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Abstract  Objective: To investigate the effect of Wu-tou decoction on the expressions of matrix metalloproteinase 13
(MMP-13) and tumor necrosis factor-a (TNF-q) in osteoarthritis (OA) chondrocytes cell,and its regulatory mechanism
on silent information regulator 1 (SIRT1) /forkhead box transcription factor O1 (FOXO1) signaling pathway. Methods:
Lipopolysaccharide was used to simulate inflammatory microenvironment to construct osteoarthritis chondrocyte model.
EX527,SIRT1 signal specific inhibitor, was used to perform functional rescue experiment. Cell experiments were divided
into normal control group, lipopolysaccharide group,low dose group of Wu-tou decoction, high dose group of Wu-tou
decoction and inhibitor group. Calcein AM/propidium iodide (PI) staining was used to detect the growth activity of cells in
each group. Flow cytometry was used to detect the apoptosis rate. Immunofluorescence was used to detect the expression

of TNF-¢ and MMP-13. Immunohistochemistry was used to

A H 09148 R B T TR B9 E (2020099) detect the expression of Aggrecan and Collagen [ . Western
U1 R B R L 610041) Blot was used to detect the expression of SIRT1, acetylated
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associated X protein (Bax) in cells. Results: In osteoarthritis cells, the growth activity of cells decreased significantly, the

apoptosis rate increased significantly,the expressions of TNF-a and MMP-13, Ac-FOXO1 and Bax were increased signifi-

cantly,and the expressions of Aggrecan and Collagen [ ,SIRT1 and Bcl-2 were decreased significantly. Low and high dose

of Wu-tou decoction could significantly block the deterioration of these parameters and exert a protective effect of chondro-

cytes,while EX527 could partially reverse the protective effect of Wu-tou decoction. The differences were statistically sig-

nificant (P<Z0. 05). Conclusion;: Wu-tou decoction could significantly down-regulate the expression of TNF-¢ and MMP-13

and inhibit the apoptosis of chondrocytes in osteoarthritis, which may be related to the activation of SIRT1 signal and inhi-

bition of FOXO1 acetylation.
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ulator 1/forkhead box transcription factor O1 signaling pathway

B RAT R COAD BCE 40 i v 5L 5 4 J& 35 H g 13
(MMP-13) Fl Jift 58 3K 5E P F-o ( TNF-0) & 35 5 % T+
L R EUE R B (Aggrecan) £ T AU i B (Collagen
D WSR-S 5l kB RIERE . 1539 il
I E R R B R AT 2SR A B
WS, UUER S B S M 45 N 1 (Silent Information
Regulator 1, SIRT1) /#% 5% K ¥ X L HE 2K 1 O1 (Fork-
head Box Transcription Factor O1, FOXO1) {§ 5 & H
A ZFAEY DI RE Y E B . A HGE FRIE SIRTL fF
Z 4 FOXOL & Wt 1k, B A% £ Bt b FOXOTL (Ac-
FOXOD) 1y 3 35, BE W0 5% B BT B #A AE A9 4K 40
Bt AHESE LA G 22 0175 5 0 B 0GR KR 4l iR
BORL, L SIRTT #04f 5) EXS27 #E 47 Iy 8 1 8 52 56
R K7 X5 & R o MMP-13 Fl TNF-o 3% 35
s A S I E
1 #EF7E
| O 1)

ATDCS 4 B F 0 40 i A= A BR 2
Al WA P ATDC 40 i, 5 B 58 B2 Fh e &
10 % i 40 1 ¥ ) DMEM 15 35 3£ |, HERA cell 150i
BRI CO MR FRAE T 37 "CL5%0CO, M T 857
FrAn A= K 2 78 SR 85 %0 )5, 0. 5 %0 JHE g i 1k . £ 18
B
1.2 9256l

EX527 5 Z 0 (£ [ Sigma 2 w)), 2 % W (b
HREFE AW A RL A, At K BSIRTL,
FOXO1,Ac-FOXO1, =B R H i B It %0 i (GAPDHD
Pk . Aggrecan, Collagen [I . B ik B 41 g J8-2 (B cell
lymphoma-2,Bcl-2) .Bel-2 #H % X & [ (Bcl2-associat-
ed X protein, Bax) H. 5 BEHUIA C 15 = RAEYFHY
FBRAFD s TNF-o A1 MMP-13 g I3 551 65 (a1
AT AN & CEgRNE R YRR
BN FDD S B0 5 92 O B BT f 92% B 3F (Western Blot)
R & R ot 2R DA A W B A RS W) 4 B 4 R -
AM(Calcein-AM) /il 1k 7§ I (Propidium Todide, P1)

Jeta X0 & (Rt A E ARG RA D .
1.3 SEEmidAds

HERA Cell 150i B 45 CO, 20 il 15 5% 46 (£
Thermo 24 d]), CM1950 vK % VI F AL (8 [ Leica 2
A ,REBEL 2 IN 1 iE # /{8 # Hybrid & {4 %5 (3£ [
Discover ECHO 2\ H]) , ZF-288 4= H h & I 4 &R 4¢
CEig M RHA R |D
1.4 24y

L HEINE 6 g K9 g KR 9 g JfkiE
9 g ATy 9 g L. W AR 2525 55 2505 il )l
B R e 25 T K SRR 1 5 25 b T Al KR
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MMP-13 [ & B K ATDC 40 i iff 17
SE AN AR B BT 37 CL5 % CO, R SR 24 h,
Fie ELTSA 358500 0 22 R A I 25 41 4t B b %5 W TNF-«
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24 h, PBS ¥ ¥ 3 WK, i AGE & 4% 2 B H B E e
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T4 BHMM EiFERD TNF-o F71 MMP-13 B
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E R4 ATDC 41 i L, 9 il 550 21 40 e Aggre-
can Fll Collagen [l FH 44 4 At i LE 151 B S B AIR, 25 S5 34
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JL B 5 Sk W AR R o 2 3k 3 e R A L A A R0 2 40
Murp SIRT1.Bel-2 By £ 158 B 5, Ac-FOXO1, Bax
Y 3k Y AR 5 5 Sk A R0 & 20 ATDC 4 g Lk
13 % 5 ) e 4L 40 b SIRTL, Bel-2 9 3 35 B & 7
&> Ac-FOXO1  Bax 1 % 35 W] W BEAR; 5 5 3k 17 w5 7l
HZ ATDC 4 Lo, 400 ) 590 2 40 g b SIRT1. Bel-2 1y
FR W B FEAK, Ac-FOXO1, Bax i &k W B Th . 2
SR SR L (P<<0. 05) 57 FOXO1 78 4% 41 41 it
MHRIAE R LG ITFE X (P>0.05), WLIE 5
7.
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(a) XTHE4H ©) B%b @ ZkymEAEa
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— - . — — el e—
TOX0l — — N N  —
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AfFEEEXL.
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