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Abstract: The sows in the delivery room of a large — scale self — breeding pig farm suffered from miscarriage, and
the joints of the pigs were swollen, collapsed, and died. In order to study reason of disease, the aborted fetus and
lungs, spleen, lymph nodes and joint fluid of the dead piglets were collected for molecular biological detection,
virus and bacteriological isolation and identification, and the antibodies to porcine reproductive and respiratory
syndrome virus of sows were detected. The results showed that the detection of porcine reproductive and

respiratory syndrome virus was positive. A porcine reproductive and respiratory syndrome virus strain was isolated
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using PAM and identified as a highly pathogenic virus strain by sequence identification; The antibody results

showed that the positive rate of porcine reproductive and respiratory syndrome virus antibody in sows with four or

more fetuses was abnormally high; The bacteria isolated from the diseased material were identified as Streptococcus

suis, and laboratory diagnosis confirmed that the cause of the disease in the pig farm was the mixed infection of a

highly pathogenic strain of porcine reproductive and respiratory syndrome with Streptococcus suis.
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Tab 1 Source of virus detection method and primer probe sequence

eI I5 5 K 7 K U5 51 R e 2R JFFI(5" -3")
Mot EY] TACAGGACAGTCGTCAGTAGTTCGA
GB/T 2(?5% 2011 TSI CCGCTAGGGTTAAGGTGTGTCT
WEF FAM - CCCACCTCGAGATGCTATGTGGACGA — TAMRA
Mot EY ACGCTCGGCTTCCTCTCC
GB/T 355 1\1 2018 TSI GGTAGTCGTCGCTCTCGTG —
et FAM - TCGCGCAGCGTCTGGTGCAT - BHQI
Bt EY GGAGTCTGGTGACCGTTGC
GB/T 312(;?)[12 2018 TSI CCAATCACGCTTCTGCATTTT
PREF FAM - CCGCTCACTTTCAAAAGTTCAGCCA - BHQ1
LIS TTGCTAGGCCGCAAGTAC
CB/T }3>§9ﬁls2v_ 2018 TS ACGCCGGACGACAAATGC
PRE FAM - CTGGCCCCTGCCCACCAC - BHQ1

%2 PRRSV S|# Ry IBE M
Tab 2 PRRSYV primers and amplification conditions

EIE7EA S 519FH1(57-3) TEH S P84 B/bp
PRRSV L{i#514) AACRCCCAGGCGACTTCAG 95 °C 5 min—95 C 45 s, 56 C 45 s, 2 bk 1879
PRRSV T #5191 TCTCATTAGGAGCAGTTCTTACAC 72 C 60 s, 30 MEF—72 C10 min AR 1789

%3 PRRSVREXEHKZHRE GenBank ERS

Tab 3 PRRSYV representative strain name and GenBank registration number

GenBank %515 EA BRI K B K
EF635006 HUN4 o BUR MR S bk China
AY032626 CH-1la 2 MR China
EUS07840 CH-1R 2 AR China
EF112445 JXAL -R e B R S bk China
EU860248 TJ e B0 AR bk China

MH500776. 1 NADC30 TR America
AY150564 VR2332 gk America
MW887655. 1 1-4-4 1o B0 A S bk America
KX192119. 1 NADC34 TR America
EU360130. 1 3.9 e U PR S bk China

1.2.5 @il »BETE5ES [P 5 SRR RS | M)A T PCR 973

1.2.5.1 4IEE BURE LWL JBAE #1252 4UR%E  Ker i gnm g S T oA
ELEE TSGR A A I VNS, RISz Shokeb  ZO RO R . FREREER Y 355 | it 17
BEA 5% /INEIMTG R TSA B3R358 8 37 ClR B4 @ B W 1% SIS SR e B Tk A TAG I , I
FaEgE . PR TR T 22 Rt ARG SR 22§ & DR T T 5 13 o ansk 4,
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Tab 4 Amplification primers and conditions of streptococcus suis

5% ST EI(5" -3") TEASEL F BB
Nty iL7] GCAGCGTATTCTGTCAAACG 95 C 5 min—95 C15 s, 55 °C 45 s, 72 °C 30 s, 689 1
IRl CCATGGACAGATAAAGATGG 30 MEFF—72 C10 min P
2 HRESW #*5 FRFREEHE PRRSV Fikiils R
2.1 HEANER BAE RGO RE R s m Tab 5 PRRSV Antibody results of Sows of
PRRSV #i ﬁ;’ Hi—jh !:3% PRRSV $i {4 BH # % different gestational ages
Bl REEEUSk S/PEHIME PER B
95% ,S/P TNy 1.01; = =i pgy O ARG SUTAR TR R
40% ,S/P F- (N 0. 425 PUNiG Kz LA 1 BEA% BH M % - = 30 0.42 40% 0.22
Yok 95% ,S/P SEIME N 1.6, UG LA EREREPUR DU fis KA L 30 1.6 96.70% 0.81
e ¥ . 3. o .6
Ik P U H 8 T R (R 5, 1) i 0 075 ®30% 0

1.01

g 0.8 A

0.6

04

0.2 A

0

—Mi Y i UG B Wi i
Il i
E1 % PRRSV HiEtisg R
Fig 1 Results of Porcine PRRSV Antibody Test

2.2 FHEHMLER  CSFV.PCV2 Fl PRV Kl HEREa 72 h 40N B R 2 A A i AR
YIMAME, PRRSV Rl Zs S BHYE , CT (R 21. 3, ZEHLGLIE 2 R F3 A0H555E 96 h IR B, 44 h
2.3 WHELE PRRSV -202201,

2.3.1 sAESBER KRR IMBIET PAM,

B2 PAM ZEi#EFmEE 72 h BTN
A:ZTH PAM 4ifl  B:PAM HMEMBERIT 72 h KT
Fig 2 Changes of PAM cells 72 h after inoculation
A: Blank PAM cell B: pathological changes 72 hours after PAM cell inoculation
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2.3.2 FHIMEA LR I NSP2 5%t !

PRRSV -202201 4" 4 Hi 1789 bp i H (45717, ¥ —-5000 bp
K HL FL I M5 3007 0, 55 20 ML bR AR LE A Aot
29 +1 DEFERR B, 5 5 B0 P BE bR E A A R 1789 bp -

LB AT, W0 F 2 SR 15 i85 SO PE 78 b 1795 1 I Loty
VT, R 95.6% ~95.8% , 3 M43 2 {9k 75 A 1 L

AR (3 B 4, 5) T
2.4 WHABREEEE ARRRA U T
B 24 h 5, AT WH GRS IR 1 G 7 J6 s vt oot

TP L R 7RI T o] IR EREIREREE (K 6)
WILFIE R . X TRTE T TR IR, JFF PCR
ST FERIMT T 689 bp A AT H Y 4%
(1 7) % H B 25l BEA TIP3 LA, S Bk A
(IRIIEPEN 100% , RHA 53 B A AR R A S B TAT

Percent Identity

3 PRRSV -202201 PCR ¥ &4 R
M :Marker;1 ~3:PRRSV —202201 F3 . F2 F1 X =#1 31
LR 4. AR
Fig3 PRRSV -202201 PCR amplification results
M :Marker; 1 ~3:PRRSV -202201F3, F2,

F1 generation results; 4 :negative control

3 4 5 6 7 8 9 10 | 11 | 12
1 805 (957 |956 (957 [958 | 327 |954 |68.1 |435 (420 | 1 PRRSV-202201
2 837 (838|837 |404 |834 |809 (519 (497 | 2 CH-1a
3 . : 83.8 |83.7 (404 |834 (809|519 |497| 3 CH-1R
4 |37 |93 ’ 992993 (346 (988 (712 |455 (439 | 4 39
@ 5 |38 |92 |92 991|992 (346 |98.7 (713|454 |438| 5 HuN
@ 6 [37 (9191|059 99.7 | 343 (992 | 712 (454 (438 | 6 HUN4-F112
g 7 [35(92 |92 |08 |09 344 713|456 |440| 7 JXAT-R
a 8 |57.9(53.1|531|534|534|549 8 NADC30
9 |41 (96 |96 |13 |14 |09 9 TJ
10 | 322 (237|237 (283 (281|283 VR2332
11 |391|36.0 |[360|362|365|365 NADC34
12 441|423 |423 (410 (414 |414 (408|572 1-4-4
1 2 3 4 5 6 7 8
4 PRRSV -202201 # 5 PRRSV KRk F#k[F IR 1%
Fig4 Homology of PRRSV —-202201 strain and PRRSV representative strain
HUN4-F112
e
- JXAI-R
— PRRSV-202201
______ _{: 39
HuN
|CH-1a
CH-1R
VR2332
- [ NADC34
Y
277 : : : : : l NADC30
25 20 15 10 5 0

Nucleotide Substitutions(x100)
5 PRRSV -202201 #4347

Fig. 5 Evolution tree analysis of PRRSV -202201 strain
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Fig 6 Gram staining microscopic results of

isolated bacteria
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Figure 7 Bacterial PCR Detection Results

M :Marker; 1 ~7:the results of colony
amplified PCR products

3o #

HI T4 792 5 I R R PR AS L8 TR 6 S e 44
Z B TR E FBORMIZ . 1EX AR bk
% PRRSV Hu 1k ik 47 ELISA ¥ I iF, — i & %
PRRSV Hifk 13 95% ,S/P -} 1.01; — =
NEEERE BRPE R T 40% ,S/P SEH4{H M 0. 425 DU K
DL ARG BH RS R 95% ,S/P FHIME M 1.6, i
TR IS % W e PRRSV %1, PRRSV 1t
A7 Pt B R s ) e T B F T Ui A DL
BGPTSR S/P S (E B T B .1 T

TG K A E RS PRRSV HF 38 gy | 1 Pt
TRIKF- B S35

FEXTAG 1) 7 B L SR B & 95 4 9 B R A T
ORI, CSFV (PCV2 F1 PRV K I 45 5L 15 4 B
P, PRRSV Kl 45 5 0 BAPE  JRATRERD UEAT T 9
OYES MR YE DE ABIN %559 Hi238", 78 ¥E4T PRRSV
BT PAM 40l e Mare — 145 58 SR R A BF
¥ ] PAMs 20 422 R kL 73 25 PRRSV, PAM 4 fifd
FERESS 72 h 20 BRI B A A A R
FEBURTE RNA §784 )5 PRRSV Sy PHM: , 20 43 25 3
T MR

HHi DX PRRSV 2 B0 HE R N2 I RE AR (19 5
PURIE P A Nsp2 &5 481 A1 533 - 561 {if
IR (30 4> aa) B/ R A ESERKT
I AT RS B FE AR NSP2 BE R X PRRSV -
202201 BESEATIN T RO R bR, 45 5 5 v B0 1
RERRIAN RV B, 9 95. 6% ~95. 8% ,(H A7 AE—
FE Y22 5, T RBIE A T 148 S i A T 3 2 2 S v
A

2013 4F, 38 [ & BL2E NADC30 FE#ES "), 2020
EREMRE T mBURTERN 1 - 4 - 4 Lineage
1C PRRSVAESE#R ' 80 it 3 ~ 5 ARk 23 3
—> PRRSV Hr8E Pk, — 77 18 I R b 5 5 A BB 1 2R
BIEER , 3 — 7 TH O AFTE 1Y BE VR ORI & A2 A8 5
XEEHRLS PRRS Bl % T B R BEAR, Pt b 23
Aok S 2 2 O X T R A T R MR A T O 1 SR IR
AR B TR T G
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