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(A) CCR8* cell frequency in immune cell
subsets as determined by flow cytometry
in PBMC and tumor samples. (B) Multiplex
immunofluorescence (MIF) highlights abundant CCR8* Treg cells in the TME

of HNSCC. Representative images at 10x (H&E and low-power mlF) and 20x
magnification (high-power mlIF). (C) The number of CCR8* Treg cells per mm?in
12 types of solid tumors. (D) The number of NK cells per mm? in 12 types of solid
tumors. (E) Comparison of CCR8* Treg density and NK cells density in 12 types of
solid tumors. (F) Representative IHC on serial sections of a gastric cancer sample
shows numerous CCR8* lymphocytes within the T-cell region of tertiary lymphoid
structures (TLS) in the TME (13x magnification).

Abbreviations: ADCP =antibody-dependent cellular phagocytosis; CCR8 =chemokine receptor 8; CFSE = Carboxyfluorescein succinimidyl ester;

CPS =combined proportional score; CR =complete response; ctrl=control; DTC = dissociated tumor cells; FFPE =formalin-fixed paraffin-embedded,;

H&E =hematoxylin and eosin; HNSCC =head and neck squamous cell carcinoma; IFN-y =interferon gamma; IHC =immunohistochemistry; IV =intravenous;
ka =association rate constant; kq = dissociation rate constant; Kp =dissociation equilibrium constant; MDM = monocyte-derived macrophage; MFl=mean
fluorescence intensity; mIF = multiplex Immunofluorescence; MoDC = monocyte-derived dendritic cells; NK = natural killer; NSCLC = non-small cell lung
cancer; NSG =NOD scid gamma; PD-1=programmed cell death protein 1; PD-L1=programmed cell death ligand 1; PBMC = peripheral blood mononuclear
cells; TAM =tumor-associated macrophages; TAN =tumor-associated neutrophils; Tconv=conventional T cell; Teff = effector T cell; TIL =tumor-infiltrating
lymphocytes; TLS =tertiary lymphoid structures; TMA =tumor microarray; TME =tumor microenvironment; Treg =regulatory T cell.

Statistics: *=p<0.05; **=p<0.01; **=p<0.001; ***=p <0.0001; when not shown, comparisons are not statistically significant.

cells. (C) CFSE-labeled Raji-hCCR8 cells were co cultured with monocyte-
derived macrophages, treated with serial dilutions of CHS-114 or an isotype
control antibody for 3h at 37° C, and analyzed by flow cytometry. Percent
phagocytosis represents the frequency of CD14*CFSE* macrophages.

CHS-114 Ex Vivo Treatment Activates HNSCC NK Cells

A) Intratumoral NK cell activation
was measured by the upregulation
of 4-1BB expression after a 24-hr
incubation with 10 pg/mL CHS-114
or an isotype control antibody

in dissociated HNSCC tumors.

and Induces IFN-y Secretion

% 4-1BB* NK cells

B) Secretion of IFN-y was measured
at 24 and /2 hr in the supernatant of
dissociated HNSCC tumor cells following incubation with 10 pg/mL CHS-114
or isotype control antibody (n=1-3 per group).
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images of infiltrating CD8* T cells in B16F10 tumors on Day 8 of study. E) Density
of infiltrating CD8* T cells. (Treatment initiated 6 days post-implantation, mean
tumor volume of 71 mm?3; A: n=10 per group; B-E: n =4 per group.)

Conclusions

« Anti-CCR8 and anti-PD-1 combination treatment
improves overall survival in a checkpoint
inhibitor-resistant melanoma mouse model by
promoting expansion of CD8* T cells in the TME.

« CCRS8 expression is highly enriched within
the TME and predominantly expressed on
intratumoral Treg cells.

« CCR8" Tregs are abundant in HNSCC tumors,

Anti-CCRS8 + Anti-PD-1 Combination Treatment Enhances Production

of Pro-Inflammatory Cytokines and Chemokines in BI6F10 Tumors
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