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signaling in cancer reporter cells, promoting GAS-induced transcription of the luciferase gene, producing an easily detectable bioluminescence
signal. Created with BioRender.com. (B) Selected cell lines with high endogenous expression of PD-L1, CD155, or B7-H3 were transduced with
lentiviral-GAS-Luc2 plasmids in the presence of 50 ug/mL protamine sulfate (Sigma) for 24 hours. The cells were then enriched by puromycin
selection and single cells were isolated by automatic cell sorting (Sony SH800). Expanded single cell clones were evaluated by IFN-y stimulation.
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Figure 3: IFN-y stimulation of GAS-Luc2 reporter candidate cell lines. Candidate cell lines were selected for GAS-Luc2 modification based
on high expression of selected immune checkpoint markers and were assessed via IFN-y cytokine stimulation assay following viral .
transduction. GAS-Luc2 modified cells that endogenously expressed a high level of (A) PD-L1, (B) CD155, or (C) B7-H3 checkpoint molecules

were administered IFN-y of different concentrations. Multi-clone pool cells demonstrating the highest luciferase expression, shown here as fold :
The clones that yielded the highest luciferase signal upon IFN-y stimulation were selected for future experiments. increase of relative luminescence units (RLUs) relative to untreated controls were selected for further study. N=3 in all experiments. *, P < 0.05. :
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