Acrivon £ %

Therapeutics RAXE

Poster # 4749 Acrivon Predictive Precision Proteomics (AP3) uncovers mechanism of resistance to ACR-368,

a clinical-stage CHK1/2 inhibitor, and identifies rational combination treatment

Helén Nilsson', Lei Shi?, Magnus E. Jakobsson', Joelle Baddour-Sousounis?, Shahrzad Rafiei?, Uthira Muralitharan', Zachary Best?, Valentina Siino', Francisco J. Santana?, Ignacio Arribas Diez', Kailash Singh4, Ruban Cornelius’, Nina Lipjankic', Kate Rappard?,
Portia Lombardo?, William Dahlberg?, Subodh Kumar?, Ahmed Youssef?, Reina Improgo?, Corey Xu?, Joon Jung?, Jung-Min Lee?, Ayesha Murshid4, Michail Shipitsin?, Jesper V. Olsen*, Kristina Masson', David A. Proia4, Caroline Wigerup', Peter Blume-Jensen?

'Acrivon AB, Medicon Village, Lund, Sweden, “Acrivon Therapeutics, Watertown MA, USA; °Center for Cancer Research, National Cancer Institute, Bethesda MD, USA, “Center for Protein Research, University of Copenhagen, Copenhagen, Denmark

AP3 - Acrivon Predictive Precision Proteomics Gemcitabine induces ACR-368 OncoSignature biomarkers

AP3 profiling uncovers features linked to ACR-368 resistance
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Low dose Gemcitabine sensitizes to ACR-368 in CDX and PDX models
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> Using the AP3 platform, we developed a drug tailored patient selection test - ACR-368 Onco-
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> A Phase 2 clinical trial is ongoing where patients are treated with ACR-368 monotherapy
based on OncoSignature-predicted sensitivity (NCT05548296)
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> NIH-OVCARS3 (OVCARS3) ovarian cancer cells were generated durably resistant to ACR-368
> Differential response to ACR-368 treatment was profiled in OVCARS3 Parental (OVCARS-P)

richment Analysis (PTM-SEA) approach. G. Heatmap showing unsupervised hierarchical clustering of proteins with differential abundance in OVCAR3-P
and OVCARS3-R cells based on Fisher’s exact test - DNA damage repair pathway enriched in OVCAR3-R downregulated cluster.

Days After Start of Treatment

and Resistant (OVCARS3-R) cells using AP3 mass spectrometry A Mice bearing A427 CDX turors were teated wil vk =
- . — = emcitabine (1, 3, or 10 mg/kg, , ACR- : ‘;-’-IC-
> Comprehensive pathway reconstitution and kinase activity analysis was performed to identify Low dose Gemcitabine sensitizes ovarian cancer cells to ACR-368 Moo boaring ovarian PDX 1umors wers reated with vehicle, 3 -

Gemcitabine (3 mg/kg, IP QW), ACR-368 (5 mg/kg, SC

drug resistance mechanisms and actionable vulnerabilities BIDx3d on/4d off) or a combination of Gemaitabine (3 mg/kg)

v
1 ;

A OVCAR3-R B OVCAR3-P OVCAR3-R C OVCARS + ACR-368 (5 mg/kg). Data shown represent mean + SEM. 0 10 ;:y 30 40
| Gemcitabine ACR-368 L4 . L4 . 100 N =3 Single agent activity C. Body weight data represent mean + SD.
= - - ? ¥ —] . -~ 0nM (100 nM) | : . . L L :
Generatlon Of AC R-368 reS|stant ovarian cancer Ce"S ; 100+ - : H‘\ o o5nM Gemcitabine . . . 4+ - o+ - 4 s 50 gxg//iiz A-C. In vivo efflcacy and tolerability of ACR-368 and low dqs_e gemC|tab!ne combination therapy iIn human non-small cell Iu_ng cancer
3 - e 3nM (3 nM) o 5 o AUC CDX and ovarian PDX models. D. Immunofluorescent staining of ovarian PDX tumors show increased levels of OncoSignature bi-
2 7 VH2AX - -— & / PEOT OV90 !Res'swm omarkers following low dose gemcitabine treatment. DNA damage marker yH2AX is strongly induced in tumors following combi-
A B C .-cag L R P PP e pRPA32 S8 R — 47 CAOV3 Sensitive nation treatment.
\ S — /
o) _N o O—-vvee || ......
HN—y AN ¢ OVCAR3-P OVCAR3-R " 254 GAPDH | e e e @ Sl s e S & & £
agsves | womcnsssn o a &5 CONCLUSIONS
O H e 0Chk1 S296 T T 10100 1000 10000 - =
’\/\ ACR-368 (nM) 2 " T o o 2 T o 2 o : : : : : :
NH, 75 - D E — £ ,32850-22022383088¢ 9" > Using AP3 mass spectrometry based pathway mapping of ACR-368 resistance mechanisms, gemcitabine
= PChKT S317 | s e — ACR-368 100 nM 100 —~ 8 S 8 8 5 S mms GZ) % = w» 25 938 3 g - “ . - . . .
5 DMSO  ACR-368 100nM  Gemcitabine 3nM = <o 5 0 Bladder was identified as a rational combination treatment through restoration of stress around the CHK1/2 signal-
- O T VT : 75+ 2 oee _ . .
50 nM ACR-368 > 0 01 G [ S —— ° : < " . Endometrial 3 ing axis
10 weeks 2 v v 5 sl + o o - S
<ol 4P i o ::: idney g' ~ . . . E _ . .
25 o ouearar A I % = R ® o0 o o ~ Low dose gemcitabine was confirmed to sensitize cancer cells to ACR-368 across a cell line panel and in
/> — . e OVCAR3-R - —_— e BB S ] N CDX and PDX models in vivo
g 0 =—rrrm—rTrrrmrerrrTTTeTT T T _acti S ACR-368 + + + g (Mean AUC, x1000) ] ] ] . ] . ]
® 04 1 10 100 1000 10000 Praciin | e e— — — = 8 (100 nM) L ' > A concomitant induction of ACR-368 OncoSignature drug response predictive biomarkers was observed
OVCARS-P OVCAR3-R ACR-368 (NM) = e O'\/(;A;3; (')V;:A;;R g " following sensitization by gemcitabine treatment in vitro and in vivo

A. OVCARS ovarian cancer cells were rendered durably resistant to ACR-368 by culture in continuous presence of 50 nM
drug. B. CellTiter Glo assay show drug-induced resistance to ACR-368 in OVCARS3-R cells following 72 hours treatment,
compared to OVCARS3 parental cells. C. ACR-368 target engagement was confirmed in both parental and resistant
OVCARRS cells, while induction of DNA damage marker yH2AX was only observed in OVCARS parental cells.
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Gemcitabine treatment restores dependency on CHK1/2 activity. A. Gemcitabine sensitize OVCARS3-R cells to ACR-368 in a 72 hours CTG
assay. B. Gemcitabine potentiates the effect of ACR-368 and induces markers of DNA damage in OVCARS3-R cells. C. Sensitization to
ACR-368 by gemcitabine confirmed in a panel of 5 drug induced ACR-368 resistant cell lines. D. Alkaline comet assay show DNA damage in
OVCARS3-R cells treated for 24h with ACR-368 and gemcitabine. E. Quantification of % tail DNA from panel D. F. Sensitization to ACR-368
by gemcitabine validated across a panel of cancer cell lines.

> Efficacy and safety of ultra low dose gemcitabine (10 mg/m?#) combined with ACR-368 is currently being
evaluated in an exploratory Phase1b/2 clinical study in ACR-368 OncoSignature negative patients
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»~ This study demonstrates the potential of AP3 for unbiased elucidation of actionable drug resistance
mechanisms and rapid clinical implementation
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