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[ Abstract] Objective To detect the pathogen EV71 of HFMD by molecular
biological techniques and offer the foundation to clinical diagnosis. Methods Ac-
cording to the Ministry of Health “ issued by the Hand, Foot and Mouth Disease Con-
trol and Prevention Guide” (2008 ), 265 dejecta of HFMD in May 2008 in Shenzhen
Donghu Hospital were collected. RT-PCR was applied to detect the pathogen EV71 of
HFMD and the products were sequenced and analyzed in GenBank to verify the accura-
cy. Results Specific DNA fragments of EV71 VP1 district were detected by RT-
PCR, 24 percent of the dejecta were positive. DNA fragments sequencing verified it
was EV71 VP1 gene and the accuracy of RT-PCR was up to 70 percent (14/21).
Conclusions RT-PCR can be used to detect pathogen EV71 of HFMD in clinical di-
agnosis.
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Viral RNA Mini Extraction Kit( QIAGEN ) ; One Step RNA PCR Kit( TaKaRa) ;
Agarose Gel DNA Purification Kit Ver. 2. 0( TaKaRa); 100 bp DNA Ladder Marker
(AP TEAESRATD # EVI1 VP1 K514, RT-PCR 7=4 %) 500 bp,
5198 R H LR AEYRARERAF TR -

Y 373

L ARACRER : 2 AR R AR € 2 DR BBy 22 ) 455 ) (2008 4R RS5O M4 F
RO St A 75 R AT OBk -

2. y5F RNA $#2H¢: H] |-

3. RT-PCR:EV71 iR RINZFE 1. KM %4:50°C 30 min,94°C 2 min,94°C
30 5,48°C 30 s,72°C 40 s,30 MEIH-

4. BEASKEGEBE B : #% TaKaRa Agarose Gel DNA Purification Kit Ver 2. 0 $}i.HH
FHRfE-

5. WFF: FEWFH R AEYBARERAF TR -

%1 RI-PCR ERRERuD

10 x One Step RNA MgCl, dNTPs RNase 3141

RNA
BN PCR Buffer (25 mmol/L) (10 mmol/L) (40 U/pD) L
B 2.5 5.0 1.0 0.5 2.0
==L TS89 AMV RTase XL AMV-Optimized Taq % RNA F§ ddH, 0
(100 wmol/L) (100 umol/L) (5 U/pD (5 U/uD
0.5 0.5 1.0 1.0 ZEBEEL 25 pl
— WA

AR T AR R A B (2 R BBl 2l R ) (2008 4R A , W58 2008 425 A
BRI R B Be Wi 1 e R 2 B 3 2 ED 8 LI R AR A 265 473 -

—RT-PCR #:l] EV71

DA E R4 RNA B8R, BE A EV71 VP1 X AR5, #£4T RT-PCR, £5540
&1 Bz - RT-PCR =¥ BIERH 457 B 52 1 B B Am A AT B R4, N 1 a ~
e JKIEHI AT - MIRELE RV HERERA EVTL kRN 24% -
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M:100 bp DNA marker; a ~ e: RT-PCR 3 724
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W e AR BEE] 3k 70% (14/21) , A 2.

o 4

IT 10 4E3R, WoARH X 38 & A KA F B DR MRAT KBRS EVT1 5]
BRRTHEHE, DBGILER N E. KREHEEERZH UERMFE R
O3B0 M BB S h R EAHE . BB E IR oW PR ER R &
&g&g%&ﬁaﬁ P R A LR S AN EE B LR BB 5 R4
) I

FEORERSEE RESE 7 KEVSEAKE B, 16K _E ] DUKSE AT R %
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B i FH B RT-PCR ¥ AR 8, T A BB N R EEMRERE .
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RT-PCR i R EMA EVT1. 4528 R A4 EVT1 FHEEZ %R 24% . Singh
&0 - B R REE IS 1A EVT1 #5519, B RT-PCR £ AN 2000 4
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FFHHE RT-PCR FIVERABE IR 71% - ABF5Y L M7 3E RT-PCR #E#f B ik 70%
(14/21) , 3 H] RT-PCR £ ART HF B O FR IR K 210 = 2 Wi K 3R -

2 £ X W

1 Tan EL, Chow VT, Kumarasinghe G, et al. Specific detection of enterovirus 71 directly from clinical specimens using real-time
RT-PCR hybridization probe assay. Mol Cell Probes, 2006,20:135-140.
2 PG FEORK. tHRERYeE 2007,7:446-450.

PDF S i “pdfFactory Pro™ i RAG]&E www. fineprint.com.cn



http://www.fineprint.com.cn

ARSI R PR R ik HLTRED2008 4F 11 A %52 3% %54 3 Chin ] Exp Qlin Infect Dis(Hlectronic Version ), Noverber 2008, Vol 2, No.4 - 285 -

20 40 50 &0 7 820 90 100

¥ AEEUCISE1D1]| Humen enterevirum 71 strain B4243 W1 gene, partial cds

Length=Ril

Seore = WF bits (BB), FExpect = 2100
Identities = 3517382 (083, Gaos = /302 (0N

Strand®P lun/Plus

Query 1 GUTCTRCGASEOCICACAGOOCAGAATACAGASG MAGCAG TEATCOAG TRGATAGAGOC )
CEERRTRELE R e e e e pnennen

Shict 07  GCTCTACCASCAGCTACABLLABANTAGACASETOASCAI TEATCOACTHEATACAGSE 126

Guery O] AMGGTTCCASCAGTOGAAGCTOR TRAGATTROABCATCATCAAATRC TAO TRACSABAGE 120
CECCRTRERE R R e e n ey weepvenepnnionm

Siet 12T AMGTTTCGAGRAG TRGAMGE TOC TRAGATTOOAGCATLOTEAAMTRC TAS TRAGIAGAGE 190

Query 121 ATGATTEASACAGOCTUTOTTC TTAMG TCAGACAGCACAGC TRACMCCAG TCTTRATAGT 190

R R T R AR A AR
Shist 157 ATGATTEAGACACCTETETTE TTAM TESCACALGACAE TEASALCAS TETTEATAST

£

Guery 181 TTCTTCAGCABAGCAGCATTAGTTOGAGAGATABATC TUCS TCTTRAMGICAGARC TAAT
A R R T

Bhjer 247 WHMMW
i

Guery 241 COARATGGET,
/

A I T R TR !\I‘I_II-' ¢
Shjot 07 CLARATOOCTATOCCAMS TOODACATABATATAMGAGO TTACUOCAAATRLOTAGANAG. 60
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3 Singh S, Chow VT, Phoon MC, et al. Direct detection of enterovirus 71 (EV71) in clinical specimens from a hand, foot, and
mouth disease outbreak in Singapore by reverse transcription-PCR with universal enterovirus and EV71-specific primers. J Clin
Microbiol, 2002 ,40:2823-2827.
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