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nucleofection of cells with Cas9 and gene-specific sgRNA sequences. Cells were recovered for activity of Arcus HPK1 inh_1 in increasing IL-2 secretion in Ctrl vs HPK1XC Jurkat cells. (C) CRISPR knockout of HPK1 in
primary human CD8* T cells was confirmed by Western blot. (D) CD3/28/2 activated HPK1XC CD8* T cells display increased

at least 7 days prior to use. IFN-y (left panel) and TNF-a (right panel) secretion. (E) HPK1XC CD8* T cells display increased IFN-y secretion in presence
of individual inhibitory signals NECA (left panel) and PGE, (right panel). *=p<0.05,**=p<0.01.

Figure 8. HPK1 inhibition increases IFN-y secretion in high (A), moderate (B) and low (C) affinity ovalbumin peptide
activated OT-1 splenocytes. *=p<0.05, **=p<0.01, ***=p<0.001..
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** Compounds: Arcus HPK1 inhibitors and reference compound (You et al. J Immunother. Cancer.
2021) were used. Dual adenosine (A, ,R/A,.R) receptor antagonist etrumadenant (etruma) was
used to block the effects of synthetic adenosine receptor agonist NECA.
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CONCLUSIONS

s HPK1 (MAP4K1) is the most abundantly expressed member of the MAP4K family in CD8* T cell
subsets. Genetic deletion of HPK1 in Jurkat cells and human CD8* T cells increase cytokine
secretion alone or in presence of individual suppressive signals.

Pharmacological Inhibition of HPK1 Increases Early T cell Activation
and Cytokine Secretion
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+** Inhibiting HPK1 kinase activity using Arcus HPK1 inhibitor reproduces the phenotype of genetic
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HPK1 is the Most Abundant MAP4K Protein in CD8* T cell subsets
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member of the MAP4K family in CD8* T cell subsets.
after 72 hr activation (F). ***=p<0.001.
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