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i E BUBEXS(frizzle chicken) 2 3 E I Hviy i X R (1) —Fh B A & RR MR A AR 0T RIS bl e AR A
W 72 2 IR AE IR X Bz ko 12 B 214 miRNA-1623 (miR—1623), b HEN 2 5 ks 38 & & X5
TE RO FE A MR B IR B KA IR AW 7R B A5 B 25 T BORYE bR 25 & A 4K
FIHIEAEREAS Wntd ZEK, FFA A qRT-PCR X6 F BUBEXS A1 2RI 8E 2 38 i) miR-1623 5 Wntd FR kK
SEHET TR o 3 — D@ M X R R FE K pmirGlo #AYE 4N /KF X miR-1623 5 Wnt4 I #EFR
KEAEMAT THAE. 45K : Wntd mRNA [ 3'UTR f77E miR-1623 #EAR 25 G AL 55 (TGCCTG); AXT T8 2
R, BELRE S K7 Bk miR—-1623 RIAZK T2 3 T =1(p<0.01), Wntd mRNA FIE K22 BRI (p<0.01); XKL HK
B ARSI 23 B 2 B miR-1623 $E[7) 71 845 Wntd-3'UTR . A5 A ik — D37~ miRNA-1623 /&R BRAK
RE SRR HERREES %,

FEEER NS, BB, miRNA-1623, Wntd, XUt
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Abstract Kirin chicken (frizzle chicken) is a high quality broiler breed with frizzled feather characteristics in sub-
tropical zone of China. The previous study found that miRNA—-1623 (miR-1623) was highly expressed in the skin
of Kirin chicken, so we predicted that miR—1623 might participate in the hair follicle development and frizzle
forming process of Kirin chicken. In order to study its unique hair follicle development and cooling mechanisms of
frizzled feathers, we found potential target Wnt4 gene based on its binding site through bioinformatics analysis,
and detected the expression level of miR-1623 and Wnt4 in Kirin chicken and Huaixiang chicken by using
qRT-PCR. Furthermore, the target relationships between the miR—1623 and the Wnt4 were verified at the cell lev-
el by constructing a dual luciferase reporter gene pmirGlo vector. The results showed that a target gene binding
site (AGGCAC) of the miR-1623 was detected in the 3'UTR of Wnt4 gene; Compared with Huaixing chicken (no
frizzled morphology), the expression level of miR-1623 in the skin of Kirin chicken was significantly increased
(p<0.01) but Wnt4 mRNA was significantly decreased (p<0.01). Dual luciferase assay analysis revealed that miR—
1623 negatively regulated Wnt4-3'UTR. This study could provide a reference for further revealing the role of
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miR~-1623 in poultry follicle growth and development.
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TR XS (frizzle chicken) XAREIEXS G EXY, & &
PR E T X BT ARG A XS R ) E
&, T BECAME, BOATE R LT, RES ARt Hbid
PG 2R KRS R (R S, 2013) [RItL
A A S TR XS 2 P AR R T L AL ) 1 AT AT 5
AR DRI A1 R L PR e it . K@ P 2)
N3 F PR . R B R
FR0 3, PV L o IEUBARXG FRAEPI J2  T 2R A
RE SHRARP ML IS AR B)E, FECRRETE R &
Jvs BT L BRI URE (1) PR A (B IAE, 2015).

PEHERKLKFMER, BEERBISINEES
() 78 BUAH LA F R B T B AT 6 1l 2 MRy 7t A o
HADIREME R ENSHEE, HAEMPLHIATE 3k
AT TGP — A B SRR (S 55, 2013).

goRHE R, BENK H E 2% Wnt.BMP.Hedge-
hog.Notch %55 S@ M, H Wnt {5 518 2
ZHBRLEREKE S LR i B 2G5 .
TEXREIRIG K B B, Wat (5 58T BEE G K
BREJCHEEMEN . PHTEY]LEILS~EIS K,
Wnt Z &% H Wntl.Wnt3a. Wnt4 F1 Wnt6 7] /F N E
B2 JERUE IS 514 Wt BCAATEL #_F R 4 i
1A (DasGupta and Fuchs, 1999; Wagner et al., 2000;
Rodriguez-Niedenfuhr et al., 2003), 1% S5 {4 A] i i
S5 WAOE ELY R B R FRIR Wt 155, Iz 1
EFEYN RS (Chang et al., 2004). E13.5~E14.5 K,
Wnt10b ZAKH H Lefl AU T Wnt/B—catenin fe4E
FF R A AR RS B T TCF, 3378 LR
%215(Zhou et al., 1995; Nguyen et al., 2006). LR,
Wnt/g—catenin A% Lefl/TCF KiRE AL G, WOE
B—catenin {5 5 Al Lefl/TCF ] DNA 52445 & 3804 A
THESWOE T, TGS T IER Wt 48005 5 15
H (Willert et al., 1998; Korswagen and Clevers,
1999; Waltzer and Bienz, 1999). E14.5 K, 3EHRIE K,
H Wnt10b.Wnt10a Fl Wnt7b ik i, ififEsiR#%E
K Wt 1553207 H N B 5 JE 40 A B 5
#£(Reddyetal.,, 2001), E15.5 K, SR A 1, NF-«B
{5 5% T Wnt/B-catenin {5 5 38 % 1 4E £ M Wnt10b
[PIFRIE & L EL, {EX] B-catenin 5 57 P ¥ 5% B
HIA R L E(Andl et al., 2002). {ERE B KA N4
FE 1IR3, Wnt10b AT Wnt10a ZRIK7E P HR B AT 1440 i
MR RE B s Sk RIXZEH T (Reddy et

al.,2001). ZZ LATiA, Wnt 5 S @ESE B BT
I EEEA . UL, B Wat (5 5 @88 BRAEK
KA IR HE PSR A R S LB G R
%,

MicroRNA (miRNA)s& —Ff i 22 ANk Ao 47 41
BRI PR S /N7 RNA, 2 H AT RIE 1 3
T PE R T (Felekkis et al., 2010). HF 7T M, ZEHLAA
P, T miRNA @i 5% mRNA-3' UTR W 48
FF 5 B ANEC X, 51 #EFE K] mRNA () Fa 52 P B ek
B A T A 5 L B PR B R ), R AR
WA FE DR I 53 e AR PR KT B R B % O R
(Reinhart et al., 2000; Bartel, 2004; Doench and Sharp,
2004; FEHEFIZEIET, 2014). miRNA IR 70 B8N 24
A R AT ST — AN #R, R miRNA (1) 2
PR B & B PRI B 4 LR — AN BT
W

AR SEIG S T A2 SN B3 U R4 2 2P Ik 2 A
PV 2 G 1T 58 B Wi AT T miRNA =y & U 77 A
BRI, ELGE P R 7 R AT T RS R AT R
LE miRNA 5738 & W 7 2048 o miR-1623 7 BB
R K JRAFAE R 3 T FE R TE (p<0.01), HAER &
RS RIR o R, AN 50 B S AR 4R v 0
A3 miR-1623 AL TR T 5 A1 AT e s 4 48
o AR 015 2 22 A U A Y miR-1623 ¥ 7 g
N Wnt4, H Ul if qRT-PCR 6 I 5 Fh xS
miR-1623 Fl Wnt4 3 K () RIA &, HEN miR-1623
A RS TE Wntd JE DN (W3R IE o B¢ 18 i i g 7 26 AR
RARTUEA, AF XS 2 W 7 iR A K- |
YERRISAIE miR-1623 5 Wntd F K [IEEFR K R . NP
JE ST miR-1623 5B ¥4 K& & i #2102 T AL
T 51 B4 58 B Al

1 ERE5H

1.1 miR-1623 #RE A Fi

B3RS 1 miR-1623 Al 4% 1 R 7 51 GCAGG-
CACAGACAGGCAGA K #% s 400 7 430 5 51 4L A
i N RNAhybrid BT SEAR T8, 7E3 2 bR A
B AT BB DL R 5 B VE 0 B i A SE ) Wntd 1B
N miR-1623 & LEFEIEPA , [F] B F A Targetscan 4114
[ b7 5 50 ok B U], B miR-623 O Fh 1 41 X
AGGCAC 5 Wnt4 2 [ 3'UTR #H47T HAMIEXT, &
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e 5E N Wntd JEK N miR-1623 7L LA, 348 H
Primer 5 34 i h 3R B 7E L 3'UTR X HU#ESE R 45 &
LS (E 1)

1.2 qRT-PCR #&ill miR-1623 1 Wnt4 7£ B B35 F0
R 9 38 B Bk Hr 9 Rk K

CATR 2 38 57 R A S BA 14 5 BE IR AT S 5% 0 58 i
PCR (qRT-PCR)¥™ 38 , 38 i J5 fife ith 2 A0 47 1 ith 25 ]
w1, N (U6 FI B-actin) Fl H f) 3 X (miR-1623
A Wntd) I ERE Ry 1Y . T CT A, R 2744 4y
T ATEAE AT KB, 5 X IEAREG,  BUBEXS
miR-1623 RIE B E 11 (p<0.01) (Kl 2A); 5 %F
HECRE TL, JERBE XS Wntd SRIA B AR5 3 1 1 (p <0.01)
(K 2B). 4558 F£ W] miR-1623 7] GELHNH] Wntd FE K]
Fik. HEM miR-623 1A% Wntd JEFRIA

1.3 Wnt4-3'UTR XE[E K pmirGlo FF A2 R A
BARNHBSETE

ARG 17 B cDNA BAR , Bitde 1519
HHAT Wnt4-3'UTR (1) PCR #1. PCR F=#idt47 it
HLEK A BT, AT B WL EILE 420 bp A2 47 HBLE FI4&H
(B3, ¥kid 1), S5 mEer, Rk 7
Wnt4-3'UTR. K4 & B D) 1) pmirGlo-WT Hf A A 8
Y AR AN T AL Y A B ARAE FH Nhe 1 A1 Sal T XUEGY)
YTE, SR INAE 7 350 bp A2 A A 420 bp A AT HIERL

[miR-1623F#F 51 5'~.GCAGGCACAGACAGGCAGA..-3]

|Win4 5°UTR|Wnt4 CDS|Win4 3’ UTR#51: 5-GGAGTGCCIGT..~3]

1 Wnt4-3'UTR 55 miR-1623 #ELFR45 5L
Figure 1 Target binding sites of Wnt4-3'UTR and miR-1623
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Figure 2 Detection of the target relationship between miR-1623 and Wnt4 by using qRT-PCR

T2 15

Huaixiang chicken

X REE

H R4 (K 3, KB 2, 3), S TS BARTE. K EA
kLR FAE TR T T % 0E, 45 R AR RUAE
842 A B EEFREE A4 55 CGTTC (B 4A), RAFRILE
842 Ab I BLEEFR 45 A AL 55 TGCCTG (& 4B), B 5 &
HEAT A LERT R I, BREEAR 45 G Ar RUTRAR AL, F AR5
FEARRA (K 4C).

1.4 MR A REFERIERNER

H T PmirGlo #AAHE T GFP %%, f# AR
KANHH GFP BARHEAT # G TN, 48 7N ARSI A e
R, WA N BRI HEAT 58 645 5 A (B 5B).
PmirGlo # 4 42 DABE K B¢ ' B v MR VR 4k i
FLRI(MY), 5 5 SC R WIS PEAE R N 20 iR A
(M2), 5 M1/ M2 BB R R B EAE  Fe 5% WT+
mimic X% Y6 Z BEE 5 LU B 5 R BF (p<0.05), &
He R =7 B E(E 5A). 281, Mut+mimics WT+Nc.
Mut+Ne . NC R HAE T 2 F AR E (p>0.05). 144G
St — I UF miR-1623 L [7] 4% Wnt4-3'UTR, H.
A IS Wntd FE 1%k

2 iFig

RELIBE XS 145 511 5 3 DL I P P BOR X, BT
KD, TR BB A, EL 1) A28 i, RIS /DN T A
B FBECHNEAN G RSP E f. H B ROU 4G
H 7R, BRSSPI R B AN RE 5 AR AT KB/ K 7
GANRIE, T RRA T WG (FMREE, 2015) 0 Ht i
W1, 26 PR INEORCH R R AR AR DL IR H AN A, X
(ELASFRATTXH BB X 26 P (1 70T HLEBEAT IR A T o
Wit 5 53& 122 5 AL IR K E « BRI B
BRAERZEFIEMLE], &Rt bR 15 5 1%

1.0 ~
.5 0.8 -
5 06 -
=
Q
o 04 1
g 0.2 -
é .
0.0
TERLIBE XS e
Frizzle chicken Huaixiang chicken
B

Note: A: miR-1623 expression quantity; B: Wnt4 expression quantity
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500 bp
250 bp

P 3 Wnt4-3'UTR 5[ J PmirGlo = 24 AR XU % 52

7: M: Marker; 1: Wnt4-3'UTR H 1 5 Bt; 2: WT 5 241 5k XL
REED) A B 3: Mut 320 R0 D) A By

Figure 3 Double enzyme digestion of Wnt4-3'UTR cloning and
PmirGlo recombinant vector

Note: M: Marker; 1: Wnt4-3'UTR fragment; 2: WT recombinant
plasmid double digested fragment; 3: Mut recombinant plasmid

double digested fragment

FEBE, SN T AR EEMER . Kb
ff) Wnt/Beatenin 5 5@ Z 5 T BRE LY T
e, BAENTELMBATES KA. HEEENE
B 8 4 DL R ORE O At B 1) 43 A6 A FH (Andl et al.,
2002). Andl (2002)%57E H K14 J5 311 7 A0 i £ ik
Wnt 2 L5 545 BUF Dk [ %% 38 DR /N R A ok 9 3
BRIE 2 b, B R BEATE b BT, #8787 Wt 84
FomMBAEERKERBIEPREREZEEH.
Chen %5(2012)W\ 4 Wnt {5 518 2 =W B2 Wntl
Wnt3a. Wntd F1 Wnt6 775 T35 & 5 ki B B2 = S 8
WS 7GR BRRIEN Wat (55, B Tk
LT MR IE5E . Zhang 25(2009) ) A ZE ARG A 13
H 6, 5 2 i AR A 2 DR 2 i A o 1) 2 37 ik 75 22
NF-«B {5 5 1112 IE , Wnt/B-catenin {7 5 5 NF-«B
5 5 38 HAE FH AR H 4 57 B B R AR AL 1 5T
fF. 25 BATR, IRIGE B RN KR & HAMULE
Wnt/B—catenin {5 5 i B L R FEAE I, T
55 A 45 5 38 (A0 NF-«B {5 50 B 45— 20 B
S, 5T — R AR 20 B RD B 4 A A ELA
F, 4 7 B 20 A e BT A, B AR AU
P EEMW . 1 Wntd 85 12 Wnt {5518
B —ANEE, EXEENFEEERET Wit (3
SIEEg AR, (HR BRI B A K
() EAR WL 1 ANE R, Fa itk — P AT IR T

A S = E O LI 5 P B 22 3 AT miRNA
JIERIE] Wntd RIS EAT R IT, 15 50 A
B IR0 4 1 %5F miR—1623 1§45 41 8040 32 47 #0 b
T, Gkt Wntd T SRR (H 2 A S B

D7 iEAB B M, 8 — A miRNA B LT H L
ANEE BTN R, 45 R 0T g S (a], g TR,
IRl 1 A FH ¢ 0 52 B AG ) miRNA #1356 [R AT DAAR B 1)
HATHID Ik, 46 5 T AR &, 2 — MBI I ik
T E. HRAMENEBME T E, ASa]fefE yseiigk
Wi, 2 Je i HAR ) S2 6 50 U7 v B N . R
ffi F§ qRT-PCR 1] 77 3%, FATTAS I b JBEC gk X
miR-1623 RILEE TH 20y, HEHERE wnd £
KEALTH 21, miR-1623 F1 Wntd 3 F7E 7 — A
P B H IR BRI SRR, % REY
miR-1623 A FEHE A Wntd 3'UTR X 45567 & HEl,
RUE ' 2% B 7 25 PRURSE ) 38 8 4 DA )9 72 ) 5 miR-
NA 275 555K 3UTR && 1 FEE k. Wik, &
TFF 0 40 ek B 2 7R o 2 Jof s N 5 AR 7Y B 2 Jof e 7 e 20
Hi, 7EAR B KT HEAT B6AIE , e R IS e ot B 4L AR
bt WT+mime XU G R BE(E 5 3 F# K (p<0.05), 2
S E . P FRATHEN miR-1623 FUif#% Wntd L[
FIE, NI AT RERZM T R XS 1) 46 Pl » {E2 2L
PR B AL 75 BB AT T — D424

IRl AE
JARBH

13 JHA i LA %05 U i 5 0 Bk e T i Al
BATBRA w4 At MR AR B 40 293 T HASSEi s
fR 47 ; TRIZOL Reagent.PCR Tag premix.T4 DNA %
$%Mf(TaKaRa, H A%); EasyScript® One-Step gDNA Re-
moval and ¢cDNA Synthesis SuperMix.TransScript ®
Green miRNA Two-Step qPCR SuperMix. /852 25 41 iy
DH5a. SO E R ARG (4304, Jb5(); DMEM.OP-
TI-MEM. #5 #E i 2F 1L 7 (Gibeo, 35 [H); X tremeGENE
HP # iR 7l (Roche, Fi -1-); B (Life Tech, 3 [H);
Nhe 1 1 Sal 1 A YIEGNEB, 2 [E): B3 IR B BERR m i
PG, L) 2O F AR PR A O 5T
Fi(PmirGlo) K& Fi ki DNA $2HUi 71 & (Promega, 3
[); Synergy H1 £ T el #5A¢ (BioTek, 3 H); miR-
1623mimic £ Ncontrol HHJ ™ M8 AR 2 7 &

3.2 miR-1623 B0 E E

I A SI256: % BT ) miRNA 738 f il 5 Fn s s 21
DA BEAT 08T, 3R1F miR-1623 REAE T 51 R
A mRNA 71, # HIL RS N EYE B 3 RNA-
hybrid (http://bibiserv.techfak.uni-bielefeld.de/rnahy-
brid/submission. html), #R#5 B F A 1 H LN, FE15
miRNA 25 8 F% 12 M= LTS mRNA 2564 .
AMEC XS 7 WA R I B L TR s FLUR, FRATT SCR A Tar-
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e

430 440

PmirGlo-WT-Wnt4
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tgctccacgctggacaccc g
@

P 4 A TR 4 5
VE: A WT T L B: Mut U7 B; C: WT R Mut J37 51 ELxt

Figure 4 Sequencing identification map of recombinant plasmid

gtctttggcaaggtggtaacac

Note: A: WT DNA sequencing; B: Mut DNA sequencing; C: Sequence alignments of WT and Mut

getscan PGS IL PR AT HE— 20 TN, SRAS i
LT AEBEIE DR o R A BB R 1 e 1) 0 4
H miR-1623 - [X 5L AR AL o HAT
FH Primer 5.0 X H4K 2 HEIE R 78 7 miR-1623 Fh1/7
GGG AL i DA 2 B AF TR AR AR R R

3.3 & RNA IREUF R #E3%

AT LR X 1 ¥ B2 JBk - A Trizol V42 HX
& RNA, F FH B AR A5 2 RNA 2 FIR B S5, AT

}i%%}if W o

miR-RNAs S ¥55%: SWAZR 20 wL, Total RNA 2 pug.
TransScript® miRNA RT Enzyme Mix 1 pL.2xTS
mRNA Reaction Mix 10 pL, RNase-free Water # /& 22
20 pLo #&M PR R 37CHFAE 1 h,85C 5 s ki
RT Enzyme Mix.

mRNA 5% SAE & 20 WL, Total RNA/mRNA
5 pwg-Anchored Oligo (dT) 18Primer 1L.2xES Reac-
tion Mix 10 wL.EasyScript® RT/RI Enzyme Mix 1 pL.
gDNA Remover 1 wL, RNase-free Water #ME %2 20 pL.
ZIAFET 42°C T H SFE 3% 15 min, 85°C Nk 5 s
J%i% EasyScript® RT/RI 5 gDNA Remover.

3.4 LR FAEEE PCR

73 5 BA miRNAs A1 mRNA [ # 5% ) cDNA N
FEAR HEAT S 2 B9 PCR, 4351 L miRNA-1623
A wntd 3 H IR, 235 U6 F1 B-actin £ [K{E
NN S RBAT IR IE, 51915 B TERFB R 1),
R R SEIR R 2, RN R B EAT 3 IRE S

S B AR % : Template cDNA 2 pL.Forward Primer

(10 wmol/L) 04 p.L.Reverse Primer (10 pmol/L) 04 pL+

2xTransStart® TOP/Tip Green qPCR SuperMix 10 L.

PassiveReference Dye (50x)04 wL.ddH,0 #ME % 20 L.

SRS A 94°C,30 5:94°C, 5'5:60°C, 30 5545 A

PRI RIS 7 M 26 A8 72 95°C 5 15 5560°C , 1 min;
95°C,15s:;60C, 15 s,

3.5 Wntd EER 3-'UTR FEB R RZTREHE
Ak

PL cDNA SR, #IH 514 Wntd-WT-F/R (¥
AR HEAT PCR SN, PCR PAI4E 1%I5E 5 HL vk % 58
JiZ (A1 J 3% 42 &5 pMD19-Tvector, #4k DH5« 5%
AN, PRECEE 5 38 B, SERUR R A TP %
JE » B8 I JE K Bk A i 44 8 pMD-Wntd

i/ Nhe 1 F1 Sal 1 BRI 4% A VIEEXS PmirGlo %
PAF] pMD-Wnt4 BEAT XU 2B B 7R BRI
T4 HERRGHAT B N, WS K B e R AL E
DH5a /&2 2540 i i , Phade B v B B8 1E 47 08 18, /N2
JRRLEAT B DRI 7 4 5 o K %5 52 BRIh ) B ki 4
A PmirGlo-WT-Wnt4 (WT).

BEfE, ARPESEEED TR AF 3RS miR-1623 AL
BEJE[R Wnt4 (1) 3'UTR #EARGE A0 5, 45A 00 s
GTGCC 45N TGCCT, iZ LKA i & HLE A
AP AT, B A48 PmirGlo-Mut-Wnt4 (Mut).

3.6 WA EZEBIRE RSN miR-1623 5 Wntd B9
MERZLE

SERTHEARN 203T 4T 6 FLAR T, fi Hfh & LA
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Table 1 Primer informations

GlEvEZY S JF51(5'-3") AL (bp)
Primer name Sequence (5'-3") Bases in length (bp)
miR-1623 ACCGCAGGCACAGACAGGCAGT 22

miR-U6 TGCTTTGGCAGCACATATACCAA 23

Reverse Primer GATCGCCCTTCTACGTCGTAT 21

WNT4-F TCTACGCCATCTCTTCAGCA 20

WNT4-R AGGCAATGTTATCGGAGCAG 20

B-actin-F TGCCAGGGTACATTGTGGTA 20

B-actin-R TGCGTGACATCAAGGAGAAG 20
Wnt4-WT-F CTAGCTA GCTGAGGAGGAGACCTGCGAGAA 30
Wnt4-WT-R CGCGTCGA CATCGGAGCAGCCAGACCAC 28

E: Reverse primer: miRNA 3@ FH T 51 4; BN PR B2E; RUARBEYIAL 5 : Nhe 1 (GCTAGC), Sal | B§(GTCGAC)

Note: Reverse Primer: The miRNA universal downstream primer; Boldface is protection base; Italic is restriction sites: Nhe | (GC-

TAGC), Sal | (GTCGAC)

1.0 -
%
0.8 - * x *
7

RO RE/ W EROtR
(=)
(o)}

Luc2/hRluc
o
D

WT-+mimic Mut+mimic Mt+Nc¢
A

Mut+Nc  Nc

B

5 R BER & 4 AT

VF: A: WT+mimic: PmirGlo-Wnt4-WT+miR~1623mimic; Mut+
mimic: PmirGlo-Mut-Wnt4 +miR-1623mimic; WT +Nc: PmirG-
lo-WT-Wnt4+miR—-1623 Ncontrol; Mut+Nc: PmirGlo- Mut -Wnt4+
miR-1623 Ncontrol; NC: [ 4% & ; *: 5 WT-mimic # Lt % 7
B3 (p<0.05); B: #4L 293T 4 fit 48 h &, B B WG EMEE T
FOLFILIEI; C: B E B B THRES

Figure 5 Dual luciferase report analysis

Note: A: WT 4+mimic: PmirGlo-Wnt4-WT +miR-1623mimic;
Mut +mimic: PmirGlo-Mut-Wnt4 +miR-1623mimic; WT +Nc:
PmirGlo-WT-Wnt4 +miR—-1623 Ncontrol; Mut +Nc: PmirGlo-
Mut -Wnt4 +miR-1623 Ncontrol; NC: Negative control; *: Sig-
nificant difference when compared with the WT-mimic (p <0.05);
B: Transfected 293T cells after 48 h, the fluorescence expression
under inverted fluorescence microscope; C: Cell morphology un-

der inverted normal microscope

80% /e A Iy, FRAR AT R QLB AE, W0 1 pg Bk
(PmirClo A mimic) A1 3 wL 4R TF 200 wL opti-
MEM #5352, SR E 25 min J&, /N0 AN
Z293T 4, 12 h Ja EH g i ordk, hi1 %8
RGN GFP 5 2 R ok AW i Gk, Asiis
I RN FEAL B AR I3 GFP Axid 28 A # plvTHM
BARBAT I GV . LG 48 h 3B R
AR B U A5 (A 2N EAT O, I Syner-
gy H1 2 DRl An Ak Ml & 615 5, A Lu-
ciferase Reaction Reagent £ Jll % K H % ) 2 B i 15
B g M /E ML, N Luciferase Reaction
Reagent [ AR E G5 5104 M2, PmirGlo A&
DARE K 7 2% Bl v PR i 2R A BT L, M1/M2
(R g o AT AL o AR 238 3 R S i 22, T i ik
TI3IANEE. L8308 5 4, 5 — 4 PmirGlo-
Wnt4-WT+miR-1623mimic (WT+mimic); 55 —2H Pmir-
Glo-WT-Wnt4 +miR-1623 Ncontrol (WT +Nc), &5 = 2
PmirGlo-Mut -Wnt4+miR~1623mimic (Mut+mimic);
VU4 PmirGlo- Mut -Wnt4+miR-1623 Ncontrol (Mut+
Nc), 28 L4 NC (A [F] A BEANES I 5k Al mimic) o

3.7 BRSS9

HH Excel #3547 808 g8 vk A or Hr, FIH
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