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optimized to allow for complete measurement of T cell metabolism along with a dedicated A cd cB c cB Figure 7. Distinctive metabolic phenotype of exhausted T cells in CB group. (A) OCR kinetic curve and (B) spare respiratory
analysis tool, Agilent Seahorse Analytics. (B-C) BAM15 and optimized concentration of FCCP g CWcelelPSCsirgle/ SSCainge/live - CBJcels/FSC mnale SSCaingle/ B o e Seodel e CBIceleIFSC gl SSCanae! capacity (SRC) and (C) ATP production rate and (D) Percent ATP from glycolysis in T cell persistence assay six days after
2 002% 0.01% 2

oeo oas reactivation. Oligo: oligomycin-A. R/A: Rotenone/ antimycin. (E) Proton efflux rate (PER) in T cell activation assay.(F) Area
under the curve (AUC) for PER normalized to baseline (measurement three). SA: anti-CD3/CD28 soluble T cell activator. 2-
QG: 2-deoxy-glucose. Data are presented as mean + SD, ****p<0.0001

were compared in mouse naive CD8 T cells. (B) Changes in extracellular oxygen levels after
uncoupler addition, highlighting the more consistent rate during the three minutes of
instrument measurement obtained when adding BAM15. (C) OCR kinetic profile, illustrating
underestimation of Max respiration obtained when FCCP is used as uncoupler. Similar
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results were obtained using mouse NK cells, human T and NK cells. 2 il : =] i
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