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Supplementary Figure 1. (A) Effects of different concentrations (0, 10, 50, 100, 500 and 1000 uM) of H202 on the proliferation of
NPC; (B) Effects of different concentrations (0, 50, 75 and 100 uM) of H202 on the proliferation of NPC; (C) RT-PCR results of COX2
and Nrf2; (D) WB results of COX2 and Nrf2; (E) The mRNA level of p16INK4a, MMP9, MMP13 and HMGB1,; (F) The protein level
of p16INK4a, MMP9, MMP13 and HMGBL1; (G) RT-PCR results of Col-2 and SOX9; (H) Western blot quantitative results of Col-2,
SOX9 and Col-X; (1) Western blot quantitative results of time-dependent of CB2R expression under oxidative stress; (J) RT-PCR
results of CB2R. All experiments were performed thrice, and the data are shown as the mean +SD. "p < 0.05, “p < 0.01.
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Supplementary Figure 2. (A-B) Western blot results of CB2R; (C) RT-PCR results of CB2R; (D-
E) Western blot quantitative results of COX2 and Nrf2; (F-G) The mRNA level of COX2 and Nrf2.
All experiments were performed thrice, and the data are shown as the mean £SD. *p < 0.05, “p <

0.01.
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Supplementary Figure 3. (A-H) The mRNA and protein expression levels of pl6INK40, MMP9, MMP13 and HMGB1; (I-M) The
RT-PCR and western blot results of Col-2, SOX9 and Col-X. All experiments were performed thrice, and the data are shown as the

mean =SD. "p < 0.05, “p < 0.01.
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Supplementary Figure 4. (A-B) Western blot results of CB2R; (C) RT-PCR results of CB2R; (D-G)
The mRNA and protein expression levels of COX2 and Nrf2. All experiments were performed thrice,
and the data are shown as the mean £SD. "p < 0.05, *p < 0.01.

© 2021. Du J et al. Published online at http://www.aginganddisease.org/EN/10.14336/AD.2021.1025


http://www.aginganddisease.org/EN/10.14336/AD.2021.1025

SUPPLEMENTARY DATA

3 *k -
e _ 3 e o ok e 4 . - 25 s c 6
. . 5 _
5 ) '% ) * NS *k .E -5 *H ** *k E 3 *k * *
.z £2 B3 £
<3 = 3 45 e s g
z3 = <ZI2 <=2 gz
£2 2 iz E
- = 2 10 =
E R Es o Ew £32
=3 £z 2305 g
] =3 z2 2=
z= == E = =L
o T T T T T T T 0 T T T T = T T T
o ot o o o [« o " a ot "
3 20 B BF R a0 R R a0 e WP Wb e 2 e o e
& E & &L 5] e < & i 5 S & S B 205
& S ST O &S S & @S S
§ F o § T § T & § F® = =
E . F G ) H N
*k %+ % e LS 4 *k *k *K
2 = ’ X NS *k 20 * NS *% ~
S = =) = a8 -
£ C,L = = = ON ET 3
TE 18 =¥ ET 15 TE
a2 Sx gé
g 2 o iy
52 22 -] &5 =2,
sz 5 E s 10 - 5E
=2 g= Sz 8%
z3 =21 2 =%
35 =0 ° 1
=z 0% = =505 Tz
g 2 2 <
0. r r 0 T T 0. T r r 0 T T T
% 0 % " " " 8 " " o o o o
o W& W e X R A & FUARIN LG S 2 e W W
K3 & & X 2 T K oD e K EalFCa & 6‘6 A & 0
SO A & S 5 S & S
& & W S & & ¢ Rl o & S & g E
20 - 15
= = 23 **
ﬁ Cr)v Lk X xx 3 N K * *K
T 15 o
£ 24 10
4 e
85 : 2
‘ZI é 10 B
22 E2 05 -
s == H ]
e [ I E |7 l
T8 o8 EE
o= he
0.0 r r r 0.0 T T T
o o o ov
@'9 ” ,3‘-9 @'9 '9 m@ G};M .“2"9 bo 2 R tﬁ“
& Al & F & I & ®
& F& S FF & &S S
3 *x
_ 15 _ 15 - g *k * *%
S *k ]
2 Wk wx *x =) w *k *x E
T =T £
eT £ =13
& 1.0 . S 10 gg -
=5 ¥S 35
eI ez - g=
= S =
13 53 05 Te 1
835 8 a5 ™ 8%
= = =
s s :
0. T | T I T T 0.0 T T T T T T T
o " e 13 o o o o o o
e ‘(\9"/(, o e 2 \x‘») O 2 & 2 2 ¢ 2 2 &
Gl Py & FSa 5 A & @h s & &
3 S & &) > & & o o &
an {@“ & LS S & & ‘y; ‘y; . & & o & o
§ TS § & 3 TS & 3 F& & &

Supplementary Figure 5. (A-H) The mRNA and protein expression levels of pl6INK4a, MMP9, MMP13 and HMGBI; (I-M) The
RT-PCR and western blot results of Col-2, SOX9 and Col-X. All experiments were performed thrice, and the data are shown as the

mean £SD. "p < 0.05, “p < 0.01.
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Supplementary Figure 6. (A-C) The western blot and RT-PCR results of CB2R siRNA transfection; (D-F) The western
blot and RT-PCR results of CB2R lentivirus transfection. All experiments were performed thrice, and the data are shown

as the mean +£SD. *p < 0.01.
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Supplementary Figure 7. (A-B) Immunofluorescence staining results of Nrf2 (scale bar = 50 um); (C-D) SA-B-Gal staining and
quantitative analysis results (scale bar = 100 pm); (E-F) Immunofluorescence staining results of Col-2 (scale bar = 50 um); (G-J)
Western blot results of Nrf2, p16INK4a, Col-2. Each experiment was conducted thrice, and the data are shown as the mean £SD. *p <

0.05, **p < 0.01.
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Supplementary Figure 8. (A) X-ray examination of rat caudal at 1 week after surgery. (red arrows indicate different 1\VDs); (B) Disc
height index (DHI) of rat caudal; (C) T2-weighted MRI scans of rat caudal at 1 week after surgery. (red arrows indicate different IVDs);
(D) The optical density value of IVD; (E) H&E and safranin-O staining of rat caudal IVD (scale bar = 1000 um); (F) Histological grade
from the H&E and safranin-O staining; (G) Immunohistochemical staining results of CB2R (scale bar = 50 pm, black arrows indicate
positive regions or cells); (H) Quantitation of CB2R expression in rat caudal IVD. Each experiment was conducted at least thrice, *p <
0.05, **p < 0.01.
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Supplementary Figure 9. (A) Immunohistochemical staining results of Nrf2 (scale bar = 50 um, black arrows indicate positive cells);
(B) Quantification of Nrf2 expression in rat caudal 1VD; (C) Immunohistochemical staining results of p16INK4a (scale bar = 50 pum,
black arrows indicate positive cells); (D) Quantification of p16INK4a expression in rat caudal IVD; (E) Immunohistochemical
staining results of Col-2 (scale bar = 50 pum, black arrows indicate positive cells); (F) Quantification of Col-2 expression in rat caudal
1VD; (G) Immunohistochemical staining results of SOX9 (scale bar = 50 um, black arrows indicate positive cells); (H) Quantification
of SOX9 expression in rat caudal 1VD. "p < 0.05, “p < 0.01.
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