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T8 miR-208a 1B i1 #8 [5) SFRP1 N S Wnt{EE BB & HIFE
“HAE 5-FU it 25 W) 0= 16 B
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[ Z]1 B HIT FIEM/D RNA-208a (miR-208a) X 4% M % 40 i 5- 5 R Wi i (5-FU) it 24
B, BB HAR G F AL . FEk: R 2962 8 PCR (RT-qPCR) 35K I 45 B M ¥ 5-FU i
250 bk HT-29/5-FU & H A HT-29 40 g miR-208a Ml W A Bt M6 E 1 1 (SFRP1) mRNA #
KK, PAHT-29/5-FU 480 A58 %5 42, ¥ miR-208a 44 (miR-208a inhibitor) kL K J: B 1 xf
WKL (inbibitor-NC) 1 SFRP1/NF L FKL (si-SFRP1) K HBAMEXT B FoRL (si-NC) 43 51 85 7] i 54
P HT-29/5-FUZHM, BA5-FUAEE, #4M05 4725 (4. inhibitor-NC 20 . miR-208a inhibitor 41
miR-208a inhibitor+si-NC 21 fil miR-208a inhibitor+si-SFRP1 41 . MTT ¥ 4 I 4% 2H 40 itd 3% % 1% v 51 31
B 25958 %0, Annexin V-FITC/PTRUY ik 45 A 3t =X 40 A K WA [5] 4k 3 5-F U FE H 45 4L 4 08 72 %
Western blotting V5 1l % 20 40 it b SFRP1., B-E IR 1 (B-catenin) . P-#EH I (P-gp) MATPZ G
BEBURER R 172 HE A (ABCBL) HHRBKF . MO0 F 5 2 H 9256 56 0F miR-208a 5
SFRP1 Wy#E MK 5 . &8 5 HT-29 41 tb#, HT-29/5-FU 40l h miR-208a £ ik K- THwm (P<
0.05), SFRP1 mRNA FikK R (P<<0.05), 5 inhibitor-NC 41 H.%, miR-208a inhibitor ZH 4i g 3
B PEREAR (P<T0.05), Wi 2536 B0 A%, A - R & (P<<0.05), 4 B-catenin, P-gp
ABCB1 & 1R B KRN (P<<0.05) . WHE R M4t 3 5L 58 3278 SFRP1JE miR-208a #E 56, H.
miR-208a T 14 [f] ¥ SFRP1 A % i5. 5 miR-208a inhibitor+si-NC 2H [t %, miR-208a inhibitor+
si-SFRP1 41 4 if 3% 5 1% M F+ i (P<<0.05), W 2548800t , 4 T B AR (P<<0.05), 4ifdrh
B-catenin, P-gp fl ABCB1 & (1 Rk /K FF+-E (P<<0.05). &#: T8 miR-208a nf i@ i 4 i) I
SFRP1 A Wnt {55380 B 09 S5, dFimi ke HT-29/5-FU 40 %t 5-FU it 24
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ABSTRACT Objective: To discuss the effect of downregulating microRNA-208a (miR-208a) on the
resistance of the colorectal cancer cells to 5-fluorouracil (5-FU), and to clarify its related molecular
mechanism. Methods: Real-time fluorescence quantitative PCR (RT-qPCR) method was used to detect
the expression levels of miR-208a and secreted frizzled-related protein 1 (SFRP1) mRNA in the 5-FU-
resistant colorectal cancer cell line HT-29/5-FU and its parent HT-29 cells. The HT-29/5-FU cells were
transfected with miR-208a inhibitor plasmid and its negative control plasmid (inhibitor-NC), and SFRP1
small interfering RNA (si-SFRP1) and its negative control plasmid (si-NC), either separately or in
combination, followed by treatment with 5-FU. The cells were divided into inhibitor-NC group, miR-208a
inhibitor group, miR-208a inhibitor+si-NC group, and miR-208a inhibitor+si-SFRP1 group. MTT assay
was used to detect the proliferation activities of the cells and the resistance indexes were calculated ;
Annexin V-FITC/PI double staining and flow cytometry were used to detect the apoptotic rates of the cells
after treated with different concentrations of 5-FU; Western blotting method was used to detect the
expression levels of SFRP1, B-catenin, P-glycoprotein (P-gp), and ATP-binding cassette subfamily B
member 1 (ABCB1) proteins in the cells in various groups; dual-luciferase reporter gene assay was used to
validate the targeting relationship between miR-208a and SFRP1. Results: Compared with HT-29 cells,
the expression level of miR-208a in the HT-29/5-FU cells was increased (P<C0.05), and the expression
level of SFRP1 mRNA was decreased (P<C0.05). Compared with inhibitor-NC group, the proliferation
activity of the cells in miR-208a inhibitor group was decreased (P<C0.05), the resistance index was
decreased, the apoptotic rate was increased (P<Z0.05), and the expression levels of 3-catenin, P-gp, and
ABCBI proteins in the cells were decreased (P<C0.05). The dual-luciferase reporter gene assay results
showed that SFRP1 was a target gene of miR-208a and miR-208a could negatively regulate the expression
of SFRP1. Compared with miR-208a inhibitor+si-NC group, the proliferation activity of the cells in
miR-208a inhibitor+si-SFRP1 group was increased (P<C0.05), the resistance index was increased, the
apoptotic rate was decreased (P<C0.05), and the expression levels of B-catenin, P-gp, and ABCBI
proteins in the cells were increased (P<C0.05). Conclusion: Downregulation of miR-208a can improve the
resistance of the HT-29/5-FU cells to 5-FU by targeting and upregulating the SFRP1 expression, thereby
inhibiting the transmission of the Wnt signaling pathway.

KEYWORDS Colorectal neoplasm; MicroRNA-208a; Secreted crimp-related protein 1; Wnt signaling

pathway; 5-flurouracil; Drug resistance
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fRFRIE , ok e 0k mT B I 400 afl Ji s A 549 40 i 38 5
SEREIE I . LB FIAR R A MR AL . {H miR-208a
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L1 fmhade £ &XM  AS5 5 HT-29 40 i bk 1
F o B2 e Fi 20 M %, N4 W 5-FU it 24
20 M Bk HT-29/5-FU oy A SR8 4L AT 144 &, 5-FU
Xf SR HT-29 40 M /Y 2 £ i) e 2 (half maximal
inhibitory concentration, 1Cs) 4 19.48 mg-L™" ™,
RPMI-1640 15 353 . Opti-MEM 8 37 3 F1 16 245 1l 7
(fetal bovine serum, FBS) W H 3 E Gibco 2~ ] ,
5-FU, —H M (dimethyl sulfoxide, DMSO) .
BE Mk (methylthiazolyldiphenyl-tetrazolium
bromide, MTT) i il 5% 58 ke 40 J3 25 24 46 0 12 57) &
A Lipo8000™#e Y il 1| Wy A 1138 = KAWL AFA
FRZA ], miR-208 ###) (miR-208a inhibitor) K&
LR BETRE (inhibitor-NC) . miR-208a #5414
(miR-208a mimics) #1 SFRP1 /h T # i K
(si-SFRP1) KHFAPEX BEBRL (si-NC) f) ™ M BEHE
Y FARE A FEEHE, Annexin V-FITC/PI4H I
PR TR IR L AR R G R & . BCA R
M R & R R ECL & 646 R & 34
IR i R W) TR FE BT, SFRPIYMR  B-4 35
fHH (B-catenin) ¥k, P-¥EHE I (P-glycoprotein,
P-gp) HUMAIATP 454 & B I KW 5t 1 iz 1
(ATP-binding cassette subfamily B member 1,
ABCB1) #ifkmy {9 Affinity 24 7, GAPDH #t
PRI HPR B bR ic 1955 a4k i 2E 91 % 1gG (H+L)
“ ¥t A 3 [ Proteintech 23y A o

L2 mpggi kP om HT-29 4 M
HT-29/5-FU 4fi Jig & 1] & 10% FBS ) RPMI-1640
TARRFRH, BT 37°C. 5% CO IR TR
o 1B AL B KT HT-29/5-FU ZH M, A
¢ A 1 Rk TR AN A O U R 0 L %% R 3 10° mL
A 40 LA BE AL 2 mL $E R 2 6 fLANE B et b,
THEHFRMBPR SR, FralfEm s LR 70%~
80% I, Z & Lipo8000™ s Ye ik M v I 5, 454
Opti-MEM 5 #2347 LR 2 e 5055 . O 4
for Rz . ORBEATH64E) | inhibitor-NC 4 (¥
¢ inhibitor-NC) il miR-208a inhibitor 2 ( #% %t
miR-208a inhibitor) . @¥f 4 ff1 53> inhibitor-NC 41
miR-208a inhibitor 4 . miR-208a inhibitor -+ si-NC £
(%% ¢ miR-208a inhibitor Fl si-NC) & miR-208a
inhibitor+si-SFRP1 41 (3t %% 4t miR-208a inhibitor
Hisi-SFRP1). 8 hm B4 & RPMI-1640 5¢ 42 15 37
BE ., BE gL A8 ol B A i R JH 52 I 5¢ Ot GE B PCR

(real-time fluorescence quantitative PCR, RT-qPCR)
TG T 4 L A O, G LT Y A L T 2k
T

1.3 MTT sk#al & 40 48 B 3% 55 7& B 1C, Ao it 25
T O WERHPENAHANAT-29/5-FUAMM, LI&
FL 3X10° > 20 ff 12 b 2= 96 FL 40 B 855 35 die b, [R] B
WHEBEL (FFFREFE), 8 F37°C. 5% CO,
BREMP RS, MAARR®KE (0. 5. 10,
20, 40, 80 A1 160 mg-L™") 5-FU 4b ¥ %% 44 40
24 ho TR AT 4 h, 1\ & fL0A 20 pL MTT
(5g-L7") MWW, dkZidiscdh, FEEFRMW, HAMm
A 150 pL. DMSO, = it #6522 % 10 min, & H
PRI 490 nm A ALOERE (A) {H, LAAHIER
K AN GBI R = (SCE L A —
PEILAME) / (BAXIRALAME - HEILAHE) X
100% o R HI SPSS 34 41 45 4t i 385 78 22 11 55 41
1Cyo TN 25455, T 2548 8=HT-29/5F U 4 Jfl
1C,,/HT-29 4l i1 1C,,

1.4 Annexin V-FITC/ PIRE F &4 RN @BR
ANz ampeR i WEKRRLEFNAH
HT-29/5-FU 40 d, Dh%EfL 3> 1074 4 Jifd %5 B 4 Fh
ZofLAMEEE TR, BT 37°C. 5% CO. 54
AR . MA AR W E (0F 20 mg- L)
5-FU 4bFR 45 4 40 M0 24 h e, %40 3807 ik AR 6] 43l
25 H 4. inhibitor-NC £1. miR-208 inhibitor 41 .
5-FU #H. inhibitor-NC+5-FU 4 #l miR-208
inhibitor+5-FU 41, & ZHUCE 1X 107481, fmA
200 pL. Annexin V -FITC &5 & W H &, A5 pL
Annexin V-FITCIEZS], FIA 10 pL PIYHIR AT,
=R OGEF 20 min, SR I 2 40 AR I 4% 41
O M A TR A R UE TR = I T 4 A AR/ 4 R
B <100%

1.5 RT-qPCR & #& @ & 40 @ J& ¥ miR-208a #»
SFRP1 mRNA &% K+ IRER 440, ¥ PBS
ZPWE VR LS, m A Trizol #2 B 40 M B
RNA, >k F PrimeScript RT reagent Kit } & RNA
Wi 58 cDNA, % 3] % B TB Green Fast
qPCR Mix Hl MirX miRNA qRT-PCT TB Green Kit
WA & AT . BI¥F 5] miR-208a, F 5'-
CGCGGCATAAGACGAGCAAAAAGC-3', R 5-
ACGACAGTTCAACGGCAGCACCG-3; SFRPI,
F 5-CCAATCGATGCCCCCATC-3", R 5-GAA-
CGAGGTCAAGCTCTCACA-3'; U6, F5-ATC-



950 TR 224 (BE 2 i)

B50% AW 202447 H

GCCTTCGGCAGCACA-3', R 5-CACGCTGC-
ACGAATTCGCGT-3'; GAPDH, F 5-AGCCC-
AAGATGCCCTTCAGT-3', R 5-CCGTGTTC-
CTACCCCCAATG-3"s 90 ‘CHilZZ ¥ 3 min; 90 °C
APE30s, 55°CiBk30s, 75 CHEfH 30s, 401E
o Ll U6 MIGAPDH BN S, R 2728k
14 miR-208a fl SFRP1 mRNA % ik 7K F .

1.6 Western blotting 3 # M| & 48 4@ f&. # SFRP1.
B-catenin,P-gp f# ABCB1 & & & & K -F &4
HEEY R AN, W PBSHTE 1A, AT EN
Tit 410 #4700 9 RIPA 24 £ U £ B 45 20 200 it v S 236 1
K BCA #4070 &0 e il 2 P v BB . B30 pg
SV R, TE T I A VRORE B 1 A O e R B 2R
s — % & M (polyvinylidene fluoride, PVDF) J
b, BFS5g LB EME 1 h, A SFRP1
Bk (1:1000). B-catenin Hp & (1 : 1 000) .
P-gp #iK (1:1000), ABCBLHifk (1:1000)
M GAPDH $i & (1: 10 000) , 4 CW & i % .
TBST % ¥E 3, A HPR BARICHY 32 Faifk 11 2
it lgG (H+L) ZHL (1:5000), =EiEM#EHE 1h,
TBST W ¥k 3%, mECL B mmEt. XA
Image J R F o A & AL B A o K (H , LA
GAPDHAWZ, I HMWEALREKE. HE
H &Ik K= H W8 [ &0 K EH/GAPDH #
ARl IR BEAH

1.7 MEXREBHERLE LR LB BIE miR-2082 5
SFRP1## &% 2 KA miRDB 78 £ 54 122 Hi
miR-208a i #1 3£ K . & 3T IF & N & A miR-208a
45 & 7 A5 B9 SFRPT BF A A1 (SFRP1-wt) 1% 48
Al (SFRP1-mut) F B, JF¥HASH A XSO0 F i
HEHMAE pmirGLO W, S “1.27 g5k,
P SFRP1-wt 3% SFRP1-mut i 7 5 mimics-NC %
miR-208a mimics 27 Y 5 293 T 40 e, 48 h )5 %
FEOBUE 5 2R Wl 0] vl W] S AT R, R 9O il
T ASCRS: T 2% 2 240 L X206 O 3% I 1k o AT B O R
NS, HHEZOCEMEM . PO RS =5
K U TR M /1 B O R E

1.8 %it¥ 454 R SPSS 26. 04 i F vt 17
it . HT-29 48 Mg A1 HT-29/5FU 4f il
miR-208a ik /K-, #5240 HT-29/5FU 4 fifg 14 5 1%
P TG, H . 8 T2 R MR O K G, 4 i
SFRP1. B-catenin, P-gp f1 ABCB1 & 3Rk /K-
P IER A, Lhads Tk, ZHRREA R E:

KHBIN R T 22001, W4l IR R AR 2 80k Bk
LSD-t 8, LI P<<0.05NZEREGH¥E X,

2 & B

2.1 HT-29 &9 s F= HT-29/5-FU %8 J& & miR-208a
FFEAE 5 HT-29 400 (1.01 £0.04) LhEg,
HT-29/5-FU 4 Jfi # miR-208a % i5 /K 3¢ (5. 35+
0.43) Ft@E (P<<0.05),

2.2 T i miR-208a % ik & & 44 @ & F miR-208a
RIEKRF MM AEN IC A EHK S
F1 41 F1 inhibitor-NC 41 %, miR-208a inhibitor £
4 Jf i miR-208a % 35 ACF-FEAL (P<<0.05), Ui
miR-208a inhibitor ¥ ¢ i My . WK 1. 525 HAH
inhibitor-NC £ [t #, Pk % 5-FU ¥ & A &,
miR-208a inhibitor £ 20} 38 5 116 4 28 3 B AR (P<<
0.05), W2, 52H4 [ (124.87£4.49) mg-L™']
Al inhibitor-NC 21 [ (124.5747.33) mg-L"'] K
%, miR-208a inhibitor 21 HT-29/5-FU 4fl ig 1C,, A
[ (23.84+1.72) mg-L"'] F&MK (P<<0.05), =8
[ 2H #1 inhibitor-NC 41 HT-29/5-FU 41 i Tif 24 45 %k
39 h 6. 41 A1 6.39, miR-208a inhibitor 41 HT-29/
5-FU 4N i 2535 %0oh 1. 22, Wi f5%h 5. 24,

1‘07 - — s e

* A

L 1

Blank  Inhibitor-NC  miR-208a inhibitor

Expression level of miR-208a

"P<<0.05 compared with blank group; “P<(0.05 compared with
inhibitor-NC group.

B 1 RT-qPCR LKW %YM+ miR-208a FKikK P
Fig. 1
various groups detected by RT-qPCR method

Expression levels of miR-208a in cells in

2.3 T#AmiR-208a kLG & MmmATE Hi
4 2 1 inhibitor-NC 41 b %, miR-208a inhibitor 41
' miR-208a inhibitor+5-FU #H 4 Mg ] T & I} &
(P<<0.05), 5-FU 21 il inhibitor-NC+5-FU £H 4 Jffi
MR ER LG IT¥E X (P>0.05); 5 miR-
208a inhibitor £ . #¢ , miR-208a inhibitor+ 5-FU 41
AR TR I E (P<<0.05). W34,

2.4 FA miR-208a & ik J& & 44 4@ B P B-catenin.
P-gp 7= ABCBl & & X & K+ S5 =4 M
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PRS2 NI miR-208a i@ i ¥l ) SFRP14T 5 Wt
—— Blank
—=—Inhibitor-NC
1.0 ¢ ——MiR-208a inhibitor

o

=

= P

>

S 0.5

N

I

<

#/N o
0 I 1 I 1 I I

20 40 80 160

Concentration of 5-FU[ pp/(mg-L™")]
‘P<C0.05 compared with blank group;“P<Z0.05 compared with
inhibitor-NC group.
B2 MTTE®A FWE 5-FU ARG & 4 4 38
PA T
Fig. 2
groups after treated with different concentrations of

5-FU detected by MTT method

Proliferation activities of cells in various

inhibitor-NC £ H.#¢, miR-208a inhibitor £H 4 Jifd
B-catenin, P-gp fl ABCB1 4K 4 # kK FEREME (P<
0.05). WK 5,

2.5 miR-208a 55 SFRP1 # $e %1 % 2 RT-qPCR
HER B SHT-294100 (0.99+0.03) i,
HT-29/5-FU 48 i & SFRP1 mRNA % ik /K F
(0.35+0.05) &% (P<<0.05). miRDB 7£ £k $ ¥
T 25 R R . SERPLE ST &4 5 miR-208a
HAMREE G AL o XU FR B 5 R R S 25 2R
N: 5 SFRP1-wt+mimics NCZH b4, SFRP1-wt+

miR-208a mimics ZH 4 il %¢ Ot & B 1§ Tk & K
(P<<0.05) ; ‘5 SFRPI1-mut+mimics NC 21 [ %5 ,
SFRP1-mut+miR-208a mimics 41 4 it 2% )t % W 1%
PEEF LG ¥E L (P>0.05), Western blotting
Hhes R B aA. 5% A4 M inhibitor-NC 2 [t %5,
miR-208a inhibitor £ 4f ffd ' SFRP1 & [ 3 ik /K F
Fh#E (P<<0.05) . 478 SFRP1 J& miR-208a I 3
, Jf H miR-208a A ff1 ] 4 4% SFRP1 ) £ ik .
ULE 6~8.

2.6 SFRP1A R R A T miR-208a k& & &4
AT SFRP1%& & & X K-F A3 5 &M 1C, A
w2 5 inhibitor-NC 4 b #, miR-208a
inhibitor 41 411 ffd v SFRP1 & [ ik K FF 8 (P<
0.05); 5 miR-208a inhibitor 4 # miR-208a
inhibitor+si-NC #H It %, miR-208a inhibitor+
si-SFRP 14400 vh SFRP1 2E [ £k A AR (P<
0.05), WK 9., 5 inhibitor-NC 4 %, Fi# 5-FU
W JF JF &, miR-208a inhibitor #H 1 miR-208a
inhibitor—+si-NC £ 21 Ml 3% 58 1% PE & i B AL (P<<
0.05); 5 miR-208a inhibitor 4 M miR-208a
inhibitor+si-NC 41 H 4, B % 5-FU ¥ & 7 &,
miR-208a inhibitor+ si-SFRP1 £H 4 Jifl 3% 58 1% ¥ 7 =
(P<<0.05). WL 10, 5 inhibitor-NC#l [ (120.674
6.58) mg-L"'] & #, miR-208a inhibitor £ Fl
miR-208a inhibitor+si-NC 41 418 1C,, [ (23.52+

=k on Q22 ST Q22 ST Q2
- 3.24% 5.79% - 2.94% 6.22% . 2.79% 6.33%
2 2 2
% 2 % 21 % 2
) ) )
= 21 =
- Q2-3 Q2-4 - Q2 Q2-4 . Q2-3 Q2-4
;o 90.88% - 0.09% i) o 90. 0.15% —~ 4 90.80% 0.08%
S A - - - S A -
10% 10* 10° 10° 10 10* 10° 10° 10 10" 10° 10%
FITC-H FITC-H FITC-H
A B C
Q2-2 =Taet Qz-2 = Q22
6.70% N 3.01% 16.02% _ 28.74%
= = 3
=2 =2
= )
5 g
- Q2-4 2-4 _ 2-3 Q2-4
Lo 90.60% 0.07% - 80.91% 0.05% Lo 66.15% 0.04%
10+ 10* 10° 10° 10*° 10* 10° 10° 10 10* 10° 10°*
FITC-H FITC-H FITC-H
D E F

A':Blank group; B : Inhibitor-NC group; C: MiR-208a inhibitor group; D:5-FU group; E: Inhibitor-NC+5-FU group; F : MiR-208a inhibitor+

5-FU group.

B3 W4 HEARKR T A miR-208a £k )5 4 4 40 M -5

Fig. 3 Apoptotic rates of cells in various groups after downregulation of miR-208a expression detected by flow cytometry
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kA #

30

Apoptotic rate (/%)

'P<<0.05 compared with blank group; “P<(0.05 compared

with inhibitor-NC group; “P<C0.05 compared with miR-208a
inhibitor group.

B4 T miR-208a Fik )5 & 4L 40 M yA -
Fig. 4 Apoptotic rates of cells in various groups after

downregulation of miR-208a expression

1 2 3
B-catenin HEED N e—

P-gp D S == 1.] 000

ABCBI D WD == 116000
GAPDH WD D S

Mr

92 000

36 000

A
Lane 1: Blank group; Lane 2: Inhibitor-NC group ;
compared with inhibitor-NC group.

&5

Expression level of protein

1.32) 1 (22.14+1.14) mg-L"] FEK (P<<0.05);
5 miR-208a inhibitor 41 F1 miR-208a inhibitor+
si-NC 4 He%¢, miR-208a inhibitor+si-SFRP1 24 4 ifd
IC,, [ (111.734+2.91) mg-L'] F+i& (P<<0.05).
Y inhibitor-NC 41 (i} 25 48 0 6.19) b %%,
miR-208a inhibitor 24 #1 miR-208a inhibitor+ si-NC 2
g0 T 256 % (1,21 F01.14) F&M%; 5 miR-208a
inhibitor # 1 miR-208a inhibitor+si-NC #41 It #&¢,
miR-208a inhibitor+si-SFRP1 41 40 fiti it 25 4§ %t
(5.74) Fhim, WEAEECN 5. 05,
2.7 SFRP1 AW % F T8 miR-208a £ i 6 &4
48 fo P B-catenin, P-gp # ABCB1 & & & & K F
5 inhibitor-NC 41 H ¢, miR-208a inhibitor 41
4l ffg 7 B-catenin, P-gp Al ABCB1 & H % ik /K F %
it (P<<0.05); 5 miR-208a inhibitor 21 Fl miR-
208a inhibitor+si-NC 41 lt# , miR-208a inhibitor+
si-SFRP1 44 4 fifi + B-catenin, P-gp fil ABCB1 & H

TLAKFTHE (P<<0.05), W11,
1.5~ [ Blank
= Inhibitor-NC
I MiR-208a inhibitor
1.0
EVAN
0.5p *o
*A
0
B-catenin P-gp ABCBI1

B

Lane 3: MiR-208a inhibitor group. "P<0.05 compared with blank group; “P<C0.05

Western blotting B I F 78 miR-208a F i85 & 4L 4 Ml ' B-catenin . P-gp M ABCB1E A FE X BEIKE (A) MELE(B)

Fig. 5 Electrophoregram (A) and histogram (B) of expressions of B-catenin, P-gp, and ABCBI proteins in cells in various

groups after downregulation of miR-208a expression detected by Western blotting method

=/

miR-208a 3" uguucgaaaaacgagCAGAAUa 5

SFRP1 3" agugcguggaucuggGUCUUAg 3’

B 6 SFRP15 miR-208a My%5E N
Fig. 6 Binding sites of SFRP1 and miR-208a

3 it i
Huy, 5-FUJEIGIRIAIT 45 B e ) £ 2 Aey7
25y, (HHN 25 0 7E A S S EUR E IR ITROR AN
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downregulation of miR-208a expression detected by

Western blotting method
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groups after SFRP1 gene silencing and downregulation of miR-208a expression detected by Western blotting method
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