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miR-146b-5p #A] E3 {2 2% % 11
Pt v b S St LIRSS TR) B e |- 3 1h) o % 4k

S

HE HBM it miR-146b-5p 5 E3 12 2 (1% 42 1 ( ZN-
RF3) Xt = b7 S 1) /0 BRUYE R 80 Bz 40 L B2 [ JSi 7% Ak ( EMIT)
PR B AEAYLE , ik BRSNS R,
KA 4. 25% A ENTIROA 0. 1 mg/kg WY 21517 5 16 i
LRl /N AR e /N IR B2 21, Masson %2 2 22 18 i
AU SR LT e AR AE , S AL AR - T IE NUNLBIEE 1 (-
SMA) Fll T BUJEEJFL(COL 1) ik, Western blot Kl 5 [ 20 27
b B2 55 3 1 (E-cadherin) , a-SMA F1 COL T 33k, qRT-
PCR K18 40 21 b miR-146b-5p I ZNRF3 ik, WP
F R DA I 8 3IE miR-146b-5p 1 ZNRF3 # [0 2 &
53 B %} IR /)N B FSE 1 B2 AL, R A A /N BRUTE I [ iz
ANRAF AL AR B0 40 B 43 S it B2 B4 mimic-NC 4 |
miR-146b-5p-mimic 21 Fl miR-146b-5p-inhibitor 41, Transwell
AN RGN AN E RS R ZEBE J1 . Western blot K jll EMT A1 5¢
EERL, R S0 EA/ N BRI /N RIE B 2
WE LT YEN %2 o-SMA 1 COL T ik h(P <0.05),
miR-146b-5p ik T} (P < 0.05) , E-cadherin # ZNRF3 3
BRI (P <0.05) , miR-146b-5p #[a] 1 #5 ZNRF3 ik,
ALK SR I 285 S S, 5 0 B LA, B AR mimie-NC
20 /] UM REE (] Bz 240 M B A2 22 40 MK 22 (P < 0. 05) L E-
cadherin ZIKFAR (P <0.05) , PWILE 1 ( Vimentin) F1 N-45
Fh#E 1 (N-cadherin) 5 FF 1 (P <0.05) , SR L,
miR-146b-5p-mimic ZH/]> 5 J (6] Bz 240 i 2% fb i 3500 Oy 1
# ,miR-146b-5p-inhibitor 14}l EMT #2532 24061, 4518
miR-146b-5p AT #1[in] ZNRF3 3 K42 i#F = A5 S A0/ U
JEEE] K A EMT 7%
KB miR-146b-5p; 3 12 KR G0 E ST 1%
[ 1728 %
FESES R692.5
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R A A i PRI S 1 AR B s 7 D7
B AR AT 25 R IE RELT 4iAb , Sl 8 R 1A
I TR e T I R ) Rz 0 A R R AR
S B LT HE A 1 9 B AR A 22— I TR] B 40
I Bz 8] 57 %% 4k ( epithelial-to-mesenchymal transition ,
EMT) J2 2 AT AL A LR, A7 R0 il i A a) iz
Af EMT X 4ERe BB T 2 et 3%
W, E3 12 % 8 H % H20 (E3 ubiquitin-protein ligase,
ZNRF3 ) BEE 3] S WA Je 40 B EMT 2o 2, 942 41 O
HHMRIL EHT B D LR RN,

miRNA J& K JE 298 22 A% 1 1R 19 3F g% 15
RNA, BEFL ] mRNA Ji #2 5 H R 1k, 2 5 2 T 2
AR S Pellegrini et al* ! JIE miR-146b-5p 75 &
A ET AR T e (A [) [ B 4t 25 S 3Rk [l
miR-146b-5p AEHEA] ZNRF3 (e HE-H A 968 400 it 32 i 1
R, JF B3R L 254 . {1 miR-146b-5p 55 ZN-
RF3 e 2T 4 Ak b i A RTATAIL AR i AN 6 4
W VAT e A T R )N U IR AT L 5 )
FARREARE AL 45 15F miR-146b-5p % H EMT #EREH 5
e e HCAHILTH

1 RS

1.1 Rie##t

1.1.1 %334 SPF 2% 6 J# C57BL/6J /M
12 HORBTEE 2 20 g, W4 F 0 R 3T 3R 5 S0k 5L 40 3
YA FRA ] TE 22 ~26 °C 50% ~60% BYAHRHREE
N THCREBARE 4 12 h B TR R, 505 sh ¥ i
VPA[IE S . SYXK (%6)2018-0104 ,

1.1.2 £ ZRXA A SO 2 ahEh
A Sigma N4 25% JIE 1385 A v I 1 RAT  LL
K2y F] s BEZ B (lipopolysaccharide , LPS) W H B $i7 T
N IR ILE M B Gibeo W] HHER RIS .
CCK-8 \RIPA (5 ) ZH 2L 4l ff Rk 24 A BCA 2K 1
YRI5 L DAB e 4 050 L P 1L Sl
T B Solarbio 2\ ] ; PVDF #5R JE FIk 27 4 ik )
lafE! Millipore N ) ,fﬁ*%m@ HERAEY A F ,ﬁ'ﬂ*ﬁ
- LB 2 F (a-smooth muscle actin, a-SMA )
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YUk ( PAB46194 ) | HT I 7 #5 %6 25 A ( epithelial
cadherin , E-cadherin ) 7144 ( PAB33542) it L &
I ( Vimentin ) Hi /& ( PAB40605 ) Fl f i N-45 %5 &
(N-cadherin ) $i{4 ( PAB33543) Il H Bioswamp 23 f ;
S dit ZNRF3 HifA& (NBP3-03924) W [ Novus 23 H] 3
U 1 BB JE (type 1 collagen, COL 1) Hii{4 (ab87913)
I H Abcam 23 F]; MaxVision 9T ( KIT-5020) Il F
HT3 F] TRIzol W H Ambion 23 R 3 X803 il 4
RN G A 255 KA ] Transwell /NE
RS Corning /z}ﬁj;Matrigel W H BD AR, &8
sk &6 B AL (15 Tanon-5200) T [ 1K
BENT]; B AR (S MK3) I B 25 22 R A wl;
PCR X ( B1'5 . GE48527 ) W A BTN AAITE A 7]

1.2 LWHE

1.2.1 #BAMEA LR 12 H CSTBL/6 /MR
BEHLAT Xt IR BT A4 6 K, S % 3k
T AL R BT A A /)N RS RY | A5E0 20 /)N B 1
51 4. 25% HEMB N, 7K 100 ml/kg, R824 J
J T 5 LPS 8K 0. 1 mg/kg, #5482 1 &, X HE4
/NFUR IS S A PR K EARZE RS R 1%
T UL L 22 M 3 SRR T, B 2 A R A7 4 T
Masson %@iﬂ%ﬂgﬁﬁgﬂf‘/':l%Eg?gﬁ’}f{t, s Ak
Kl -SMA F1 COL I #23k , Western blot K61l i i 2H
21 E-cadherin . a-SMA A1 COL T 25 [ 3% 1A 46 JIE 455 75
SE R

1.2.2  Sepaafessm O IR ZH A R 41 /)N BRI
JES LR 245 FUAL TR K IR S A0 Y R JE U R, I
TR EEER 1 h, ZHORRN, S OB R
9,1 mmol/L f¥) Tris-EDTA 2% iz i 18 2 18
min, & T 3% H,0, T2 &M H 10 min,10% Ll
T & H 30 min, il «-SMA Fl COL I —%i
(1:50),{BEME 4 CAK, N maxvision — 3%,
37 CH¥H 60 min, DAB FIZRANGYL A L FEFS W=
b0 N g £ B B N ) ) T R Gk LS
1.2.3 qRT-PCR ##  TRIzol 42U 5 £ ZUREAR
&L RNA, B A i cDNA JE#EfT PCR 738, 474
1A% .SYBR FAST qPCR Master Mix 10 wl, 3759
0.5 pl, RS9 0.5 wl,cDNA #ikz 1 pl, ddH,0 8
pwlo SUWARFE M :95 °C 3 min;95 C 5 ;56 C 10 s;
72 °C 25 s; 340 MEF, TP K 1, R
KA BB AT RA R G R, RN 455 AR
CT {H, >R H 2 "kl 4 T

1.2.4 DRMEBEEE M BR>E  BECH
J7vs, R ISR T B RN R4 /N BRI, PBS 22

&®1 PCR3|#FF

P JPl(5'3")

miR-146b-5p F:CTGGTGTCGTGGAGTCGG
R:GGGGTGAGAACTGAATTCCAT

ZNRF3 F:AACATCGTCAACAAGCAGAA
R:GAAAGCCAGGAAAATCCC

GAPDH F:GGGAAACTGTGGCGTGAT

R:GAGTGGGTGTCGCTGTTGA
U6 F:CTCGCTTCGGCAGCACATATACT
R:ACGCTTCACGAATTTGCGTGTC

VE3 Wk, A 0. 25% JBEEE A1) PBS 4K 25 min J5
FEMAI, A 100 U/ml W5 4ER R & 15%
A I 1 58 5 3R LA R AE, 15 min A B
0,4 CF 800 r/min B0 5 min, 3 FiHW, T
SRR E RN, BT 37 °C 5% CO, Ak
F%,72 h G AR E T2 ~3 d BRI T IR,

1.2.5 CCK-8 #&m Wtk b iR/IN B R [R] K 24 i
F 96 LA, V8 #8240 M2 Ol 3 x 107 AN/ 4L,
fL 100wl 3555 o 240 M0 I 2 s 40 A 53 S Xof B 24
AN g o 2 WAL PR (43 I 1% 2% 4% |
6% 8% 10% A B B SR BL B SR AL ) | 15 5% 24
h, BCHARAERT IR, A FLIN 10 pl CCK-8 ¥k, 4%
FE4 h, 450 nm &b AR SR I 25 FL IO BE (R, 4
55 HRALAH Lb A58 230 T [ o S 25 1) S AIC A W vk
JE T I SE 0 3 AL

1.2.6 WEAZBRELEEN  HIE ZNRF3-3'
UTR $FA RIBEH T 51 (5'-3") 4 : GCTAGCGTGTGCT-
TGGGGTTCCGAGGTGTGGGATTGAGTTCTCTGCTTT-
GTTTTTTTTTAAGATATTGTATGTCTAGA, ZNRF3-3’
UTR 2878 B HF A7 38 #5828 ZNRF3-3’ UTR
il 3 AGTTCTC %748 A GACCAGA, 4 # & F
miR-146b-5p 454 7 5 i ZNRF3-3" UTR B A Y &%
GEAR TR A BE PR A EA TGO I, 44 H 3k
B S ERPELEAR, FEIOTTRL DNA T, 76/ R
i BE 1) Kz 40 P 2 % miR-146b-5p mimic , 94X )5 73 1)
Telp YL I A R N AR R A B DR A4 s o) — 2 A e
P mimic-NC JJTh7, B3 5l 5% ¢ ZNRF3-3" UTR %74
T T R AF IR 24 b 45 W56 ' 28 41 4 32k [RARG:
R G UL A TSR

1.2.7 @mfesnms 3 f /N BUE B E] 5 40 i 4y
A5 IR AL mimic-NC 41 miR-146b-5p-
mimic 2 Fl miR-146b-5p-inhibitor 21, ¥ IF & 5% 3%
(1471 ESONEEJEE ) Bz 200 Jt 1 Ay of BELZEL, RS R 20 FH 75 6%
AR ARG SR 24 h, F9# miR-146b-5p-mim-
ic NC 7 . mimic J§UK7 | inhibitor UREL, 43 31 %5 4L /)N
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BN B[] Rz A4 f &F 24 A RS 7Y 24 b 5 Wi B 4% 4 4
Ji, AT R S
1.2.8 Western blot #  INEEKHL 1 x 10° 40
H@,ﬁﬂ%\%ﬁ’%@%ﬁ’iéﬂiﬂ@, 12 000 r/min B> 10 min,
IR, BCA BT E I E &, #id SDS-PSGE
HLVK > B KR 1 B8 & PVDF I8 1 5% B IE W4
A%, In—#i ( E-cadherin , ZNRF3 | Vimentin , N-
cadherin,1 : 1 000) Z{RPFHE 1 h, YL, il HRP 45
ICM ZH0(1 £ 20 000) ZEIEIFE 1 h, YEME, ECL &6
W5, TANON GIS B A U DG 25y IR JE{HL
1.2.9 Transwell NE#m  AIHETFL LK P44 40
MR K 1 x 107 /L, B 0. 5 ml $£/ & Transwell
NN, F)Z 24 FLAINN0. 75 ml 5 10% A5 4 1L
i DMEM/F12 ¥ 380k, 55595 24 h, F 215555 PBS
THVE, BFLIM 4% FREE IR 1 2 20 min, PBS PE¥k,
0. 5% 25 S R IE RS 30 min, AR ZS #8225 Tran-
swell /N NARIER AN, & T 200 x {2 fl45 T 0
Z2 TR LT rh B A AR

1R 22 S5 . BRI HTZE /N2 4l 80l Matri-
gel 18,37 CREFEFAHCE 30 min, HASLE A B H
AL S IR
1.3 Zit= 48 1 SPSS 20. 0 B AF## 742
30T THER BRI £ PR 2 oK . P [E] LA
K ¢ K, Z2 40 ] LR B R R 7 2238, LA P
<0.05 RREFALIFE L,

2 R

2.1 RBUETE WK 1A Fos, W IR/ BUIE B4
UM, RS B AL/ SR A 2L 0 )R

A B

X 4H

TR 2H

COL I

IR 3 22 W 1B Fios BRI, 8
AL TR IS ZE 2 I A5 45 BE Y o-SMA i [] Jiz
JiHd) COL I FHERIA M B £

2.2 FERELFAEL/NREE B miR-146b-5p , ZNRF
COL I % o-SMA 5Rix 1 2A s, 5% B4 AH
H R 2 /N R IR ZH 2R A E-cadherin k&K (F
=286.63), COL [ (F =390.47) & «-SMA (F =
663.10) KIATHE (P <0.05) ., 4n& 2B s, 5%t
PEZHAR L, #5578 20 /N BRUIE IR 2H 2 b miR-146b-5p 3R
IKTHE (F =405.66,P <0.05) ,ZNRF3 355K (F
=625.33,P <0.05),

2.3 miR-146b-5p $B[a F1iA$E ZNRF3 Fi& WK
3A fi78 , miR-146b-5p 5 ZNRF3 fEAELS S 00 25, G
Kl 3B Frs, 5 mimic-NC ZH#H It ,miR-146b-5p mim-
ic I AR ZNRF3 B 2E R 3'-UTR YR MG TE(F =
279.53,P <0.05) , i ZNRF3 287551 3'-UTR #¢ 6%
B PE AL (P >0.05) , 4nlE 3C PR, 55X R4
A, B ZH AT mimic-NC 41 ZNRF3 F£ILEE, 5
mimic-NC 4 A Lt , % 4% miR-146b-5p mimic ) /)» i
Ji REETE] Kz 240 i ZNRF3 3k BEAIG, 7% 4% miR-146b-
5p inhibitor A9/)N BRI 5 18] K2 40 Jifd o ZNRF3 235 T

%o
2.4 SHEFS/NFEIEEE KT 4L I E
ZNRF3 Ri&x K 4A s, 5% A, A

WRE(1% 2% 4% 6% 8% 10% ) % % B &b B 11y
/0N R [F] B 200 356 51 315 1 AT ( F = 446. 47, P <
0.05) , H AR Forb & 6% 1) #4145 7%
AL PR S, 403G 5805 71 T % 17, 17% , R L, e 4%
6% I1) 75 % W E AT 5 22 S0 5 K4 B (4 C TR,

a-SMA

E1 BERAENNBEELEE
A JERA1Z] Masson et x 2003 B JEHRLH LY COL T A1 a-SMA SfE 2 bge . x 200
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B A
A i 2 R 4] A B
0.6r — . S5t 15¢
COLI iz * g al * E
K g4l & I—
a-SMA w 04 w5l & 1.0
& * e <
. m T 2F %
E-cadherin = 0.2+ D ; 0.5} *
e H 2
GAPDH 0 % =] 0 o
E-cadherin COLI  q-SMA XA A XA BRI

2 miR-146b-5p 1 ZNRF3 £ R A 4L /NRIER R RIE
A: Western blot M i 20 214 COL I.a-SMA & E-cadherin ¢35 ; B: qRT-PCR 5 I J5 JIE 20 41 miR-146b-5p 1 ZNRF3 ik ; 5 X% IR 4 L
. P<0.05

A Predicted consequential pairing of target region (top) and Site
miRNA (bottom) type

Position 324-330 of ZNRF3 3' UTR 5 ... AGGUGUGUGGGAUUGAGUUCLCLL. . . T

mmu-miR-146b-5p G UCGGAUACCUUAAGUCAAGAGU (e
B 1.5 E5 miR-146b-5p mimic

[ mimic-NC
p%[ —_ __ - C a b c d €
g 10r ZNRF3 . . —
&
%i *
= .

= ost prenenin (N D - -
junzg
=

ZNRF33'-UTR-WT  ZNRF33'-UTR-MUT
B3 miR-146b-5p ¥B[a £1if#E ZNRF3 FKik
A ; TargetScan Filill miR-146b-5p 5 ZNRF3 45407 i 5 B XSGR B A H H R I $5iE miR-146b-5p 5 ZNRF3 #L1 3¢ & 5 C: Western blot £
0 /N BV JI5E 8] Bz 4N R ZNRF3 235 ;a5 BBZH 5 b AFIZH 5 ¢ : mimic-NC 4H ;d : miR-146b-5p mimic ZH ;e: miR-146b-5p inhibitor £ ; 5 mimic-NC £{
4. * P<0.05

B 1 23 4 5 6 7 C 1 2 3 4 5 6 7
E-cadherin e e e —c— ZNRF3 o ame c— - - —
GAPDH eo» e e e» a» a» e B-catenin e e e c— c— o—a—
Alsyp 0.8 1.0
— as} ==
g * = B *
S 10 = 06 : £o° t s
~ * * -
?L ‘ * 5 * S 0.6 %
o : x * £ 0.4F * é‘ *
205t 5 * o 041
L T 02} H g o2} ﬂ
= S N
=) 0
SR 1% 2% 4% 6% 8% 10% SR 1% 2% 4% 6% 8% 10% XHEZH 1% 2% 4% 6% 8% 10%
] 0 R Ak 2 2H ] 0 A 2R H & E AR A

4 EHEH SRR AR B K 40 4T 4 4L HEHD ] ZNRF3 Rik
A CCK-8 AN /)N BRI RS 5] Bz 240 38 58 V644 5 B . Western: blot Al /I BRI 7] B2 41 E-cadherin 2635 5 C : Western blot A5 /1N BRUIE 58] B2
MR ZNRF3 3351 06 B4 ;2 ~7:1% 2% 4% 6% 8% 10% HiZ Wb P4 ; 5% R4 [bAL . * P <0. 05

E-cadherin F1 ZNRF3 2 35 W AL (F = 220.72.  mimic-NC 21 /)~ BRUIE 55 10] Bz 20 M 3T 7% F112 22 Gk ) 4
246.33,P <0.05) #(P <0.05), 5 mimic-NC 21 A [, # ¢ miR-
2.5 i3RiE miR-146b-5p B HE/NRIEEE KA 146b-5p-mimic HY/) 5L JE 18] Kz 40 3T 7% Fi= 28 fig
ERMEE  WES s, SX AL BERHYS R (P <0.05) , % J4miR-146b-5p-inhibitor ) /)y
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A X A R 21 mimic-NC4]
200
#
—1
= 10T IS
<
= #
miR-146b-5p-mimicZl miR-146b-5p-inhibitor4l = 100F
®
Jam)
50F
0
a b c d e
B X iR 2 155 70 20 mimic-NC#41
1501
#
—_—T
= * *
A 1001
S #
miR-146b-5p-mimicZ4l miR-146b-5p-inhibitori %
Ny
K
w SO
0 a b c d e

5 it%R3E miR-146b-5p 12 it /s R BE BE 18] i AR E B AR 2
A Transwell /N AT FEHE ] x 200 ;B : Transwell /N384 00 20 il 12 2268 71 % 200;a: % B4 ;b BEFI AT ; ¢ mimic-NC 41 ; d : miR-146b-
5p mimic £ ;e :miR-146b-5p inhibitor 4 ; 5 X B4 LL#L . * P <0. 05 ;5 mimic-NC 41 [L#2 . *P <0. 05

el 1 % 11) i 240 ff I 7% A 22 B ) TR (P <0.05)
2.6 it3KiX miR-146b-5p Xt EMT X E QKX
FIRmm K 6 Frs, SXT AL, BAA Y
mimic-NC 20 E-cadherin AL (F =714.62, P <
0.05), Vimentin Fl1 N-cadherin & ik F} & (F =
639.34.572.69, P <0.05) , AL mimic-NC 20
E-cadherin . Vimentin Fl N-cadherin [ 3215 TG 8 & 2%
5(P>0.05), 5 mimic-NC 20 AH I, miR-146b-5p-
mimic ZH /)N UK IS 8] 57 240 il E-cadherin RiEFEAK (F
=714.62, P <0.05), Vimentin 1 N-cadherin 3 ik
T+ (F =639.34 572.69, P <0.05) , miR-146b-5p-
inhibitor £H /)N I8 18] 52 40 i E-cadherin %35 T 15
(F=714.62, P <0.05), Vimentin 1 N-cadherin 3
IKFEAR (F =639. 34 572.69, P <0.05)

3 g

HE S ATy AT P D BE S (R AT
U TEESE I A e U, SR, HEAT M HE R 4T 4
2 A 5 35 A S8 A DGk sk A B9 TR) AL miRNA

E-cadherin
Vimentin

N-cadherin

GAPDH

1.0 Da
T Hb
0.8} | @Imc
=d
e

0.4

EMTHI X} & ([ % 1&

0.2

=

E-cadherin i

=3

Vimen

Bl 6 iF&Rix miR-146b-5p Xf EMT X E B FRIZHF I

a: XFIBZH ;b BERIZH 5 ¢ mimic-NC 20 ; d: miR-146b-5p mimic 41 ;
e:miR-146b-5p inhibitor 2 ; 5% M4 L4, * P <0.05; 5 mimic-NC
M. *P <0.05
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A1 1 L B 375 T A DX R B 2 A A ) i e G B
. He et al® BFFTIAN , 55 1 8 X 2L K B L,
i B A7 2H K L miR-15a-5p 263K 7K - AR, 185 4
A K I F 32 K (vascular endothelial growth factor
receptor, VEGFR) FIRIKETH miR-15a-5p AJif i+
#15) VEGFR 25 I IS i AHOC IR I 2T 4 fL iy EMT
AR, Li et al " BTERY IEBLENT B miR-302¢
AKF R, H miR-302¢ YA 5 EMT #5¢H 1 1
FORRGUNIC, HesZ A8 Ve W A i v 1/
FUEAT IS 2T AE AL Y L RURFAE , O H. o-SMA FT COL
[ ARIRTE Y ASBIF 5 AL £ 1) I RS 2T 2 Ak /N B
BRI b B IR 2H 2 G 5 I D 2T 4 B 3 22 |
a-SMA #1 COL 1 i3RI HEIE W AL 2T, miR-
146b-5p FRIEW TR, X $ 705 6 M5 41 4k A /) Bl A 2
Ik R HH miR-146b-5p 2358 E# /MUK 4=
Ak RIS SE A SR AN [ e 32 2 4 W5 /) U
JEEI) iz 240 B, ) 2 AR A 21 i AR A AL i — 20 580
miR-146b-5p 75 5 [ 7 A AH ¢ I 1% £F 2 1k o 1 £
o

EMT 232U IRT 4 A i O R, AR S 2
TR I 2 LR R 6 BRSO LA AR AR R 58 BURRAE, anaf:
MR ZERE T, 7E EMT i B rp, b R B RGRH 1 E-
cadherin T I, 1M 8] 32 B bR &9 N-cadherin #1 Vim-
entin L' ACHFSE rf ASERY AL /N UG 4 2R
R [E] Bz 4H e P E-cadherin 25X FEAK, F 4 miR-
146b-5p KK, = W75 5 19 /)N B I ] Kz 40 i i
PR ZERE 148 0, S4B M F %, E-cadherin 3k
PR AL, Vimentin F1 N-cadherin 3235 T8, 40 4l
miR-146b-5p F&ikJ5 , 4L EF8 MR 2268 1 N BE E-
cadherin 2 35 7} 5, Vimentin 1 N-cadherin ik T
K, iX W] miR-146b-5p fE w75 T 1Y /) B JiE
i) K2 S EMT #EF2

ZNRF3 & E3 {2 R &M N R, 76 2 Fh i
PRV 38 o P 4E Wit/ B-catenin 38 B0 ] 20 g
Ak REILFE AT SRR K R
FMRE LR miR-490 9315, FEAIK ZNRF3 1Kk,
PR AR EMT A SCEE 20k S0 A /) 20 e il s
K RZEMTR . AF5E T i TargetScan il
00 o 3ty RIS 3R A1 75 5 PR I , 2 B miR-146b-
5p 5 ZNRF3 fFAE4E A 61 4, ZNRF3 J& miR-146b-5p
ARLIEN 22— 8 AR BREE A G S T, miR-146b
BRI 88 2 21 b s R 0k, OF e O 3 ) AR T
ZNRF3 2 5 9m 40 s EMT 3E 72, {2 3F H i B 42
ZB L RBESE R BRSNS BUSE R IN] R 4

Jits ZNRF3 (#3235, % miR-146b-5p mimic 5% 4 £ /)N
FUI I 15 J2 400 Bt ), ZNRF3 () 2835 F 9, 1] miR-
146b-5p FikZ FHMHI; , ZNRF3 (9335 i, xR
7 miR-146b-5p # i) 1 # ZNRF3 B33k, YR iH
/0N BRUME ) Bz 4 EMIT S 7

ZE b AT, AR 58 2R miR-146b-5p 1T 1 [
ZNRF3 R 3 2 05175 5 10 /0 BRI JEE 1) Bz 440 i
EMT 2, SRS HHLHITE 2 — 2P R %, 2 miR-
146b-5p A VE A i B N 54325 Bt AH OGN S &1 4k 1k 1)
JHAEE A
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MiR-146b-5p targeting ZNRF3 promotes EMT in mouse

peritoneal mesenchymal cells induced by high glucose
Wu Jin'?, Li Jiajia®, Wang Xiaowei’, Wang Juan®
('Anhui Provincial Key Laboratory of Urogenital Diseases, Hefei 230022
*Research and Experiment Center ,The First Affiliated Hospital of Anhui Medical University, Hefei 230022)

Abstract Objective To study the effects of miR-146b-5p and E3 ubiquitin protein ligase (ZNRF3) on the
process of hyperglucose-induced epithelial mesenchymal transformation (EMT) and mechanism in mice peritoneal
mesoepithelial cells. Methods The mice in normal culture were the control group, and the mice with peritoneal fi-
brosis were induced by 4. 25% glucose dialysate and 0. 1 mg/kg lipopolysaccharide. The peritoneal tissues of mice
were collected and Masson staining was used to observe the changes of collagen fibers in the peritoneal tissues. The
expressions of a-smooth muscle actin (@-SMA) and type I collagen (COL 1) were determined by immunohisto-
chemistry. Western blot was used to detect epithelial cadherin ( E-cadherin) , a-SMA and COL I expression in per-
itoneal tissues. qRT-PCR was used to detect miR-146b-5p and E3 ubiquitin-protein ligase (ZNRF3) expression in
peritoneal tissues. Dual luciferase reporter gene assays were performed to verify the relationship between miR-146hb-
5p and ZNRF3 targeting. Control mouse peritoneal mesothelial cells were isolated, then high glucose was induced
to construct a mouse peritoneal mesothelial cell fibrosis model. The cells were divided into control group, model
group, mimic-NC group, miR-146b-5p-mimic group and miR-146b-5p-inhibitor. Transwell chambers were used to
detect cell migration and invasion ability. Western blot was used to detect the expression of EMT-related proteins.
Results Compared with control mice, model mice showed thickened peritoneal tissue, increased collagen fibers,
increased expression of a-SMA and COL I (P <0.05), increased expression of miR-146b-5p (P <0.05), and
decreased expression of E-cadherin and ZNRF3 (P <0.05). miR-146b-5p targeted to negatively regulate ZNRF3
expression. Cellular level results showed that the number of migrating and invading cells in peritoneal mesothelial
cells increased (P <0.05), E-cadherin expression decreased (P <0.05), and Vimentin and N-cadherin expres-
sion increased (P <0.05) in model and mimic-NC groups of mice compared with the control group. Compared with
model group, the trend of peritoneal mesothelial cell changes was more significant in the miR-146b-5p-mimic group
of mice, and the cellular EMT process was inhibited in the miR-146b-5p-inhibitor group. Conclusion MiR-146b-
5p can target ZNRF3 gene to promote high glucose-induced EMT process in mouse peritoneal mesothelial cells.
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