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Figure 1. Tumor-restricted IL-12 (trlL-12) concepit.
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T cells were engineered with activation-induced IL-12 expression under the We mutated the residues forming the disulfide bond between the T cells were engineered with constitutive expression of a NY-ESO-1 TCR
control of a AXNFAT-hBG promoter and stimulated with CD3/CD28 TransAct. 1-12p40 (C177S) and 1L-12p35 (C74S) subunits and added Furin cleavage sites to the and activation-induced trlL-12 expression. T cells were challenged with A375 tumor
Kinetics of IL-12 expression was measured by transgene-specific gPCR relative to Inker that connects the subunits In scll-12. Interface mutations further tune cells every 3 or 4 days for a total of 4 rounds. Target cell viability was measured using
dLNGFR (left) and MSD (right). neterodimer stability. Structural model is based on PDB ID 3HMX. Incucyte, and cytokine production was measured using MSD. N=3 donors.
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T cells were engineered with constitutive expression of a NY-ESO-1 TCR T cells were engineered with activation-inducible WT sclL-12 or trll-12 T cells were engineered with inducible 1L-12 (red cells) or truncated CD19
and activation-induced 4xNFAT-hBG WT scll-12. (top) T cells were repeatedly variants and stimulated with CD3/CD28 TransAct. Secreted cleaved or uncleaved (gray ‘Bystander’ T cells) and stimulated with CD3/CD28 TransAct. ‘Bystander’ cells
challenged with NY-ESO-1* A375 tumor cells and tumor cell viability was measured sclL-12 in T-cell supernatant was immunoprecipitated using a p40-specific antibody, and IL-12-producing T cells were co-cultured either directly together (proximal) or
using Incucyte. (bottom) T cells were infused i.v. into NY-ESO-1 * A375 tumor-bearing separated under separately in transwells (distal). Intracellular IFN- production in response to IL-12 sig-
NSG MHCI/Il KO mice (N = 5) and tumor volume was measured by caliper. naling was measured in the ‘Bystander’ population by flow cytometry, and secreted
IL-12p40 was measured by MSD. N=2 donors.
trlL-12 achieves efficacy comparable to WT scllL-12 while limiting systemic exposure in a xenograft tumor model Anti-tumor efficacy in a B16 syngeneic tumor model
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B16F10 tumor cells were engineered to express mouse surrogates of either
WT scll-12 or trlL-12. C57/BL6 mice (N=10) were implanted with a mixture of 90% paren -
tal B16F10 and 10% cytokine-expressing B16F10 cells. Tumor growth was measured
using calipers and serum cytokines were measured using MSD.
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