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B E AR ABIE T PRRSV ATCC VR-2332 # & LV #k ORF; £HEFFEFIM 1 MR 25 M HE
#1314 1005PS. 1006PR %f PRRSV #1[E 43 B # B, 34T RT-PCR,.¥"# 1 T @ %2 % ORF, ¥ E# DNA K
Er, HER K23 730 bp, ¥ HBRE M TEEA pUCL8 84 EcoR | #1 Pst I {ii 22 [8, %48 T B,; ORF; #£H
5 pUCI8 A T4 sy, it EcoR | /Pst 1 \EcoR 1 /Hind t }2 PCR 7 5 iE BA . B 41 i B % B, ORF; %
5 pUCI8 HikMEH TR . BIE, %t ORF. AT LFFIME . H 5 ATCC VR-2332 X LV FFIET
. &% BL.ORF, FH 5 LV M+ EEFRFBEEED 9. 7% . EERFF T LR, & ATCC
VR-2332 Sk MABZ #it KR FRAE X BEREES 510 59. 2% 56. 06, &4 BuERELEWES LV £
pok: 3

XA BABNPRESERE; PESEH By ORF £H0; nE: F3IHE
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Molecular Cloning and Nucleotide Sequencing of the ORFs Gene of
Chinese Isolates B,; of Porcine Reproductive and
Respiratory Syndrome Virus

Zhao Yun Liu Shanggao Chen Bowen Lin Zhixiong
(College of Veterinary Medicine, CAU) (Guangzhou Animal and Plant Quarantine Bureau)

Abstract The viral genome RNA of Chinese isolate B;; of PRRSV was amplified by RT-
PCR using the primer pair 1005PS and 1006PR which are both 25bp in lenth, designed
according to the conserved sequence of ORF; gene of ATCC VR-2332 and LV. A DNA frag-
ment was amplified which contains completely ORF; gene and the size is about 730 bp and
then the DNA fragment was cloned site-specifically into pUC18 vector between the EcoR 1
and Pst I cleavage sites, getting a recombinant plasimid of B,; ORF; gene and pUC18 vector.
Using the methods of digestion with EcoR I /Pst [ ,EcoR I /Hind I and PCR,the recombi-
nant plasmid was identified as beine recombined with B,; ORF; gene and pUC18 vector.
Meanwhile,the B;; ORF; gene were sequenced, and its nucleotide and deduced amino acid se-
quence were compaired with those of ATCC VR-2332 and LV. The result shows that By, is
very similar to LV ,and different widely from ATCC VR-2332 in ORF; nucleotide and amino

acid sequence. The isogenesis of ORF; nucleotide are 99. 7% and amino acid sequence are all
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the same between B,; and LV,and were 59. 2%, 56. 0% respectively between B,; and ATVV
VR-2332. Therefore., it is concluded that the Chinese isolates B,; of PRRSV and LV may be
belong to the same genetypes.
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¥ 5 5 FO 0P R 45 & 4E (porcine reproductive and respiratory syndrome, PRRS) & f& F it
RIFEHV A — R rERR, W IR R 5 A B M 0F ) 424 1F 7% # (porcine reproductive and
respiratory syndrome virus, PRRSV)!), PRRSV R RNA mHE . L EXHAK 15 kb, TH
8 M FFBMEBEHE P ORF: BB EAMEEZAEY, e XA EFHRELIRE. £
RRELFRMNMEEREANE EQ™ . 4. 7E PRRSV #) ORFs REEA B SHIRESR X
MEERD, MBREFFEAFMNSFKE LIER PRRSV B8 SRR A, H X T KA
MHERTBRNAEER L,

HEl . REC KMAELE PRRS, HE 4+ & 2| PRRSV, # 3 HA Y ¥R NEFFSET
—BHHECL BN TEYEFENRRE R LRE. A2BREX PRRSV E 2Bk
B %k #) ORF, #1750k R FFIRE , LU A EWN PRRSV 4 F W4T F BF TR G , 3
J9iE— % F3% PRRSV B, Bk ORF, %K% 5 5 A,

1 #E7E*E

1.1 #%

PRRS % #& h E 4 B bk BBk KESHH YRR M HSH s XEBARBHEKRE
Dr. Han. Soo. Joo 1 # ; FI T UBR 2 S MMM DH,. B K& pUC18 B BRIk R E RFE B &
BEHRARKEN LN,

1.2 H&k

1.2.1 FEHNMA KB HEMHSHARLE, EXRBEIYT 0%EFNF. IXTEBREN
0. 15%NaHCO; f§ MEM, 37 C 13 48~72 h. A H B 70% ~80%CPE B . & . —20CH%
.
1.2.2 Ri#Ewaft B8 MadassiHFE#T. R—20CRENRER, LEHB 3K,
5000Xg 4 C 30 min, W8 L, 8T 30% MBS | 100 000Xg 4 C 2h, & L& KM
J RNA BE/KB7F.100 000Xg 4 C 2 h.F LiE . MLEAX RNA B/KB&E, —20 CRF.
1.2.3 % # RNA $9# 5K J Promega 22 @ .5 RNA #£BGX R & . & 0 #& 3R B 553417
1.2.4 BlHeykits5 4Kk SHBEAKEXA ATCC VR-2332 #1 LV # ORF, £ H kT #RF
REBFH @i T3 25 bp W38, 51 SRFEFNT:

1005PS; 5" GCGAATTCGCGATTCTGTTGGCAAT 3';

1006PR: 5' TTCTGCAGCCTTTAGGGCATATATC 3'.

B BRI AFBROKE LK L, 1005PS 1 1006PR % 5| ¥y 8] . 45 52 B #)
ORF, #H . 314 5 %453 A EcoR 1 (5 GAATTC3 )#1 Pst I (5'CTGCAG3' ) Bt it 4,
HEBAEMIMAERFRE. 519068 H L8 Sagon £ Y TRAA SR .

1.2.5 RT-PCRE B HEREATHHE RT-PCR XA &, RIEEHEHBHET.



b-Ril B % BAERMFRESMESES Mk ORF, BRKEERRFF 485 79

% 1 1005PS,1006PR LB RAFTy M A By K E
EHLV #F B ATCCVR-2332
g P14 F B (bp)* 0% § 71 H B B (bp)
1005PS 13 467~13 493 1 769~1 795

728 739
1006PR 14 163~14 179 2 476~2 492

319

* THRABKEAERUIMARBIEE.

1.2.6 PCREHHFTE W PCR=YAi{b/5H EcoR 1 Pst | B4 #1t, 5F EcoR 1 |
Pst | S22k B AR RME AL M pUCL1S Fb &, . %L X8 DH...E XA Amp,
x-gal & IPTG B9 LB B LR . BRAGH%E  AARRRERRED #TEAR
B |

.27 E4REtmYER BUHHENHENERARMEK DNA A EcoR 1 -Hind I,
EcoR I -Pst T SUB§ 4T, B3k , 3 8¢ & 84k DNA Gk E 4 iR DNA) 1 PCR P>~ ¥154 B .

1.2.8 FAREHNPCRER WUMABMUIEENHEEMESARBA DNA KR, #
TPCRY ., RWIKZEN:10Xbuffer 5 uL,MgCL, 25 mmol-L "' 5 pL, ANTP 2. 5 mmol -
L' Mix 4 pL. ,50 umol-L 'R L FiFs5I¥& 1 pL, &4, DNA 2 pL.,2 Uepl."! Taq B8 2 pL,
FXEFKREEERAZE 50 L ,IBS,F PE 20 6] 2400 PCR XY . P HMRMHEH:94C 5
min; 94 C 1 min,50C 455,72 C 1 min, 3345 30 MER, &S5 72 CHEEAH 10 min,H 1.5%
BUARBEBE B 73 41 PCR 7%, [G] 64 it B % 84k DNA(GREA pUCIS8 iR DNA) , o FA 1 xt
& 1%,RT-PCR =Y MHMEEXE 1%,

1.2.9 AFREFF 2N EMERASILABRMEB TN 2 4~k miER PRRSV B, &%
ORF; £ERM2FH, 4 HEHEERFT], 58 K%M ATCC VR-2332 f1 LV # ORF,
EERHEERFIIELE.

2 #R a b c d

b

2.1 3MWigHtSAMNEENKER ;

2314347, 3149 1005PS #1 1006PR W KL 4 MUk TN iy
WA R A A S, % VM EF R, R | gor [
BRIk, FIFXX3 W5 PRRSV B, bk3#4F RT-PCR K
P78 BIARME S TR A0 DNA H B e 0k 25 5 (8 1), 2 047 o o
2 5k o B2 % 730 bp, SHBIHY A .
2.2 BEFMSER PCR &E .

ERREZAT, AW AR N YIMX PCR =Yt
A, 45 R R PLAE B BRTEAE 2 4 Pt | UMY 5, B
T SERERT R EcoR 1 ,Pst 1 ] PCR 7= 4130 Fil 854 W 4D , 4 22 H 1 PRRSV By
R 7 B 7E 7 B e PR ) P D BRI T S R o 0 T 4 OB m;;?ffiw
fr 4 % pUC18B,;ORF;108, [ PCR P=#th &% Pst 1 fii /&, & ORF, d, % s'm !
i EcoR1-Pst 1 WYITEARBL, =4 1 KA 2.7kb AR E
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¥k 200~300 bp /M B, FlEd, EFIRBRE L TREREIALE Pst 1 SMUA Hind 1 5
EcoR I XN E A FB DNA, R4 1 &2 730 bp /N B 1 & 2.7 kb K K B 1417
SHESEMERURBEER A/ A 2). A54 1005PS, 1006PR %t 4 i B # 47
PCR, 35— 1 &K 730 bp A B (& 3). LA L4 R % ¥ PRRSV B, ;% ORF; 2 H 2 IE #
BABEFB pUC18 I EcoR 1 M1 Pst 1 IFFAIE O+,

a b c d

bp

W 2 pUCI18 B;ORF;108 # 3 pUCI18 B;;
EcoR I /Hind I B¢ 47 4 £ ORF;108 #§ PCR # %
a; RT-PCR =¥ Mkt B, b. kE4 pUCI8 iy DNA a: 3 %M, b:pUCI8 % M, ¢:RT-PCR
(KYIFF)s c: pUCI8 B;; ORF5108/ EcoR | /Hind I Y RN, d: pUCIS By; ORF;108;
d: RS TR e bniE S TR

2.3 PRRSV B,,# ORF, EEFMER 5 ATCC VR-2332,LV FFIMEE

PRRSV B;# ORF, £EHFFI X B EMFFI WE 4 L REHAHKB T PRRSV 1 H S B #k
B,;ORF, ZEM B ARBE, 5CWMEM LV FH L, 7 603 MHREAMK ORF, EHF,
{UEES 58 LA 407 A 2 M RIXNRENBEER (G—T,GA)  MBERFIZLMMH.

3 itig

3.1 Siwiait

PRRSV B # /it RNA & . BREZE R UH ORFs REER T EHEEERMAS, BT LU
BN EEARNARBNEIME. AMTENETHEHRGEEN ORF, 1, 5L E
EFUEZEERNEX B LHSIMARTEEENFZH, THIIDNEIE FRILEBZ
BE. B3 LR mAREEREEUFINERERE, TR ERITMEEY.
32 BERSH

XM PRRSV iy 2 M EE R (BRI R LV i E WA VR-2332)ZEHE K £ 5 R ER
BN BHEERFIIREERFIHAEMHYRKNER . AR EKMHE T PRRSV #
H 4> B # ORF, XEM LT, 5RrMEE s ATCC VR-2332 f1LV i) ORF, FHI{E T HL#.
¥ FE 45 £ %80 PRRSV B %k ORF; £ t{u1% 603 9%, A, T,.G MC WU/ BN .
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B % BEEMFREAME D ESEK ORF, ZH M RERFFHT
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1 ATGAGATGTT

51 CTGGTGGCTT

[
451 CGGGGGAGAG

-T-TTTCCGT

601 GCCOOO
---000
CTTCCT

1 MRCSHKLGRF

-LEKCLTAGC
41 YQYIYNLTIC

81 LGFLTTSHFF

121 AFVCFVIRAA

-LT-——-_F
161 TVIEKRGKVE

CTCACAAATT

AATG-TTGAC
TTTTTGCTGT

G_GCC-T-C_
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-CG---G--T
ACCTCGTCAC
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-000000CT-
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G-CA-CA__—
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GCCAA--CCA
GACGATATGC

RN g E—
GGGCAGTCGA

TAT---GCC-
TGTATCCACT

LTPHSCFWWL

CSRLLSL-CI
ELNGTDWLSS

-TVA_-VT__—

KNCMACRYAR

-—--SW.__.C
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W 4 PRRSV B;;#% ORF; £ Aty B # 8 F 7 (DA XRF F ()
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A R 20.1%(121/603).T X 28.2%(170/603).G 3} 26. 5%(160/603),C ¥ 25. 2%(152/
603). X ZBEEATREENVIBO ST EREIBRE 299~304 £, % 330~335 i 2
ANPst 1 iS4, X EcoR 1 , BamH I \Hind I ,Sac | 2% FMARTIFES) . B #%E ORF, &
R, af O X BB Pk B i R FARG . RAB X BT 51 #07.B: ORF, EXMFF i 201
MEEBRAR ESBEANDI FRAN 22.4 kD, fE Met Z5H A —BEEBKFES, Ki1E
P F o 32~ 33 (L BEM. HIMEHF 47 R 54 U EH 2 MERALNA. X5HEHYE
PR LV 5 —5 0,

5 ATCC VR-2332.LV R3[4 R X8, PRRSV B8k ORF, % H B & ¥ 5!
HLVHFFEFEHEN NE 2 MEERA—#, AR TRXEE B HERFE R 99. 7%, &
EMFFIMELHME. M5 ATCC VR-2332 ORF; B MHENERR K. BEERFEIBEE Y
59.2% . EEMF B YER 56. 0%,

Wit E &4, S BI PRRSY B;ORF, ZHEM, BERARXEZEH IS LV &Y
5. XRBAERE PRRS W HAT+ n] gEFF 746 &5 BXM T B &) PRRSV,

$ ¥ X W
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