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or CellTitreGlo® assays (Promega). Antibody cell binding data was analysed by flow cytometry. A. Claudin-6-specific Ab GBO1 shows increased binding to NTERA-2 were administered i.v. (Day 0) to treatment groups of 10 mice. A vehicle- B medium (100-150)
Internalization of the Claudin-6 antibody (GBO1, AB3-7), and IgG isotype control was performed by extracellular cells compared to AB3-7 Ab*. B. Comparison of the cytotoxicity of tcl’ested group was USedPSS CO”F"|O|- B. Kap|aﬂC-F|§/|eier aTaWSiS of SUFViVTaF|-S & high (>150)

: : GBO1-VA-PL2202, AB3-7-VA-PL2202 and B12-VA-PL2202 (isotype . Response summary PR, partial response; LR, complete response, /

KB cells. HD phase and red fluorescence images (10x) were captured. Images of cells treated with intracellular Cell Titer Aqueous One assay. GB0O1-VA-PL2202 exhibits increased in stained for Claudin-6 by IHC.

vitro cytotoxicity compared to AB3-7-VA-PL2202 (both DAR 6).
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FabFluor- GBO1 or FabFluor-AB3-7 display red, cytosolic fluorescence illustrating internalization.

Figure 7. In vivo anti-tumour activity in the OV-

Comparison of bystander activity was determined by a medium transfer method using the CellTiterGlo® NHEETIREL 90 ovarian cancer xenograft model

assays (Promega). phosphorylation Figure 4. Antibody internalisation A 5 negative (<1)
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MMAE* was administrated intravenously (i.v.) as three single doses weekly to athymic nude or SCID M high (>150)
mice containing PA-1 or OV90 xenografts. » GBO1-VA-PL2202 is a novel ADC, composed of a humanized IgG1, Fc-silenced antibody
PK was evaluated in cynomolgus monkeys (n=3/group) following one or two doses of GBO1-VA-PL2202 against Claudin-6 to which the exatecan-containing payload PL2202 has been site-
three weeks apart via IV infusion. Serum exposure to total (conjugated and unconjugated Ab) and specifically conjugated with a DAR of 6 (Figure 2).

exatecan conjugated Ab determined by ELISA/ECLIA and to free Exatecan determined by LC-MS/

MS. PK parameters determined by non-compartmental analysis (NCA).
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» This was achieved by introduction of the Cys228Val mutation in the hinge of the heavy chain.

Total Intracellular Red Fluorescence
(Normalised to % confluency)

Analysis of Claudin-6 membranous expression on human TMAs from patients with testicular » FcyR-mediated effector function of the ADC was abrogated via mutations in the Fc portion é - negative (<1)
_ , _ i < ADCs PR CR TFS m low (1-99
cancer, ovarian cancer and NSCLC was performed by IHC using a commercial human of the antibody. m h h((>15z))
. . 5 12 mg/kg GBO1-VA-PL2202  4/10 5/10  0/10 9
Claudin-6 antibody. 3 no analysis
: e (houre 12 mg/kg B12-VA-PL2202  0/10 0/10  0/10
° AIM OF THE STUDY g - GB01 Ab, PA-1 @ AB3-7TAb, PT—1 —Ai Isotype control Ab, PA-1
DlSCIOSU res . . _ . o . . . - — : < GBO1Ab,KB -/ AB3-7Ab,KB -O- Isotype control Ab, KB 2.5 mg/kg AB3-7-MMAE 0710 1710 1710
All authors are current or former employees of ADC Therapeutics that may hold stock or * The purpose of this ;tudy was to determine the in Y’UO Cy.t(.)tOXICIty and in V/VO. efﬂ.cacy 2.5mg/kg BI2-MMAE ~ 0/10  0/10  0/10
stock options. of GBO1-VA-PL2202 in xenograft models as well as its toxicity and pharmacokinetic (PK) A. Internalisation of IncuCyte FabFluor-labelled GBO1, AB3-7 and IgG
proﬂle Ta cynomolgus monkeys. isotype control antibodies in PA-1 (Claudin-6 +) and KB (Claudin-6 -) A. GBO1-VA-PL2202, AB3-7-MMAE and B12 isotype-control ADCs (B12-MMAE
cells. B. Time course data shows a rapid increase in intracellular red and B12-VA-PL2202) were administered i.v. (Day 1) as indicated to treatment
o We also characterized the in vitro mechanism of action, such as internalization, bystander fluorescence over time in cells treated with labelled GBO1 antibody groups of 10 mice. A vehicle-treated group was used as control. B. Kaplan- Representative images of Claudin-6 staining showing high membrane
o : . : : : : . and AB3-7 but not with isotype control antibody. Internalisation of Meier analysis of survival. C. Response summary: PR, partial response; CR, expression (IHC score >150). Pie charts indicate % positivity for each
activity and determined Claudin-6 expression by immunohistochemistry (IHC) in human GBO1T antibody in PA-1 cells is more rapid and increased relative to complete response; TFS, tumor-free survivor. D. Representative scan of FFPE IHC-score across cancer patients, A. testicular cancer (n=52), B. ovarian

tumor specimens of ovary, testicular and NSCLC. internalisation of AB3-7. OV-90 tumor section stained for Claudin-6 by IHC. cancer (n=70), C. NSCLC (n=50).




