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Abstract

The visceral organs were collected from swines at a farm in ChongQing. Once the paghogen was
idetified as the porcine reproductive and respiratory syndrome virus via RT-PCR identification,
we used reverse transcription to make cDNA. Both NSP2 and GP5 gene were amplified by PCR, and
then they were sequenced. The NSP2 sequence analysis indicated that homology between CQ and
classical VR-2332 strain was 66.7%, while it was as high as 98.8% compared with HP-PRRSV vari-
ation SD and ]JXA1 in nucleotide. And the GP5 sequence analysis indicated that there were varia-
tions in individual bases. It was suggested that the CQ strain was a HP-PRRSV variation. At the
same time, the patho-material was inoculated in Marc-145 cells, and then the CPE appeared. The
viral titer is 10-567 TCIDs¢/0.1mL by Reed-Muench. The separation of CQ strain offers basis for ep-
idemiology investigations of PRRSV.
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MERIEE G RERILEREL, ZRT-PCRYIZEERREFEABER S PREESEREE, FARERE
HcDNA, #iFNSP2FIGPSER H B femtEs M, HHy 8, FINFE, MhEE. £REH, &
S EBEFINSP2EFH 5 & B EBHRVR-2332 TR FAFEEMNNG66.7%, SEBUHZRKSD. JXA1IMZER
YR E1X98.8%, GPSERNENAWE LHFATR, HERPZFHRAIBEHREEERERK. H
Rz R T Marc- 14540, 7T W82 2 1 & (40 0% 28 (CPE), ZReed-Muenchit & i% 4> B kAR
FH B N10-567 TCIDso/0.1mL. ZHBHRM A BEE, NHITHEH SR EEMERITRENFAEH AR
BET K

XK §EiF]
PRRSV, J%# %5, NSP2, GP5, HEZR

1. 818

W B 5 N 454 4iF (Porcine reproductive and respiratory syndrome, PRRS) & FR i FLJ% , A2 H1 % Z 0 5
WP 255 A9 75 (PRRSV) 51 2 ) — BBl 1t (1) AL i, 2 51 BRAR IR ™ SAT S WP R G B AS (1] . 10
1986 fFH R AETEM[2], R E NI LIIAEN 7> B A3 20 )5 PRRSV [3]. FR[E T 1995 H7E
ALRFRSE I R UL, 1996 4 B ETH 4 B HUR I, A 4408 Ch-1a [4]. 2006 4F, FEVLVE. #iil.
IR WAL LR R R R, SRR E 2B S eSS, W IRREAE R T T E S
FHHEKRMETHK.

PRRSV & TEXWEH, kAW ER, AEK, BEROALR, RPKIETE RNA . B4
SERZHK 15 Kb, &4 8 NP MIBEEHES]. ORFL 4 RNA & il i Al ARG B A[5], Hord NSP2
HHERAELERA—NMEH, REBEHIMIN, EJUFEH IR & E06E AL 5 2R & H NSP2 JE [ (1)
AL RIE K [6]. ORF2-7 gafibfi s gt e, Hbh M EH&RY, KRN EH, GP5 HEHA R
B, XHT GP5 8 2 0 5 fe AR M B [ 7], WO ey 2 DR 2 1 AR T SR 2 T RIE 9 S
Ko T PRRSV m A8 ek, AT E PRE IR AT TR B 1K 40 B9 % 8 AU K 4 A1, % PRRS WiAT
T 2 PRI 56 R0 o A B B B S
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2. MRS
2.1. fRRLRIR

R T A IE R 5 G esR ey JHEL R Ml B WSS 12081 2014 4 4 T HIURRE AR
AUCUL L, FrAAFRE v N M, A NGB TR AR AR s FGmT W 8 A R H I

2.2. FERF

Ex Taq . /PNERFEMGAA G, W3 F G0 E TaKaRa A iiEE RNA #EGAFI&EW A
TIANGEN A #]; #rE4- 1% DMEM, FRE AR, 0.2 pm i JE280 B b5 5 B AP0 A 5 .

23. BRSNS

2.3.1. mRALE
SR 4 TR U FH KT 17 A B SR K B AT IS, —80°C [ Rk 3 Yk, 1000 rmp EB§.0r 5 min, HX i,
A1 0.2 pm Fd g SR AT R 0E, WCERIEM T KB B2 ME, 1% 5% A LEBIIMAXUGT, —80°CIRAF %M -

2.3.2. IREHBIMEEE

B OK A Z R Marc-145 400, 25597, JH PBS ZerPiiisve—k, #0 1 mL CRLRIIER,
[FJ A 1E 7 Marc-145 28 i g B IR, B 85 340 T B 30 min, 2 f5 BUH 35 SR 7R I8, 0 8 mL 7% 10%
G4 M5 1) DMEM 4ER7, T 37°C, 5% CO, #5354 397 3 K, M ARMEMMIPIRE, SEisdemag
S

2.3.3. %3 TCIDs, BIME

¥ Marc-145 44l T 96 FLAIZUR IR+ (10° 4HAR/AL), 1575t i A 4n A i i T 0GR 56 DUAR 2
WH T M35 DMEM G F- AR E S (1) 10 (2R B 2 107°; %5 96 FLAL AU 7R h I 15 97 i3 25, Fl AxPBS
Pe 2 3 KRBT IR AR 96 FLAAZUE R, 100 pL/AEfL, RN EM 6 NES, 37°ClEEA
WEEFRFE R VER 1 hs 3725 96 FLAAZURG FRAR I B89, FH 1xPBS ¥k 2 ;T 96 FLAAZIREFRINAN T 10%
Jif 2F 1375 i DMEM 4E 553 100 uL 5550, B T 37°C CO, 853756 5597, 72 h 5 W82 10 L 40 s 28 FL &L,
ot A 2H UM 1 7 VT S AL 2R AR B s 7 o B L 71 B (50% tissue culture infective dose, TCIDsy) o

24. BHRHIEE

24.1. 5|89 EER

2% GenBank £ R R I H [E KB X PRRSV #EAk I ZE K751, B4 %F PRRSV 51411 11 NSP2,
GP5 I 51, P2k /IN53 511 )9 168 bp, 750 bp.NSP2 i 51 4. 5-CTGTCGGTGGTCCCCTCAA-3',
TEGIY: 5-GGTGCGTCAGCGTTGTTG-3'. GP5 _Lif#5|4: 5-GTTTACCCAACGCTCCTTA-3', T
51%): 5-ACTGGCGTGTAGGTAATGG-3'.

2.4.2. RT-PCR #&

1% H8 TIANGEN 7 RNA FERGAT & U6 T2 RNA, JEHZ IR TaKaRa 1005 Sl 77 & vl i 15
WL cONA, FHEERI IR eI ATy 1S o § 38 264 Jy: NSP2: 95°C 5 min; 94°C 30s, 53°C 305,
72°C 30's, 3t 35 MiEFR; 72°C 10 min. GP5: 95°C 5min; 94°C 30s, 56°C 455, 72°C 30's, 3t 35 /Mg
s 72°C 10 mine 3455 EEL 5 uL PCR F=4 3847 Bt i b el 4 AS I

2.4.3. ZEFY| S
B4 5 A BH IR PCR P23 05 M & 468 N R0, KD 3 45 3R 5 4 e dg ik K oAt 48 7 ik 1) 325 IR 31
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H DNAMAN ZEW) 22 A AE 21 2 55 3 07 THTEAT EEAL
3. &R
3.1 ™ESTBER
AS AL HODENCHE AR F Marc-145 A1, B9 58 —RUFIE LD BIORE, AIER, WA, %
i, Rt mBEnE 1 K2 fR).
3.2. ##k TCIDs, #MZER

SR, RN 1 PR,
#2118 Reed-Muench V115, %70 B HRIIR R EZ N 107> TCIDge/0.1mL.

3.3. £ RT-PCR #8452

B AT IS RE B i RT-PCR AW, 738 P13 3 1.0 1) 55 5 W Bk s v vk 78 28 A BERS A% 2458 ]
R Be gk, K/NFFA PIUASE (a1 3 o).
3.4. FHIDHTER

& NSP2 Fil GP5 ()il 45 573 30l 5 2 & 3R A [l Y 43 B AR R Wi L L SE PN RS bR e B AR B AT AZ IR [R) R
PEAT, 3 51 EE X6 2 BRI 43 55 1A Ak NSP2 L [R5 45 i SE I 7R 5 0k VR-2332 A% H IR [ YR 14 A 66.7%,
SR AT B = U MR SD, IXAL [HJEMEIAE] 98.8% (Wi 2 FizR). £ DNAMAN #5442 37 ) ik
BN, %0 EkkE HUBL KEHE— 3 b, S5HEZRARKIIEE 4 FiR). 1 GPS JKI£EA 565

Figure 1. Normal Marc-145 cell
1. IEEHY Marc-145 4Af(10x)

Figure 2. Marc-145 cells infected after 72 h
2. R& 72 h [RHY Marc-145 ZBAf(10x)



T ST 4 0 5 7 EE PR ) 7 1 4 5 S AR e o

bp M 1 2 3 bp

2000

1000

750
500

250
100

800

168

Figure 3. The result of PCR. M: DL-2000 DNA Marker; 1: purpose strip of GP5; 2: purpose strip of NSP2; 3: Negative control
[ 3. ¥k PCR £ELHR. M: DL-2000 DNA Marker; 1: GP5 £ [& PCR /=4; 2: NSP2 £[& PCR /=4; 3: [Hi%
POl
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Figure 4. The systemic cladogram analysis of the genomes between PRRSV strains
B 4. &tk NSP2 EE S5 E R E SRR & LR
Table 1. The result of CPE
=1 BPCPEMERLER
YA FLSE L R R4 Bl ¥
R = ﬁf)uﬁcgﬁgléﬁiﬁ);;fﬁiﬂﬁﬁ
CPE L% F CPE LY CPE 7L# & CPE 7L BHLHE T EL(%)
10! 6 0 31 0 100 (31/31)
107 6 25 0 100 (25/25)
10°° 6 0 19 0 100 (19/19)
10 3 3 13 3 81.3 (13/16)
10°° 3 3 10 6 62.5 (10/16)
10° 3 3 7 9 43.8 (7/16)
107 2 4 4 13 23.5 (4/17)
10°® 2 4 2 17 10.5 (2/19)
10°° 0 6 0 23 0 (0/23)
Table 2. The nucleotides homologies between different PRRSV strains
3z 2. TERS 10 ¥k PRRSV FEHRAZEHBLF 51| ELR 14 EL X 455R (%)
Rk CH-la VR-2332 JXAL HB-1 HB-2 HUB-1 BJ-0706 BJ-4 SD
NSP2 87.5 66.7 98.8 94.0 81.5 98.8 91.1 66.1 98.8
GP5 95.0 89.6 99.0 97.5 92.2 98.5 97.7 88.7 98.2
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4. ¥1ig

AT E PRI AE 37 R T4 B B —Fk HP-PRRSV Ji 5, FEXHBHTY €. %W EE Y Marc-145 4
M, (YU B R AR, 1508 Reed-Muench 977 i 14555 DUAR 25 (1035 /2 8 107>%7 TCIDso/0.1mL. H
RT-PCR MAbHE i (€3 47 184 Y PRRSV () NSP2 Fil GP5 J:[K F B, 7414 M 2 BHiZ 35k 1) NSP2 2L [
52 A VR-2332 I H IR [RIEME N 66.7%, 5 @ B0 VEAL 5 351k SD, JAXL A% H IR [F] U5 11 7 1% 31 98.8%,
AR S 5 SR W ER PR 3 0 4 R 4 s 15 3 1 EE R A 1 B0 P E AR A

BARA[FA PRRSV 43 B RRAE T A& 2 A AE W) 22 20 R, (1 FLBE DR A A g SRk i 2 s T AN T
R, —Fhit DL VR-2332 AARFRAIEM AL, —Fit L LV ARR AR A, — 2 (R IR A PR P ARARA A 60%
[8]. i 2&FMB M FIRIC RN Bibk, #A — N REFEWRES, WA BA SRR R, Hh&
SN 2 NSP2, GP5. GP3 & .

PRRSV 45 #4 8 F1 NSP2 H ORF1a 4 fith, -5 25 1 52 il ik 72 I 5 5% 2 B B 20 23 1) v 14 9% [9]
M 2006 4F43 B F PRRSV #2, HP-PRRSV JE:RH4 1Y &R NSP2 JE R NS LR B2k [6], BN
BRI AS RR RIAR A . @I XS NSP2 JRHI i KB, % EERRID NSP2 J¥%115 JXAL, BJ0706, SD Btk
(R B, AR HEAL TS HUBL S8 R, AR B/RIZ &R AA7A1E 30 MAESEIER G, Hik
AL LA Z 3K 1T REHH IXAL, BJ0706 5% SD A5 ifiok, H oA @S0 AR 7 2 bk

GP5 &5 &R M, EEHALT ORFS I, 4K 603 bp, &M EEMMAT PR, fE45ME A RA
Rig. FAEERRIA], GP5 & IEMRFHI LA 88%~99% 2 [8][10]. Wl 74k B Bor, %Ik GP5 3L A
5 IXAL HIRIVEVE A s, fEFEI A4S 135, 201, 300. 456 &% 600 fir kAR 48

2006 4F 11 A 28 H, KT B KB KR W 5950, 2007 F 1% (1R TR R ABET- R 43 ik 3] 6.11%F1 2.06%
[11], il 2 o AR LA B R0 P B 3 R IR 3588, 120 I R 26 B N R, (R e TR i &=
BN Z — o ZIRIATIERE, RIS, — PRI, DL 5~7 A2 K. IRRR IR EEAR
WAL, [EE EZ OB G RGN E[12], KRR K. BT, &% oA R 26 97,
AT CATRB S o8 3 o SRR N P Fp 3 T i S P T AN 99 TR 1, E AR AR S R AR 5 A AR B
BIA R BRAE BV o DRI 22 A R B 1 A E AT

5 RE

IAER, BEAE SRR TRERIAN M TR R R Mk e, i JE Rl PR e MR R IA B VSRR, F i B n 22
A e AR P OO PT RE o B R O T 703 B AR DR R 2R 2 W HRCRE AKCAIG, 3R SR AILER /N, T BRSO AN [13]
T3 BERE ORI AN B A BRI, 2 Ay, ELRR T AL S AR ) G928 s I [ 14155 B A 1 i 28 9% i ) e
FIT e M2, FEEE SR EEE AR R B % i FUAS TR K HEE, X PRRS MB35 58 1 5Ll
ST H

R R B3 i %I I H (cstc2012gg-yyjs80014) ,  H K 1 Bl A A 1% 9% 1 %I i H (cstc2013kjre-
1jrcpy80001).
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