Novel IgG1 Cysteine Insertion Sites Enable Site-Specific Conjugation and Precise Control of Drug to Antibody Ratio
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SS ADCs generated from Cys insertion
demonstrated favorable biophysical
properties compared to similar ADCs
prepared using stochastic conjugation

* Important ADC properties including deconjugation rate, susceptibility to payload
metabolism and overall hydrophobicity can be impacted by the location of the
inserted cysteine residue.
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 The Azymetric™technology permits heterodimeric Fc pairing and asymmetric
combination of one or more cysteine insertion sites.
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“Engineered cysteines are typically in oxidized form, capped with GSH or L-Cys
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Cys Eng Location Determines Overall Hydrophobicity of
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Range of Linker-payload Deconjugation Rates

* A combined in-silico and in vitro screening strategy was developed to identify

* Cysinsertion at HC_G237.5 and HC_T299.5 completely abolishes FcyR binding
e Cysinsertion at HC_Q295.5 leads to 3-fold reduction in FcyR binding affinity

* None of the Cysinsertion sites evaluated impact FcRnbinding

Fc-FcyR Binding Fc-FcRn Binding

* ADCs produced by cysteine conjugation using thiol-maleimide chemistry can
undergo deconjugation via a retro-Michael reaction

* The site of linker-payload attachment influences the rate of retro-Michael
deconjugation
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novel Cys insertion sites for the generation of site-specific ADCs
* Cys insertion sites are compatible across different IgG1 antibodies

* A repertoire of insertion sites feature a range of FcyR binding affinities and
varying degrees of protection against linker-payload deconjugation

* The Azymetric™platform enabled the combination of multiple Cys insertion sites
to produce site specific ADCs up to DAR 6

 Site specific ADCs generated from Cys insertion have favorable biophysical
properties, are active in vivo and display pharmacokinetic profiles similar to
wildtype antibodies
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