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¥ % LIPRRSVBEKBERAMAEET(NEAEE BEE, @M —H&H EcoRI #
Bam Il B§U1 0 4135|480, ilEif RT-PCR ™Mt —£9 900 bp 9 MN B 5 B, ¥k B E F Bl
B FRIACEASE pBV220, R EAGRE pBVMN, § A KXHHE DH,,, 2ARES, Bohih s
ET MN R, #RIEFHES SDS-PAGE # 7 f] Western blot B 547, H 4 FE 4 34 kD, 5 it
PRESY HEMEEERE, SAEFHAB AN, BEPESHEALSTEOW 12%. EHT D
PRRES F:[E i W4 JF A8 il B T 28,

XK@ KBTI A IS, IR pBv220]EA, MEH NEH

BT ANIE RS IE(PRRS) B & S8 —Frah 4y i 30, Ha5H PRRSV B3 43
BamBaPl, PRRSV WIES BT RNA FFE, ZE AR N 15 kb, & 8 4 F ML E,
PRRSV i) M B A N BN 4 54z F ORF6 #l ORF7, & 8 bp B & #:E, B R TFay N
U M ENEOEER P AEER L, pBV220 B— PR EREH THHERIEK,
MM NEGREHMLE pBV220 Pk RiRE., W HREE M A N EHIGEA pBV220, #id
MN ZEHTE pBV220 FATFRIEIEH, ¥ PRRS EH L IR MHHE B E AR,

1 #HEF0TE

1.1 MEFIMER PRRS $HEH, #E3#F:MARC 145 EI, fimishih B K,

1.2 $EREFE pBV220.DH EHEREVAFEIHAERTLCHERT-

1.3 EEB{t3EM RT-PCREF &, Promerga 2 8] 7 & 1 4 4 L 7§ .EcoR!.BamHI A H)8§.Tag DNA T &
BT, DNA BEFENS B . HRPO-FEH G G H S PHR I HEFEEY TR AF G DMEM HF #, XEHM™;
Hog fe 2 T 2 3 B P 4 20 sl A i iR

1.4 S[1MigitE5ak BiE PRRSV B EEFA1F pBv220 &8 UTE #F, B4 DNA E 4 By .
ORF BRI EE BT — e &8 MN EOEE £ &4 EcoRl # BamHI B§7 i /5 47 PCR 5i#, &
#3P ) FEFI ¥ $CCG AAT TCC AGA GTT TCA GCG G3°, T#34% 5 TGG GAT CCA CCA CGC ATT
CTT C¥',

Wi H Y. 1008 — 05— 27, 5@ B #5, 19098 —uB - 17
* cpimg dipl s A FERNT H
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1.5 MARC-145 SEHIIR 350 PRRSV B)%1%F 2% Kun HS 15 H U], MARC-145 # B $% % % F DMEM
BRARE S WELF 100 o/mLWEEENAER. LRPRESFER 110 BB PRRSEH ITTHER
72 h, HELBEM CPE G, &= RAREAZI, 8 000 r/min &4 15 mm, B £, 45000 o/ min B 24, AIIE
(%% 1/20 i TE B % (10 mmol/L Tris-HCl pH 8.0, 1.0 mmol/L EDTAYEBR{TE, 20 CTHEIFEH.

1.6 TR RNA BISIE BEZENEIEETS.

1.7 PRRSY ®BMNElE MeE{bAy PRRSV & 3L, M4 10 S M. A3 80 REASRRSE . KA
#i{f. 4 PRRSV i 2% Bt 80, MM KHEEARS G AR BEKIA. BEBFFERFELE2 0 H
B, T IR  MRESEH S/ H. UEESRKEE . Swl/H, tFa SN EDETHEH.
ARl 10 d SSkEn 5w M. SAsT /isdse WE M E R A, & .

1.8 pBYMN FiEHiah¥)# Ll PRRSV RNA N, £ Promega i RT-system B fFILIAHETRERE
W eDNA. FILL cDNA HEIE, fEPCR R¥,94 THFMH 1 mun, 55 THEHA 1 min, 72 T EM 1 oun, pBV220 FHH
wl Al el e MN EEEF K BER pBV220 Fi 7 5% EcoR1 #1 BamHI 8§ 4], 88 55 {7k 4%
R, PR B AR Ok pBVMN, BEfE A A B H B DH,,.

1.9 MNEADFEERET ST pBVMN, B BEECERETREES R, HUNYHES
OTEE, 1100 RS IR RN 0 TE KA, R EILD Oln,=0.2~0.4 B, REFEE 42 THER
IS 4—6 h, FRFEIEEW 1.5 mL BOOU ¢/ min B+ 5 min, % L&, A10.05 mol/L. pH 7.2 PBS 100 oL i #ILIE,
MAEEREE SR Y S00 pg/ml. 37T 1 b, HRETH, 15 000 r/min 10 min, ¥ iF. UE A RS mol/T.
FE, Ommd/L AHEZE, pH 7.5 0.1 mol/L PBS). INSFE 2 HHCHER. B KB EH 10 min FERHT
SDSPAGE H k), BBl 12%, FUEREAI 5% 80V ik 1 h.1S0 VERE 3 h, ¥ B R HRA . AAEEH
R Rk AT 150 . TR A RSB 57 BB R Western-blot”!, R E A Rt — S 5w .

Western-blot RIETHE, AIFEEKMN DYN 7B B (dEZA— 3T, 3 T #1548 7 1 ( Semi-dry
transfer cell, U.S. A)iE{TREHE, 75 B 47 2 E BEH Boeheringer Mannheim 7] 7 5, B HE 5V, B #i 1 mA/em”, 5
#1.5h¥EE, N 2%BSA pH?7.5 PRSEH 37 T 2h, i1 1:100 %37 PRRSV F&MHF, 4 THE®,.37T 14,
0.02%ukiE 80 pH 7.4 PBS B 2 I MAE M % HRP BRI 37T L h, ML 23K, 0 DAB 3 s,

2 &#ER

2.1 RT-PCR¥U B REHARBNNETFE 2 RT-PCREMBHA MN EFEKEEL K 900
bp(E 1), Hikeigit#E., BARE pBVMN 2IRHE B LS KB 8 DNA R RS
et —3(E 2), WIHEE Y MN BAER. FOOAEEFAABER FEREEER
i E—E (B XIRE).

2.2 SDS-PAGE M ¥ ENdr H4 % pBVMN 7E PP, SRS T T T RERIE,
FiE 4% SDS-PAGE kM SR ELRES N, ER— RN M kD K IHREEHRE
#H(E 3), 5B . £ Western-blot RN 247, HEE D 5 %1 PRRSV H &M
RN, L pBV220 B EEMNBRA RERN(E 4), HRaRFETAEEDRN, RY
HEEHNEBITHIER 12%-

3 g
PRRSV B HEEM AR Y4 2R, M #1 N #£EE PRRSV HHRRT

B EED 2o FEmEeH i ERg T XRERE Y, NiEXMHEONEREfTRE
BEHRHAE. MOINEHBIFSELES. A TESIM 19D M ISkD. XFAMEEE
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9N bp
900 hp 3

H1 RT-PCR %18 1.5% ALk f % B 1ok S5 47 M2 pRYMN BT E EcoR)/ BamHE B S E
1-3_MNDNA FEGS aDNA FeoRE Hind [ Markers I pBv2I20 M 2—d EcoR1 T BamMl i {Epa B 20 w4
Fig.1 Ethidwm bromide-stamned 1. 5% gel showing RT- F1 o BE fr 2 B PE KL, SADNA EcoRE/HInd Il Markers
PCR Prodact. Fig 2 [denuluwatwen ol the recombinant plasmid PBYMN
Lane- 1 —3 MN (NA fragment; Lane 4. ADONA EcoRIS with digesnon ol EcoR1D and BamHI, Lanel. pBY220 plas-
Hind[l Marxers mul; 1 ne 2 tod recombimar plasouds digested by EcoRI and

BamHEI. Lane 4. cloned pEV RN plasmud digested Ly EcaR1
and BamHAL lane 5. ADNA EceRE/Hindl Markers

M3 pBVMN ®ik /%193 SDS-PAGE # ik 5M [H 4 pHVMN BIFE IR Fe ik P M ] Western-llot 2 4
1+ 2, pBV22@;3. (BVMN # SA81;:4 -8 pBYMN B F 5 I plRv220:2 oF BTNy pPVMN: 3 B RSN pBYMN.
VEESTHREAE Fig.4+  Immunoblotting analysis of expression produoctes of pB-
Fig 3  Analysis of pBYMN expression preducts by SDS- VMN recombinant plasnud

PAGE Lane | . pRV2L, lLane? uninduced pBVMN; Lane 3 in
Lane 1 =2 pB3V22U: Lane 3. unindoced pBYMMN; Lane 4 - & dutied pRVMN

induced pBVMN; Lane 9 Markers of protein molecular weight

BB 4 9 b T #F R B g O (7 20k A e . RPN M T N B R e
VR T R4 2k HE pBV220, - E R LIRIE, B 9 1942 & &k 7 5 12 b ) 8RS
B, G AT th A 4 S HEE S BT R (R R O R R, SR SIERPET. BETER
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MFINFHEORPRRSVAIMAMEEERME O, S HETHMEAML, Ttk R BN

T HETFEEME L. AOHMEARR R BRI M A N EEEAT piv2o T i
ih MR ARIE . pBV220 R [ S HEeT — ﬁfrrd-;m% HE EEACRBEE T PP, 1B W
i, B SR MEAE  pBV220 R B FmH KEDY, R 291 10% - 200, 3
Ttk 7 8 B AY N TEE EcoRI #l BamHI BT L1, Eﬁﬁ}ﬁh%&i& MN #H[F, KLy i
{1 PRRSV BAMERF RN ABIET MN RO R ORI RERYE, FEF - HRITEE
Y88 b Bz e B

pBV220 HiAEWEE FHTS, AoEl SRHESET MN EPRESTE W, 8a

Fin PR, A2 IR IEAY AT A Y R S B E A

[

10

& #® X #

Wi, PREDR, 0% MR L PRRS 755 IL 2 B 4 L A 00f Wik G DA & (PRRSVIMOBF 7 W 77 8+ d 4.
1996121k~
'ﬁ:’qtnﬁj:-l;ﬂlffl~ S AT IE IR T 0 S TR PR O AR BRSO M ORI AR 19001 30 IR
Conzelman KK, Vieer N, Vun Wornsel PY er af. Molerular charactenzainsi o poreme reprductive and ~egraranory wondrom
virur, a mrember ol the Amernnrus gruop Veologe, 1993, 193.329~ 319
Meng X1, Paul PS, Hallerw PG et of . Prylogencue anelyses o the putanse ™ C0ORFAY and N (URFTY geres o jvorcine vpen
ducime and resprratory andemme wiros (PRRSY ) smpheatom [or the enestopre ol o gontepes ol PRRSY iorhe TTHA o-d
Eurepe. Arch Viml, 1995, [ 745~ TS5
Eom HS, Rwang J. Yoon If ef /. Eubancal ropheation of poreme eeprodo tive and respiratary ssmdnmie (PRES? s oa
bumegencous sabipopulatnon of MA-TIE cell bne Arch vinol, 1493, 133,477 — K3
oL b S RRENE Sy T TIRE, de g '] ek ® -l ALnn L€ YRR IR 7370
EGHE AL E BUE EF, BEMEW T F-5. & <t B4R L;f'*.ﬁ?hi"ﬂ,;r-f‘ﬁﬁt;iéﬁ?ﬁﬁi.ﬁ “hg L e FetEh
B b, 1992, 19~ 23, REU~ BY7
Mardass: Ho Maoupir S, Dea S5 ef of  Moheular analese ol ihe QREx 30 7 of ponaine repmductive and respreatary wens, Qi -
beo relerence sitamn. Arch Vinol, 1995, 4 THES ~ (418
Rente latochelle, Maradassi Hy Dica 3 (Jerecnon of poraine repradoacnen awl resparatory samdeome vt e ol vliires and for
malin-fixed Lissues by a1 setie hvbridizatam usng a Jigesagenm-labeled probe [ Ver Diaga Invest. [996.8:3~ 10
Suarer Po Zarthaa R, Pricio C ez al . Turect deteciien ol tar purtine reproducuye and resprratory svndramie CPIRESY wos T
reverse polymerase chain reactom { RT-PCH 1. Arch Virel, 1994, [35,89-~9Y
Mienwsiade APV, Meudlenberg JIM, Essen-Zanbergen AV o o/ Protems encnded by apen teading [rames 3 crue 3 af 1
wenome of Lelys ad wimas [ Arenim kxdue) are ctroctoral proeins of the wron. 7 Vel 1990, 70,4707~ 4772
Wicczotek-krohmer M, Wealand F, Cenzelmann Woef «f . Parome reproductive and respriratory svndroeim: viras ( PRRSLT
muniochanal antbadhes detect common epdapes on twe vierl iratems of Furopean and U 2 sataes Verenmory Mool
1996, 5E:257 - 260
SRET AT, M VAL, PR AL PeRy B A P RO TR LSRR R W VR A 190D el 20 b EE - T


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

248 |

i
&
4¥

BlaE

Expression of the M and N Protein Gene of Porcine Reproductive
and Respiratory Syndrome Virus in E. coli

Cai Jiali® Cai Baoxiang' Jiang Pin!

Animal Medical College, Nanpang Agricultural Umiversity, Nawpiang 210095)

Abstract The primers for RT-PCR were designed on the basis of M and N gene sequence of
PRRSV. A gene fragment about 900 bp, which has digestion sites of EcoRI and BamHI, was
amplified by RT-PCR. The M and N gene were cloned into expression vector pBV220 and one re-
combinant PBVMN was constructed which highly expressed a 34 kD protein in E. coli DHs,.
The expressed product was identified by SDS-PAGE and Western blotting, which occupies 12%
of tatal bacterial protein. The report has laid a basis for the development of molecular diagnostic
antigen of PRRSV.

Key words Porcine reproductive and respiratory syndrome virus(PRRSV), pBV220, Expres-

sion, M protein, N protein
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