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TNG260 sensitizes highly immunotherapy resistant STK11-deficient TNG260 remodels the tumor immune microenvironment in patients with

TNG260 is a small molecule inhibitor of COREST GEM mouse models to anti-PD-1 STK11-mutant tumors
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STK1 1 '.OSS Of fu nction mutations cause resistance toimmune (C) Two days of once daily (QD) oral administration (PO) of TNG260 at 30 mg/kg and above resulted in stable pharmacokinetics that sufficiently covered (C) Diagram describing KL autochthonous GEM model where intranasal delivery of adeno-cre induces genetic recombination leading to expression of (B) The PD-L1 tumor proportion score (TPS) increased in tumors from patients treated with 80 or 120 mg (active doses) of TNG260 and pembrolizumab.
. the in vitro IC50 of HDAC1. u = unbound oncogenic KRAS and knockout of STK11 in lung tissue, leading to lung tumor formation. Figure created with BioRender.com (C) TNG260 increases the number of intratumoral helper T cells as evaluated by multiplex immunofluorescence for CD3/CD4 positivity. CD4/FOXP3
C he(;kpo Int bloc kad e (D) Two days of once daily (QD) oral administration (PO) of TNG260 induced dose-dependent increases in acetyl-histone H3 Lys 9 in MC38 mouse tumor (D) Efficacy of the indicated treatment in autochthonous KRAS®'25, STK11™!'tumors generated as described in C. positive cells (Treg) were generally rare in these samples and do not account for the changes in CD3/CD4 positive population.
tissue. (E) Exemplar MRIs of mice from each cohortin D showing lung tumor burden over the course of treatment. (D) TNG260 increases the number of cytotoxic T cells as evaluated by multiplex immunofluorescence for CD3/CD8 positivity.
A In vivo CRISPR screen in MC38 tumors B MC38 (E) Multiplex immunofluorescence panel showing the indicated markers. CK = cytokeratin (tumor cells).
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1 (A) Individual volumes of STK11-null MC38 tumors treated with TNG260 at 30mg/kg (QD, PO) or anti-PD1 (10mg/kg, bi-weekly). (A) Plots showing genes with significantly changed expression in KL and KP cells following TNG260 treatment in vitro. KL cells had more gene expression
1 05 0 05 15 1 05 0 05 1 (B) Survival plot of STK11-null MC38 tumors (left), or STK11-null CT26 tumors (right) treated with the indicated therapies as described in A. changes detected by RNA-seq than KP cells.
, _ , _ (C) The gray shaded box indicates the efficacious range of TNG260 in STK11-deficient mouse tumors. Efficacy corresponds to >50% inhibition of HDAC1, (B) Plots demonstrating enrichment of immunomodulatory gene expression pathways increased following TNG260 treatment in KL cells in vitro.
Normalized effect size Normalized effect size while tolerability decreases with >50% inhibition of HDACS3. (C) Heat maps from ChIP-seq of acetyl-histone H3 Lys 9 showing increased acetyl-histone H3 Lys 9 peaks at cluster 7 following treatment with TNG260 in References
. . » . . o (D) Animals with compete responses in part A (n=5) were observed off-treatment for 3 weeks for tumor re-growth. No tumors returned following the end of KL cells. This cluster is unaffected by TNG260 in KP cells.
(A) I vivo GRISPR screen approach used to identiy targets that woulld sensitize STK11-mutant tumors to anti-PD1. Figure created with BloRender.com. treatment. These mice were re-injected with STK11-deficient MC38 tumors at the same time as a cohort of naive mice. Animals with previous responses to (D) Pathways enriched from the list of genes with both increased acetyl-histone H3 Lys 9 and increased mRNA level following TNG260 treatment of KL K S l. C R h. 2016
(B) Volcano plot showing that cells with HDAC1 knockout are depleted in STK11-deficient mouse tumors treated with anti-PD1 compared to | J ’ P P . . . . Oyama, o., et al. Can Researc ’
immunocompromised mice. This indicates adaptive immunity is required for the effect seen with HDAC1 knockout TNG260 + anti-PD1 rejected tumor formation, indicating the presence of an immune memory. tumors. Pathways include Immune cefl ehemotaxis and cefl adnesion. Ricciuti. B.. etal. J Thorac Oncol. 2022
(C) Volcano plot showin th;]t cells with HDAC1 knockout are depleted in STK11-deficient mouse tumors treated Wi.th anti-PD1 compared to STK11 (E) Antitumor activity of TNG260 + anti-PD1 is observed in immunocompetent mice (left), but not in athymic nude mice (right), indicating that an intact T (E) Genome browser view showing that TNG260 causes increased acetyl-histone h3 lys 9 peaks at the CXCL3 gene compared to controlin KL cells. This > | g |
g & g g cell compartment is required for efficacy with TNG260. enrichment is minimal in KP cells, showing that TNG260 can selectively modulate loci of immune genes. Skoulidis, F., et al. Nature, 2024

wild-type tumors treated with anti-PD1. This comparison indicates that the effect is selective for STKT1-deficient cells compared to wild-type. (F) Relative mRNA levels of selected transcripts from immunomodulatory pathways from B that were increased in KL cells after treatment with TNG260.
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