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Abstract Results

Despite extensive basic and clinical research on immune
checkpoint regulatory pathways, little is known about the
effects of the ionic tumour microenvironment on immune
checkpoint expression and function.

TNF-a/IFN-y stimulates IDO1 expression in lung cancer A549 and breast
cancer MDA-MB-231 cells.
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dioxygenase (IDO1), a well-characterized immune
checkpoint.

A) Western blot of IDO1 in A549 and MDA-MB-231 cells +/- 25 ng/mL TNF-a/1000 U/mL IFN-y stimulation. B) IDO1 assay cell titration for A549 and MDA-MB-231
cells. Used 10,000 A549/well and 50,000 MDA-MB-231/well as seeding density in all following experiments. C) Representative kynurenine absorbance standard
curve calculated from kynurenine standards in 0.5M HCI.

Cardiac glycosides ouabain and digoxin inhibit kynurenine production

IDO1 catalyses the rate-limiting step of tryptophan in A549 and MDA-MB-231 cancer cells with a modest impact on cell survival.

catabolism and inhibits the immune response to the
tumour by local depletion of tryptophan, an amino acid
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Amilz:de ASlCi;haar:]:ZlS Inhibitor 150, ouabain 17 nM 89 nM
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A) Dose-response curves for ouabain and digoxin treatment of TNF-a/IFN-y stimulated A549 cells. B) Alamar Blue survival assay after 4h incubation with reagent.
C) Comparison of IDO1 activity vs. viability as measured by Alamar Blue in A549 cells. D) Dose-response curves for ouabain and digoxin treatment of TNF-a/IFN-y
stimulated MDA-MB-231 cells. E) Alamar Blue survival assay after 4h incubation with reagent. F) Comparison of IDO1 activity vs. viability as measured by Alamar
Blue in MDA-MB-231 cells. G) Calculated IDO1 activity IC50s from fitting the dose-response curves by non-linear least squares regression.
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technical replicates and data are normalized to their respective Q@g\&%\g&@gb%%gﬁ%\?‘g@%&%%”°\§§@°§Mg§pQZ§$ Western blot of IDO1 expression in TNF-a/IFN-y stimulated cells treated with cardiac glycosides. A549 cells were treated with 0.05% DMSO, 25 nM ouabain,
. \ N Q . . . . . . .
DMSO control, 0.05% or 1% DMSO in PBS. ° o e 0 or 25 nM digoxin (left panel). MDA-MB-231 cells were treated with 0.05% DMSO, 150 nM ouabain, or 150 nM digoxin (right panel).
*p<0.05 ANOVA, Bonferroni multiple comp:
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