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EX RT-PCRENMBERNTERSESEHEEHWS
B o& %N %X THE: F OE

(FEHSEHMSMESR b 100081)

ME: ZRATCC VR- 28R LV 3T KRBT T 3 %514, LUE-r THRNEREM
PR SR G T A ATE S RT-PCR k. AU BIX ATCC VR - 2332 4k, LV £ & BI3 Bkt
TR RT-PCR. RN 3 AR K 50 B (3 bk R R A O M S B R . Ko/
SR 430bp (FRHA A BX M 430bp) . 410bp (TRHT A BE K 413bp) R 410bp (FHEH Bt %
413bp), 1 3 3E PRRSV MR & (BN, W/ VREBERMERFR) BRI EMEHSN
B, HERMRTAT] 107 TCIDy, . th—#58: RT-PCR A BRI T 10000 {8, A7t
WIS R R E ARG S EARTARN E D8R, b o,

X@H: EXRT-PCR, $H4E, HRH, —53% RTPCR

PHEIEES: 0852.65 SRR, A NEHRE: 02532654 (2003) 06-0077-04

RESEARCH ON THE TESTING OF PORCINE REPRODUCTIVE
AND RESPIRATORY SYNDROME VIRUS BY NESTRT-PCR
ZHAO Yun ZHANG Guang-Chuan  QIN Yu-Ming NING Yi-Bao  WANG Qin
{ Ching Institute of Veterinary Drug Control , Beijing 100081)
Abstract: Three primer were designed based an the consevered area of the genetic of the ATCC VR-2332 strain and LV
strain. And the nest RT-PCR of testing porcine reproductive and respiratory svadrome virus were developed. The nest RT-
PCR against ATCC VR-2332 sirain, LV strain and B3 sirain were done by this method. The DNA. fragmert were oh-
tained specially from the three strains isolated from different region. The size were 430bp (430bp), 410bp {413bp) and
410 bp (413bp} separately. But the I¥NA fragment were not obtained from HCY, PPV and PRV. Iis sensitivity was 107
TCIDsy . 1's sensitivity increased 10000 times than one step RT-PCR. It should make the method of testing poreine repro-

ductive and respiratory syndrome vinus more sensitive, fast and accurate.
Key words: Nest RT-PCR, Speciality, Sensitivety, One Step RT-PCR

BEFAIFRELAAE (Porcine reproductive and respiratory syndrome, PRRS) 1987 £ §
FERERTXRE, MERELGHIHATEZEE, HFTHEREEMERNEETTR Y
Bfi, [F B PP SER, S IRETE, MEBIWERBRKAY ., PRRS
MHEREEEA MRS SIERTE (Porcine reproductive and respiratory  syndrome,
PRRSV), BT aibkRMEER. SIKRRBER . FIFHX H PRRSV 43 B L HH B
REAGEH S IFEER, Bl PRRSV AN RN AT RE: MM ER. 2WT
B, RECT 1996 4085 PRRSV, EFERFABIRERALIR TEMTE, |
HATE R IR EIRE L BRI B e 3

* EHF 973 MBI A {NO. G1999011005)
WA ER: 2002-1204, EEBH: 2003-02-15
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MEIFEWFHER, HFEYAOLEBERME LT PRRS B2 K, 1B
IRIBERFEF - MM R Y (RT-PCR) ATLARRIME} 6.7 ~ 100 TCID, 752, 15 BFI A
BRI B PRRSY AEEREAY/ T EEK" . B3 PRRSV 0943 T 4 2¢O 50 B9 A
WA, HaFES#FFEREN PRRSV MRS - E5 %,

1 BEERZE
1.1 REMAR

ATCC VR-2332 8% (EMWOEHK) . LVE (B EHK) X HSXH B E R AR
(Marc145 ¥ riBERR) M3 HE B R SR8 A% Dr.Han. Soo.Joo B84, B13 #k07 WM 4 &5 8k,
EH Al A shid 1R 1 B B
1.2 FEMEAREFERNNAE

¥ ATCC VR-2332 #k. LV #R K RIAERAPBIEER T H2H MM E, BFHWAHE 10%
AN, 1% B ERIE 0.15% /Y NaHCO, [ MEM #, 37°C5% CO, H59% 48 ~ 72h, 24
M H A 70% ~ 80% CPE B, UedE, —20°CIR7E. Bl 2B YHiE% TCID, W
., ATCC VR - 2332 #k . LV #k &2 B13 ¥k TCID,, /0. 1mL £ %I 3% 10°2 . 10°° 0 10°%,
1.3 5|#

£ ATCC VR- 2332 86> B LV #U ORF7 RERF K BH%it 3 &34, 31W/F5

ROIERE L, 519G EEERES TRARS M.
£1 SHMFARGCE

ElL: ] Glk:4s 2] {5 & (VR-2332/LV)
011PCS CGLCAATTCGGTAAACCTTGTTAAATATG 14571-14590/2884-2003
1009PCS CCCAATTCATCGCCAGCCAGTCAATCA 14643- 14661 /2944-2962
1010PCR TTCTGCAGTCGCCCTAAATGAATAGGTG 15021-15040/33356-3376

1.4 7% RNA BSRER

£ W CIBCO 42 &) TRIZOL RNA #2 BRI B #4617,
1.5 EIN RT-PCR

Fuft FeHE R Gibeo 2N HEIMBLEH Hli 4T, ER PCR B —$ 831 %20 1011PCS 0
1010PCR, B &N : 94CSmin TEE, 94C60s, 50T 45s, 72C60s, 30 T1EFF, &
J7 72 10min, LUK PCR P45 & A #ITER PCR MEH, 31494 1000PCS 1
1010PCR, 5% 2B IR RPN 20 R & o B 5-8uLPCR F=4 1T LIk 1,

2 #5
2.1 HRHERE

FRiZit i 3 /5|9 REEB B ATCC VR-2332 % & LV SRBFX B, ABHS
F3F ATCC VR-2332 ¥ . LV # J B13 #3172 X RT-PCR, & BN 3P FREHE /B M
WP T MR B, KNS RI2 R 430bp (FEA A B4 430bp) . 410bp (TR
MR By 413bp) F: 410bp (HIHAH B 413bp) S5 R MAE 1, M 3 Ik PRRSV Wi &
(CRHERE . S/ MRERERWE) WA BN B (B8,
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2.2 WEHENE 1 2 3 4 5

# VR-2332 B R IR, MHIREE R 10°, 10°, 10°.
100, 10%, 10*TCID,,, %R %R RT-PCR 7 LA M3 10
TCIDy, FIFRZERES: , K/ K 4300p (TR H BE K 432bp)
ZIRWE 2, THA 15144 RT-PCR 5 37T LU F 3
10°TCID, &) 55 B B i, K/NBI 2% S00bp (Hi B A B 3%
508bp) S5RWHA 3, 1 FER RT-PREFHNS

2.3 HiEENE 1 DL2000 4774 T, 2 ATCC
VR-2332 %, 3 LV#, 4 BI3

SHHIRE—% PCR ™4 2pL, 1pL, 0.5uL. 0. 1uL #47 W, s s
BTN PCR, SR 4 P BARBIAEY 1 AR 4B, Kby

1 2 3 4 5

H2 ZFA RT-PCR 8UBHENE
1 6 DI2000 47%E5HF &, 2. 3 10FTCIDy, 4. 5 10°TCIDy, 7 I0PTCIDyy,
8 10°TCIDs;, 9 102TCIDy,, 10 10°TCIDy,

#2% 430bp (R H B 432bp), {HUL 0.5uL B4R & Y & 1 2 3 4 5
EE, HPCR=YREERRA 4,
2.4 EWXBNE

BUEE—# PCR 7= 0.5.L M %101 25, 30. 35 NMEH-
BRI PCR, 4R 3 MEFIRBIIEED 18 1 M5 iy 4
B, K/hH%% 430bp (BiAH BE W 432bp), T PCR =4
HBEALEN (A%, B3 —3k RT-PCR SUB KM E
2.5 35t RT-PCR 95 H ' 1 D200 7 ESFR, 2 10°TCDy,,

FIUFAIEARIN O BOR BIIPT, R 2 poEpsig 0T 4 0O,
BT TR, SRIOGHESJFHF2HMA—SHRTE 1+ 2 3 4 s
PCR 28 ¥, FIAERX RT-PCR 7 ERAHESER
%2,

3 iTig

PRRSV R 4 o A4+ B i 86 it IE 6% RNA, Wt
DNAEREFF DM E, PRRSV HRHELFH K4 15k

K4 ZFH RT-PCR iR RNE
(& poly (A) B), OFE 8 M FFKIEBIE (ORFs), % 1 Do rB4FR, 2 EiS

BEEEMMMFR: 5-ORF,-ORF,-ORF,-ORF,-ORF,- -3 HEE L. 4+ HER

0.5uL, 5 HRE 0.1
ORF;-ORF,-ORF,-3"*" . ORF,, fl ORF,, 4 3 5% & % - w

RNA 588, ORF, W ENBIER, ORF, %
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%2 EFALRT-PCRE—% RT-PCRE  GRBKAEER (NEB). NEAOLEE

S 2RNE R BB EA, 2F&K 15D, B 123 ~128
#i  —$RIPREE ERRTPRZR  PNHERAR, EREBNEKERERE,
- - N¥R 26% B H AR & Arg, His, Lys #5¥,
IR TR SEE RNA AHEERB GRS .
CIESENHAE EEAH I AMRFERERL
PR, Bard &l T H X s R R
FIBrEDik, £ NEBK 50 -9 g &
ME-FKHERTFX, HKITHE NES
M—rhiE R, ARFAEENERER
PR MY £F 73 B BRFISEPH P BE S AR AT IE /), N B ARERIBHLIR >4 b fididk, B
ERMFSHED, BMAEMMNEENES £ PRESVARBH =4 itk T ELH
X NEH, HFgafEHE 137d, #amR N EOTRER ¥R PRES B RE MY
EER" . MIABRIRITS I OREESM 2 R R TR EEH ORF, EHTH A,
B 199 FRE®ASET PRRSV LD, REGFZ4 W LA PRRS W87, YRE
FROSER T EREE., AMEREENEH LV S5 EM4 Bk VR332 #ET
P ARIBITEBE. #E4HE 1 PRRSY W BE 4 ORF,. ORF, EEFHEWEAK CP,. N
BEHEEMETREEN LB 0% . RE A PRRSV B /0B sk Z A K. &
HBFIRAEBRFIEUE XM MALHE, ENEIWEERE R % 9% -
0%, HEF . HEERKESAATHMAR, RT-PCR LK% ORF7 ZEM 514}
o B 2P R R 477 2 # AR B PRRSV R 5w, AP {ERe 3
#3149 1009PCS, 1011PCS X 1010PCR MR R EHGE M LV #7° . VR-2332 %% 25
ORF, ZERRTXERITTR, HHMREGRE 2 RO RE. SR0E 1R, L
R 3 &5\ %A RT-PCR REREA I 2 #5 A BT B 49 PRRSV, PRRSV % RNA 5%,
RNA FRREM, X HEFREGTEBREEE, ERNTHEAREE, AHRPHFE
A6 RT-PCR F#:HEXL RT-PCR, BEBHM XM E SR NHEURE, EX0v—FE 5
BERET 10000 45, EXEEERE D) 0.01TCID, B 5% 3, i — 4 3% N A5
100TCID,, R 2 .
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