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2240 F m X miR-940-mimic & miR-576-5p-mimic, &5 SAA 4 #2 4848 sk id & 32 miR-940 & miR-576-5p /& CEPCs %
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Salvianolic acid A contributes to cartilage endplate cell restoration by regulating miR-940 and miR-576-5p

ZHAN Jia-wen'* , WANG Shang-quan'*,CHEN Ming'? ,SUN Kai**, YU Jie* , LI Ling-hui'*,SUN Wu*,CHEN Xin®,CAI Chu-
hao' ,ZHANG Wei-ye' ,HAN Tao'* \YIN Yu-hui' ,TANG Bin?,ZHU Li-guo** (1.Sport Medicine center,Wangjing Hospital ,
China Academy of Chinese Meidical Science ,Beijing 100102, China;2. Beijing Key Laboratory of Manipulative Technique
Beijing 100102, China;3.The Second Department of Spine ,Wangjing Hospital ,China Academy of Chinese Medical Science ,
Beijing 100102, China;4. Department of Academic Development , W angjing Hospital , China A cademy of Chinese Medical Sci-
ence ,Beijing 100102, China)

ABSTRACT Objective To investigate whether Salvianolic acid A (SAA) can restore cartilage endplate cell degeneration of
intervertebral discs and to identify the mechanism via regulation of micro-RNA. Methods Cartilage endplate cells were isolat-
ed from lumbar intervertebral disc surgical samples and were treated with serum containing a series of concentrations of SAA
(2,5,and 10 wM) for 24,48 ,and 72 h to identify a proper dose and treatment time of SAA. The effect SAA on interlenkin—1
(IL-1B) —induced extracellular matrix degradation of cartilage endplate cells were analyzed by Alcian blue staining and as-
sessment of the expression levels of ADAMTS-5,MMP3 and Col2al. Further,the potential target miRNAs were preliminarily
screened by micro—-RNA sequencing combining qRT-PCR and Western blot, and then, the miRNAs mimics and inhibitors were
used to verify the regulatory effect of SAA on potential target miRNAs. Results The 10 M SAA treatment for 48 h significant-
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ly enhanced the viability of cartilage endplate cells,and increased Col2al expression and glycosaminoglycan accumulation that
were repressed by IL-10,and reduced the effect of IL-1 on ADAMTS-5,and MMP3. Screening analysis based on micro—
RNA sequencing and Venny analysis identified the downstream micro—RNAs, including miR-940 and miR-576-5p. Then, the

miR =940 —mimic or miR =576 —5p —mimic were transfected into CEPCs. Compared with the SAA group,the expression of

ADAMTS -5 and MMP3 increased significantly and the expression of COL2A1 obviously decreased after overexpression of

miR-940 or miR-576-5p in CEPCs. Conclusion Salvianolic acid A attenuated the IL-1B-induced extracellular matrix degra-

dation of cartilage endplate cells by targeting regulate the miR—940 and the miR-576-5p.
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R AR DT 5 R HME ] 8 g 43 A SR S 8 R AR A
[K 1, CEPCs 1B 722 9l DAy 2 A1 £ Afk 5] 28 12 % (inter-
vertebral disc degeneration,IDD) 1 45 3 [H & ™', il
IDD # FZHIAFIEZ — . MR CEPCs 1B 28 24k £7
HE TR] 385 (gt SR 5 901 o7 A 1) 98 1R 17 PR B 1) — Fh o 036
J7rF B AR BAETIA R H & A P2 b 25 2 7R
I7 T MBS S S P A T ey s 3 o B A
L ZITTF G 3% B PF S 7K 5 M A 43 BB A% 410 o A () 28R AR
PERE® FE ML ELRE b W R 2 25 R B ke B P S K
T AL 2> FFE R A (salvianolic acid A, SAA)fig
% I\ 22 B0 ol 38 3 R 0 A0 R A T A O
GO A W ORI IE O CIE S SAA BES IR T K
R M R O R . I, SAA X
CEPCs 19 /F FHFIHLHI(E #5485 o Micro RNAs (miR-
NAs) JE—RKEAELT 20 H L AE i fS RNA,
3 2o ) mRNA3” HE B3 ORI 5 L R =5k 0
C A 236 miRNAs 2 5 7 CEPCs (1) 4 Jitd 41 5 J5t
P ARBIFSON WLEE SAA T CEPCs B9 i J2
TEAE miRNA PERTHE 5, A SAA [ R4 AL AF 5%
PE AR
1 #R5FE
L1 Jrk5a0d
) PO O B = | DS Y e s w1
4 # -1B (interleakin—1B,IL-1B) (Sigma, & [H ),
miRNAs #2809 F0 40 1 4 (B B A= 4, o =) ), 4
Mo % ¢ (Lipofectamine™ RNAiIMAX, Invitrogen, 5%
E),SAA (M BHEARAF, PE L) 4>
98% , )z %% i F £5 (Takara, H A% ) , TRIZOL (Invitro-
gen, EE), 519750 (LA TAC LA B, B F] B
14 (Sigma, 3¢ [H] ) , 41 Mg 15 57 % (Gibeo, 2 H) , i3 4 Il
1% (Gibeo, [ ) , CCK-8 i WK (LI A=W HAA R
), P E),PCR ik # & (Takara, H 4% ),BCA & H &
iR & (R E A A Y ER S .

Cartilaginous endplates cells;

Extracellular matrix; Micro —

Fo LA B OO B R (NIB-100F 5 o [ 77
Pk 462 PR F) ), Western blot HUIK & 48 (Bio—
rad, ¢ [H ), £ Y3 & B (VLR 8 XD-202, rh
),CO, ¥ 3744 (Thermo, 36 [5] ) , H 1§+ 5 (Thermo, &
), MILi—-Qso %4 2 7K A (Millipore , 3¢ [§] ) , 1= # %
B3 0L (Eppendorf, 78[5 ) 45
1L1.2 ZWRACH 4RIk CEPCs lUH R
JEMET AR B, R B E v BER B 8 =
Befe B 2 B 2 4L iE (4 5 - WIEC-KT-2020-014~
POOL) , B & T LAAIE R & . FARVIBR LML, &
W TH bR A L 4T 430 J5 , B R £k 2% np $h oK
(phosphate buffered saline,PBS) & 3 X , ¥ Al /N Bk
(2~3 mm?) , HE HHEAE 37 °C FH AL 1h, #71] 0.1%)i%
Ji 1176 37 °C N4k 12 h, CEPCs 7£ & F 10%Jii
£ 1fiL i (fatal bovine serun, FBS),0.1 mg-ml™ #4552
#1100 U/ml 5 2 2 09 40 1o 55 37 2L (Dulbecco’s modi-
fied eagle media, DMEM) "1, 7£ 5% CO, A9 37°C 14
TP, CEPCs 7255 14U (p1) KA Ix10° ¥ U5, 418
VRIA 1 ml B 7RI .

L1.3 Jrd 5 T8 XA, 7 10%FBS i1y
DMEM;IL-1B 4340, T 10 mg-ml™ [L-1B i 5
CEPCs 75 ; IL-1B+SAA T-Hi4l, 76 [L-1p 4h Bz
Al F P SAA T, SAA Y JE 5 ab B ) AR 4R
CCK-8 75 Hh & o

1.2 WEIH 5k

1.2.1 CEPCs ¥4 58 1% A0 R CCK-8 4 il
CEPCs M358 6k o 45 25 20 20 M A2 07 9 55 Ll 491 4
T 96 fL#k ,37 C . .5%CO, I A k2L 15 % 12 h,
SR 5 A0 LR A 7 i Qe B A B 24 48 72 h )5, AL
A 10 pl 1) CCK-8, TEANMIEFRAH N AR ZEEH 2 h,
450 nm P 7 W O ARG I 3 B O . E AT 4 OBk ST
S5

1.2.2 BERCSOBES ENE SRR 5 ik,
F¢ CEPCs B T 6 fLIF IR L, FH £ B2 (70% ) 8 %€
1h, FHZEKBEEE 2 WK (5K 5 min) , JFAE % I H
Bay 1150 5 G €5, 30 min, FZEIRK VESRAIME 5 I, R 5
FHENE DO B MW EL . #-1T 4 YOS S50
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1.2.3 HEREKN ] Western blot Al 774
I %Y jig Ji a1 (clollagen type I al,Col2al) . Ifil /)M i Sz
WE AR A K 4B IKEE-5 (A disintegrin and met-
alloproteinase with thrombospondin 5, ADAMTS-5) | 3
J5i 43 & KT —3 (matrix metallopepridase 3, MMP-3) %)
HERK . HEA E T EE G R %M (radio-
immunoprecipitation assay , RIPA ) M 41 Jifg 7 32 L 5 R
H, #HAEAEEIXF A (bicinchoninic acid kit,
BCA) I & £ I FE o 2 1 5T 438 3k 588 P 4 T i 458 Je P,
¥k (sodium dodecyl sulfate —polyacrylamide gel elec-
trophoresis, SDS-PAGE ) kb 2 | - 4% % 2| T — 58 &
I5i I (polyvinylidene fluoride ,PVDF) , F§ 5%/t JIg 4~ 3
TE 5B 7 vhEh A Wk (s buffered saline with tween,
TBST),pH 7 ol &, B A, fE=IRTFEE Lh, i
A Col2al  ADAMTS-5 MMP3 . % # 4 (tubulin)—
Pt 4 CHIKF-REIRIE T W o FERE S L A BRAR
AR IC B —HT LRI S L hy FRRBERLS
i FH Al 27 22 016 IV 0 7 B I A S B DI A N 2 1 3R
Ko HEAT 4 YOMSL SR
1.2.4 CEPCs ' SAA P+ 17 miRNAs ik fiff
FH Diana T H mirPathv.3 S i 5 NF-«kB 1 MAPK
& 53l A 5 ) miRNAs, 254 Omnibus (GSE45856)
Y2k, Venny FOR TR 1% B miRNAs,
1.2.5 miRNAs RBRR I RS2 5206 €
PCR (quantitative real-time ,qRT—PCR) #; ill] miRNAs
FIEMEOL, & RNA J] TRIZOL 73 i , 2 BR 5 5 5 ik
A @ UL B PEAT cDNA 5 5, 2K ] qRT-PCR 3077 &
(SYBR Green 1)i#47 qRT-PCR, miRNA L) U6 Jy N
Z, Al BRI AR 22 GEf 5 AT S0 € (AR X 5
BEo IR H L3R 1, SRAT 27 kg 51 & 2 L A
miRNA (A B 7 HE4T 4 IR ST 555
1.3 Zifehbsg

K 1 SPSS 19.0 F ARt A7 58127 73 M o MM IE 2
YA 255, W B hR e 22 (x2s) KRR

x1 51MFFIxR
Tab.1 Primer sequence table

EEE 75 1] Gkl
hsa-miR-1291 F TGGCCCTGACTGAAGACC

R CAGTGCAGGGTCCGAGGTAT
hsa—miR-576-5p F ATTCTAATTTCTCCAC

R CAGTGCAGGGTCCGAGGTAT
hsa-miR-940 F AAGGCAGGGCCCCCG

R CAGTGCAGGGTCCGAGGTAT
hsa—miR-595 F GAAGTGTGCCGTGGT

R CAGTGCAGGGTCCGAGGTAT
hsa-miR-23¢ F ATCACATTGCCAGTGA

R CAGTGCAGGGTCCGAGGTAT
hsa-miR-511-5p F GTGTCTTTTGCTCTG

R CAGTGCAGGGTCCGAGGTAT
hsa—miR-376¢-5p F GGTGGATATTCCTTC

R CAGTGCAGGGTCCGAGGTAT
U6 F GCTTCGGCAGCACATAT ACTAAAAT

R CGCTTCACGAATTTGCGTGTCAT

CCK-8 Fb %, R H XA 2% )7 2243 #f ; Western blot
qRT-PCR kil , R A HH K 27581 (one—way
ANOVA), 4116 P M b 5k H B/ i 3 22 7 (least
significant difference,1.SD) # 5% #1745 1124 K 5 o
Ph P<0.05 h 2R A S it X
2 #R
2.1 SAA X} CEPCs #4754 3 M 521

J9PEAE SAA X} CEPCs (94 I, LAAS [ ¥ JE £
SAA(2.5.10 pM) %3 B4k ¥ CEPCs 24 .48 72 h, 5% H
CCK-8 7 K I 4 M 34 5605 7 o 45 Bow , AN b 34
B [E] 5 AN [R] SAA ¥k 3 % CEPCs 3% 51 1% 1 1) 52 i 25
S G2 5 L (F=5092.816,P=0.000; F=12.183
P=0.000) , &b 3 5] [8] F1 SAA ¥k B 19 52 H 90 2% F LA
Geiter g L (F=2.658,P=0.014) . i#k— &%} AR ) A4k
PRESE R, ARV SAA T i J5 () CEPCs ¥ 58 1

K2 AEKRE SAA &2 CEPCs 7 [E BT (6] f5 40 B 18 78 i& 1 (x+s)
Tab.2 Cell proliferation activity of CEPCs treated with different concentrations of SAA at different times(x+s)

50 Oh 24 h 48 h 72h F1i8 PA{E
=kl 0.393+0.016 0.664+0.014 0.976+0.026 1.456+0.029 1611.679 0.000
2 pM 4 0.389+0.007* 0.668+0.022* 0.998+0.016" 1.483+0.048"° 1103.371 0.000
S pM 4 0.392+0.024* 0.699+0.017* 1.004£0.026* 1.522+0.046"" 1 020.608 0.000
10 pM 4 0.389+0.016“ 0.695+0.025* 1.058+0.024* 1.561£0.033** 1578.527 0.000
F18 0.044 3.133 8.663 5.167

P1{E 0.987 0.066 0.002 0.016

2 5 ] — i) A5 4% A 4L L, "'=0.145, P=0.716 ;= 0.006 , P=0.940;"4=0.103 , P=0.760 ;*4=0.110, P=0.752 ;°t=9.568 , P=0.051 ;*¢t=4.500,, P=0.078 ;
41=2.120,P=0.196 ;"=2.360,P=0.175;*4t=21.320, P=0.004 ;"+=0.895 , P=0.381;*"t=5.783 , P=0.053 ;""1=22.092 , P=0.003
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Pk, s 10 WM SAA Zb B 48 h B ] 42 25 400 it 13 5 0%
J7(P=0.004) , [ bt 4% 1% 751 5k 1 A 5 47 I 25 43 7
(£ 2),
2.2 SAA XHiB7E CEPCs 25 H9 51

R 4 AH S 58 0 N A 10 ng-ml ™ IL-1B % &
CEPCs iB A% , i 37 Western blot 4% 5 2 B 5 X} B 41 AH
Ho IL-1B Ab B4 338 T ADAMTS-5 15 MMP3 f9 %
L FEAE T Col2al 133k, Ml A 10 pM SAA J5 5
IL-1B &b 3 41t ADAMTS-5 5 MMP3 % ik & #
WA, Col2al F2ikig iy (I 1,35 3) o Bl il B e 0 4
7R IL-1 Kb SIS B e R Wl e €080/, 17 SAA 4b 7
JE S T TL—1B 1 300 6 1 F 0 T 3R 2 € 344
(E2),

IL-1 + 4+
SAA +

" e s (| ADAMTS-5

" = w [ Col2a1

s ssse ssse | Tubulin

B 1 Western blot £l ADAMTS-5 MMP3 i Col2al {975 [ % ik
Fig.1 The protein expression levels of ADAMTS-5,MMP3 and Col2al

were measured by Western blot

2.3 SAA RYIEAETR SR A

HE— 3y BT 5 CEPCs i i [ i AH O 4 V8 78
miRNAs, NF-«kB 5 MAPK jii % & A 5 2 M 4% 8 iR
25 TL-10 4 E 85 S i@ #% . Diana T A mir-
Pathv.3 Uil f; 606 1~ miRNAs 5 NF-«B {5 5 i %
15, i 45 630 4 miRNAs 55 MAPK {555 A 5% .
R4 Omnibus (GSE45856) i 3% ik , #fk [1] £ 38 42 vh A

% 3 Western blot #; il ADAMTS-5 . MMP3 #1 Col2al
EARIELER (x15)

Tab.3 Western blot results analyzed by gray scale scanning

(x%s)
451 ADAMTS-5 MMP3 Col2al
X BR 41 0.61+0.04 0.08+0.01 0.85+0.09
IL-1B 4b 40 0.82+0.08" 0.19+0.07% 0.53+0.06"
SAA T4 0.700.03: 0.12+0.02:42 0.70+0.06""
F A 10.159 63.762 14.300
PfE 0.012 0.000 0.005

W 5 X 4% b, =14.694,P =0.019; =9.968 , P =0.034 ;% =
129.193,P=0.000;"¢=57.680, P=0.002 ;*¢=25.351,P=0.007 ;*,=4.852,
P=0.092, 5 IL-1B &b # 41 %} (b ,"1=8.224,P=0.044;"1=18.821 ,P=
0.012;"=12.250,P=0.025

101 4> miRNAs %4 5 3k (Bl 3) , =& s R 4w
T 7 4 1E miRNAs:hsa—-miR-1291 , hsa—miR-576—-
5p,hsa—miR-940,hsa—miR -376¢-5p ,hsa-miR-23¢,
hsa—miR-511-5p, #l hsa-miR-595, i — 4 L1 IL-1B
(10 ng-ml™) 40 PR, 5% IL-1B (10 ng-ml™) fil 10 uM
SAA J:[F] 4 ¥ CEPCs, N qRT-PCR 5 ik 7] #%
SAA Wi%e £k 19 miRNA, & B miR-940 F1 miR -
576-5p MRk E R A RE (K 4).
2.4 b R R I 3E miR-940 il miR-576-5p
XF RS CEPCs J 5T 3% 35 152 )

iz B8 mT WA F 5% 07 B5 1, i A Lipofectamine2000
e ) 4 5 miR—940 mimic ,miR—-940 inhibitor,
miR =576 —=5p mimic,miR -576 —5p inhibitor % J¢ &
CEPCs H, il f Western blot 253 &0 5 TL-1B 4b#
HA L, A miR-940 mimic 1 miR-576—5p mimic
Jo ¥k —2F W T B 48 CEPCs W ADAMTS -5 #0I
MMP3 (353K, IR ERHIL T Col2al 3k, TMIAMA miR-
940 inhibitor 55 miR-576-5p inhibitor J§ ADAMTS-5

#4 XM qPCR EK N CEPCs H1iE £ miRNA #3R 1K K F (x+s)
Tab.4 Expression levels of the indicated miRNAs were measured by qPCR assays in the cells(x+s)

41531 hsa-miR-1291  hsa-miR-576-5p hsa-miR-940 hsa-miR-376c¢-5p hsa-miR-23¢  hsa-miR-511-5p  hsa-miR-595
X 1.06+0.45 1.00+0.07 1.38+0.15 1.00+0.07 1.12+0.07 1.01+0.15 0.84+0.28
IL-1B Ab PR 4L 3.21+0.60" 1.63+0.06" 2.15+0.01° 0.83+0.067 1.12+0.16” 0.84+0.10™" 1.45+0.425
IL-1B+SAA 4] 2.88+0.09! 1.00+0.05* 1.30+0.19*% 1.05+0.06™* 1.25£0.25"% 0.95+0.112¢ 1.23+0.14147
F1i 26.701 133.302 19.638 12.011 0.622 1.640 3.081
Py 0.000 0.000 0.002 0.131 0.564 0.250 0.110

e SRR, "=32.309, P= 0.001 ;%= 54.903, P=0.000 ; “+=176.700, P=0.000 ;*¢=0.003 , P=0.956 ;*4=45.409 , P=0.007 ;*¢=0.335, P=0.588 ; /t=
4.389,P=0.111;"=0.797, P=0.406 ;*t=0.004 , P=0.950;"*t=0.844 , P=0.410;""t=2.832 , P=0.153 ;"1=0.453 , P=0.526 ;*"1=4.620 , P=0.084 ; ""t=4.539 , P=
0.100, 5 IL-1B kb H 4] % kb ,"'t=1.988,P=0.208 ;"4 =243.820,P=0.000;"t=34.128 , P=0.004;1=4.450 , P=0.102 ;"¢1=0.722 , P=0.434 ;"4 =1.809 , P=
0.236;"1=0.763,P=0.422
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Fig.2 Glycosaminoglycan content were measured by Alcian blue staining

NF-kB pathway
related miRNA

MAPK pathway
related miRNA

miRNA Sequencing

3 CEPCs it SAA #9575 miRNA fif it
Fig.3 Screening of potential miRNAs regulated by SAA in CEPCs

IL-18 + + +
miR-940 mimic +
miR-940 inhibitor +

— —— — | ADAMTS-5

" —— — | MMP3

—— — —| COl2a1

- e e=s ems | Tubulin

B 4 Western blot £ 5 2 ik 5§ 311 ] 2 35 miR-940 %} B 7% CEPCs
KFinysgm, CEPCs A IL-1B (10 ng-ml’l)ﬂﬂjiﬂi Lo IL-1B (10 ng-
ml™) Fl miR—940 mimic Y inhibitor 2 [7] 4k ¥ . % ] Western blot 4G il
ADAMTS-5 MMP3 #1 Col2al 17 (1435 7K F-

Fig4 Effects of miRNA-940 mimics or inhibitors on CEPCs matrix by
Western blot. CEP cells were treated with IL-18 (10 ng-ml™) or co-
treated with IL-18 (10 ng-ml™) and miRNA-940 mimics or inhibitors.
The protein expression levels of ADAMTS-5,MMP3 and Col2al were an-

alyzed by western blot analysis

FI MMP3 #3535 1 5 4%, fH Col2al ik 2% 5 B4
THERE S (B 4.8 5,% 5.3 6),

IL-18

IL-18 + SAA

IL-1p + + +
miR-576-5p mimic +
miR-576-5p inhibitor +

S — — w— | ADAMTS-5

--- " | Col2a1
S ——— Tubul

n

B 5 Western blot 5 il i3 2 i g #0335 miR-576-5p X} iR 2
CEPCs 3£ E 5% . CEPCs i TL-1B (10 ng-ml™) 4k B8, 5% TL.-1B
(10 ng-ml™) fil miR-576-5p mimic 5§, inhibitor J: [F 4L, R ] West-
ern blot ¥l ADAMTS-5 MMP3 F1 Col2al #)# H # ik /K

Fig.5 Effects of miR—576-5p mimics or inhibitors on CEPCs matrix by
Western blot. CEPCs were treated with IL-13 (10 ng-ml™) or co-treated
with IL-1B (10 ng-ml™) and miR-576—5p mimics or inhibitors. The pro-
tein expression levels of ADAMTS-5,MMP3 and Col2al were analyzed by

western blot analysis

2.5 IGF SAA i P miR-940 5 miR-576-5p
$EZE CEPCs 1B A%

TE SAA A FEZH H i A miR-940 mimic 8 miR-
576-5p mimic, ZiR PR SAA AL, MA
miR-940 mimic B miR-576-5p mimic J5 ¥ i 5% T
SAA %f 3 PR 4E T, Hoh ADAMTS-5 5 MMP3
(2RI %L SAA b A ¥ W 35 T+, Col2al Ik N

FIEAR (& 6,% 7).
3 it

3.1 CEPCs iE75J& IDD () 3 B HAFAE

1) 25 2 N A 07 T RN AR R R AR M FE 2R 4
B4y, IDD 2 S B R 1 T B R A 2 R
1) 2L H 3L Ay 0N YR YT I E I TR Bk AE R
IDD, fié #F1& & DL 32 5 R, 2 D i 3R T R i
BB AR, R K AT H A P RPLA & 15
A G IDD [ AL A R B e R BB
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% 5 Western blot # il in A miR—940 mimic 1 miR-940
inhibitor /§ ADAMTS-5 MMP3 71 Col2al EHRIZE R
(x+s)

Tab.5 Western blot was used to detect the expression of
ADAMTS-5,MMP3 and Col2al protein after miR-940

mimic and miR-940 inhibitor were added (x+s)

41571 ADAMTS-5 MMP3 Col2al
Xt B4 0.42+0.05 0.33+0.04 0.89+0.12
IL-1B 4 F2 0.79+0.07 0.73+0.09 0.72+0.10
IL-1B+miR -940

i 0.99+0.12+ 1.01+0.11% 0.55+0.08
mimic 4]
IL-1B +miR -940
(L-1B+mi 0.56£0.06™  0.60£0.07%2  0.63+0.10%°
inhibitor 2
FAfi 31.179 41.409 6.232
Pl 0.000 0.000 0.000

W5 IL-1B A FRAL XS B, *6=9.123, P= 0.040;*¢= 18.931,P=0.012 ;"=
13.076,P=0.022;"¢=5.492,P=0.079 ;¢ =8.248 ,P=0.048 ;"¢ =1.768 , P=
0.25, 5 IL-1B+miR-940 mimic X} [t ,"t=33.518,P=0.004;"t=31.410,
P=0.005;"1=0.407 ,P=0.558

% 6 Western blot #& il it A miR-576—5p mimic 5 miR-
576-5p inhibitor /§ ADAMTS-5 MMP3 #1 Col2al & H &
KR (xs)

Tab.6 Western blot was used to detect the expression of
ADAMTS-5,MMP3 and Col2al proteins after miR-576-5p

mimic and miR-576-5p inhibitor were added (x+s)

415 ADAMTS-5  MMP3 Col2al
s A 411 030:0.04  0.330.03 0.89:0.12
IL-16 4b 54 062:008  0.76£0.07  0.730.08
IL-1B+miR-576-
e 0.88:0.12"  1.00£0.10°  0.55:0.06°

5p mimic 2]
IL-1B+miR-576-

1B+mi 0.76£0.09%"  0.66:0.07*  0.60+0.05
5p inhibitor 44
F i 31179 41.409 6.232
P 0.000 0.000 0.017

e 5 IL-1B Ab B4 X HE,*4=8.950,P=0.042;"=1.163,P=0.342;"t=
11.303,P=0.028;"t=2.984,P=0.159;"%=10.668 , P=0.031 ;*t=6.392 , P=
0.065, 5 IL~1B+miR-940 mimic %} k¢ ,"¢=8.330,P=0.047 ;'%=22.694,
P=0.009;"+=1.356,P=0.309
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Fig.6 The effects of miR—940 or miR-576-5p on the regulation of SAA
were detected by Western blot. CEPCs were treated with IL-13 (10 ng-
ml™) or co-treated with [IL-13 (10 ng-ml™) and SAA (10 pM)with miR—
940 mimic or miR =576 =5p mimic. The protein expression levels of

ADAMTS-5,MMP3 and Col2al were analyzed by western blot analysis

% 7 Western blot #&il] SAA 4b 32 28 /1 it X miR-940 mimic
= miR-576-5p mimic /5 ADAMTS-5 MMP3 #0 Col2al &
BRIELER (axs)

Tab.7 Expression of ADAMTS-5,MMP3 and Col2al
proteins were detected by Western blot after miR—940 mimic
or miR-576-5p mimic was added to SAA—treated group (x+s )

215 ADAMTS-5 MMP3 Col2al
Xf RE 4 0.98+0.11 1.01+0.14 1.62+0.17
IL-1B 4b B2 1.99+0.20 1.67+0.12 0.51+0.15
IL-1B+SAA 4 1.20+0.14" 1.10+0.06* 1.44+0.127
IL-1B+SAA+miR-
1.59+0.19*"  1.34+0.15""*  1.16x0.10""°

940 mimic 4]
IL-1B+SAA+miR-

o 1.86+0.22%2  1.42+0.12°%  0.80+0.13%*
576-5p mimic 4
F1{i 16.113 13.787 33.700
P1{i 0.000 0.000 0.000

5 IL-1B kb FR 4L %) E,*1=23.863, P=0.008 ;*1=6.872,P=0.059 ; “i=
0.521,P=0.510;"¢=52.693,P=0.002;>¢ =8.953,P=0.040;"t =6.618 ,P=
0.062;"t=70.590,P=0.001 ;*%=40.590,P=0.003 ; *t=6.804 , P=0.060,,
IL-1B+SAA X} H ,"1=8.295,P=0.047 ;"4=13.236,P=0.022 ;"1=8.401, P=
0.042;"=15.698 , P=0.017 ;"1=8.522, P=0.043;"4=39.153 , P=0.003
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