Discovery of a novel auristatin antibody-drug conjugate drug linker with similar efficacy and reduced
bone marrow toxicity compared to vedotin
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Background Preclinical comparison of DLAE-MMAE and vedotin ADCs
- Antibody-drug conjugates (ADCs) containing the vedotin drug linker DLAE-MMAE exhibits similar cytotoxicity to vedotin In rat, DLAE-MMAE ADC has reduced bone marrow toxicity and similar exposure compared to vedotin ADC
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encompass pancreatic adenocarcinoma, AML, lymphoma, multiple myeloma, and melanoma.
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Discovery of DLeu-Ala-Glu (DLAE) tripeptide
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Figure 2: Left: Proteolysis of vedotin and DLAE-MMAE ADCs by human neutrophil elastase and
Ala, Leu, Pro, bLeu Glu, Lys Thr, Met, Cit Phe, Tyr(All), Nal proteinase 3. ADCs (8-load; 10 ug) were incubated with protease (200 ng), human neutrophil
elastase or proteinase 3, for 2 h at 37C. Proteolysis of drug linker from the heavy chain was
assessed. Right: Cytotoxicity assay assessing drug release from DLAE-MMAE and vedotin
ADCs by proteases secreted by differentiating granulocytes. CD34+ cells were differentiated into
granulocytes over two weeks. Supernatant was collected and then either supernatant or blank
media was combined with DLAE-MMAE or vedotin ADCs, conjugated to non-targeting antibodies

Figure 1. Top, Schematic of fluorescence assay designed to identify tripeptides preferentially
cleaved in cancer cells over bone marrow cells. Bottom, Structure of fluorescence quenched
tripeptide library. Hydroxy coumarin becomes fluorescent upon proteolysis between P1 and
PABA position. Unnatural amino acids are D-Leucine (DLeu), Citrulline (Cit), O-Allyl-Tyrosine

(g, el 2septrin il el (el higG1-1 and higG1-2, and incubated for 24 h at 37C. The ADC mixture was then added to
Relative Fluorescencel CD34+ cells which had been expanded for one week and cytotoxicity was assessed.
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Table 1. Fluorescence fold change and rat bone marrow toxicity of several tripeptide coumarin
and MMAE conjugates. ' Fluorescence fold change over average peptide in screen. 2 Natural
amino acids are abbreviated with their traditional three letter codes (Cit = citrulline, Met(O) =
methionine sulfoxide, Nal = 2-naphthylalanine. 3 Vedotin-like linkers were synthesized with the
Val-Cit dipeptide substituted for a tripeptide and conjugated to a non-targeting hlgG1 antibody
as a mixed 4-load. Bone marrow toxicity was assessed after a single dose in rats at 10 mg/kg.
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Figure 4. Comparison of higG1-vedotin, DLAE-MMAE, and -mp-Val-Cit-MMAE in a rat toxicity model at 10 mg/kg. A)
Neutrophil (left) and reticulocyte (right) counts on day 4. B) Serum concentrations of total antibody (left) and unconjugated
MMAE (right). C) Histopathology of bone marrow on day 4. Dark blue stain represents nuclei from hematopoietic cells.

Rat toxicity conclusions

« Rats administered hlgG1-DLAE-MMAE had neutrophil and reticulocyte counts more like
vehicle and significantly higher than hlGg1-vedaotin.

« Rats administered hlgG1-DLAE-MMAE had a 2.7-fold greater MTD, similar antibody
exposure, and reduced concentrations of unconjugated MMAE in plasma when compared to
hlgG1-vedatin.

Vehicle higGl-vedotin  hlgG1-DLAE-MMAE * There was no significant difference in toxicity when comparing hlgG1-vedotin
(mc-maleimide) and hlgG1-mp-Val-Cit-MMAE, suggesting maleimide stability has little impact.

In NHP, bDLAE-MMAE ADC has reduced bone marrow toxicity, 1.8-fold higher MTD, and similar exposure compared

to vedotin ADC following a single dose -
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Conclusions

« ADCs with the DLAE-MMAE drug linker had similar efficacy to vedotin, but reduced bone marrow toxicity and a higher MTD in rat and NHP toxicity
studies (2.7 and 1.8-fold higher MTD, respectively).

« Reduced proteolysis of the DLAE-MMAE drug linker by neutrophil proteases is one potential mechanism for its reduced bone marrow toxicity.

« Given the preclinical characteristics of the DLAE-MMAE drug linker, a Phase 1, first-in-human study is planned to evaluate the safety and
antitumor activity of SGN-35T in lymphoid malignancies (Poster No. C132).

Copies of this poster obtained through Quick Response (QR) Code are for personal use only and may not be

EORTC-NCI-AACR International Conference; October 11-15, 2023

reproduced without permission from EORTC or the author of this poster, Noah Bindman (NbindmanSeagen.com)



	Slide Number 1

