Mechanism of cysteine-mcMMAF release from the antibody-drug conjugate SGN-75
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1. Abstract 4.  Strategies to Investigate the Mechanism of Drug Release from SGN-75 7. Investigation of Released Drug In Isotope-Labeled Systems
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monoclonal antibody (mAb) h1F6 and the drug-linker mcMMAF conjugated |
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treated with unlabeled SGN-75, and unlabeled cells were treated with heavy- e Detect the masses of heavy and light Cys-mcMMAF using LC-MS/MS Cys-MCMMAF Cys-MCMMAF

cysteine-labeled SGN-75. The results demonstrate that the mAb backbone of + Calculate the % of heavy and light Cys-mcMMAF in each sample - -

SGN-75 1Is the origin of the cysteine in cysteine-mcMMAF, providing evidence

that an active drug component can be released from a stably linked ADC | ‘
through proteolytic degradation of the mADb inside of target cells. - o
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} Cellular cysteine involved in alternative mechanism 4 » In both systems the cysteine in the released drug matches the labeling status of the mADb

» The results suggest that cysteine in Cys-mcMMAF originates exclusively from the
antibody backbone
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S tumors
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» SGN-75 is a humanized anti-CD70 monoclonal antibody (mAb) h1F6 | | | < 120% | s
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Interchain disulfides > Labeling: grow 786-0O cells (CD70+ renal cell > Labeling: mAb (anti-CD70) producing CHO cells Z 80% - -
» The mcMMAF drug-linker has no built-in proteolytic cleavage carcinoma) in the culture medium supplemented grown in culture medium supplemented with heavy “Z> 600 - ol g2 267
mechanism for drug release with heavy CySteine and methionine iSOtOpe CySteine and methionine = 40% 031613.%)26Sm1(§25, 5x5)1'30 H0 MRMli‘OSChai\fgls ES+
O 07 - 1047.26 > 428.5
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