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by restoring Th17/Treg homeostasis
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Figure S1. [The impact of GSK and HS on CD4 T cell proliferation and apoptosis],
Related to Figure 2. (A, B, C) The effects of HS and varying concentrations of GSK
on CD4 T cell apoptosis. No significant alteration in cell apoptosis was observed when
GSK was applied at a concentration of 2.5 ymol/L (n = 3). (D) The effects of HS and
varying concentrations of GSK on CD4 T cell proliferation. A slight alteration in cell
proliferation was observed at a concentration of 2.5 ymol/L (n = 3). Statistical
significance was calculated by unpaired Student’s f test and data are represented as
mean x SD. *p<0.05, **p<0.01, ns (not significant).
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Figure S2. [Subpopulation analysis of CD4 T cells in lymph nodes of the adoptive
transfer model], Related to Figure 3. (A) The proportion of Th17 cells within lymph
node CD4 T cells of recipient mice (n = 5). (B) The proportion of Treg cells within lymph
node CD4 T cells of recipient mice (n = 5). (C) The proportion of activated CD4 T cells
within lymph node CD4 T cells of recipient mice (n = 5). (D) The proportion of IL-17A



producing donor cells in lymph nodes (n = 5). (E) The ratio of Th17/Treg cells within
recipient-derived CD4 T cells in spleen. (F) The ratio of Th17/Treg cells within recipient-
derived CD4 T cells in lymph nodes. Statistical significance was calculated by unpaired
Student’s t-test data are represented as mean = SD. *p<0.05, **p<0.01, ***p<0.001,
****n<0.0001.
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Figure S3. [Gating strategies for flow cytometry in CIA model], Related to Figure
5. (A). Gating strategy for Th17 cells. (B) Lymphocytes were initially gated, followed
by the selection of live single cells and further gating on CD4 T cells. Within the CD4
T cell population, cells positive for IL-17A were gated to identify Th17 cells. (C) Gating



strategy for Treg cells. (E) Gating strategy for activated CD4 T cells. (D, F). Similarly,
Foxp3* Treg cells and CD44* CD62L- activated CD4 T cells were gated.
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Figure S4. [Subpopulation analysis of CD4 T cells in lymph nodes and cytokine
levels in the serum of CIA mice], Related to Figure 5. (A) The proportion of Th17
cells within lymph node CD4 T cells of CIA mice (n = 6). (B) The proportion of Treg
cells within lymph node CD4 T cells of CIAmice (n = 6). (C) The proportion of activated
CD4 T cells within lymph node CD4 T cells of CIA mice (n = 6). (D) The serum level of



TNF-a in CIA mice (n = 6). (E) The serum level of IL-6 in CIA mice (n = 6). (F) The
serum level of IL-10 in CIA mice (n = 6). (G, H) The ratio of Th17/Treg cells in the
spleen and lymph nodes of CIA mice. Statistical significance was calculated by
unpaired Student’s t-test data are represented as mean + SD. *p<0.05, **p<0.01,
***p<0.001, ****p<0.0001.
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Figure S5. [Effects of GSK, 2-DG and iFoxO1 on glucose metabolism and
Th17/Treg polarization], Related to Figure 6. (A, B) Glucose uptake indicated by the
2-NBDG signal intensity in CD4 T cells upon HS and/or GSK treatment (n = 3). (C-F)
Western blot analysis of Glut1, LDHA, and HK2 in CD4 T cells upon iFoxO1 treatment.
(G, H) Proportion of in vitro differentiated Th17 cells upon treatment with vehicle control
(Con), 2-DG and iFoxO1 (n = 3). (I, J) Proportion of in vitro differentiated Treg cells
upon treatment with vehicle control (Con), 2-DG and iFoxO1 (n = 3). Statistical
significance was calculated by unpaired Student’s f-test data are represented as mean
+ SD. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.



