Extended treatment with IAP inhibitor xevinapant post radiotherapy improves
therapeutic efficacy and promotes antitumor immunity in preclinical models
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- ~ — BACKGROUND v — METHODS )

SCO P E . Xevinapant is a potentially first-in-class, potent, oral, small-molecule IAP (inhibitor of . The impact of xevinapant dosing duration on antitumor efficacy and animal survival was evaluated using the intramuscular A1419, Figure 1. Efficacy evaluation in mouse syngeneic tumor models.
apoptosis protein) inhibitor that is thought to restore cancer cell sensitivity to apoptosis LLC, and MC38 syngeneic tumor models
° A preclinical study to evaluate the (¢.g., induced by RT and chemotherapy) and enhance antitumor immunity - Tumor-bearing mice were treated with vehicle control, xevinapant, RT alone, or xevinapant + RT (Figure 1) Xevinapant 4 weeks
antitumor effect of extended . In a randomized phase 2 study of patients with unresected locally advanced squamous . To assess treatment-mediated TME modulation of immune compartments by the combination of xevinapant + RT, in vivo T Xevinapant 1 week
xevinapant treatment post- cell carcinoma of the head and neck (LA SCCHN), xevinapant + chemoradiotherapy pharmacodynamic studies were performed with the MC38 tumor model o eutati
T RT d th significantly improved locoregional control at 18 months (OR, 2.69 [95% Cl, 1.13—6.42]; ~ Immune compartments of tumor i uated by fluor . tivated cell sorting (FACS)—based immun _— Inocuiation
concurrgn radio erapy.( ) an e =0.026)' and improved 3-year progression-free survival (HR, 0.33 [95% Cl, 0.17-0.67]; une compartments of tumors were evaluated by fluorescence-activated cell sorting ( )—based immune profiling
modulation of the tumor immune p=0.0019) and 5-year overall survival vs placebo + chemoradiotherapy (HR, 0.47 [95% ClI, - Tumor-specific T-cell response was investigated by ex vivo enzyme-linked immunosorbent spot (ELISpot) assays l l
. . q o e Yy

microenvironment in syngeneic 0.27-0.84]; p=0.0101)? - Cancer cell apoptosis and CD8+ T-cell infiltration were assessed by immunohistochemistry (IHC) of formalin-fixed, paraffin r //// I T 77

tumor-bearing mice and in vitro cell < Aphase 3 confirmatory study (TrilynX; NCT04459715) and a phase 3 study to evaluate embedded (FFPE) MC38 tumor tissue samples Days -7 0 4

culture models xevinapant or placebo + RT in patients with resected, high-risk, cisplatin-ineligible . The effect of xevinapant on the TME cell types, including T lymphocytes, macrophages, and fibroblasts, was evaluated using in '
LA SCCHN (XRay Vision; NCT05386550) are ongoing. In these studies, patients receive vitro cell culture models Treatment groups (n=10 per group) Study endpoints
6 cycles of xevinapant, in combination with CRT or RT for the first 3 cycles3 1. Vehicle 1. Tumorgrowth

’ - T-cell activation assays as well as macrophage polarization and viability assays were performed to evaluate the effect of 2. Xevinapant (100 mg/kg QD, 5 days on, 2 days off for 1 week) 2. Survival
. . — . . 56 . ; ; Il bh 3. RT (3.6 Gy for 5 days) + vehicle
Based on. the role of IAPs7|2 apoptoss, aptltumor wpmumty, and modulatlpn of N xevinapant on immune cell phenotypes 4. Xevinapant (100 ma/kg QD, 5 days on, 2 days off for 1 week) + RT
CO N C L U S I O N S f|broblast|f: tumor .stroma, ‘ contmua] dosing Of_ xevinapant post RT may deliver additional - To evaluate the effect of xevinapant on RT-induced cancer-associated fibroblast (CAF) activation and CAF-modulated 5. Xevinapant (100 mg/kg QD, 5 days on, 2 days off for 4 weeks) + RT
therapeutic benefit through modulation of multiple TME compartments immune phenotype, activation assay and cytokine profiling were performed
QD, every day; RT, radiotherapy.
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 The combination of xevinapant and

RT demonstrated improved
antitumor effects compared with RT / R ESU LTS \

alone in A1419 (squamous cell In vivo efficacy Enhanced tumor-specific immune response and cancer cell apoptosis by extended Impact of xevinapant on TME cell types
carcinoma of the head and neck), xevinapant dosing
Lewis Iung carcinoma (LLC) and . Xevinapant + RT combination treatment showed increased antitumor efficacy compared with vehicle control 020 Yk Xevinapant promoted T-cell activation in vitro compared with vehicle control. Extended treatment further
. ? and RT alone in the A1419 tumor model. Increased antitumor efficacy compared with vehicle control, ‘5{?3 enhanced such activation compared with shorter dosing duration as demonstrated by Staphylococcus aureus
MC38 (colorectal carcinoma) tumor xevinapant alone, and RT alone was observed in the LLC and MC38 tumor models (Figure 2) @ *  Inapharmacodynamic time-course study (Supplementary Figure 3), ELISpot assays confirmed that a larger enterotoxin A assays (Figure 5A, Supplementary Figure 5A)
, . , . . . . number of interferon y—positive spots were detected in the extended dosing arm, suggesting an enhanced . o . s
models . :E;;’;e;cée;l) dosing of xevinapant for 4 weeks vs 1 week further improved antitumor efficacy and animal survival immunologic memory in mice that received continual xevinapant treatment post RT (Figure 4A) ° Lq;étrrc;)p?:;;pcr:)an%aeg?:/Ivzifr?Sgrﬁilse?{soﬁ?rz\llv(i?gt:raet ;EV|gi§iTéggzt;e&lchizmg ;lBa)blgtuycgfdl\i/]!]?e:oeur‘][tir;?t M1
i i . . ) . Immune phenotyping by FACS suggested that extended xevinapant treatment post RT may contribute to a responses to xevinapant by M1 and M2 macrophages m;ay contribute to the restorati;)n of the M1:M2 ratio
° . + +
Extended dosmg of xevmapant De|:_>let|on of CD8" T ceIIs_ or _natural killer (NK) (.:e”S’ but not CD4" T cells, abrogated the er)hanced e_ffl_cacy of more favorable tumor immune microenvironment by restoring the M1:M2 macrophage ratio reduced by observed in MC38 tumors
pOSt-COﬂCU rrent RT showed xevinapant and RT combination vs RT alone (Figure 3). These results suggest that the antitumor activity of radiation (Figure 4B)
. . - xevinapant may be, in part, mediated by CD8* T cells and NK cells . Xevinapant suppressed RT-mediated fibroblast activation and extracellular matrix protein production, indicated
|mproved antitumor efflcacy and . IHC results suggested that RT alone or in combination with xevinapant may increase the number of CD8* T by downregulation of activation markers and CAF-derived secretory protein gene expression (Figure 5C)
prolonged survival Compared with Figure 2. Antitumor efficacy cells in MC38 tumors. Extended dosing of xevinapant showed a trend to further increase the number of tumor- . Profiling of conditioned medium with cytokine array revealed differentially secreted cytokines induced by
. . . . . infiltrating CD8* T cells (Supplementary Figure 4A, Figure 4C . . . A
shorter xevinapant dosing durations 9 (Supp yHg 9 ) xevinapant + RT vs monotherapies and vehicle control (Supplementary Figure 6)
. RT alone or in combination with xevinapant markedly increased the percentage of cleaved . . .
) 2 so0- A1419 LLC Mc3s caspase-3—positive tumor cells comparped with vehicyle control (Supp?ementa?y Figure 4B, Figure 4D) . Upregulation of CXCL10 and CSF2 (GM-CSF), which has been shown to modulate immune cell phenotype, was
. Xevinapant + RT promoted RT- ‘ 2,0001 o venicle 2,5007 o Vehic further confirmed in additional fibroblast cultures by gPCR (Figure 5D)
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Supplementary Figure 1. Immune modulation by xevinapant + RT
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IM, intramuscularly; QD, every day; RT, radiotherapy.

Supplementary Figure 2. Immune modulation by xevinapant + RT*
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APC, antigen-presenting cell; CD, cluster of differentiation; IFN, interferon; MDSC, myeloid-derived suppressor cell; NK, natural killer; NKT, natural killer T; OVA, ovalbumin; PBMC,
peripheral blood mononuclear cell; RT, radiotherapy; TAM, tumor-associated macrophage; TIL, tumor-infiltrating lymphocyte; Treg, regulatory T cell.
*p values from Mann-Whitney tests (panel A) and 2-sample #test (panel C).



Supplementary Figure 3. Time-course study of tumor phenotype
modulation by xevinapant + RT
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Supplementary Figure 4. Assessment of tumor phenotypes modulated
by extended xevinapant treatment
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Supplementary Figure 5. Modulation of immune cell and fibroblast
phenotype by xevinapant (A) IL-2 and viability readout and (B) cell
count assay designs
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IFN, interferon; IL, interleukin; LPS, lipopolysaccharide; M-CSF, macrophage colony-stimulating factor; PBMC, peripheral blood mononuclear cell.

Supplementary Figure 6. Western blot and cytokine array images
showing modulation of immune cell and fibroblast phenotype by

xevinapant
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Supplementary Results

Q

Proposed mechanism of action (MoA)

Evidence suggests that IAP inhibitors could enhance the efficacy of
anticancer treatments by resensitizing cancer cells to apoptosis and modulate
immune cell types; however, some mechanistic details remain unexplored,
including the effect of IAP inhibitors in combination with RT on the tumor
microenvironment and how continual administration of IAP inhibitors post RT
may confer additional therapeutic benefit

To address this gap in knowledge, we used preclinical models to delineate the
MoA underlying the therapeutic benefit mediated by (1) combination therapy
vs monotherapy and (2) extended xevinapant dosing post RT

Based on the current findings, we believe that the combination of xevinapant
+ RT may modulate several key tumor microenvironment components
(Supplementary Figure 7):

— Combination treatment directly promotes cell death via apoptotic
pathways

— For stromal fibroblasts, a highly relevant compartment in the RT setting,
xevinapant may inhibit radiation-mediated fibroblast activation and reduce
collagen production, resulting in fibroblasts that are less tumor promoting
and immunosuppressive

— Xevinapant + RT promotes a tumor-specific T-cell response, and continual
dosing of xevinapant post RT may encourage the development of a
stronger immunologic memory

Extended dosing of xevinapant post concurrent RT improved antitumor
efficacy, which may be, in part, mediated by xevinapant-enhanced antitumor
immunity and immunologic memory



Supplementary Figure 7. Overall MoA of xevinapant + RT combination
therapy

Working hypothesis of the xevinapant + RT combination MoA
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Extended dosing of xevinapant post RT may deliver continued therapeutic
benefit through modulation of multiple tumor microenvironment compartments

CAF, cancer-associated fibroblast; IAP, inhibitor of apoptosis protein; MoA, mechanism of action; RT, radiotherapy; TME, tumor microenvironment.
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