‘E —A— 30 mg/kg
We describe the preclinical characterization of INCB062079 a potent and selective inhibitor of the FGFR4 FGER3 300 0.01- e e W s s || pFRS2 % 60 - E ; 1B
kinase. In biochemical assays INCB062079 inhibited FGFR4 with low nM potency and exhibited at least -— - - < FRS? = S W
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kinase panel. This selectivity derives from the ability of INCB062079 to bind irreversibly to Cys552, a Cell line . e | DERK1/2 g E §
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binding of INCB062079 to Cys552 was demonstrated using a LC/MS/MS-based proteomic analysis that C Cellular Activity I HCC lines without overexpression of FGF19 B Primary human umbilical vein endothelial cells T —— — ——— ]ERK1/2 20 1 %0
confirmed specificity for the target Cys. In assays using HCC cells with autocrine production of FGF19, o N _ — < GAPDH ° o°°
INCB062079 inhibited the autophosphorylation of FGFR4 and blocked signal transduction by FGFR4 to Cell Line Glso (Mean, nM) B Characteristics of Sensitive HCC Cell Lines . A 250 - 1/9 PR
downstream markers of pathway activation. Cancer cell lines that have amplification and expression of _ - 0 i é :'3 "1 é 6/9 CR,
FGF19 are uniquely sensitive to growth inhibition by INCB062079 (EC., less than 200 nM) compared Ba/F3-TEL-FGFR4 3 - D Time Course of Inhibition of pERK1/2 INCB062079 tumor concentration (log nM) 0= ' ' ' ' 9 PR
with HCC cell lines or normal cells without FGF19-FGFR4 dependence (EC;, > 5000 nM) confirming S BT in the Hep3B HCC Cell Line ? 22 26 30 34 38 42
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selectivity for FGFR4. In vivo, oral administration of INCB062079 inhibited the growth and induced Huh7 | =2 1h 6h 24 h Treatment time _ S Days post inoculation
significant regressions of subcutaneous xenograft tumors dependent upon FGFR4 activity at doses that Ba/F3-TEL-FGFR3 1059 Liver %‘-‘"- TR T S — ! 2 4000 - A. Single-dose administration of INCB062079 0.1, 0.3, 1, 3,
were well-tolerated (10-30 mg/kg BID) and did not result in a significant increase in serum phosphate Hep3B ® 25025 2.5 0 25025 25 (_) 250 25 25 0 NCEEEZuTe (il 10, 30, or 100 mg/kg was given by oral gavage to SCID 24
levels which is observed with FGFR1/2/3 inhibition. Suppression of tumor growth correlated with lllustration reproduced courtesy of Cell Signaling S 2000 - ET S ———T - mm @8 |PERK1/2 mice bearing human Hep3B tumor xenografts. Plasma
pharmacodynamic inhibition of FGFRA4 signaling. Collectively, these preclinical studies demonstrate that Technology, Inc. (www.cellsignal.com). % and tumors were harvested at 1 hour post dose for
INCB062079 potently and selectively inhibits models of FGF19-FGFR4-dependent cancers in vitro and L _ . _ o T S SED GHD G G S N e e S8 @8 | ERK1/2 PK/PD analysis. INCB062079 inhibited normalized tumor - B
in vivo, supporting clinical evaluation in patients harboring oncogenic FGFR4 activation. A. Inhibition of the kinase activity of recombinant FGFR enzymes by INCB062079. 4 3 2 1 0 1 2 3 a4 5 6 7 n 0 - o038 Huh7 ERK1/2 phosphorylation with an ICs, of 221 nM based on = 20 -
5. Kinase profiling — 1C5, values of INCB062079 for 59 kinases indicated by size of spots. Gene expression (log2(FPKM+0.1)) > tumor PK. g,,
A FGF19-FGFR4 Signaling Sumeell ey @i lelieslie Tomisl Lnsises vl (G, = AAU0 mhil (LOEe-velt] gl i A. Values for INCB062079 determined by CellTiter-Glo® assays (Promega, Madison, C. Inhibition of FGFR4 signaling in Hep3B cells by INCB062079. Cells were treated for 5. Female SCID mice were inoculated subcutaneously with =
FEFRA () WI, USA). The highest concentration tested was 5000 uM. # marks indicate cell 4 hours with different concentrations of INCB062079, and phospho- and total 5 x 10° human Hep3B cells in Matrigel. When tumors ERT
Normal FGF19 / FGFR4 Signaling ' FGF19 / FGFR4 Signaling in C. Growth inhibitory 50 (Gls,) values for INCB062079 determined by CellTiter-Glo® assays lines where the Gl is > 5000 uM. * SNU-475 cells are amplified for FGF19 but proteins were detected by immunoblotting. reached approximately 200 mm?, mice were randomized @
=35 Hepatocellular Carcinoma (Prom_ega, _Madison, WI, USA) against Ba/F3 cell lines expressing TEL-FGFR kinase express low levels of FGFRA4. D. Time course of inhibition of pERK1/2. Cells were treated for the indicated time with into treatment groups (n = 9 mice/group) and dosed with
_. domain fusions. 2. mRNA expression levels for FGF19 in HCC cell lines from the CCLE. Expression shown 3 concentrations of INCB062079 or DMSO, and phospho- and total ERK1/2 were INCB062079 by oral gavage at 5, 10, 30 mg/kg BID or -
s in log2 scale with Huh7 and Hep3B cells highlighted. Analysis of copy number revealed detected by immunoblotting. vehicle for 21 days (dosing started at day 22 and ended
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