Effect of extended treatment with IAP inhibitor xevinapant post radiotherapy on
efficacy and the tumor microenvironment in preclinical models
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BACKGROUND METHODS

- Xevinapant is a first-in-class, oral IAP (inhibitor of apoptosis protein) inhibitor
designed to restore cancer cell sensitivity to apoptosis, induced by RT and
chemotherapy, and potentially enhance antitumor immunity

- The impact of xevinapant dosing duration on antitumor efficacy and animal survival was evaluated with the intramuscular MC38 Figure q Efficacy evaluation in MC38 model
syngeneic tumor model

— Tumor-bearing mice were treated with vehicle control, RT alone (3.6 Gy every day [QD] for 5 days), or xevinapant (100 mg/kg QD

« We evaluated predinica”y the effect of - In arandomized phase 2 study of patients with unresected locally advanced 5 days on, 2 days off for 1, 2, or 4 weeks) + RT (Figure 1) .
: . : Xevinapant 2 weeks
squamous cell carcinoma of the head and neck, xevinapant + chemoradiotherapy _

extended xevinapa nt treatment post CRT) significantly improved locoregional control at 18 months' and improved 3-year - To assess treatment-mediated tumor microenvironment modulation of immune compartments by combination of xevinapant + RT, an MC38 inoculation e
. . i in vivo pharmacodynamic study with MC38 tumors was performed (0.5 x 10° IM)
concurrent radiothera PY (RT) on antitumor progression-free survival (HR=0.33 [95% CI, 0.17-0.67], p=0.0019) and 5-year overall e . s of t uated by f tivated cell sorfi CACSI_based | a
efficacy ] SRR G e SR eI PR survival vs placebo + CRT (HR=0.47 [95% CI, 0.27-0.84], p=0.0101)? — The immune compartments of tumors were evaluated by fluorescence-activated cell sorting ( )—based immune profiling
modulation in MC38 syngeneic TG GG . A phase 3 confirmatory study (TrilynX, NCT04459715) and a phase 3 study to — Tumor-specific T-cell response was investigated by ex vivo enzyme-linked immunosorbent spot (ELISpot) assays I i —~%
i wites coll aulbre e el evaluate xevinapant + RT in postoperative, high-risk, cisplatin-ineligible patients - The effect of xevinapant + RT on other tumor microenvironment cell types, including cancer cells and fibroblasts, was evaluated by Days -7 0 4
LIt (XRay Vision, NCT05386550) are ongoing. In these studies, patients receive in vitro cell culture models Treatme'.“ groups: N=10 per group Study endpoints:
3 add.ition.al cycles of x3evinapant or placebo monotherapy after completing — Proliferation assays and expression level measurement of cleaved-caspase 3 in MC38 cells treated with xevinapant + RT was ; X?T;IGeGy QD for 5 days) + vehicle ; gﬂzilra?mwm
combination treatment performed to assess radiosensitization and induction of apoptosis 3. Xevinapant (100mg/kg QD 5 days on, 2 days off for 1 week) + RT
. . . . . 4. Xevi t (100mg/kg QD 5 d ,2d ff for 2 weeks) + RT
C O N C L U S I O N S . Bas.ed on the rol.e of IAPs n apopto§|s,4 antitumor |mmun|ty,f3’6 and s’Fr.omaI — Cancer-associated fibroblast markers and gene expression were profiled on fibroblast cell lines to determine impact on radiation- c ng;;:gzzt 210023/@ aD E d:zz 22, 5 d:ﬁ gﬁ fg: 4 Vv:llggkzg : T
activation,”® continual dosing of xevinapant post RT may deliver additional induced cancer-associated fibroblast activation and extracellular matrix protein production by xevinapant
therapeutic benefit through modulation of multiple tumor microenvironment
- The combination of xevinapant and compartments IM, intramuscularly; @D, every day; RT, radiotherapy.
RT demonstrated improved antitumor
efficacy in the MC38 tumor model R ES U LTS
compared with RT alone
o o o ° ° [ ] [ ] [ ] * - o ® ° [ ] [ ] [
. MC38 syngeneic tumor-bearing mice that In vivo efficacy Figure 3. Immune modulation by xevinapant + RT Tumor-specific Immune response Figure 5. Modulation of cancer cell and fibroblast phenotype
received extended dc)sing of Xevinapa Nt - Xevinapant + RT combination treatment showed increased antitumor efficacy A cDS" TIL CDS'/P15E Pent FTIL - Evaluation of splenic immune cells by ELISpot assays confirmed that combination by xevinapant and RT
. . . . S eniamer S . . fr o S o So o
: compared with vehicle control and RT alone (Figure 2A and Supplemental Figure 1) 0=0.0996 therapy further enhanced tumor-specific T-cell activation compared with vehicle A MC38 in vitro cell B b e St ESEE S
post concurrent RT, compared with i ) o oroliferation LGS SN LA L
: : . Extended dosing of xevinapant for 4 weeks further improved antitumor efficacy and 0.04 - p=0.0823 “  0.0015 - p=0.0022 p=0.0022 control and monotherapies (Figure 4A) O T o o o oo o o oo o o
treatment arms with shorter xevinapant . . . . . - . 0,051 — p=0.0216 v | o | | 5 3 100° 5 52100 TR ISR CN
, , " di J animal survival vs treatment arms with shorter xevinapant dosing duration (Figure 2A 2 vp ' - - v . In a study comparing tumor-specific immune response between animals treated with S = s0- S < e0- Pl b L L = - -
dosmg duratlons, snoweda Improve and 2B) G 3 0.03 - v v 9,_:’ 2 00010 - v RT with or without extended xevinapant dosing, a larger number of interferon-y— E % 28: E ~‘::l ig: hours II caspase-3
. . . : = = I S U O S S S S N S S S S S S S o | GAPDH
antitumor efﬂcacy and prolonged survival . . . |_:I 2 *E 2 v positive spots were detected in the extended dosing arm, suggesting an enhanced G § 204 4 G § 20- Cemved
£ _ v = O E oF O g il _
Figure 2. Antitumor efficacy ;5002 o X . . : 0 o e — " caspase-3
: 0 o Qo vy v y immunologic memory (Figure 4B) 012345 012345 pous
- Our data suggests that xevinapant + Q9o T v T w Q0000s- Y v Da Da SEEEESEEEEEEESNEEREE -
o ™ A 4 ™ . _‘_8."\IASS—OM xevinapant —-—L2Jrthreated w—— | eave
I I I r 001 o v = G M vwv ° o go 1.25—SM xevinaSant +5G§ 72 caspase-3
RT mediates tumor microenvironment A Mean tumor volume B Survival g Vovw VY vy Y % 2 v Voo Figure 4. Assessment of tumor-specific T-cell response* 2o s, S
responses, including promotion of RT- 5 500 0.00 0 00000 VY A Day 9 B Day 19 e Cc
. i J ] . | | | | ) . | | | | ] ) . 50
induced cancer cell apoptosis, enhanced o r P & & & & & SRS S 2504 PesE e g _ 500- = Xovinapant + RT S S = ~ 3] mowo |
. . . G; E 2,000 - -2 AQ:Q \(\’C‘Q (’\\,x AQ\,Q . \ch}Q (’\\, :-E a) ' _T ehicle :-E a) 5=0.0004 (1 week) g g ) O 1-quevin.apant .26y+1-quevin.apant .56y+1-quevin.apant
antitumor |mmun|ty’ and Suppressed c £ > & &P N &L @ & 200- ) == RT T 004 | 2 S = = B 10-M xevinapant B 2 Gy + 10-uM xevinapant Bl 5 Gy + 10-uM xevinapant
2 & 1,500 - ® + & + & Q c P == Xevinapant Q c == Yevinapant T RT 6 G s § 21 1, i |
pro-tumorigenic phenotype of cancer- 9= 5 o +¢ 4@ L8 PO 9 meants vt L8100 (3 weeks) O O E s £ | [l I _
associated fibroblasts 82 o £ g - = R N TR T |
E 5 9 B - 50_ =2 50— :%\—/ISN(I)xevina ant :%\—/lsl\gl)xevina ant T’ 8; TR 1 T - 1l
3 @ 0 - Y Treatment S o S o RTE Gy Rt A -
. Additional studies are warranted to E o Immune cell type g o O g o O- T 2o i e %
: : OF+—T—T—T—1—T 0 . . . . . RT Xevinapant Xevinapant + RT o & VQOE,)@ §OX\> = & VQOZ;O §°xv T+ 105 evinapan vo LSMA  FAP  CTGE COLIA COLIA2 COL3AT LOX
further delineate the mechanisms that 0 5 10 15 20 25 30 0O 10 20 30 40 50 & o & ¥o

*p<0.05 vs corresponding control (two-sample t-test).
clAP1, cellular inhibitor of apoptosis protein 1, DMSO, dimethyl sulfoxide; GAPDH, glyceraldehyde 3-phosphate
dehydrogenase; RT, radiotherapy.

*p values from two-sample t-tests.
APC, antigen-presenting cell; IFN-y, interferon gamma; OVA, ovalbumin; RT, radiotherapy.
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Supplemental Figure 1. Antitumor efficacy
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RT, radiotherapy.

Supplemental Figure 2. Immune modulation by xevinapant
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Treatment Groups: N=6 per group

1. Vehicle

2. RT (3.6 Gy QD for 4 days) + vehicle

3. Xevinapant (100 mg/kg QD 5 days on, 2 days off)

4. Xevinapant (100 mg/kg QD 5 days on, 2 days off) + RT

ELISpot, enzyme-linked immunosorbent spot; IM, intramuscularly; @D, every day; RT, radiotherapy.



Supplemental Figure 3. Modulation of fibroblast phenotype
by xevinapant and RT
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DMSO, dimethyl sulfoxide; RT, radiotherapy.

Proposed mechanism of action (MoA)

Evidence suggests that IAP inhibitors could enhance the efficacy of anti-cancer
treatments by re-sensitizing cancer cells to apoptosis and modulate immune

cell types; however, some mechanistic detail remains unexplored, including the
tumor microenvironment impact by IAP inhibitors in combination with RT and how
continuous administration of IAP inhibitors post RT may confer additional therapeutic

benefit

To address this gap in knowledge, we utilize 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 (Figure 6):

— Combination treatment directly promotes cell death via apoptotic pathways

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

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