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Background CTX42.9 induces IL-1( secretion from viable cells via NLRP3 DC hyperactivators protect mice from PD-1 resistant tumors
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Hyperactive DCs: A unique activation state.

Hyperactive Dendritic cells (DCs) have the ability to release
interleukin-13 (IL-1B) from the cytosol while maintaining
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also gain the ability to hypermigrate to dLN and
simultaneously provide T cells with IL-13 over the course of
several days (Figure 1).
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[0 R848 + CTX42.0 (82uM) Figure 6: Mice were injected with LLC1 cells. 7 days later, mice were injected with PBS or immunized

B R848 (cell lysis) with whole tumor lysate (WTL) in combination with hyperactive stimuli. Mice then received 4 boost
injections every 3-4 days. n=10 mice per group.
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Media TLR agonist TLR+ TLR+ Figure 3: FLT3L-DCs were stimulated for 48 hours with indicated stimuli. Cell viability was measured using the cell- Hyperactlvatlon Induces tumor-speCIflc T cells In survivor

titer Glo assay. IL-1B3 release was measured by ELISA (left panel) and cleaved IL-1 secretion was measured by mice
lumit assay (right panel) . Means and SD of triplicates are shown, and data are representative of three independent

experiments.
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Figure 1: Dendritic cells achieve distinct activation states. >
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Figure 7: Mice were injected with LLC1 cells. 7 days later, mice were injected with PBS or immunized
with whole tumor lysate (WTL) in combination with hyperactive stimuli. Mice then received 4 boost
injections every 3-4 days. 49 days after tumor inoculation, splenic T cells from survivor mice were isolated
and co-cultured with naive DC loaded or not with WTL. IFNy secretion was measured by ELISA. n=5 mice
per group.
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IL-18 must be produced by DCs to generate T cell memory

Figure 4. Hyperactive DCs are injected subcutaneously (s.c.) in CD45.1 mice. 24 hours later, the skin draining lymph

nodes are isolated, and the absolute number of CFSE+CD11c+ cells is assessed by flow cytometry. Data shown are C | .
a cumulative of at least 5 independent experiments. onciusion
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Coss CTX42.9 is superior at inducing antigen-specific T cells against
| two immunizing antigens
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Immature DCs @ CD14 captures the @Hyperactive DCs @ Hyperactive DCs cross-
recognize PAMPs Hyperactivating lipid and : hypermigrate to the present antigenic peptides

become activated e (N[ REE A e e, | CCR7, and secrete IL-1PB and enhance effector TLR7/8 Agonist
Hyperactive DCs enhance CCR7: while remaining viable responses via IL-16.
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PyropEtosis Weak T cell A R848 + CTX42.9
® oC © _ Figure 5. Mice were immunized s.c. with Ovalbumin and SARS-CoV2 Spike glycoprotein with or without
r?czl;:\lljzr: PAI?/IPS Q'Srﬂl?ﬁéfﬁiﬁe?é? i_oRP?) | hyperactivating stimuli. Mice received two boost injections 7 days apart and T cell recall response was assessed in
via TLRs and pyroptosis. Pyroptotic 5 draining lymph nodes (dLNs) via IFNy ELISPOT. Briefly, total dLN cells were plated at 2e5 cells/well and were left
become activated DCs secrete IL-1B via unstimulated or stimulated with OVA and SARS CoV2 peptivator mixes (Miltenyi). Data is representative of 2

gasdermin-D pores. ! : . _ : T : : . .
Figure 2: DC Hyperactivators induce muIti-antigeni anti-tumor T cell responses via inflammasomes. experiments with n=4 mice per group. Significance determined by Two way ANOVA with multiple comparisons.
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