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— Using CD3/CD28 Co-stimulation and IL-2 NanoLuc Luciferase Reporter
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Background Approach 2: IL-2 NanoLuc Cell Line Responds to CD3/CD28 Co-stimulation Comparison with Promega IL-2 Assay

Scope: Develop approach to screen chemicals for potential to dysregulate immune function. IL-2 NanoLuc: 6 Hours IL-2 NanoLuc: 24 Hours CD3/CD28 Co-stimulation (Approach 2)
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* Green luciferase (OECD Test 444A).

T activation without APCs: PR
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IL-2 NanoLuc Luminesce

Lysed cell, no cell, and unstimulated vehicle controls exhibit minimal luminescence relative to stimulated (stim) cells. Inhibition by Cyclosporin A (CyA)
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Approach 1: IL-2 NanoLuc and Promega
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* |s inhibited by calcineurin inhibitor, Cyclosporin A, confirming
the role of calcineurin in IL-2 induction.
Correlation: 24 Hours IL-2 NanoLuc:24 Hours Promega: 24 Hours - | Kinase C (PKC).

IL-2 NanoLuc Luminescence
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* Is inhibited by PKC inhibitor, Bisindolylmaleimide |, confirming
the role of PKC in IL-2 induction.
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S T o a biologically-relevant approach for detecting T cell activation and suppression.
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