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THE JAK FAMILY IS A THERAPEUTIC TARGET IN AUTOIMMUNITY 3. TYK2i enhances Treg stability in inflammatory Th1 and Th17 conditions
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Figure 3. TYK2 inhibition enhances Treg stability in Th17 and Th1-polarising conditions. Tregs (CD4+CD25hiCD127l0) were isolated from
peripheral blood of healthy human donors, stimulated with anti-CD3/CD28, and cultured for 7 days in a Th17 (A-E) or Th1 (F-I)-polarizing cocktail in the

1. TYK2i and JAKIi prevent Th1 and Th17 differentiation but only TYK2i spares Treg induction oresence of BMS-986202 (B202). (A) Schematic of Th17 polarization protocol. (B-D) The proportion of FOXP3+ cells (B), expression of RORC2 (C), and
expression of CD226 (D) was assessed after 7 days (n=3). (E) IL-17A, IL-17F, and TNFa concentration in supernatant after a 24 h re-stimulation with
A Naive CD4* T cells B C anti-CD3/CD28 (n=6). (F) Schematic of Th1 polarization protocol. (G-l) The proportion of FOXP3+ cells (G), IFN-y+ cells (H), and CD226 expression ()
CCR4 RORC2 IL-17A/F was assessed after 7 days (n=3-7).Statistically significant differences compared to DMSO-treated cells were determined by a repeated-measures one-way
12. _ T 4 — ANOVA with Dunnett’s multiple comparisons test. * p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001
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Figure 1 TYK2 inhibition reduces Th1 and Th17 differentiation of naive CD4+ T cells but preserves Treg induction. (A-C) Naive CD4+ T cells were erE
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TYK2 inhibition reduces inflammatory polarization of tissue-derived immune cells and

Figure 2 TYK2 inhibition maintains Treg phenotype and enhances suppressive function. Tregs (CD4+CD25hiCD127lo) were isolated from peripheral
blood of healthy human donors, stimulated with anti-CD3/CD28, and cultured for 7 days in the presence of BMS-986202 (B202) or upadacitinib (UPA). (A) promotes a regulatory T cell phenotype.

Treg viability, (B) percentage of Ki67+ cells, (C) percentage of FOXP3+/Helios+ cells, and (D) CD25 and CTLA-4 expression were determined after 7 days

(n=4-8). (E-F) Responder PBMCs were stimulated with anti-CD3/CD28 Dynabeads in the presence of varying ratios of Tregs and cultured for 96 hours. (F) . PRI : : o .
Percent suppression of CD4+ and CD8+ responder T cell proliferation was determined relative to PBMCs alone (dotted line) (n=7). (G) CD80 and CD86 _By .er.1.hancmg the Treg Compartment, TYKZ mhlt_)ltlon |S: maore Ilkely Compared to JAK blORX 1V
expression on B cells relative to PBMC alone condition (dotted line) (n=6). Statistically significant differences compared to DMSO-treated cells were inhibition to promote Iong-term tolerance in aut0|mmun|ty. THE PREPRINT SERVER FOR BIOLOGY

determined by one-way ANOVA with Dunnett’s multiple comparisons test (A-D) or an uncorrected Fisher’s LSD test (E-F). * p<0.05, ** p<0.01, *** p<0.001,
**** p<0.0001
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