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MicroRNA-486 1 TGF— B , XY\ BBk
S5 4. B B ECA IR 55

BARR, 70, pan, TRE, TFE, FHY
(L EExKWERBER, LiF 201318)

HZ . B AFA microRNA—486 ( miRNA—486 ) 3+ A E 3Bk AL 1) R 28 i (VICs ) 454089 % v B A
AR, FTiE ARINEIR VICs, B F /5 MK R EIRE A FH R miRNA-486 ¥ B . 35 % miR—486
mimic, miR—486 Inhibitors J&, #2845 A miR—486 mimic 8., miR—486 mimic NC £1, miR—486 Inhibitors
28, miR—486 Inhibitors NC 28, RAHLLEHE | ALP RIS B WA R, S EELT T RASMHE RS
(qQRT-PCR ), $J% % K XFA N miR—486 e ik B E R A 48X B F mRNA fe &k 89 A KT, HR Wik
HERER BN F Western blot oM R 2w, #HFZAEKETF -B, (TCF-8,) A#EFLR, Haokf
& . ALP XIEZ R 27, miR—486 mimic 21454042 % 2% T miR—486 Inhibitors 21, qRT—PCR. %JE 5 KR %
R A, miR—486 mimic 21 TGF—B,. SMAD3 mRNA F=%& & # ik K-F &AL (P <0.05) ; miR—486 mimic
20 RUNX2, ‘B 45 % mRNA & ik K F £ miR—486 Inhibitors 283 (P <0.05), Z5i1& miR—486 7T i@ it F i
TGF- B, #94kik, 123k RUNX2, B45E ey R ikFEm, 5 R Rl s i om e 1t .

KHEIE ¢ ORISR ; micoRNA—486 ; 22 AKKETF — B, ; B F 6 ; MRS L ; MR

FESHZES : R542.5 XERFRIRAD ¢ A

Effect of microRNA-486 and TGF- B, on calcification of human
aortic valve and its mechanism*

Wei-jian Jiang, Ming Fang, Jin-wen Su, Wen-hui Wang, Xue-jun Wang, Xin-ming Li
(Zhoupu Hospital Affiliated to Shanghai University of Medicine & Health Sciences, Shanghai 201318, China)

Abstract: Objective To explore the effect of miRNA-486 (miR-486) on calcification of human aortic valve
interstitial cells (VICs) and its mechanism. Methods VICs were cultured in vitro. After osteogenesis induction the
target genes of miR-486 were detected by dual luciferase report gene and Western blot. After transfection of miR-486
mimic and miR-486 inhibitors, VICs were divided into four groups including a miR-486 mimic group, a miR-486
mimic NC group, a miR-486 inhibitor group and a miR-486 inhibitor NC group. Alizarin red staining and ALP test
were used to analyze the level of calcification. Meanwhile, qRT-PCR and immunofluorescence assay were applied
to show the mRNA and protein expressions of miR-486 target gene and osteoblast-associated factors. Results The
results of dual luciferase report gene and Western blot showed that the TGFBI gene was the potential target gene and
the results of alizarin red staining revealed that the degree of calcification in the miR-486 mimic group was higher
than that in the miR-486 inhibitor group (P < 0.05). Meanwhile, the mRNA and protein expression levels of the
TGFB1 and SMAD3 decreased in the miR-486 mimic group (P < 0.05); the mRNA levels of Runx2 and osteocalcin in
the miR-486 mimic group were higher than those in the miR-486 inhibitor group (P < 0.05). Conclusions miR-486

can promote the expression and activity of Runx2 and osteocalcin by down-regulating TGF- 3 ,, and induce the
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differentiation of mesenchymal cells into osteoblasts.

Keywords: valvular heart disease; miR-486; transcription growth factor-f3,; alizarin red staining; alkaline

phosphatase activity; aortic valve

UTAESK, A BRES AL 3 3 BRI IS ( calcific
aortic valve disease, CAVD ) M &R AWr ETF, ik
it SR T ORI S 2, BB
/R, ZF microRNA (miRNA ) 7 3 3 RS T K A
WA A iR SRR Y, [ Ah 4 HEATH
% W JRTEBR ST P A T miRNA 5 CAVD KR, H
B A% D SCHR % PR miRNA-486 5 CAVD FIRF5E 4/,
WA W R B Z BN E ] S AE R T - B,
(transcription growth factor— 8 |, TGF- , ) K, SN CAVD
HEFE A S DR VR AL AR WA 0 PRt A
T 5 0030 2o 2% ¢ miRNA-486 B A il 4y, ik—
ARG UE AR, LASH CAVD 13R97 F-#— Mg 1
A

1 #MREIE

1.1 EMHRALEE
111 e sak A NESORBER T (human
aortic valve interstitial cells, VICs ) F I 1 fid 5 = 27
BiF e SR R e B AL, 4EAE R CL b EEORMY . B- 1
MEERR . PE R A & [H Sigma WA A, R
SMAD3 $if4 . TGF- B, FLiA&y A KT 7 A= R AT
BRZAE, wof DMEM 7Rtk HaR /HRR . 10%
AL . REE FIE A 26 Gibeo 2AH] .
112 E&ME SLRPEOEE &R A B HE
( quantitative real-time polymerase chain reaction, qRT-
PCR) % (ABI7T900HT ), ¥ &% 5% 1] & W A 56
Applied Biosystems 23 7], H 4% Olympus FV1000 3%
FERAE BT ( HA Olympus 22 7] ), Eppendorf F A
PHGAL . Leica {8 B9G22 BIMIEER RS . HEY)
FHLAHZUESHLIE A TR I RRHECAA IR A H
ZIREBEFRN] ( S5[F BioTek 2AH] ), Odyssey WAL
HMEOERUE R GE (228 LICOR A ] ), HpEse ik
L RS . Triton X-100. BSA. PBS. DAPI. #i
FEKE RN A L E 2GR AR A BR A ],
PR A LKA (A TAEY) TR A BR A H] ),
AP ES O BV A (AR VKA AR Z2URE ) ( EifEse
BRAEMBARARAT] ).
1.2 FHik
1210 wmiesdde HIRISEEEE N 3o 25
) I B 200 L2 R U A ol A R . o L R T

b DMEM 57235, 00 10% JG2F 100 . 100 p g/ml
HRRMBERR, EHEERAAI RN 37C. 5% — 4
B CO, fE . HYIIEL 12 h Ja el HEstbsge st (&
10 nmol/L 1 ZE KA .50 mg/L 4k 2 C F1 10 mmol/L B -
Hm BN ) SR, UL P AN RS, FEBE
2 REHIGFRW, MAME K Z 70% ~ 80% I, JBidk
T LAEAC, BUEICS 3 ~ 7RI 75 225056
122 MREEZHBREEBAEN  FENH
TargetScan 6.2 I A 55 A= W15 B 2% FIF 5 R miRNA-
486 FEILH, 45 BN TGF-B , 3 M ] B & Hog e
FOEL N Y4 310 VIC 40 1 x 10° 4> / fLA%Rh
T 6 fLA, FIH PCR ¥EZRIK VIC 4 g Y cDNA £
B A 405 miRNA-486 2550 5 TGF-B , F:H 37 -
UTR B )74, 16 A pMIR-REPORT luciferase 2 4 %
e, RGN DIRGANBLS , ik . MRS
() TGF-B -WT (HFAERY ) HHEAR TR TCF- B~
Mut ( 527487 ) FAFARTORL, BT AR RS
JSURE 25 it U RN P 48 0 . 4% B] Lipofectamine 2000 i
S G UL B TEAE, B LR E 4 TR 2 A T miR-
486 mimic, miR—-486 mimic NC. miR-486 Inhibitors .
miR-486 Inhibitors NC ( 3£ [H Invitrogen INEVE R ) dR
Fe UL 293T 4 (AR REF ), 24 h JFATAEOEER
Tt BE PRI . LADOGE MR, willse K 5t
ZEHETE, A Stop&Glo8 IRX7], KV B 94 ' 2% il
e, LUEBEIOCRBHG NS, WA
MR MM TI R L, TR AN
AN DR BTG . POCRBHEME = A HIPOLR
BSOSO C R BRG MR . SCIRPREER S 3 1K,
123 miRNA-486 4+ % & 421 43 3] ¥ miR-
486 mimics. miR-486 mimics NC. miR-486 mimic
Inhibitors. miR—486 mimic Inhibitors NC if 17 Lipofectamine
2000 %% YL 55 3 4% VICs 41 B, 43k 4 4. PBS k%
3G, KAk DEPC AMBRA K, BHIRS .
PN MOIR S, AE 500 w1 JCILYE . JCRUT A s e &
H opti-MEM RErFdn A Lipofectamine 2000, YEHI
5 min, FEREFT, FIREE 20 min, FFRFENLP 0
IERE, FCRL 0.5 ml FZ UL, PBS IR UERE SR I 4t A
29K, MATCILIE 1.5 ml opti—-MEM., A RS FE46 0%
H 6h, FEEYR, PBSUE 1 IR, MIARCHE S waks:
HE .
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532 1 P, 4% © MicroRNA-486 Fll TGF- B, XF A 2 Sh RIS L (14 5 mi S AL A 52
1.2.4  Western blot # M| ¥ FH Western blot #5i P SMAD3, AN EAIEH T RUNX2, BE5 % RS

JaME TGF- B, SRR BEICE 3 g, ey
miRNA JFBUE S5 7 K, B 6 fLANMRE SR, PBS
TR 2 ¥k, 1200 v/min B0 5 min, 35 LR, A0
MOSLE e, #2457, #E 20 min, 4°C. 12 000 r/min 25
> 10 min, B IERE THE.OE . FH BCA HE
Jo v B o a0 S A T A U i, FREANR I 96 fL
B 2E AR AESL, FEINA 20001 BCA TAEW, F v
30 min, SDS-PAGE (8% 7B, 5% We4ike ) el
WA R RS 5 PVDF I, 5% ARk B4 1.5 h )5
PRI TGF- B, HUAFRE (1 @ 1000), 4°CiEK
JFE , TBS PEE 3 ¥R, 5 min/ . = FAIA 1 3000
B —HUAR R (B S AR P T b 10 Y E T AR TG )
& 1.5 h, TBS ¥k 3 K.

125 #Huaixike PIRNSTSERIOLARA
BN, AP RE T G AT, T AN B A B e e
£l fa, 11 100 ml 281K 1 g Tris, TR 2212
I HCL 2D, WA R, Y pH=8.3 i, ]
TR 0.1 g BELLEM AR, BlE A pH=8.3 7 0.1%
PR LL -Tris-HCl TAEW . [FIy, BG4, 78
100 fi5f31 & W5 T WEHIL R AR rIEaAE L, H
kAo, 24 FLBRIMAC K, 40 2 T34~ /4L
I BEAN A PBS T UE 2 i, 95% LFERE. 10 min )5,
MZEIBAKTEDE 3 K, IMAFCE L1 TAER, 37°CHHiR
YEH 30 min. FPERLGLEA 0.22 pm JELGTIE, I
AP SRS, FRYEHCE 5 min, PBS 59k 3
W, AT, HmBTRE F, (8] E B WS A 4G g
CIEIL, GO a1 BTSSR . ARPE ST 2
TEMA R 5 S 7 F0 14 d BFEAT YL 5 BRI 3 4
A, AFEAKEHLER | R, AR 22 5
12.6 BB EERN T PNPP & : 54 ml
Assay Buffer % fi# 2 ¥ PNPP, il i 5 mmol T 1F .
ALP ] : 1 ml Assay Buffer JIA ALP fiff, B 160 w1
Assay Buffer Ji2A 40 w1 PNPP il 5 1 mmol FrfEdh . #5
WEFLHR R MBREEINA 0., 4, 8. 12, 16 F120 1 Assay
Buffer, WFTHEA)JSEE 5 min, JIA 10w | ALP i, 75
YR YL G UM, A 50 w1 Assay Buffer, 13 000 r/min
B0 3 min, HL 20 wrl FES A Assay Buffer 2 80 w1,
A 501/ L PNPP 2 i % 50 w1, 25 °C s ' /E H
60 min, JIA 201 ZIRWIRST, F 405 nm Abi i
JCRE(E, WIEPREMZIT T ALP 151k,

127  qRT-PCR  * i qRT-PCR ¥ ] TGF-B .

3R, FHEYLS 24 hy 2 d 17 d, K42 4
TGF-B,. SMAD3, RUNX2 K H452 mRNA #HX} %55
1w SR FRIE S, PBS T RN 3 YK, A Trizol 37,
SR, REWATIS, 20005 20 RNA i
BT, PR ELG 10 min, B FIEW. B FIEW
HRESN—BOET (JCRNA M), IMAZEN, &
B, #E 10 min, 11200 r/min 850, REGEG
1 T i 0 T NG 3 AR PN LA A DR (AR B U
WHEB, S0 10 min, WEEDTE, F 75% &
i ( DEPC % ) WEUERES), 7 B3, KT, 2wl &
RNA % i Fs B 519K 18 ~ 22 bp, TGF-B .
SMAD3. RUNX2. B 455 Y 1 7 Be 735128 185,
224 233 F1202 bp Lk GAPDH NNZ:, #illl4 H 5L
B Cofl, RIAT 2722 4 H AR A FE R
ki, BEEE 3K, NSILHE K HIEEE YT
W1,

*1 qRT-PCRS|#1F7%l

FEH SlYFs (57 -3 ) K /bp
1M : GCCTGGACACCAACTATTGCTT

TGF-P, ) 185
JI]: AGCTCCACTTGCAGGAGCGCA
1E: ACAAGGTCCTCACCCAGATG

SMAD3 224
Sl : TGGCGATACACCACCTGTTA
iEM]: AGCTTCTGTCTGTGCCTTCTGG

RUNX2 233
JI]: GGAGTAGAGAGGCAAGAGTTT
1FIA: CTTTGTGTCCAAGCAGGA

HEER 202
JZIi]: CTGAAAGCCGATGTGGTCAG
1EM]: AGCCACATCGCTCAGACAG

GAPDH 232
Sl : TGGACTCCACGACGTACTC

128 sk RAMEEIOCRINSL TCF-8 .

RUNX2 £ [HAH X 3R 35 . 45 240 B W5 15 = I 4
14 K, FEEREFREE, I PBSTHIE 2. 31K, 4% ZERH
FE[EE 1 h, 0.01 mol PBS VL3 K, 3 min/ K. KM
0.1% Triton X~100 1% BEAEH 15 min, 0.01 mol PBS %
YE3 WK 5 1% BSA-PBS £ M1, Wik, WS —
Pt (12 100), BRATRET 4CRGER . IKHEH,
FE—Ht, 0.01 mol PBS Wk 3 ¥, TR AN R 2GR I
4t (1% BSA-PBS LA 1 : 100 Hefi#i®s ), 37°CHE
30 min, 340, PBS #hUEE H DAPI & L4t 4
{029 20 min, PBS Mk 3 K, 3 min/ K HLAKE R
HhR, POLRMEE T EIHIRIC R
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1.3 SZitEHE

Bl 23 B K SPSS 19.0 G 44, R YR
DUMIRE = bRifE 2 (¥xs) SR, HOEIT 2504,
19 T H 48 ] SNK—q K5 56, P <0.05 4 2% 545 45 i 2¢

R

TGF-B, 2 miRNA-486 I E £

U ZE T TG PR A I 45 SR BN, miR-486 mimic
miR-486 mimic NC 21, miR-486 mimic 2 &% miR-486
mimic NC 4 [b 48, ZHE0W, ZRAFITHE S

(F =6.052,P =0.000 ), i#f —L W LS SNK—q a5,
miR-486 mimic+TGF- B ,—WT F:4% L 28 40 it i 56 e &
Tt 15 PR 3 5 (T miR—-486 mimic NC £ (P <0.05 ), ik
— 355 Yt miR-486 Inhibitors+TGF- B ,—~WT. miR-486
Inhibitors NC+TGF- B ,~WT, miR-486 Inhibitors+TGF-
B ,—Mut I miR-486 Inhibitors NC+TGF- 3 ~Mut &
293T 4l 2805 25500, 2 A ge it 72 L (F =5.006,
P =0.003 ) ; miR—486 Inhibitors +TGF— B ,—WT H: %% Ju
2 2 M 19 2% O 2R IS M 9 2 R T miR-486 Inhibitors
NC+TGF-B ~WT 3 5 J& 41 (P <0.05). UL 3 2
B 1.

2

2.1

x2 WRKAEHBIREERRNER (xxs)
2151 TGF-B -WT TGF-B ,~Mut
miR-486 mimic 41 0.56 +0.03" 1.13 £0.06
miR-486 mimic NC 41 1.00 +0.05 1.17 £ 0.07
miR-486 Inhibitors £ 1.30 £ 0.03” 1.29 £0.09
miR-486 Inhibitors NC 41 0.64 £0.02 133 £0.06

. 1) 5 miR-486 mimic NC 2H [t %%,
486 Inhibitors NC 41 [L4¢, P <0.05

P <0.05; 2) 5 miR-

16 § miR—486 mimic £H

# miR—486 mimic NC £

AmiR—486 Inhibitors £
#miR—486 Inhibitors NC 41

TGF-B -WT

TGF-B ,-Mut

1) 5 miR-486 mimic NC 4 [t %, P <0.05; 2) 5 miR-486
Inhibitors NC 20 HE#5, P <0.05

B1 WRAZEHREEERRNER LR

(x=+s)

2.2
A1)
Western blot ¥l i 7v, miR—-486 mimic 2. miR-
486 mimic NC ZH. miR-486 Inhibitors 1. miR-486
Inhibitors NC 41 /) TGF- B, & H # Xt & ik & 43 1
Jy (87.31+3.11), (103.34+4.38), (118.15+3.46)
il (106.07 +4.57), &J7 2245081, ZRAGITFEE
X (F=4.148, P =0.028 ), #E—LWM HLEL SNK—q
K8, miR-486 mimic 41 TGF- B, & 1335 7K P& A%
(P <0.05) ; miR—486 Inhibitors 20 TGF- B, & /K F4
miR-486 Inhibitors NC 27+ (P <0.05 ). WL 2.

miRNA-486 X KR TGF-B , EERIZH

1 2 3 4
TCF- [, e S S——— S ;L)

GAPDH Wass GHNEES GNP S 37 <D

140 -

1)

120 -

18 100
|

2)
80 |
60 f

AR

40
20

0
1

w

4

1: miR—486 Inhibitors #H; 2: miR—486 Inhibitors NC #1; 3: miR-
486 mimics NC ZH; 4: miR—486 mimics ZH. 1) 5 miR—486 Inhibitors NC £H
[b#, P<0.05; 2) 5 miR-486 mimic NC £ [L#¢, P <0.05

B2 HHATGF-B, EEKRIEKFLER

(x+s)

2.3 FAFHRIIABR

PERLAP LR BN, miR-486 FEUL)S, B
14 KA}, miR-486 mimic NC 41 0] W& (/NS TERL, /b
ELLATTTE 3 miR—486 mimic ZH 1] WL R RAG AL (0 55
EEUTLFH 5 miR—486 Inhibitors NC HAB 4T B ULIE R 2D
miR-486 Inhibitors 2 F5EL TR . WLEL 3,
2.4 &4HALP FEHELEE

miR-486 mimic ZH . miR—486 mimic NC ZH. miR-
486 Inhibitors 20 . miR—486 Inhibitors NC 20 ALP 75 £
4 5 R (623+0.31), (3.96+0.22), (2.07+0.14)
A1 (4.15+0.27) mmol/ (min * mg), &) &, 2
A G E L (F =7.361, P=0.000), i#f—%H
W L3 22 SNK—q K& 56, miR-486 mimic £ ALP 3 #
= F miR-486 mimic NC 4 (P <0.05); 5 miR-486
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PR, %5 . MicroRNA-486 A1 TGF- B, X A 3= sh R AR5 1k 5 i K HHLHI 5T

miR—486 mimic NC ZH miR-486 mimic 24

B 3 &K4H miR-486 (/g 14 d $5imFRER

Inhibitors NC 2 F., miR-486 Inhibitors 21 ALP i% 1
T % (P <0.05); miR—486 Inhibitors NC #H 5 miR-
486 mimic NC 41 ALP iG Pk L4, ZRIGHIT2=E L
(P >0.05) ; miR-486 mimic 20 ALP {1 T miR-486
Inhibitors 41 (P <0.05 ). VLK 4,

1)

B W (=)} ~
T T T 1

ALP 351 [mmol/( min+-mg )]
[\ w

—_
T

=]

1 2 3 4

1: miR-486 mimics NC Z{; 2: miR-486 mimic Z{; 3: miR-
486 Inhibitors NC 2l ; 4: miR-486 Inhibitors 41, 1) 5 miR-486 mimic
NC AL HAE, P <0.05; 2) 5 miR-486 Inhibitors NC 2L HAZ, P <0.05

4 REBTES14d /5 ALP EELLE

(xxs)

25 RKHTGF-B,. SMAD3, RUNX2 K E4$5%
mRNA RixKF

miR-486 mimic 241 . miR—486 mimic NC 2. miR-
486 Inhibitors 2, miR-486 Inhibitors NC £ TGF-3 ,.
SMAD3, RUNX2 & 5 %5 & mRNA /K -l 48, &0
225701, ERAGITFE L (P <0.05), #E—2H
W EE # 45 SNK—q £ %, miR-486 mimic 241 TGF-
FI SMAD3 mRNA 3 ik /K °F % T miR-486 mimic NC
2 (P <0.05), Runx2 Fl ‘B %5 Z mRNA & T miR-
486 mimic NC 21 (P <0.05) ; miR—486 Inhibitors ZH
TGF-B, il SMAD3 mRNA % ik /K F & T miR-486
Inhibitors NC 41 (P <0.05), RUNX2 Fl5 45 & mRNA
T miR-486 Inhibitorsost NC ZH ( P <0.05 ) ; miR-486
mimic NC 205 miR-486 Inhibitors NC 214 mRNA Fik
KFEHEE, ZRIGI2EE L (P >0.05). W& 3 M
Kl 5.

miR-486 Inhibitors NC 24 miR—86 Inhibitors ZH.
(FHRLYGE x 100 )

*3 &HETGF-B,. SMAD3. RUNX2 K &55% mRNA

FIKKFLLE  (xzxs)
251 TGF-B, SMAD3 RUNX2 (EEITES
miR-486
1.07£0.06 094+0.05 136+0.01 0.86+0.03
mimic NC 2
miR-486 D N D N
0.68 +0.04 " 0.57+0.07" 15+0.02" 1.39+0.02
mimic 41
miR-486
1.12+0.05 1.06+0.06 1.44+0.03 0.79+0.03
Inhibitors NC £
miR-436 2) 2) 2) 2)
145+£0.04 1.33+£0.05° 1.15+0.01° 0.62+0.02
Inhibitors 20
F1H 4.327 5.378 3.805 3.524
PH 0.001 0.000 0.011 0.016

W 1) 5 miR-486 mimic NC 4 L8, P <0.05; 2) 5 miR-
486 Inhibitors NC 2 L5, P <0.05

L6 2) 1) [ mmiR-486mimic NC 41
141 Z 2) & . .
= + 2) #miR—486 mimic 2
12} g 5
= = \\ g smiR—486 Tnhibitors NC £
< 1O} % *% % . o
z = \E \= =miR—486 Inhibitors 21
= 0.8 NE = \= «
g = oo R
osr B2 PiPE M= Bl
\= E \= \=
0.4 = = \= \E
CTHRE B E
o2t BRE I\ E I\=
\= \= \ = E
0.0 LLENE \E N2 (1\E
TGF-B, Smad3 Runx2 5%

1) 5 miR-486 mimic NC 41 t %2, P <0.05; 2) 5 miR-486
Inhibitors NC # %z, P <0.05

5 #&ATGF-B,. SMAD3. RUNX2 R E45% mRNA
RiLKF LB

26 KHATGF-B,. SMAD3, RUNX2 HIEBFRIX
B 14 d e @ RPE SO0 R I, X miR-486
mimic ZH .miR-486 mimic NC 2 .miR—486 Inhibitors ZH .
miR-486 Inhibitors NC 41 RUNX2 & H £k K ¥, 207
20T, ZERA G FE L (P<0.05), #E—EHWitL
1% SNK—q #:36:, miR—486 mimic 20 Runx2 131k
K85 T miR-486 mimic NC 41, 7458 (P <0.05 );

(x+s)
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miR-486 Inhibitors 0 % miR-486 Inhibitors NC 2 %¢
65 B R AIG, X F kD RUNX2 # 1 (P <0.05),
%41 TGF- B, A1 SMAD3 £ [ R ik KT H#, &J5
ZoMr, ERAGRITFEE L (P<0.05), i#f—1L MW
W EL #8842 SNK—q K6 56, miR—-486 mimic 41 TGF-B .
SMAD3 2 [ # A 7KK T miR-486 mimic NC 21, %¢
6 8 A (P <0.05) 5 1M §% %% miR-486 Inhibitors
J&i» miR-486 Inhibitors 41 TGF-B,. SMAD3 %¢ ¢ 5%
FEHEN, EARBAKEHE (P<0.05). W3E4H
K6, 7.

miR—486 mimic 21

RUNX2

SMAD3

TGF-B,

miR-486 mimic NC 2

F4 FATGF-B,.SMAD3. RUNX ERFRIFKELLE (xxs)

25 RUNX2 SMAD3 TGF-B,
miR-486 mimic £ 103£3.72"  62+446"  71+2.64"
miR-486 mimic NC 41 81 +4.84 78 +5.57 92+325
miR—486 Inhibitors NC 41 76 + 4.66 85 +4.38 89 +3.03
miR-486 Inhibitors ZH 54+3.69”7  109+4.11° 113+291”
FAE 7.009 9.713 3.962
P 0.000 0.000 0.008

H: 1) 5 miR-486 mimic NC 4 [L#, P <0.05; 2) Y miR-
486 Inhibitors NC 41 [t3%, P <0.05

miR-486 Inhibitors NC 21

miR-486 Inhibitors 2

' s

6 HHETGF-B,. Smad3. Runx2 EHEERKINEE

140 =«miR—486 mimic ZH
120} 2) 2) »miR—486 mimic NC 2
1)

=miR—486 Inhibitors NC £
amiR—486 Inhibitors 2H

lexz

TGF-B,
1) 5 miR-486 mimic NC 41 [t %2, P <0.05; 2) ‘5 miR-486

Inhibitors NC 20 L%, P <0.05

E7 &HTGF-pB,.SMAD3,RUNX2 BAFRIAKTELLE (x+s)

3 itig

CAVD KRB K iR, —Fh W
HAERVERR, WG EZ IR S,
CAVD 1 I & 30 O JUREAE A 356 O A FET 5 7
A8 2 308 T B DO & 3 ARG YT B KB 2 2 L
P—E WAL, (BRI ZE CAVD KA. BHIE 1 R
AR IR B WARSCR . 3 Sh RO S AL 2 3 B0 kol bk
A — X E KR, TR ERE R,
P I AL W MEERF LI ZSVE T, IR 25 ) R 1
PRE R YA RYA Y CAVD By ARz — ", 1548
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PR, 25 . MicroRNA-486 1 TGF- B, X} A = shIORARES 1k 52 i K HHLHI 5T

55 CAVD A5G B30 35 DA U2 0 5 8 B A A8 25 0 1
mZ—. HAEl, CAVRIESN: 3k sh)
SCEG R K IR BE microRNA 284k 5 S B4k . RAEZH
MBS B R AL, [E A 2% H OHUKAINEN 45 ™
AR AN FRA . THP-1 ELWEZH A, 450 microRNA
OSBRI microRNA FEiATE45 58, AL
microl125b. #fLEF CCL4 K 5 CAVD X5
BY) ., RAFUESEZLFh microRNA BT LT . H67H
AT AR AR 2 AR Y, (S
55U CAVD BOVEF BT RER LIS T NS e

TGF-B FERAE . HLUEE KR & & % )5 1
AT BB AR ], H SRR TGF-B
TGF-B, X% TGF-B,, HH TGF- B, 754l il Fl4 2L
SHEONTE, HAENE S K2 Smads 8 #%,
Al 4545 52K T 8 RILf SMAD2 F1 SMAD3 Wiz tk, it
T B R A 5 ™ AEARBR SR, G R
5 E N RS LR BR, miR-486 mimic+TGF- B -
WT 4 YU 4 5 ' 28 g 1% M5 B RE I, 1 miR-486
Inhibitors+TGF- B ,—W'T e YL 20 40 fi (19 56 2% il TG P
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