M RT-PCR AR MALAP K OB ERE"
£2E0 AR Hik AEE WU

(FREBEEPHEAZRE 7 510640

WE. EiIx &N RT-PCR & H R I AEANE AT 7R, BT 75 FMDV RNA 8B {£
HEAGRA, Xt RT-PCR AR A AR ER N &S, BY T M OMEREEME
RT-PCR Ji¥k. MA@ MirERNAEnss . wes ., 38, FEHR T, 5218
HERSBIN 4.4% (24/58). 13.33% (2/15). 20% (1/5). 37.5% (12/32); M AN Ex
Bt REHSRES 0 6, HRMEEN 10% ~70%; REMEER TS (1 6). KERE
a#). EF 8. BILDERRT (af), MEEHN 100%; MEMERANY4
#. BHEER ., WHEVRNM FMDV 17 RT-PCR B ARSEERIGE S MBI, 2. 248
Y. SRR R . HiER. THETORENERIRTRFRE,

KRR DELKRE, BRGN, RT-PCR, ZHPAR
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THE DETECTION OF FOOT-AND-MOUTH DISEASE YIRUS
IN ANIMAL TISSUE BY RT-PCR TECHNIQUE

LOU Gao-Ming DU Wei-Xian YANG Ao-Bin
ZHOU Xiu-Rong  XIE Ming-(Jian
{ The Guangdong Key Laboratory of Veterinary Biotechnology, Guangzhou 510640)
Abstract: A set of primers amplified the VP! gene of foot-and-mouth disease virus (FMDV ) was designed and synthe-
sized. A reverse transcription-polymerase chain reaction ( RT-PCR} technique defected the RNA of FMDV was estab-
lished afier selecting the best punification method, reagents and reaction conditions. Samples of [resh milk, lymph node,

« HFE “+H” BEBEMH (No. 2002 BAS14A-18-1)
FREREREEH (No. 99BS601G)
WA A HB: 20010420, #EEIBME: 20010808
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spinal cord, vesicular skin, milk powder, cotton swab, mouse and meat in slaughier house were detected by RT-PCR,
positive rates were 41.4% (24/58), 13.33% (2/15), 20% (1/5), 100% (1/1), 100% {1/1}, 37.5% (12/32),
100% (2/2) and 10% ~70% , respectively. However, positive rate of cockroach detected by RT-PCR was 0. The
results showed that the established FMDV RT-PCR technique provided a more sensitive, specific and relisble method for
diagnosis and epizootic study of the foot-and-mouth disease.

Key words: Foot-and-mouth disense virus, RNA detection, RT- PCR, Animal Lissue

OB (FMD) 2 DBRRE (FMDV) 3IREBEFIYN —Makk,. 4. 55
TR RN, SEEEEERN A RERRKL SRR, ZR & B ER
R, BEHRENBFENESHR. BEMTRKERLZYRESS (EELHE,
P5%) WHWTIE FMD BREARGHBENB A, BER 200, HRNNES
REFSBZEEHAE O, HEREKNSHFMBRHL, B&EEFORBERR
BRRER . BARR FMD % SR G S WER ., BESENMELARE,
RETEERRE ., B, HNTFEFERERNNEURER SN, HitanEE
— R U FER M RO R SR DY, PCREAR SR T R
ROLSEGRG, RASUR., 85, s, BRINFE%ES PCR EARRE T FMD
R, B T+l SREs Y. RREAENS Y RI-PCR £ ARG FMDV &
BRAVER T, SRR T &M ARM, 8 THIFWS SR, AR A RT-PCR
BARE AL FMDV B RRENT,

1 #H5RAE

1.1 MWk

FMDV F29 #£. MF307 #k. 033 #&. TSO1 k. TS09 #k. TS0 Bk A T MR 4 B,
BKMmME (SVDV), WEFEH (HCV), ZRRARE (JEV). BHA mH
(PPV)., DRIERAGMEE (PRV). AR SIFRELEAMRE (PRRSV) SR TH MM
B ENYAREREZFERD,
1.2 3[Rt Sa K

Bk (7], BIHEAMTEH T 1335819, #5114 (P1): 5° -TACTACT-
TCTCTGACTTGGA-3", {iF VPl EERMGE; FHSIY (P2): 5° -GAAGGGCCCAACGGT-
TGGACTC-3’, fiF VPI BHME; F|¥2Z RN 480bp. 51 FH4E T TR
HRAE SR
1.3 IABNRAA

AMV 5 M-MLV J2 ¥ %85, Tag DNA B4S88. BiAMIL, 3% Z M. DEPC. RNA-
sin, dNTPs. &% RNA IREUSA &5 RT-PCR BHE S Y1 H & 549 F AP R R 4 5K
HAN E TR A,
1.4 HME RNA fRE
1.4.1 k1 (AREM): (1) 100 mg HLRES M 1mL ZBHEH (dmol/L HHURR I ;
25mmol/L. BEBEHH, pH7; 0.1mol/L B-$i3E L BE; 0.5% Sarkosyl), “J3; SMUIZFYE .
BRHRFT LW, KRR LM R, %10 WA 1mL, B,
(2) B ERTEYFHHR S mL BLOEF, 0. 1mL BSBE (2mol/L, pHA), BT, N
ImL AKIME BB, WS, Fo.2mL EH/RILEE (49:1), B4, B 0T ~ 4T,
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15min, 4°C, 14,000r/ming3-{> 20min, FERAEBHIFHMOECE, MW 1mL (1 FEH)
£9 100% SR M TLIE RNA, -20C# E 30min, 4C, 14,000¢/min®.0> 10min, 3 EHEH#-
(3) i1 0.3mL MM SR RNA TURYIHEB B 1L.5ml B.OE P I 0.3mL (1 558
f9 1009% SR BEUIE RNA, -20C#2 % 30min, 4T, 14,000r/min &[> 10min, 3 LG
H75% () Z.REE 7% RNA JLIEY, ¥E 10 ~ 15min BRI PR EBRNI, 4C,
14,000t/min B§.0> 5 min, 7 EEB. ESHT RNA UiiEY . nif & DEPC 4b 385 MK
R, 20CEH.
1.4.2 &2 (AREAT): (1) 50mg ALVEER N ImL FRABIIHBER (4mol/L i
SMM; 0. lmmol/L Tris-HCl, pH7.5; 1% HEZM), 5K, diEERE, MEER
MRS B, B, (2) KH 15min, MEERB/ 4, RS, 4C, 14,0001/
min 2.0 20min, FEBHAEBIHNEOE, BNSEER/ABME 1K (3) L
G LR, BN 10% KR 2mol/L NaAc (pH4.8) Fl | fEAEBM R AR, 20CHE
Omin, 4°C, 14,000r/min &> 15min, F EHB. DIEPR 75% M85 2 K. HEH
T RNA PUiEYW. iniE & DEPC ARt KIS, -20C&H,
1.4.3 k3. dSHE R ER 41T 3R A QIAGEN 4 ¥l ) RNeasy Mini I & #2 1 RNA.
1.4.4  Fik 4. HERSARAMEEFEAELELY THEA R4 RT-PCR RNA —#
FE S At 2R 00 & SR B RNA
1.4.5 JrihS: 440 MEFR B Phamacia A B1E AR A =1 Quick Prep” &
RNA $#BUEA A RE RNA,
1.5 RNA Hik

& Sambrook 251 AR BT X FTIRILAT RNA ZESH HBMER LilkfTRik, BE
RNA 528,
1.6 RERSPCREE

BocHR (8] AT SR A REEXNEE, #E RT-PCR LIFR
i, BIELRE Sk AR R 50pl, Hith 20 x Buffer 2.5, 2.5pmol/L dNTPs 4L, 20umol/L | ii¥
2147 (P1) 2pL. 20pmol/L F#SI# (P2) 2ub. 25pmol/L MgClL4pL. RNA 1R 1041,
FB K 23.5uL, ERIRFIRAISG 70C 5min, JKHEM RT-PCR MRS 2ul, RS,
B n sopl BB 3 .

RT-PCR R R #2FE H: 429C 9%0min; 93°C2min. 55C1.5min. 72°%C 2min, 1 P1E3%;
92.5C1min. 55°C1min, 72°C1.5min, 29 & ; 72°C10min,
1.7 PCR=9He¥

B 10~ 1Sl P =0T 1. 2% BIE SRS (& 0.5ug/mLIR %) 120V Hi3K 30 ~
60min, ACHE B LIk B oW 2% 1 x TAE (0.04mol/L Tris-Z, B, 0.001mol/L. EDTA,
pH8.0), LA 100bp DNA Ladder 8947 T8N & 1BY), fER5METT WE PCR YK+
MRE, HESR
1.8 HaEpRK

WELE 156, BHS 0. 4 T BERHASES (DINRHEBE) & 104, ELR
e O BREER R R LR S DK R M E 1 6, BT RESERERER;
SRR S8 Gy, WIS EONEVE 32 4. MEVE | 63, BRI B B T A B R A B AT S AR
B EOURROBERENBILODERRET 24, APLUERCEMBE=RER; £
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B2H, B84 1, WEERU/KRE L4, hiasRs,
1.9 HmpiE

BYGREMATHESHARENR, MBESEATREHR T, SHLESOE
SERPBA R B PR, BE4- 05 1 B B T A B R AR A T G B R A X BE AL L) B A9
FH-RHHEERERE, MRS MR T AKEORSERERS, KR4S
MKEAF AR EREE LB 1~ 2g HIL15 A PBS B (0.02mol/L, pH7.2) Wt T
W, OBRE, B 1S BB ABIR R

2 FBR
2.1 FEKREFAZE3 FMDV RNA REtE 5 RT-PCR 8 HREIR N
RECRE A B E PR 5 PR FMDV RNA, SRJ5 #H47 R 3K M RT-PCR, RECH 32
BHSKHE, AE1FA, k4 8 MDYV RNA A REET, R RDLBeE.
1 AFEGRETE FMDV RNA ¥t 5 RT-PCR & H #E3Ko

HiH ¥ SE A 2 RT-PCR RrES
Hik 1 17 10 (58.82%) 3 (17.65%) 4 (23.53%) 14 (82.35%)
k2 7 4 (57.14%) 1 (14.29%) 2 (28.57%) 5(71.43%)
FE3 12 6 {50.00%) 2 (16.67%) 4 (33.33%) 8 (66.67% )
Fik4 15 1 (73.33%) 4 (26.67%)} 0 15 (100% )
Bt 11 1(9.09%) 4 (36.36%) 6 (54.55%) 5 (45.46%)

2.2 AERAM RT-PCREHBHEN
BERTERE G 2B FMDV RNA, S5 AIA R K a0l H 2R X9 & 47 RT-PCR &
M, AER24F0H, HH RT-PCR MR 4 WiA7 &K H FMDV RNA SR &7,

%2 FERAMHN RT-PCR & HEHLH 2.3 RT-PCR R M k2R 7K
, RT-PCR TR RT-PCR & 1H 309 £& 44713 0]
I R TR P g, RSN RTPCR %
MasterAmp™ RT-PCR #3742 3 1 8 BRERERAIEES, SR NE 3,
RT-PCR BESHiEMNE (H~) 1 7 12*
M. BB R LA AT B 3 itip
b i A H RIS FMD HAR A ShUTE
WEE s 2 13.33 RETENMEA RS, XEHIEE
iyl 5 - SRR Ge 575 04 1 A K K 0
Eﬁ; :g ; £ AR, MREFRYRKRESHIE
B 0 4 40 AR, MEMEHETRESR., bR
i IR K BILKERE (w3
. LN 1 R AR AREFRERN (MR
H ) 0 0 HHAR) . ARFAEESRERN (I
e A o0 FORFUAAR), HARMMAE 05 Y
%iﬁﬁg- ? f g REBMEEZBRERERIIHIH N
L0k I 1* 100 2. BB (FEEA. 1%). B8
W 2 HBEHESR, b DHEHLER, FYFERUBREKBRLEEMAER, #

S AHMHAR i PCR MR, RiTEARLMENE
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S TR FMDV BBREY RT-PCR AR, BERBR T HAIE M aeas s, RERK
s RtE, RS5EREERARKYETHEN SVDV, HCV, JEV, PRRSV, PPV, PRV %
MBI N, MRS H R 100%; SsHPimE PR, PHRRE 5~ 74,
RT-PCR {X% 8 h. XMW RT-PCR & iy #8000 EHATHRIT, SE KT RNA M2 Bt
RT-PCR R M E A, FrigA RNA BER, FERT, HehERS; K2, &
HEERR. [ RT-PCR oA dR K wm K R, RS, R /ilA, He
B

BN R B 58 4y, SERMFPIHPERN 41.4% ., M RT-PCR FHEER R hBE
YL 3 - b fh 4 AR, SR BHAROETERTRE T, X &2
5XiREF OBERITHE RS, MG RER M S 880 H%E, ik
WMABY: R ENGR. FHRESORNEZ, §XEENERER)RERDSRYE
OBRRREp S B ILC Y m R O R IEE | % ke, SRS IR, dTFAMNOEL
BKMBEEE SR, N EAZREFENERAE D BERKE, TH RT- PCR EH AR
FMDY B8, LA EERIERERE, A ILRTEY FMDV i L ¥R E
FHEARETEIR. FfMERH X -8R0, FEIRh&ASHEM M-
DV LR A kSR BUJUR L MR RE LS BB TP EH IR g, X%
SWIn4 ISP FMD F3EE, BB (146). ZR Q8). BILOBRRETF
(461), PHHERIN 100%, XFJRES o b i X ek IR 52, SRs 3 0 4m 0 i B9 B
%, 02 RSN ERTE LU BB FMD SR EAGER MK R T,

M ERESFE AT, FTEA7 # RT-PCR AR R ZIA SRS 8 Rz fsh P ek
BERA®RAFERTHRNRKRE, REMYHSE T FMDV B8R i —F 5% &3
i MR ENT T,

% X w
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