Small-Molecule Inhibitors of TNF Reduce Pro-inflammatory Disease Activity while Preserving TNFR2 Signaling,
Which Maintains Regulatory T Cell Activity and Prevents Aberrant T Cell Cytokine Production
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Murine experiments were performed with an in-house synthesized small-molecule inhibitor. CD4* and CD8* T cells. (B) TNFR2 expression was evaluated on freshly isolated healthy human Tregs. The highly [ compared to small-molecule inhibitor and the vehicle control. *p<0.05; ***p<0.001; ****p<0.0001

suppressive Foxp3Hidh;Helios* Tregs showed the most abundant TNFR2 expression. N=4 human donors, **p<0.01
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Figure 2. (A) Model of soluble TNF signaling through TNFR1 to activate NF-kB. (B) NF-kB reporter HEK293 cells were Figure 5. (A) Purified human Tregs were stimulated with IL-2 and anti-CD3/anti-CD28 and co-cultured with mTNF- Figure 7. Anti-TNF biologics block both soluble and membrane TNF
incubated with 0.125 ng/mL of TNF and increasing concentrations of small-molecule inhibitor, reporter activity was expressing cells in the presence of a small-molecule TNF inhibitor or anti-TNF biologic. (B) Secretion of IL-10 and signaling whereas small-molecule inhibitors block only soluble TNF, Inﬂammatlon TTreg activity
measured by luminescence. (C) Secreted IL-8 levels were measured in HUVEC media at 24 hours post incubation with TGF-3 was measured in supernatants by MSD. N=3 healthy human donors, **p<0.01; ***p<0.001; ****p<0.0001 leaving TNFRZ2 signaling available to promote Treg activity and Cell death l inflammatory cytokines
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soluble TNF and increasing concentrations of small-molecule inhibitor. N=4 donors
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