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1. Abstract 2. Real-Time Cytotoxicity Assay Method and Principle 3. Viability Assay Method and Principle
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72hr followed by a same-well multiplexed viability assay. The collated data revealed striking CellTox™ Green is an asymmetric cyanine dye that can be SN N7

differences in toxicokinetics, potency and magnitude of response which positively correlated with Pt Callox™ Graen delivered directly into cell cultures at cell seeding or dosing.

known mechanism of action for the model compounds. The multiplexed viability data further /) el piatc The dye is excluded from viable cells with intact membranes but ATP is tightly regulated in healthy cells and therefore serves as an
Add test compound preferentially stains the DNA from cells with impaired membrane

and incubate.

excellent surrogate for host cell viability and number. Cells with
impaired viability are unable to maintain ATP levels. CellTiter-Glo® is a
lytic formulation of luciferin and Ultra-Glo™ luciferase which when added
to cells measures ATP in a manner that is proportional to viable cell
number.

served to either confirm observed cytotoxicity by inverse signal concordance, or suggest
replicative perturbation in susceptible replicating cells. Furthermore, the use of cell types with
differential capacity for phase | metabolism, allowed us to stratify cytotoxic risk based on mode-
of-action of parent molecule toxicity and/or metabolic by-products owing to biotransformation. —
Lastly, the experimental approach taken was sufficiently predictive and informative to merit v
consideration for adoption as a new safety screening paradigm for new chemical entities.

integrity. When the dye binds genomic DNA, its fluorescence
properties are substantially enhanced. These attributes allow the
dye to be used as a real-time measure of cytotoxicity.
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4. Multi-Parametric Workflow: Biomarkers and Cell Types 5. Non-Specific, Time Dependent Cytotoxicity 6. Replication Dependent Cytotoxicity
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