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Introduction

Antibody Drug Conjugates (ADCs) are novel and emerging targeted therapeutics against cancer. ADCs deliver the specificity of mAb and
cytotoxicity of small molecule drugs. Developability assessment underpins all aspects of ADC drug discovery, lead selection and optimisation.

Abzena uses real- time live cell imaging in the developability assessment of ADCs to select a lead drug candidate with the greatest chance of
clinical success.
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Assessment of cell line suitability and antigen binding of ADCs Assessment of tumor cell killing by ADCs in 2D cultures
Cell line selection to ensure suitability for downstream assessments Mode of action of ADC determined in high throughput assays
* Does the target cell line express sufficient target antigen? To test how well an ADC can kill a target cell line, 2D viability assays are used. Live cell imaging of
* Does the ADC bind the target antigen? apoptosis and necrosis are assessed.
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Assessment of ADC internalisation Efficacy of the ADC in 3D spheroid tumors
Internalisation of ADC is a key step in mechanism of action of ADC Physiologically relevant models used to determine mode of action
Using the Fabfluor-pH protocol (Sartorius) we can assess the internalisation of Fc-containing Tumour may be grown in spheroid systems to produce more physiologically relevant tumour
antibodies. As the Fabfluor-pH labelled antibodies enter the acidic lysosomes, the Fabfluor-pH environment. Spheroid models can highlight the effect of tumour penetration, cellular
begins to intensely fluoresce red. interaction and resistance on efficacy of ADC. .
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To determine trafficking pathway, the ADC is labelled with a fluorochrome. Target cells are modified Summary
to express fluorescent protein-tagged receptors, and/or stained for live cells such as lysotracker , , . , ,
green DND-26. Trafficking and co-localisation are measured using spinning disk confocal microscope. ADCs are novel therapeutics that deliver precision and efticacy in treatment

of cancer. Understanding the mode of action, the antibody activity and the
effectiveness of the cytotoxic drug, will allow the generation of new ADCs.

The versatility that live cell imaging provides, either through the Incucyte or
higher resolution spinning disk confocal microscopy, can be harnessed to
capture the fundamental characteristics of successful drug design and

Figure 5. Fluorochrome labelled biologic is added to GFP expressing CHO cells and imaged over time using spinning disk confocal

microscopy. Pink = biologic, Green = GFP tagged receptor, White = co-localisation of both increases the likelihood of Obtaining a successful thera peUtiC candidate.
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