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W58 % W], miRNAs AN H W] LA 2 b5 O 45 40 g o
LA 0K BTN R N A S 7 S 5 U
T LL 2 5 U 5 R AE A S A0 N 2 R L R
2005 4, Charles-Henri Lecellier 45 4 18 £F Wil L3 ¥
20, miR32 W] LUE I 5 75 mRNA &5 545 201
T A R AR A ( PEV) 75 40 g b 1 AR
2%:2008 4F, Jinhong Chang % fil Jura Inga Henke
A5 [ IR 1 2 A 20 20k S 1 R AA ) miR122 [E Il
LB g i i (HCV) 5 DRI 4H 5 2 15 X 1) AH B
YERL, A0 2 RNA 76 40 i b 4, 5 3 0 75 5 DA
SR WA BE P 2R JHE 4 9 7 AE I 48 i & ( Huh T
A00) b S AR AR AT 40 e O HEK-293 A
HeLa) it A miR122 b [F) R A LA 52 513X Ff /F
FAE 7o M3 R TR A Y R R N
T EHA Y KM REAT AL 3k o BT B &0 72—
ToftJi 9 B A — S L R 48 W W RV A T R
NAR 9% 35 B 5% 75 9% % A16 7 (Coxsackievirus
Al16, CA16) & F & 1% ( hand, foot and mouth
disease, HFMD) = 2 ({95 Ji Ak 2 — . H #1 A WFFLIUE
W, A N e CAL6 /5% i 38 9% i 71
Jii) M3 T microRNA 254 i i AR e AE PR A2 Ak, 1 HL
3 WF ST o microRNA 25 % (1 2246, 7] BL X
3 3 Wb 0 R s e . AR s
PRIT A0 M HE DA 20 4 14 1) miRNAs 2 7 25 2 5 CAL6
E 40 1 A F 2 A

A SEIGEE X 4 A miRNAs & 152 55 CA16
BETEAH AN I S A T miRNAs 13 DR 7 16 &%
g8, M X Luciferase i 5 44 3 KA 5T CA16 i 7f FE
R R IA 2 15 52 ) miRNAs (1) 5. R 88 45 26 R &
LA, BB RIAE CAL6 9 55 () S°-UTR J: A L
ff) miR432" XF CAl6 5 i 1 & ) 7 5% mi. A
miRNAs 2 5175 CA16 5 5 & il ¥ AH OC 0F 7 $2 fit
THMENS% .

1 MRS ik

1.1 ##
1.1.1 JFsS, RAFMAEFR: CAL6 Shzh05- ki

o B 2 B 2 B 0 D 2 S T BT B i s N RS
W% 4 il (Rhabdomyosarcoma, RD) by A 5246 =5
17 s pMIR il pRL-CMY 5 )¢ 22 5 i 25 25 14 1 A 50 38

EARAF

1.1.2 miRNAs B4 B : miR432" mimics/inhibitor,
miR-RiboTM mimics/inhibitor Negative control 1)}l
BB A R w) BEAT B .

L1.3 R F A =8 B v N D) s Ml 1.
Sac 1, T4 DNA & £ & Pyrobest /& {# B 7 DNA
7 W H TaKaRa 24w BU¥H CA16 FL 70 [ Hi 44
(MAB979) ) H Millipore 2 ) » Bactin 2 B AR B AR
W PN B TgG W A db 5t G 2 W) RNA
HE L Trizol A 57 B ¥ Invitrogen 2 #) ; ]2 # 3%
Real time PCR X5 6 5 M iA 7 & W H Promega 24
w5 7 YLk 77 Lipofectamine 2000 1% -3¢ [# Invitrogen
/v DMEM FG 4F % (FBS) i Gibeo BRL 2
ml o A LUK A PCR A K g Bk A% 55 [ Bio-Rad
A w77 i Real time PCR {3k 96 [5 ABT /A ] 7% i o
1.2 miRNAs $8 & R f ik R T

1.2.1 FAHKMME T miRNAs /L ARG
P 37-UTR 730t R G5 2 A 906 F gl i 2k K]
BAk, — A0 pMIR 84k, 75— 4 pRL-CMV 244
pMIR 5 44 w] DL 3k 5 K H 98 5 31 Wl » 78 3 K ROl
M 3 UTR X & 1 2 50 B A7 w4l A H 38 A
pRL-CMV # 44 fig i 2k R 38 g B 926 Rl 1E A A
%, HHE GenBank CA16 Shzh05- ¥k 1Y % K 7 %)
(GenBank accession No. EU262658.1) , L CA16 4>
1K cDNA R, oo 45 31 CAL6 1) 12 A FEP v B
5°UTR.1A.1B.1C.1D.2A.2B.2C.3AB.3C.3D.3"
UTR, PL &% 5°UTR ) 3 A~ B 5°-UTR- .2.3. &
Jo B DL b IR R R B Al N pMIR 244 3°-UTR X 1)
% vE WAL S K sacl/ MIul [0 Pk B VA7 Ak . B
# 1l T 41 % 44 pMIR-CA16—(5"UTR.1A.1B.1C.1D.
2A.2B.2C.3AB.3C.3D.3’ UTR.5°UTR- .5°UTR2.
5°UTR3) o sz BT H 5193 b st R E Y &
w) G FR A LA T

1.2.2 miRNAs G5 &AL T : ViTa 048 5 45
T ORI EE ) miRNAs BLACAH Y (9 /) miRanda Al
TargetScan il W f 75 3= miRNAs # J& [H.
Microlnspector 7£ 2% 4 #1 B A4 7 A B 4 %2 miRNAs
(AR F RS LR, Al mr BUTUIN A & 50 5 %1 b RAT W A
Y A0 5 ) miRNAs. 1 rna22 F1 RNA Hybrid £F £k
G BT 3R D) T SRR X P 4% T AT RNA 3 41 (9 A1 B
VEFHBEAT B0k, 3 R A5 M55 At RERVE -
FATIHM A Microlnspector A1 ViTa T 75 5 K F B
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b VEAE S5 A A AR miRNAs, f] ma22 1 RNA Hybrid
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1.2.3 MR AZBEH M :RD 41 g 8 T 24 FLIR
R R B AP T pMIR AR FT pRL-CMV # 44 F1
I 4438 7 Lipofectamine 2000 %4 4t RD 41 ffu , %%
4430 h JE WA A0 i, A PBS % — i 4A L, A R S x
Passive lysis buffer,24 LA FL A 100 wL, 0K i

& 10 min, 12000 x g & . 2 min, B F 3% R A
Promega 23 v (/) X075 A Wl X 771 &5 Aax Wl 5% O 3 18 1)
RKiIE . WAL pMIR oAk b 1) 85 2 5 51 %2
F 45 E 18 B9 miRNAs U8 £, 85 5% m 2% 4k I 9%
JGER MG A, W H DL B O R BEIS AR A NS,
FH DU 5E 1R 78 K U3 O 2R g 1R 3 I8 A LG I 9 G 3R Il
)R IEAH » 75 5L K BV 38 W % PE IR AR 4K o

Fz 1. CAI6 mEHEEREFBE PCR 18514
Table 1. Primer sequences of CA16 gene segments for PCR

gene nucleotide location sequence (5°— 37)
5°-UTR 1945 forward primer: GCCGAGCTCTTAAAACAGCCTGTGGGTTGT
reverse primer: GCCACGCGTTTC TTA CAG TTA AGG AGC AAT ATA
1A 746952 forward primer: GCCGAGCTCATGGGGTCACAAGTCTCCACCC
reverse primer: GCCACGCGTCTTGAGCGGTGGGGCCATC
1B 9534714 Forward primer: GCCGAGCTCTCTCCAAGCGCTGAGGCATG
Reverse primer: GCCACGCGTTTGCTTGACTGCCTGGCGC
1C 17152440 Forward primer: GCCGAGCTCGGCATACCAACAGAGCTTAAACCTG
Reverse primer: GCCACGCGTTTGTATGTTGGCTGTCTGCTCAATG
1D 24413331 Forward primer: GCCGAGCTCGGGGATCCTATTGCAGACATGATT
Reverse primer: GCCACGCGTCAATGTTGTTATCTTGTCTCTACTAGTGCT
2A 33323781 Forward primer: GCCGAGCTCGGAAAGTTTGGACAACAATCAGGC
Reverse primer: GCCACGCGTTTGTTCCATTGCTTCTTCATCCAG
2B 37824078 Forward primer: GCCGAGCTCGGAGTATCTGACTATATCAAAGGCCT
Reverse primer: GCCACGCGTCTGTTTTTGCACTATAGGAATGCC
2C 40795065 Forward primer: GCCGAGCTCAGCGCTTCATGGCTAAAGAAGTTT
Reverse primer: GCCACGCGTTTGGAAGAGGGCTTCTATGGTATTC
3AB 50665389 Forward primer: GCCGAGCTCTGGACCGCCTAAGTTCAGGCCTAT
Reverse primer: GCCACGCGTTTG GAC TGT GGC TGT TCT TAG CA
3C 5390-5938 Forward primer: GCCGAGCTCGGACCGAGCTTAGACTTCGCCT
Reverse primer: GCCACGCGTTTGTTCACTGGCAAAGTAACCTCTC
3D 59397324 Forward primer: GCCGAGCTCGGAGAGATCCAATGGATGAAGCC
Reverse primer: GCCACGCGTAAATAATTCGAGCCAATTTCTTCTCA
3°UTR 73259410 Forward primer: GCCGAGCTCTAG TAT ACA GTT TAA AGC TGA AC
Reverse primer: GCCACGCGTTGC TAT TCT GGT TAT AAC AAA TT
5UTRA 1275 Forward primer: GCCGAGCTCTTAAAACAGCCTGTGGGTTGT
Reverse primer: GCCACGCGTCGTTACTAGGTTTCTCGAAGTAGTTAGCC
5°-UTR-=2 219 -555 Forward primer: GCCGAGCTCTTCGAGAAACCTAGTAACGCCATTG
Reverse primer: GCCACGCGTAGTTGCCCGTTACGACACACTGCCA
5°UTR3 517 -745 Forward primer: GCCGAGCTC CCAAAGGGCAGTGTGTCGTAAC

Reverse primer: GCCACGCGTTTC TTA CAG TTA AGG AGC AAT ATA

1.3 Western blotting #&

RD 41 i i & 10% fis 2F 13 « 100 pg/mlL 4 7%
T4 %100 pg/mL B % % ) DMEM £ 7% 3t F
37C 5% CO, B F24 WA B4 TR 9% 4
Ml &k %) 80% —90% I, I 2. 5% J§E 25 A i i
TR 2 15 9% (1 RD 40 g, Jil DMEM £ 1E 354k, 4°C .
500 x g 5.0 5 min, H DMEM 7 3% 3 8 4 40 o %0k
2 [0 /mL 2o OB, BL 1 mL/FLEERD T 12 4L

Borb, K5 R 24 h 40 05 BE S, & ) miRNAs
mimics/inhibitor X [H £ %7 B{ miR-RiboTM mimics/
inhibitor Negative control 43 5 ¥ 4 RD 4 i, 6 h J5
B 10 pL 5 TCID,, 4 1 [10° 15 CA16 # %. 48 h
Jo W AR A i 4 B AR K b 2R R 4 i 20 min,
12000 x g .0 10 min Y FVE W 15% 23 B I k4T
SDS-PAGE Wik J& » F I ¥ V5 ¥ 1 1 ¥ #% & PVDF
JBEE o 109% g 95k b P - 9 B E 5 1 A
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BLUR CA16 P o [ B4 ¥k B 24 1:2000, B-actin i 14
J 1:2000, 40 2 BOR A A5 9 0 1L 2 500 B 1eG ik
F£ 4 1:2 000, il ECL & GH 25 .
1.4 Real time PCR &7

W 2. 5% Jpetk 4 g v A B2 55 9% ¥ RD 41 i, 1
DMEM $; 3% 3% U 3 41 g ¥ 2 [0 /mL g o6 4 fw
W AL mL/ SL R T 12 LB, Bi 97 24 h 40 g Ut BE
J5 & ) miRNAs mimics/inhibitor A BA %4 X B miR—
RiboTM mimics/inhibitor Negative control 4} %] %% 4L
RD 412,6 h j5, & FLEFI 10 wL ) TCID, >y 1 11D’
) CA16 9§ ,48 h J5 % i Trizol 3 B -5 2 H 40 g i

RNA,H RNA 150 ng #1730 #5% £ s cDNA. SR 5]
PV AT Primer 5.0, BEik CA16 5 75 wpl (4 7
#nt 2057 = 2274) Al B-actin 3 [K 1) 5] ), Real time
PCR 314 1 b5t MR A 7 & (£ 2) . $2 R
Promega Real-Time PCR i 57] & ¥t W4 45 3 4T real
timePCR £, 9 34 2% £ 24 95°C 10 min;94°C 10 s,
60°C 1 min,40 M 3F. PCR "3 J5 fie 1 27 1% 3k
SRR S TA A 00T 92 B A1 5 0 R AL 2 57
L5 ¥iESH

KRR « x5 Kok, FEH ¢ BB HEAT 4L
. P <0. 05 N E &£,

% 2. Real-time PCR i # f§ F ¥ 18 CA16 vpl #0 B-actin BY514)
Table 2. Primers used for detection of CA16 vpl and B-actin in Real-time PCR assay

gene name forward primer sequence (5°—3") reverse primer sequence (5°—37)
CA16 wvpl GGAAATGCGAGTTGTTTACCT GGGGACTGACACTTGAGCTG
B-actin ACCCACACTGTGCCCATCTACGA GCCGTGGTGGTGAAGCTGTAGCC
986 F MR 7 5 K B4k pMIR 37-UTR X ) % 50 [ fir
2 4k K sacl/ Mul B 8 D) AL R4k o ) 2 A 41

2.1 WMRARMBSRFNWE
Wil 1R 5 CAL6 [ 12 ANJEH T BE S UTR.
1A.1B.1C.1D.2A.2B.2C.3AB.3C.3D.3"UTR #fi A

(A)

5-UTR CAPSID NONCAPSID

3-UTR (B)

# &k pMIR-CA16—(5"UTR.1A.1B.1C.1D.2A.2B.
2C.3AB.3C.3D.3" UTR) . ¥ #J & 4 () 5 240 XL 5% b
B T R A G AN 0 0k miRNAs W 45 5
LR IR R A Ao

w 1a] 18] 1c [ 10 24 [28 ] 2¢ [3A |38 J3c | 3D peem

{
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Figurel. Construction of Luciferase dual reporter analysis system for selection of miRNAs putative targets. A: circular map of the pMIR vector. The

CA16 genes were inserted into the sacl/Mlul sites. B: circular map of the pRL-CMV vector. pRL-CMV vector was used as control.
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miRNAs [ 1E HI#E 5o o4 7 55 m W3 4 I A7 50 3
CA16 i 5 -UTR K8 J BE4r o 3 AN B B ot 3 5
pMIR # k#4841 4% 44 pMIR-CA16—(5"UTRH .
5‘UTR2.5°UTR3) . 345 B R, 5 X 4L
bt , % % pMIR-5"UTR-3 41 % 14 (¥ 41 o (1) AH Xt 5%
R MR K. BL EEF RUCH] STUTR3 3 K B
IRAT T fig 2 i miRNAs (8995 5 19 15 F#E 20 M fg
i 0 o) i A e DN Ol 2Kl I R K

pMIR reporter constructs

2. CAl6 fm & 12 M ERE B EH pMIR i A3 5L RBGIF M L

Figure. 2. Relative luciferase activity from the pMIR reporter constructs carrying one of 12 fragments of CA16 and pRL-CMV vector. Both

pRL-CMV and pMIR vector were transfected into RD cell, 30 h after transfection, dual luciferase activity were assayed. pMIR vector without

gene inserted was used as control. n =3.

(A)

5'UTR-1, 1-275bp

5’UTR, 745bp

5’UTR-2, 219-555bp

(B) 671

relative luciferase activity

s

5’UTR-3, 517-745bp

PMIR

pMIR-5'UTR  pMIR-5'UTR1 pMIR-5'UTR2 pMIR-5'UTR3

pMIR reporter constructs

[ 3. CA16 f5& 5'-UTR 3 NI £ H f ;R E2H pMIR KR8 3 38 REEIE M LLRR

Figure 3. The 5"UTR-3 gene may harbor potential binding sites for miRNAs. A:

schematic map of the 5" UTR genome. Numbers in

parentheses denote nucleotide positions spanned by fragments of the 5°-UTR gene that were inserted into the 3"UTR of the luciferase gene in

pMIR. B: relative luciferase activity from the pMIR reporter constructs carrying fragments from the dissection of the 5°-UTR gene and pRL-

CMYV vector. Both pRL-CMV and pMIR vector were transfected into RD cell, 30 h after transfection, dual luciferase activity were assayed.

pMIR vector without gene inserted was used as control. n =3.
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2.3 %@ 5"-UTR3 &EF kA9 miRNAs B 7
T E e E A0 miRNAs 2 75 BE% ) 68 1 40
il pMIR-5 "UTR-3 i 41 4 4 ¥ %¢ Ot 35 Ml % 11> FAl]
| Microlnspector 1 ViTa Tl 5--UTR-3 K& K A B
WA 45 S 4 5 ) miRNAs, F] ma22 #I RNA Hybrid
online program I il T 45 B, ] 2L % ¢ miR432° 7]
AE A& 5 A1 11 BE 9% 4 ) CAL6 3 5 5 ] 5°-UTR3 1
miRNA, H 741 J¢ 5 5-UTR3 KL v B B AN I 5
BER L 4. JF 55 BT ok miR432™ 573 1) B 1
H 5 5 UTR-3 FE P B HE s Fe 41 58 2 ILRC . 53 4h
15 miR432" 454K S UTR3 3 8 b ({7 15 )5 31

LE 2 CAL6 395 2 b () e PR A1V g JE AR < (03)

hsa-miR-432* 5'- CUGGAUGGCUCCUCCAUGUCU -3’

5UTR-35 A UAU uu 3
GC  UGGA GGCCAUCCGG
UG ACCU  TCGGUAGGUC

miR432*3’ UC U cc 5

4. miR432" FHI K55 UTR3 EFEE B EH
B iR =

Figure 4. The model of hybridization between the miR432"
and 5’ UTR3 mRNA were predicted using RNAHybrid

software.

% 3. miR432" £ 4 CA16 FHH S UTR3 £EH LRTFHE SR

Table 3. The conserved binding sites of miR432" in the 5" UTR3 gene compared across a selection of CA16 viral strains

virus type sequence

Shzh054 AG. .. TTGTTACCATATAGCTATTGGATTGGCCATCCGGTGTCT
Shzh00-4 AG. .. TTGTTACCATATAGCTATTGGATTGGCCATCCGGTGTCT
G40 AA. GATTGTTACCATATAGCTATTGGATTGGCCATCCGGTGT. .
FY18 AAAGATTGTTACCATATAGCTATTGGATTGGCCATCCGGTG. . .
S7/HK08-3 AG. .. TTGTTACCATATAGCTACTGGATTGGCCATCCGGTGACC
SZ /HK08-7 AG. .. TTGTTACCATATAGCTATTGGATTGGCCATCCGGTGTCT

XM-CA16-3560

AG. .. TTGTTACCATATAGCTATTGGATTGGCCATCCGGTGTCT

Underlined sequences indicate conserved binding sites. Some CA16 viruses are not shown in the table.

2.4 miR432" 3 pMIR 5"UTR-3 k% & = H:F
% &Y %2 1

¥ & K M miR432°
RiboTM mimics/inhibitor Negative control 24 [H £ X}
W, 4> 5l A pMIR-S"UTR-3 FI pRL-CMV i ki 3t 4% g
RD 402,30 h J5 4T Luciferase X3¢ Y8 M. 45 4
I miR432" AEAE — i B 1N U 9 O g I
P, miR432" inhibitor 3 i ) 40 Jfg 9 miR432" M
M AE A5 2 e Wy PR3 n (B 5) o X — DI iE T
miR432" fE4% W L ¥ 1) CA16 %5 & 3£ K 5" UTR3 &

mimics/inhibitor, miR-

EAEH .
2.5 miR432" J§#: CA16 L RD Al EEH
R RIE

T I UE miR432" B Ji 9 @ 5 -UTR3 1 i 2
YEFHREAT 52 W CAL6 o 75 75 1 12 40 i b 19 B4, %
4 B ) miR432° mimics/inhibitor, miR-RiboTM
mimics/inhibitor Negative control 2 B ¥4 X} Fit , 4 9 4%
e 12 LBCE IR0 RD 40 0, S G i 75 48h 5 $2 I 4
M AE 1, 38 ik Western blot #5 ] CA16 J%5 £ & 14 VP1
FILIK-5 BA Bactin 2y N S, ) BE A 52 56 21 00T i

relative luciferase activity

miRNA and miRNA inhibitor

5. miR432" 3 pMIR -5"UTR-3 k%X KX KR E LM &
1]

Figure 5. The relative luciferase activity from pMIR 5 UTR-3 and pRL-
CMV vector in RD cells with overexpressing miR432" or miR432"

inhibitor. miR-RiboTM mimics/inhibitor Negative control were used as

control, n =3.

4 CAl6 JH R 1 VP R Ik &, 45 R WK 6. &5
B0 5 6 A LG, miR432" Re gL iF CA16 % 15 &
1 VP1 & RD 4 g v f¥) % 3%, 1l miR432" inhibitor
o EEDE T A VPL I RIA .
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miRNA
Control

inhibitor miR432*

miR432*  Control  inhibitor

6. Western blot #% 1] miR432™ 33 CA16 7 RD 4
R FRsSEARIEMNFM

Figure 6. Western blot analysis of the effects of miR432" on

CA16 expression in RD cell. The lysates of total cells infected
with CA16 were collected and analyzed for VPl protein. Tts
decrease was determined using CA16 monoclonal antibody. The
Beta-actin was used as an internal control and demonstrated equal
loading of total protein. miR-RiboTM mimics/inhibitor Negative

control were used as control.

2.6 miR432" i #% CAl6 #£ RD 4l % &
mRNA By ik

2T HE B R UE miR432" RE W U # CAL6 % HE
TEME 32 41 b (¥ 52 1 K A Y miR432" mimics/
inhibitor, miR-RiboTM Negative
control Ay [R5 L, 73 00 % G 12 SLARCEE 97 19 RD 41
Mo, B YL 5 48 h J5 F Trizol 342 HY i RNA, ¢ 5%
% ¢DNA J5, f# B Realstime PCR 4} ¥T miR432" X}
CA16 Ji 5 mRNA LIk )55 w0, 45 RO 7. S5k
W55 A B, 6 Y miR4327 [ 41 g b CAL6 i 7
mRNA ik B 7 2.2 fiF, $0 W) miR432" g 4% it i
CA16 Ji 3 mRNA 7E RD 4 g v 1) & &, i % 4
miR432" inhibitor [FJ4I fi = CA16 %5 2 mRNA ik K
SR T (70.0 £8.0) % , it ] miR432" inhibitor f§
fig ] CA16 %3 # mRNA 7¢ RD 4 i Pl Kk X —
£k HL 5 Western blot 525 45 5 — 3,
2.7 B CAL6 fmEXTE EMAA miR432" BSNH

K CAL6 Jpg B4 Al T 12 SLEREE IR 1 RD 41 Jifg
J& YL 95 7 24h 5 FH Trizol V4% HU S RNA, J2 i 5 1
c¢DNA i, {#i ] Real<time PCR 4 #7 5 £ B 4L 1y Jio 40
oy miR432" [ %4451k . miRNA qRT-PCR Primer
B AR AT B A ) S e Wl 8 i, RD
21 K Y CAL6 95 4 J5 miR432" LIk &2 AR & Y I
BN 2 £5 7047 . miR432" ik BN R R T
i 5 I G A A0 S W] SR i E miRNA Rk K P
(¥ 25 4k HEW miR432" W] % A7 P[] 995 5 £ 1 3 40
TSI AE . miRNA 8 7K1 19 AL 4L — 5 B
S W T A S A IR R 1) AR LA R AR
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7. Real-time PCR #2 Il miR432" 3} CA16 7 RD £j
Rt % 5 mRNA %35 89 0

Figure 7. Realtime PCR analysis of the effects of miR432" on
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a Realdime PCR relative quantification assay. The viral RNA
transcripts level in control was set as 100% . miR-RiboTM mimics/
inhibitor Negative control were used as control. The data shown
represent the mean percentage of RNA transcripts + SD from three

independent experiments. * P < 0. 05.
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miR432" regulate the replication of Coxsackievirus A16 in
rhabdomyosarcoma cells

Zhuo Yang'™ , Po Tien’

'National Institute of Nutrition and Food Safety, Chinese Center for Disease Control and Prevention, Beijing 100050, China
*Key Laboratory of Pathogenic Microbiology and Immunology, Institute of Microbiology, Chinese Academy of Sciences,
Beijing 100101, China

Abstract: [Objective] MicroRNAs (miRNAs) play an important role in infection and replication of virus in host cells. In
this study, we examined miRNAs’ effects on the replication of Coxsackievirus A16 (CA16) in rhabdomyosarcoma cells.
[Methods] We constructed target gene of miRNAs screening system. We used 37 untranslated region (UTR) dual
luciferase reporter analysis to identify putative miRNA targets in the CA16 virus genome. First, 12 segments of CA16 virus
genome were inserted to the pMIR vector and the luciferase expression were assayed to identify the target gene of putative
miRNA. The reporter gene expression of the cells transfected with the vector containing 5°-UTR was significantly
downregulated. Then, using online analysis programs we screened the miRNAs that may target to 5°-UTR. Furthermore,
Western blot and real-time PCR test were used to study the effect of miRNAs on viral replication. [Results] The study
showed that miR432" could stimulate the replication of CA16 virus. On the contrary, miR432" inhibitor could suppress
CA16 virus replication. [Conclusion ] Cellular miRNAs could regulate the replication of CA16 virus in host cells. Our
findings support the notion that the cellular miRNAs play an important role in the host and virus infection.
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