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miR-34b FITFERE 71 Bl A#HYARBHAB P EHI K
HIL %1
" E
(1. P EE B P H OB SR ST dbat 100050)
2. R EBFEBE A PRSI R P S et E S SRR JEET 100101)

B ZE. [F5] AR AI microRNAs (miRNAs) vA & 5 i35 5k & 42 18 M1 B e Fn 4|
#hidf2. [ B #9] A5 miR-34b 3+ i % 2 71 & (Enterovirus 71, EV71)E7E E a0 A 69 26
BETaAE . [F %] EAALILA B (Rhabdomyosarcoma, RD)Za At F 4% % miR-34b mimics
#= Inhibitor, i@ if Western blot #= Real-time PCR £ 3453 EV71 s 69 A Fl kA E L, B
FI R R E B IR R 4303 miR-34b 5/ ¥2.5 eIF4E #4948 ZAE A, FH42 M) miR-34b 3t RD
40t eIF4E mRNA & AK-Fag#wm. [4 %] miR-34b ¥ VAT 3t 5% & /£ RD 20 fi 7 4 2%\ 4=
A&, o miR-34b 47 & F| A 376 5w & 2R 694E A, fa A miR-34b ¥ A 348 B F ¥e LB eIF4E
4z EVT1 218 2ty ey S dlid42, (44 8577 miR-34b £ EV71 s 2 %42+ 498
AR BAE], AR EVT1 7745 7% £ miRNAs 6948 ZAF A L4 4 3t — 4 80 BEVT1 5 2% 4
55 R ER T AR,

KGR miR-34b, MR 71 H, ARKAKIG@IL, 72

miR-34b regulates the replication of Enterovirus 71 in
rhabdomyosarcoma cell
YANG Zhuo'" TIAN Bo’

(1. National Institute of Nutrition and Health, Chinese Center for Disease Control and Prevention, Beijing 100050, China)
(2. Key Laboratory of Pathogenic Microbiology and Immunology, Institute of Microbiology, Chinese Academy of Sciences,
Beijing 100101, China)

Abstract: [Background] MicroRNAs (miRNAs) play an important role in the process of infection
and replication of virus in host cells. [Objective] In this study, we examined miR-34b effect on the
replication of Enterovirus 71 in RD (rhabdomyosarcoma) cells. [Methods] Western blot and
real-time PCR test were performed to investigate the effect of miRNAs on viral replication.
Furthermore, dual-luciferase reporter assay was used to detect the interaction between miR-34b and
potential target eIF4E, and the expression of eIF4E at mRNA levels was tested by real-time PCR.
[Results] The study showed that miR-34b can stimulate the replication of EV71 virus. On the
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contrary, miR-34b inhibitor can suppress EV71 virus replication. Cellular miR-34b can regulate the
replication of EV71 virus through binding to eIF4E in host cells. [Conclusion] Our paper should
report the role of miR-34b in this regulation for the first time. Our findings support the notion that
the cellular miRNAs play an important role in the host and virus infection.

Keywords: miR-34b, Enterovirus 71, RD cell, Virus replication
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FZRBR i N VI Spe 1. Hind 111 F1 T4 DNA
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IgG W At st rh il G Al S5k . Real-time
PCR., MGG & B Promega A H]; RNA
FEHL Trizol 77 F14% YL Lipofectamine 2000 It
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1.2 miR-34b 7£ RD 40 9K A4
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F Trizol PL3RBUE RNA, S5 cDNA Ji, i
Real-time PCR 43 #7884 i J5 4L miR-34b
(1223575 4k . miRNA qRT-PCR primer Fi)" M4 #4=
WA R E S . F%ME Real-time PCR a5 &3 B
1T Real-time PCR Kiill, Sz b 4cfF: 95°C
10 min; 95°C2s, 60°C20s, 70°C 10's, 40 Mg
Fh, PCR ¥ 5 B 2 A CORTHEMINT IR,
Mracg ] S5 xR 22 5
1.3  Western blot &1 EV71 fe =5 E R FKIA
RD ZHHEIMA L 10%54- 103 . 100 pg/mL 2~
HRER . 100 pg/mL HEE R 1) DMEM Kigdkrp, F
37 °C. 5% CO, 57540 . WANREE AR/ TR R M4
A F Gk 3] 80%—90%, FHI 2.5% M4k [ R AL
FUZERFRN) RD 400, F DMEM £ 1k3H14k, 4°C.
500 r/min B5.0> 5 min, ] DMEM 3537 3518 5 40 it 45
N 2x10° A~ /mL A PAZNAE, L1 mL/ALEERT
12 FLAH, #5537 24 h 4INGRESS , A ) miRNAs
e Bl ¥ XF B miR-RiboTM
mimics/inhibitor negative control 43744 4% RD 4 Jifi,
6 h J5 3R] 10 uL 4 TCIDso A 1x10° B EV71 i
48 h JEURAEANML, FH AN 2 A T vk T 2 A e
20 min, 12 000 r/min &5.0> 10 min W FIFH, 15%
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1.4 Real-time PCR &l EV71 %3 mRNA HY
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Bi

B 2.5% B 2R BN AL P2 5557 19 RD 4ifit,
DMEM 15 35 3L A MR 2x10° AN/mL F 2240 ffd

% 1 Real-time PCR FFES|4)
Table 1 Primers used for real-time PCR assay

B, DL 1 mLALEER T 12 FU0, 5535 24 h 40
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1.6 XK RERHEN
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Gene name Forward primers sequence (5'—3") Reverse primers sequence (5'—3")
EV71 vl AGTATGATTGAGACTCGGTG GCGACAAAAGTGAACTCTGC
P-actin ACCCACACTGTGCCCATCTACGA GCCGTGGTGGTGAAGCTGTAGCC
elF4F AGGATGGTATTGAGCCTATGTGG CACAGAAGTGTCTCTAGCCAAAA
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Figure 1 The relative expression of miR-34b in RD cells
with or without EV71 infection
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Figure 2 Western blot analysis of the effects of miR-34b
on EV71 expression in RD cell
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Figure 3 Real-time PCR analysis of the effects of miR-34b
on EV71 mRNA in RD cell

Note: *: P<0.05.
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Figure 4 The model of hybridization between miR-34b
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Figure 5 The relative luciferase activity from pMIR-
elF4E-3'UTR vector in RD cells with overexpressing miR-34b
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Figure 6 Real-time PCR analysis of the effects of miR-34b
on elF4E mRNA in RD cell

Note: *: P<0.05.
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