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M O I e C u I a r c i rc u I ati n g e Zanidatamab is a HER2-directed bispecific antibody that binds to the HER2 extracellular domains 2 and 4 in a frans configuration, * This phase 2 trial evaluated zanidatamab + chemotherapy as 1L treatment for patients with HER2-

facilitating the formation of distinct HERZ2 clusters on the cell surface. It has several key mechanisms of action:’ expressing mGEA (NCT03929666) :
_ : : - . . . . . Zanidatamab + CAPOX Primary endpoints
Increasing HERZ internalization  Of samples used for matched ctDNA profiling, central HER2 immunohistochemistry (IHC)/fluorescence in Key eligibility criteria (21-day cycle) . Safety and tolerabilty (part 1)
t D N A f - I - f — Reducing phosphorylation of EGFR, HER2, and HER3 and blocking downstream signaling situ hybridization (FISH) testing was performed on archival (n = 5) or fresh (n = 19) baseline tumor biopsies . HER2-expressing (IHC 3+ or IHC 2+) Zanidatamab 30 mg/kg or . CORR (part 2)
u m O r p ro I I n g ro m — Inducing immune-mediated effects (complement-dependent cytotoxicity and antibody-dependent cellular cytotoxicity and using the Dako HercepTest (polyclonalAb) IHC and Abbott PathVysion HER2 DNA Probe FISH kit mGEA by local or central assessment 100 g (S gl b ling) (B0l it |
phagocytosis) (HER2/CEP17 ratio 22.0) (part 1) or HER2+ (IHC 3+ or IHC PFS was a secondary endpoint
2+/FISH-positi GEADb tral :
t. t t t d - t h * In the phase 3 HERIZON-GEA-01 trial, first-line (1L) zanidatamab + chemotherapy = tislelizumab significantly prolonged PFS and, with * Guardant360: A 74-gene panel detecting single nucleotide variations (SNVs), insertion-deletions (indels), a;sessmgﬁf EFI)\;ert) ;‘; yeenta Zar;|1dzltamab r FP
p a I e n S re a e WI tislelizumab, yielded significant OS benefits versus trastuzumab + chemotherapy in patients with HER2+ mGEA,2 independent of copy number variations (CNVs), and fusions . ECOG PS <1 - Zanigat;ng gg’ ;ge/)kg o IfblasmTl cthNA:ampIes were collected
. = rom all patients
. PD-L1 ba§el|ne status - | | | | | * Guardant Infinity: Extended genomic + epigenomic panel detecting SNVs, indels, CNVs, fusions, . No prior HER2-targeted agents 1800 mg (<70 kg)/2400 mg (270 kg) Q3W . At basel?ne (prior to C1 of zanidatamab)
Z a n I d at a m a b + — Consistent results were observed in prior phase 2 trials of 1L zanidatamab + chemotherapy in patients with HER2+ mGEA34 multiexon deletions, large genomic rearrangements, promoter hypermethylation across >20,000 . No prior systemic therapy except « During treatment (C2D15 for zanidatamab +
* HERZ2 status by tumor tissue testing (ASCO/CAP 2018) is critical for identifying patients who may benefit from HER2-targeted therapies differentially methylated regions, microsatellite instability—high status, blood-based tumor mutational burden neoadjuvant/adjuvant therapy Zanidatamab + mFOLFOX6 CAPOX or FP; C3D1 for zanidatamab +
like zanidatamab (bTMB), sample-level ctDNA detection, and methylation-based tumor fraction (MTF) quantification with 10 completed 26 months prior to first \ (28-day cycle) mFOLFOX6)
- - - _ i i i invasi - | | dul study treatment dosing Zanidatamab 20 mg/kg or * Atthe end of treatment
Plasma ctDNA next-generation sequencing (NGS) is non-invasive, captures tumor heterogeneity, and provides a real-time module
chemotherapy in first-line n ecuenoiny o T g .
assessment of tumor genomic and epigenomic landscape * bTMB cutoff: For this analysis, TMB-high was defined by the median value (=212.34 mut/Mb). Molecular
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. s m Pl tDNA id titative ERBB2 b lteration land d methylation-based® and i lated tDNA defined 99% reduction in MTF from baseline t treatment ti int
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* Here, we report ctDNA molecular profiling results from patients with HER2-expressing mGEA from the phase 2 trial of (immune-desert/non-inflamed, tumor-infiltrating lymphocyte [TIL]-low), excluded (immune cells in stroma, PTS, progression-tree survivali W, every 2 weeks: QS every 3 weeks.
zanidatamab + chemotherapy but absent from tumor nests), or inflamed (intratumoral TILs, high TIL density) using established
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adenocarC|noma Results Figure 3. Predictive biomarkers derived from baseline ctDNA Figure 5. On-treatment ctDNA co-alterations across RTK, RAS/MAPK, PI3K/AKT, and
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Supplemental Information

MOIQCU Iar Circu Iatl ng Supplemental Table 1. Median PFS across subgroups Supplemental Figure 1. On-treatment ctDNA kinetics (MTF change) as a
11 pharmacodynamic response marker
tumor DNA profiling from

Subgroup Number of patients Median PFS, months 95% CI
PFS by change in MTF from baseline to on treatment
( ) 46 12.5

patl e n ts tre ate d Wlth All patients (part 1 and part 2 8.2-21.8 100 —|
m ” : Median PFS (95% CI), months
ccHER2-positive (tumor tissue) 41 15.2 9.5-33.4 . - 8): 218 (8.2
zanidatamab + T Nomresponder (05166 14-10:)

ERBB2-amplified (ctDNA) 34 18.6 12.0-NE All patients: 11.8 (6.9-45.4)

c h e m Ot h e ra py i n ERBB2—non-amplified (ctDNA) ) 2.0 1.4-NE .

- - ot B ERBB2-amplified + MTF (baseline)
fl rSt I I n e H E Rz pos Itlve All Patients 21 11.8 6.9-33.5 %
ERBBZ2 amplification detected + MTF-high 11 21.8 6.9—inf x
advanced or metastatic ol
ERBBZ2 amplification detected + MTF-low 6 19.9 6.6-33.5
gaStroesophageal ERBBZ2 amplification not detected + MTF-low 4 2.0 1.4-1.7 20 —|
adenocarcinoma TMB status (baseline)
All patients 19 11.8 6.9-45.4 )
Elena Elimova, Geoffrey Ku, Keun-Wook Lee, | ' ' ' ' '
Sun Young Rha, Sara Wienke, Geethika Yalamanchili, TMB-high (GIDNA) ’ 09 14795 ’ ° “ Time (months) > * >
Phillip M Garfin, Emanuele Loro, Diana Shpektor, TMB-low (ctDNA) 10 21.8 6.9—inf

Jaffer Ajani

Change in MTF from baseline (C1D1) to on treatment (C3D1). Responders defined as patients achieving 299% on-treatment reduction in MTF.

ccHERZ2, centrally confirmed human epidermal growth factor receptor 2; ctDNA, circulating tumor DNA; MTF, methylation-based tumor fraction; PFS, progression-free survival; TMB, tumor mutational burden. C, cycle; ctDNA, circulating tumor DNA; D, day; MTF, methylation-based tumor fraction: PFS, progression-free survival.

Supplemental Figure 2. Additional on-treatment ctDNA co-alterations across RTK, RAS/MAPK, PI3K/AKT, and immune pathways
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* Updated analysis on human epidermal growth factor receptor 2 (HERZ2)-positive circulating tumor DNA (ctDNA) samples with extended promoter methylation changes on selected immune genes from Guardant Infinity immuno-oncology (I0O) module

AKT, protein kinase B; C, cycle; CAPOX, capecitabine + oxaliplatin; CNV, copy number variation; CR, complete response; D, day; EOT, end of treatment; FISH, fluorescence in situ hybridization; FP, 5-FU + cisplatin; GEJ, gastroesophageal junction; IHC, immunohistochemistry; indel, insertion-deletion; MAPK, mitogen-activated protein kinase; mFOLFOX6, modified leucovorin + 5-FU, + oxaliplatin; NE, not evaluable; PD, progressive disease; PFS, progression-free survival; PI3K, phosphoinositide 3-kinase; PR, partial response; PrMet, promoter methylation; Q2W, every 2 weeks; Q3W, every 3 weeks; RAS, rat sarcoma;
RTK, receptor tyrosine kinase; SD, stable disease; SNV, single nucleotide variation.

Key Translational Messages:

* Baseline ctDNA profiling with Guardant Infinity, plus 10 module, from the ZW25-201 study helps to demonstrate that plasma ERBBZ2 amplification status, on-treatment ctDNA clearance (methylation-based tumor fraction change), low blood-based tumor
mutational burden, and high 10 score are potential coordinated biomarkers correlating with durable responses from zanidatamab + chemotherapy treatment

— |O score is an exploratory composite score derived from methylation patterns of 41 immune-associated genes in the Guardant Infinity IO module. Its biological interpretation (higher 1O score indicating epigenetic accessibility for immune cell trafficking and
effector function engagement) is mechanistically aligned with the role of promoter methylation in regulating immune signaling

* In ZW25-201, zanidatamab + chemotherapy may prime the immune system across tumor microenvironment types, initiating in desert, recruiting in excluded, and amplifying in inflamed tumors

— This is supported by preliminary exploratory analysis of integrated Guardant Infinity methylation + IO module ctDNA changes from baseline to on treatment, showing HER2 dependence, inducible IFN signaling (eg, IFNL2/IFNGR1/2 promoter methylation and
amplification), antibody-dependent cellular cytotoxicity and phagocytosis engagement (eg, TNFRSF9/8 promoter methylation dynamics), barrier remodeling (eg, SMADZ2/4 LOH), and a small number of samples with adaptive immune activations
(eg, CD274/CD276, PDCD1LG2 gene alterations). These mechanisms may help explain the clinical benefit independent of baseline programmed death-ligand 1 (PD-L1) status and the rationale for adding tislelizumab in the phase 3 HERIZON-GEA-01 trial

sl e e * Combined molecular profiling analysis from exploratory methylation signatures and IO module gene/pathway changes from baseline to on treatment support hypothesis-generation findings and mechanistically help to demonstrate why zanidatamab +
Elena.Eimova@uhn.ca ’ tislelizumab + chemotherapy may produce PD-L1-independent progression-free survival/overall survival benefit in HERIZON-GEA-01, where the zanidatamab + chemotherapy combination may initiate innate immune killing and adaptively induce PD-L1

gﬁitjlg';;ezﬁrr‘fj:l ﬁntggﬁrg'?ﬁnr;;azr‘gfjﬂe:yz,";(fz'g?ica' (CD274 amplification/alteration) through IFNy/JAK/STAT1/IRF1 signaling, which tislelizumab then blocks at peak T-cell priming to sustain immune-mediated, synergistic tumor control
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