IL-1P increases asporin expression via the NF-kB p65 pathway in
nucleus pulposus cells during intervertebral disc degeneration
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Supplementary figure 1. Needle puncture injury induced time-
dependent expression of asporin in the annulus fibrosus and cartilage
endplate. (a) Immunohistochemical staining of asporin in rabbit annulus
fibrosus after 0, 4, 8 and 12 weeks of needle puncture injury. Scale bars
represent 10 um. (b & ¢) Western blot analysis of asporin in rabbit cartilage
endplate after 0, 4, 8 and 12 weeks of needle puncture injury. ***P<0.001,

P-values were analyzed by one-way ANOVA.



8 juclear factor kappa B signaling pathway

cytokine-cytokine receptor interaction
Apoptasis

NOD-like receptor signaling pathway
chemokine signaling pathway
neurotrophin signaling pathway

0 2 4 [

n
13

x5 T
b E c s E 2.0
kDa &< kba 9§
2010 fux a 3 b
PES NS WD wwws 65§ 2 pes D Gm— G -cs ;o
= @ ] 310
@ Hos. w s
GAPDH D <D @ 10 8g GAPDH NN NP mme 10 S S o5
= S
S
Scramble - + - Z00 Mock - + - < 0.0
. Scramble - + - _ B . Mock - + -
p6é5 shRNA - - p65ShRNA - - + P65 over pesover - — *
I 15 IS5
cg so
d 3Z e 2%
ka 50, kpa 30
ASPOTin weesmm m—m o —42 &g ASpOrin waess weses WD -42 %g &
o ]
GAPDH i 4 - 10 E E 05 GAPDH /S S——— 10 £ E 2
os G
Scramble - + - E‘E Mock - + - 5% !
Asporin sShRNA - - + Z 0.0 : - - ¥ Z
Scramble - + - Asporin over Mock - + -
Asporin shRNA - — + Asporin over — — *+

Supplementary figure 2. (a) The comparison of genes expression between
degenerated discs and non-degenerated discs. (b) p65 expression in nucleus
pulposus in the presence or absence of p65 shRNA. (c) p65 expression in
nucleus pulposus after transfected with or without p65 overexpression
plasmid. (d) Asporin expression in nucleus pulposus in the presence or
absence of asporin sShRNA. (e) Asporin expression in nucleus pulposus
after transfected with or without asporin overexpression plasmid.

*4*¥P<(.001, P-values were analyzed by one-way ANOVA.
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Supplementary figure 3. Original immunoblots for indicated figures.



