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Supplementary information 1- Inflammation suppression by NTG-A-009 in CFA and OVA injected mice. (a) 8-12 weeks C57BL/6 mice were intraperitoneally immunized
with 200ul of CFA and OVA mixture for the induction of acute inflammation. PBS or NTG-A-009 (2 mg/kg/day) was administered intraperitoneally in every other day. Images of
spleens from PBS, CFA/OVA and NTG-A-009 treated mice at day 7 were compared. (b) Spleens and lymph nodes were restimulated for 4 hour with phorbol 12-myristate 13-acetate
and ionomycin and the percentage of Thl and Th17 was analyzed by FACS through intracellular staining of IFN-y and IL-17A. (c)- The quantification of IFN-y and IL-17A was
assessed by cytokine binding assay as described in materials and methods. Data represent three independent experiments with similar results. Mean + SEM of the triplicates are

shown **P< 0.01; ***P< 0.001.
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Supplementary information 2- NTG-A-009 reduces the infiltration of inflammatory cells in brain. (a) Section of the brain obtained from the EAE control and NTG-A-
009 treated mice was analyzed for inflammation by H & E staining. Bar diagram denotes the total cell density. Data are the representative of three independent
experiments. Mean + SEM of the triplicates are shown *p< 0.05
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Supplementary information 3- NTG-A-009 has no inhibitory effect on bone marrow derived dendritic cells. Bone marrow was isolated from tibias and femur of 6-8 weeks female
C57BL/6 mice and co-cultured with 20 ng/ml recombinant granulocyte macrophage colony stimulation factor (GM-CSF). At day 8 non-adherent cells were collected and cultured with
NTG-A-009 along with 200 ng/ml lipopolysaccharides (LPS) for 4 hours. RNA was prepared followed by cDNA preparation A- mRNA expression of related cytokines was shown. Data
are the representative of three independent experiments. Mean = SEM of the triplicates are shown
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Supplementary information 4- Proposed molecular mechanisms of NTG-A-009. IL-12 activates STAT4 for Th1l differentiation through the activation of its upstream protein JAK2
while IL-6 and TGF- B induces STAT3 for the differentiation and function of Th17 through the activation of JAK1/JAK2.



p-STAT3
STAT3

p-STAT1
STAT1

B-actin

Supplementary information 5- Effects of NTG-A-009 on overexpressed STAT1 and STAT3 proteins. (a) CD4* T cells were transfected with an STAT1 and STAT3
expressing plasmid. After 48 hour of transfection, the cells were treated with NTG-A-009 for 24 hour. The expression of phosphorylated and total form of STAT1 and STAT3
was analyzed by western blotting. Data are the representative of three independent experiments.
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Supplementary information 6- Effect of NTG-A-009 on Thl and Th17 differentiation from STAT1 and STAT3 overexpressed cells. Transfected and non-transfected CD4 T
cells were stimulated with anti-CD3 (1pg/ml) and anti-CD28 (1pug/ml) in the presence or absence of NTG-A-009 under Th1 and Th17 differentiation condition. (a,b) The
percentage of IFN-y* Thl (a) and IL-17A* Th17 cells (b) was determined by flow cytometry. Data are the representative of three independent experiment. Mean = SEM of the

triplicates are shown ***P< 0.001.
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Supplementary information 7- uncropped scans of the western blot. Main figure 3(a) naive CD4+ T cells cultured under Thl condition in the presence or absence of
NTG-A-009 and further stimulated with anti-CD3 and anti-CD28 and immunoblot was carried out. representative images of (a, b) phosphorylated and total form of JAK1
proteins, (c- h) phosphorylated and total form of JAK2, STAT1, STAT4 proteins respectively. (i) representative image of B-actin was shown.
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Supplementary information 8- uncropped scans of the western blot. Main figure 3(b) naive CD4+ T cells cultured under Th17 condition in the presence or absence of
NTG-A-009 and further stimulated with anti-CD3 and anti-CD28 and immunoblot was carried out. representative images of (j,k) phosphorylated and total form of JAK2
proteins, (I-o0) phosphorylated and total form of JAK1 and STAT3 proteins respectively. (i) representative image of B-actin was detected by immunoblotting under Thl7
condition.
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Supplementary information 9- uncropped scans of the western blot. Main figure 5 Splenocytes derived from the EAE and NTG-A-009 treated mice were further overnight
restimulated with MOG 5555 peptide and CD4* T cells were analyzed. Immunoblotting was done for the expression of phosphorylated form of JAK/STAT proteins in
JAJK/STAT signaling pathway. (a-k) Representative images of phosphorylated and total form of JAK2, STAT1, STAT4, STAT3, JAk1 were shown respectively. (I) image of p-

actin that was used as loading control.
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Supplementary information 10- uncropped scans of supplementary figure 5a . CD4* T cells were transfected with an STAT1 and STAT3 expressing plasmid. After 48 hour of
transfection, the cells were treated with NTG-A-009 for 24 hour. (a-€) The expression of phosphorylated and total form of STAT1 and STAT3 was analyzed by western blotting.
Data are the representative of three independent experiments.
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