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o2h Discovery has enhanced its biology expertise across therapeutic areas in Cambridge, UK, and Ahmedabad, India, utilizing advanced platforms to support
all stages of preclinical drug discovery, from target validation, hit identification through to lead optimisation and IND enabling. Our Integrated Drug Discovery
(IDD) approach combines biology, chemistry, and ADME capabilities to accelerate the design-make-test-analyze cycles. Our experienced biologists develop
customizable assays to support potency-to-efficacy translation and mechanism-of-action characterization, with seamless collaboration between our UK and
India teams. Specializing in small molecule drug discovery, we bring in-depth expertise in target biology, providing valuable insights that drive progress in
complex biology projects across a broad range of therapeutic areas.
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02h has developed a Nuclear protein translocation phenotype Target validation at o2h Discovery is used to confirm that a proposed target is relevant to the biological response of interest and to show
besooke hish-content Hoechst GFP Composite 120 -~ %Translocation whether modulating that target produces the expected cellular effect. In the figures, lentiviral delivery of target protein X and three mutant
DESPS & . I B variants was used to test target dependence across multiple cell models. Using live-cell analysis, 02h was able to show target sensitivity in
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Developed and implemented an in-house Cell Painting analysis platform capable of processing large, high-dimensional imaging datasets.
The pipeline’s robustness was evaluated using compounds from established mechanism-of-action classes profiled in U20S and A549 cell

lines, enabling automated extraction, analysis and clustering of cellular and nuclear phenotypic features. Cellular target engagement was assessed using a NanoBRET tracer displacement assay to measure whether compounds could compete with the

tracer and bind the target inside cells. This provides a direct readout of intracellular engagement and helps confirm compound activity in a
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Protein—protein interactions were measured using NanoBiT, with custom clone vectors encoding the interacting proteins to enable live-cell
Hoechst SYTO14/WGA ohalloidin Mito Tracker Concanavalin A - X _ deteFtlon of'complex fgrmatlon. The 5-HT2A and beta-arrestin example shown here illustrates how this system can be used to monitor recruitment
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Nuclei Neurite outgrowth assays can serve as a model for neuronal networking and plasticity. 02h SmBIT - ol 0.0-L ki
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discovery. These assays can leverage the information-rich image data derived from suitable
HuC/HuD cell lineages.
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