Discovery of A Highly Potent HPK1 Inhibitor That Augments Immune
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HPK1 (MAP4K1) is a serine/threonine Ste20-related protein kinase Table 1. RGT-197 is a subnanomolar HPK1 inhibitor with A Jurkat B PBMCs % 3 %
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HPK1 as a novel intracellular I/O target. — ' A, inhibition of phosphorylation of Ser376 E .
Selectivity against HPK1 IC5o (Folds) C M sol SLP76 (pSLP76) was examined in anti-CD3- g 2 % %
JAK3 >100 ouse Spleen stimulated Jurkat cells by HTRF. B, PBMCs were = o
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Regor CARD platform (Computer Accelerated Rational Discovery) was TBK1 ~10000 Zo RGT-197 was adr!-nnlstrat'ed by cfra‘\I gavage in o e & 5
deployed to identify potent and selective inhibitors of HPK1. Biochemical £ @a 1 BALB/c mice, Wh'Ch' received IV mject'lc')n anti- \\é«‘\ L O/\:\’ R
assays and primary human pan T cell-based cellular assays were utilized =~ CI — 1000 CD3.ant'lb'0'dy 10 minutes before sacrlflceq. N & &
to support the structure-activity relationship (SAR) analysis and inhibitor The inhibition on pSLP76 were examined in @
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optimization. In vitro and in vivo target engagement studies were spleens by western blot at 2 hours post Q—O

conducted in Jurkat T cells and mouse splenocytes, respectively. In vivo
efficacy study data were generated using CT-26 syngeneic tumor mouse
model.
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A, anti-CD3 / CD28 stimulated human primary pan T cells were treated

with RGT-197. IL-2 levels were examined in supernatant after 48 hours.

C, anti-CD3 stimulated PBMCs were incubated with RGT-197 in the
presence of 2.5 ug/ml anti-PD-1 or isotype antibody. IFN-g levels were
analyzed after 96 hours.

treatment.

:
CT26 syngeneic mou

“E 2000] 3 hpo-t sompk enw

£ o RGT-197 200mpk QD

\w/ & RGT-197 + anti-PD-1

€

£

©

>

I

£

=]

z

0 5 10 15
Treatment Days

B Vehicle + Isotype RGT-197
000 3000
E o0 £ 200
& zon0 < zon0
2 1500; 2 1500
£ 1000 £ o0
£ soo = £ soo
H H
% pt 20 °

Treatment Days

se model

CT-26 colon cancer cells were implanted
subcutaneously into female BALB/c mice at 3x
10° cells per mice. Mice were randomized into
treatment groups, 12 mice per group, at mean
tumor volumes of 65 mm3. RGT-197 were
administrated by oral gavage, and anti-PD-1
(RMP1-14) or isotype antibodies were
administrated by IP injection. Mean and
individual tumor volume were presented (A, B).
Blood were collected for cytokine analysis at2

0 hours post the final dose of RGT-197.
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RGT-197, a potent and selective
HPK1 inhibitor, provides a potential
opportunity as a small molecule
immunotherapy to boost anti-tumor
immunity either as monotherapy or
in combination with immune
checkpoint inhibitors.
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