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Continuous Live Cell Analysis: Methodology
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limitations but is infrequently used as non-adherent to provide a powerful technological tool for
cells can be hard to image. immunology researchers.
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* T-cells demonstrate little or no proliferation under basal conditions but rapidly proliferate when activated (e.g. by IL- Coat wells of plate (50 pLf NSy — Seed cells (100 L /well, 5,000- guantitative analysis
2, anti-CD3, anti-CD28)_ well) with your choice of (100 pL/well) at 2X final 50,000 cells/well) into the Capture images every
plate coating. assay concentration. 96-well plate). 1to 4 hours (10X or 4X)

* Following activation, T-cells also form cell clusters; imaging enables quantification of this phenotype. in an IncuCyte® ZOOM

system. Analyze using

Automated 96-well continuous analysis integrated software.
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 Data demonstrates a clear concentration-related inhibition of IL-2/anti-CD3 activated T-cell proliferation and * Phase-contrast analysis can be duplexed with cell health reagents (e.g. IncuCyte Cytotox Reagents) and/or

clustering with the addition of exogenous L-kyn, over time. apoptosis markers (IncuCyte Caspase-3/7 or Annexin V Reagents).

* Time-course profiles enabled AUC analysis and generation of concentration-response curves from which IC., * Shown her§ is data generated with Jurkat cells treated'W|th the top0|sc.>merase inhibitor, carpptgthecm.
\ values for inhibition of proliferation and clustering were determined. / K Concentration-response curves were generated from time-course profiles to enable determination of 1C., values./
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