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the complex cellular architecture of solid tumors will be fundamentally important to the design of HYEM, - meememen+—> == LIGHT
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GITR, on the other hand, were largely restricted to CD4+ T cell compartment.
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components of the tumor microenvironment and correlated it with expression on cellular subsets
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T cells have surface expression of a complex network of co-stimulatory and co-inhibitory receptors
that modulate T cell responsiveness. The ligands for these receptors are expressed on numerous DTC
- cellular populations, including antigen-presenting cells and tumor cells.
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eara Matched dissociated tumor cells (DTCs) and peripheral blood mononuclear cells (PBMCs) from a
rers lung cancer patient were analyzed by flow cytometry for tumor cells (EpCAM+), CD4+ T cells (CD3+
TNEarte 1 CD4+), CD8+ T cells (CD3+ CD8+), B cells (CD19+) and myeloid cells (CD11b+). Cells were also
L 8 analyzed for surface expression of TIGIT, PVR (CD155) and PVRL2 (CD112). PVR expression was
mﬁ;,ﬂzﬂ patient-dependent and largely restricted to tumor cells. tSNE plots were generated to evaluate the
<Dse n - expression of TIGIT and PVRL2. TIGIT was restricted to CD4+ and CD8+ T cells. Additionally, the
CD244 percentage of TIGIT+ cells was higher in DTCs compared to PBMCs. PVRL2 expression, on the other
Eﬂgu _ _ hand, was primarily observed on tumor cells and myeloid cells in both DTCs and PBMCs.
PVRL3 Dissociated tumor cells were analyzed by flow cytometry for 13 cell surface markers, as well as the
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TIGIT live/dead discriminator DAPI, to identify the major tumor and immune cell populations presentin the
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Unbiased sequencing analysis revealed extensive expression of immunomodulatory receptors

- PD1/PDL1/PDL2, TIGIT/PVR/PVRL2, Tim3/Galectin9, and Lag3 are highly expressed
« OX40/0OX40L, 4-1BB/4-1BBL, and GITR/GITRL pairs are expressed
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PD1/PDL1/PDL2 displays dynamic expression within the tumor microenvironment
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« PD1expression is largely restricted to CD4+ and CD8+ T cell subsets, with some B cell

: : : o expression observed
Bulk RNASeq analysis of dissociated tumor cells reveals dynamic immunomodulatory receptor P

expression. RNASeq was performed on 8 unique dissociated tumor samples (2 bladder cancer, 2 lung
cancer, 2 melanoma, and 2 ovarian cancer patients). Expression of immunomodulatory receptors and
their respective ligands was analyzed. T cell signature genes (Cd3e, Cd3d, Gzma, and Gzmb) were
included to identify cold versus hot tumors. Data represent the log2 FPKM values for each sample.
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- PDL1 and PDL2 are expressed by the tumor and myeloid cell populations

Co-stimulatory receptors, but not their cognate ligands, are expressed within the tumor
microenvironment

—— — T
150 ] 150

« OX40 and GITR are primarily expressed by CD4+ T cells

Dissociated tumor cells from a lung cancer patient were analyzed by flow cytometry for tumor cells _
9 P Y Y Y Y « OX40L and GITRL expressed was undetectable on any cell populations

(EpCAM+), CD4+ T cells (CD3+ CD4+), CD8+ T cells (CD3+ CD8+), B cells (CD19+) and myeloid cells

(CD11b+). Cells were also analyzed for surface expression of PD-1, PD-L1, and PD-L2, and tSNE plots
were generated to evaluate their expression patterns across cell types. PD-1was largely restricted to
CD4+ and CD8+ T cells, while PD-L1 and PD-L2 were expressed by the tumor and myeloid cell
populations.

TIGIT and PVRL2 expression is restricted to distinct cellular subsets in DTCs and PBMCs

 TIGIT was primarily observed on CD4+ and CD8+ T cells
« PVRL2 expression was restricted to tumor and myeloid cells
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