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Establishment and preliminary application of RT-LAMP rapid detection method of entervirus 71
LI Sha ,ZHANG Rusheng .CHEN Jing fang
(Changsha Municipal Center for Disease Control and Prevention ,Changsha, Hunan 410000, China)

Abstract: Objective

method of enterovirus 71(EV71) in hand,foot and mouth disease (HFMD) ,and to evaluate its application. Methods

To establish a reverse transcription loop-mediated isothermal amplification RT-LAMP rapid detection
Four types of
LAMP primers were designed by using the software needle based on the 6 distinct regions of the specific gene of EV71. The process
of amplification was completed in the ordinary thermostatic water container by 65 C for 1 200 min. The results of amplification
were judged by electrophoresis and naked-eye. Seventy EV71 type intestinal positive specimens were simultaneously detected by
RT-LAMP and RT-PCR methods. EV71 type of intestinal virus RNA were made a series. After 10 times of dilution,the RT-LAMP
and RT-PCR methods were used to conduct the detection for comparing their sensitivities. Results The LAMP characteristic ladder
bands of EV71 appeared, then the results could judged by the naked-eye. The detection rate in 100 EV71 samples had no statistical
difference between RT-LAMP and RT-PCR methods (P>>0. 05). The sensitivity (10. 0 pg/pL) of RT-LAMP was same to that of
RT-PCR method. Conclusion The RT-LAMP detection method for EV71 was established, which can be used for nucleic acid am-
plification in the ordinary thermostatic water container. The preliminary application verifies that this RT-LAMP assay has a certain
application prospect.
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RT-PCR System with Platinum Taq i 7] &5 (3£ [# Invitrogen 2%
7)) ;Gel Doc 2000 ¥ 8 A f% 1% (32 B BIO-RAD /3 #]) ; DK-8D
L HPE IR KA CEERS 22) sSYBR Green | 4Bl (£ E Invitro-
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*x1 EV71 81 RT-LAMP 5|#1F %1

Bk FFF(5 ~3")
EV71-F3 CTT TTG TTG CGT GCA CAC C
EV71-B3 GCG ACA TGA ATG GCA CTG AA
TGG CTT AGG GGC TCC AGG TGC GGG GAA
EV71-FIP
GTT GTC CCA CA
TCT AGG GAA TCC CTT GCA TGG CAG GGT CTG
EV71-BIP
ACA GCT TGA CA
1.3 Fik
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WG G O M AT AW R A FD Al RNA # R 5%
(1B 200 pL Al A T 0.5 mL 25045 h . 4555 43 I A 50
pL B ARl BUENE S 80K, IR FE 3 ming (2) i1 A 200 pL
42 B 1B 78 43R 580K, 13 000 r/min B0 10 min, % 1
I (DA 200 pL fli$E C W, M 81E 51 80K . 13 000 r/min
B0 5 min, B F FIEW . E IR 55 CHt® 2~5 min BT 5 (4)
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AR A AR, W0 25 R AN A — 80 CLRAE
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mmol/L) 3.5 pL,Betaine(5 mol/L)5. 0 pL,MgSO, (50 mmol/
L)1.5 uL,Bst DNA Polymerase (8 U/pul) 1.0 ul, AMV Jz %
SEMEC(200 U/pl)0.5 pL . RNA iz 50000 ddH, O & 25 ul,
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1.5 RT-LAMP #l RT-PCR J5 & L 0 #r A4 985k PCR
IGAERY 50 Y EV71 B FHPEFSMEAR AR .20 iy EV71 B BH P i 4
FARASFN 30 4y EV71 B B M 0 4 bR A8 P S R 3 4, £ i
RNA J5 [F Bt 47 RT-LAMP fil RT-PCR ¥,
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3 RT-PCR ¥ # EV7] RNA WEBRENSHTE



o 472 -

El b A g [

FREK 201752 A% 38 %% 48 Int] Lab Med,February 2017, Vol. 38,No. 4

2.3 RT-LAMP il RT-PCR J5 # % 42 #f  RT-LAMP
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