Ssu72 attenuates autoimmune arthritis via targeting of STAT3 signaling and Th17

activation
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Supplementary figure 1. Ssu72 regulates the activation of STAT3. (A) The expression of
p-STAT3 Tyr705 and p-STAT3 Ser727in NIH3T3 cells transfected with the mock,
Ssu72wild-type-, orSsu72(C12S)-expressing vector after stimulation by IL-6 (20ng/ml) for
lhwas determined by western blot analysis. (B) NIH3T3cells were transfected with the
STAT3-regulating promoter and Il17apromoter luciferase vector. Luciferase activity was
measured using a dual-luciferase reporter assay system. Data are presented as the mean + SD

of three independent experiments (*P < 0.05).
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Supplementary figure 2. Schedule of CIA experiment using Ssu82 overexpression vector.
CIA was induced as described in the Methods section. Mice were sacrificed on 9 weeks after

first immunization. Schedule of vector injection into CIA mice.
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Supplementary figure 3. Ssu72 reduces inflammatory mediators. (A and B) Gene
expression of IL-1p, IL-17A, IL-21, TBK1, and IKBKE in splenocytes from CIA mice was

measured by real-time PCR.
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Supplementary figure 4. Ssu72 decreases STAT3 activation in CIA. (A) Spleens of CIA

mice were subjected to immunostaining for CD4"p-STAT3 Tyr705", CD4" p-STAT3 Ser727",

CD4'p-STAT5', CD4'TBK1" and- CD4'IKBKE" cells. (Scale bar, 10um) The number of

cells was counted in four independent quadrants. Data are presented as the mean + SD of

three independent experiments (*P < 0.05, ***P < 0.01, n = 6).
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Supplementary figure 5. Ssu72 regulates reciprocal Th17/Treg balance in lymph node
from CIA mice. (A) The populations of IL-17, CD25 and Foxp3 producing CD4" T cells in

lymph node from CIA mice were analyzed by intracellular flow cytometric analysis. (B and

C) Gene expression of IL-1B, -17A, -21, TBK1 and IKBKE in lymph node cells from CIA

mice was measured by real-time PCR. Data are presented as the mean + SD of three

independent experiments (*P < 0.05, ***P < 0.01, n = 6).



" B220* -
Mock Ssu72 OVN
" 8.46 1 5 35 < Germinal Center B

3 3 &’
*;T 15-
|
O
s
n
(2]
(o]
3
+
o
&
m Mock Ssu72 OVN

cD19*CD5'CD1d"

»

Mock Ssu72 OVN

1.0k 7| 1.0k 7

B10

800 - 800 7]

1.05 2.80

w

N

-

o

Mock Ssu72 OVN

CD25

CD19*CD5*CD1d*IL-10%(%)

Foxp3 >

Supplementary figure 6. Ssu72 overexpression reveals therapeutic effect in CIA in vivo
model controlling B cell response. (A) The populations of GL-7 producing B220'CD95" B
cells in lymph node from CIA mice were analyzed by intracellular flow cytometric analysis.
(B) The populations of IL-10 producing CD19°CD5'CD1d" B cells in lymph node from CIA
mice were analyzed by intracellular flow cytometric analysis. Data are presented as the mean

+ SD of three independent experiments (*P < 0.05, ***P < 0.01, n = 6).
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Supplementary figure 7. Ssu72 regulates reciprocal Th1/Th2 balance in CIA mice. (A

and B) The populations of IFN-y and IL-4 producing CD4" T cells in splenocytes and lymph

node from CIA mice were analyzed by intracellular flow cytometric analysis. Data are

presented as the mean + SD of three independent experiments (*P < 0.05, ***P < 0.01, n = 6).
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Supplementary figure 8. Ssu72 is related with RA patients. (A) Gene expression of Ssu72
in peripheral blood mononuclear cells of healthy individual and RA patients. (B) CD4™ T
cells sorted from peripheral blood mononuclear cells of healthy individual and RA patients.
(C) Methylation value of Ssu72 in peripheral blood leukocytes of normal individual and RA

patients. Data are presented as the mean £ SD (*P < 0.05, **P < 0.03).



Gene Sense primer (5'-->3) Antisense primer (3'-->5")

IL-17A CCTCAAAGC TCAGCG TGT CC GAG CTC ACTTTT GCG CCA AG
IL-1B GGA TGA GGA CATGAG CAC ATTC GGA AGA CAG GCTTGT GCTCTG A
IL-6 AAC GAT GAT GCACTT GCAGAA A TCTGAAGGACTC TGGCTT TGTC
IL-10 GGC CCA GAA ATC AAG GAG CA AGA AAT CGATGA CAG CGC CT

IL-6 receptor

ATT TGT GTG CTG AAG GAG GC

AAA GGA CAG GAT GTT GCA GG

IL-4

GGT TCT CAA CCC CCAGCT AGT

GCC GAT GAT CTC TCT CAAGT

TBK1 GAC ATGCCTCTC TCC TGTAGTC GGT GAAGCACATCACTGGTCTC
IKBKE CCC AAAGTT CGT CCC TAAGGT TG ATC AAC GCC TGT CCATCC AGC A
NDUFB5 TCC CAG AAGGCTACATCCCT ATT CCG GGC GAT CCATCT TG
B-actin GAAATCGTGCGTGACATCAAAG TGTAGTTTCATGGATGCCACAG

Supplementary Table 1. PCR primer sequence used in this study.




