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Abstract; In order to prepare monoclonal antibodies against VP22 protein of pseudorabies virus (PRV) , the target gene was cloned into
the prokaryotic expression vector pET-28a (+), and the pET-28a~VP22 prokaryotic expression plasmid was constructed. The recombinant
VP22 protein was obtained by using the E. coli expression system. Then, 6—8 week—old female BALB/¢ mice were immunized with the puri-
fied protein, and four monoclonal antibodies 1D6, 1D9, 1B12 and 2C10 to the PRV VP22 protein were obtained after three rounds of sub—
cloning by means of hybridoma cell fusion and indirect ELISA. Indirect ELISA detected that 4 hybridoma cells were able to stably secrete an-
tibodies till the 15th generation, and the antibody titer of the cell supernatant was 1 6 400. According to the subtype identification, the heavy
chains of the four monoclonal antibodies belonged to IgG1, and the light chains were the k type. The results of Western blot and indirect im-
munofluorescence assay (IFA) showed that all the monoclonal antibodies prepared in this study could react specifically with PRV and identify
two epitopes. Meanwhile, the results of Western blot and confocal microscopy showed that the VP22 protein was a viral early protein, early
presenting in the cytoplasm and late infection translocating to and accumulating in the nucleus. In this study, the monoclonal antibodies
against the VP22 protein of PRV provided technical support for further exploration of the biological function and virulence mechanism of the
protein.
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Fé6: (1~152aa) ——— + o+ o+
F7: (1~162 aa) + o+ 4+
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F9: (1~182 aa) + o+ 4
F10: (1~192 aa) + o+ o+
F11: (1~202 aa) + + 4+
F12: (1~212 aa) + o+ o+ o+
F13: (1~222 aa) + o+ o+ o+
Fl14: (1~232 aa) + o+ o+ o+
F15: (1~242 aa) + o+ o+ o+

Vec: pET-28a(+)

B kDa M VecFL Fl F2 F3 F4 F5S F6 F7 kDaM F8 F9 FI0F1lFI12FI13F14F15

3510 - 40[*
o amn Gy
His 2519 - --- 35 ‘----
s - - 25|«
1 *
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351+ - 40[+
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1D6 ) o Sl memeee-
25|#

kDa M VecFL Fl F2 F3 F4 FS F6 F7 kDa M _F8 F9 F10Fl11F12F13 F14F15

35 e 40|~
Dy 25|~ @ T 350 o e . - -
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kDa M VecFL F1 F2 F3 F4 F5 F6 F7 kDaM F8 F9 FIOFI11FI2FI3FI4F15

35 = B 40}
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1B12 - 3510 o . - - -
25| B
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B. B g AN X,
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2.10 HURRALE E SR
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Xf PRV VP22 S FHEERE, Bl 2 ot R AL 7E VP22
FEHPRATE I, S5 WA 8, 2 R RN E o
fi ¥ VP22 K
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8 PRV VP22 EQ T HEHEM

2.11 VP22 EAMBERMEBEBELL S X547
ANl PRV F Bk VP22 B 1 A B R IT 5 &
BioEdit ZAF LU XS J5, 4 RANE 9 fias, Frise it 2
T J 2% 7' LDVGRRRLAF " 1 DAALDRFLQA*"?
TEZ T PRV Bpbk D 58 2 IRAT, ZIERT 902 5+ .

3 itig

WEONERIGAE g e . B0 | o B 4 f 4% e
W, o G TR IR kR R E R N 2
— L0 011 AR LICKTRE B AY PRV Hi AT # bk & 4
PlsAs R B EEGR, T 2L Bartha-K61
5585 1 Ao 2 MU BEFRE AR SR B A S e B A, (BT X
— BB RUAR S R RR A G A e R, ATk
FEL B T EAAE R 1 B 45 TAEA SRR PR, T LAE—
AT PRV AR SRR EE S 0 0L+ E 2, 38
VIFe L0 g R 42 6 PRV 1445 .

PRV VP22 75 [ /2t UL49 JE DX i A ) — o g JiEE
AN, FE BB ST RS, SRS NA
FERGI A R e B R Bl Y 32 AL G
VP22 5 IR BRI YL A~ B Bl i 5 999 7 41 i R
FIRARELAE FH R BAT Z R DD RE, A0 ma s 28 35 11 &
B, S5 EERLT AL | HeiRESE R G S N LA i
R AR IS, AT, EAMREMN, VP22 MY
FERARIZHNEE 1 B (HSV-1) JRYL R B REIE 3R gk
gD mRNA (FLR, I8 0] 76 R 5 1042 oF 3 5 Y
A, WHEEE oD, gB, [RIEF VP22 B HUE W AT
S ZEABAEAEN, WEEREEN gE. oM FISL
RRLI L R ek i 7 S U BE P VP16, Xt
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FAELAE 5 A 05 25 0K AT B 06, JuHE: VP22
FEARELEE AR R S R R AEERTY, W
T AR DTSR 5 VP22 75 [ He] % 45 1 1 LA i
FRIEERE . PRl , YL HSV-1 )5 VP22 Al
LS IFMEIFOIR GMP-AMP & i (cGAS) F
PE, SBCTREK B (IFN-B) AT, Ml
cGAS/STING A 1 KR PO ek 42, B4k,
WA VP22 ATV S BRI = A2 (AIM2) HE
VERIFBHIEHEZE R AL, AT AIM2 4350 5 i /1N
PRAGITS , b 35 0 B LA S BRAA P A R 2
ST VP22 A R{LAE HSV-1, PRV A A=
BAEH, A Ak 2 B b R AR & P R T fg,
ORF9p &/KJe — iR B 8 (VZV) H VP22 1]

JRE, AR E H B CEE™ ) R ZERM
TR R EEER T B A, fEy R
WRE R ST R A G Z A 8 (KSHV) Hr, VP22
{9 [R5 3 11 ORFS2 Al 307 cGAS B i& P2 | JThEas
AR BRI A SN FI 2R L cGAS—DNA B3 B0 T
I pp65 YEN VP22 TE NE 4 i 8 (HCMV) Hp
W 2%, o] RETERERETE 32 50 K e I I H & P A
W NF—wB A4 28 98 55 R M B #1EH 0 ,
BITEZ, VP22 i TE A i W rh B 2 50 E
SRR, XD REFIHLE B — BRIk 1
L HF R 2 B 104 A o SR 3 A O TR [ i = i e oy 7
[ ) A B AR A 2 1 S5 40

1D6/1D9/1B12

2C10

ud hergaeﬁ\ms 1 1solate ZJ01
uid alphaherpesvirus 1 strain PRV-IM
uid alphaherpesvirus 1 strain PRV-GD
uid alphaherpesvirus 1 isolate GXGG-2016
uid alphaherpesvirus 1 isolate GXLB-2015
uid alphaherpesvirus 1 strain FB
uid alphaherpesvirus 1 strain FA
uid alphaherpesvirus 1 strain $X1911
uid alphaherpesvirus 1 strain FJ
uid alphaherpesvirus 1 strain SX1910
uid alphaherpesvirus 1 strain PRV XJ
uid alphaherpesvirus 1 isolate DCD-1
uid alphaherpesvirus 1 isolate HuB17
uid alphaherpesvirus 1 isolate SD18
uid alphaherpesvirus 1 isolate GD1802
uid alphaherpesvirus 1 strain hSD-1/2019
uid alphaherpesvirus 1 stram JSY13
uid alphaherpesvirus 1 stram JSY7
uid alphaherpesvirus 1 isolate JX/CH/2016
uid alphaherpesvirus 1 stram AnH1/CHN2015
uid alphaherpesvirus 1 strain GD0304
uid alphaherpesvirus 1 isolate HLJ-2013
uid alphaherpesvirus 1 isolate Ea (Hubei)
uid alphaherpesvirus 1 isolate LA
uid alphaherpesvirus 1 strain Ea
uid alphaherpesvirus 1 isolate HB1201
Suid alphaherpesvirus 1 isolate DL14/08
uid alphaherpesvirus 1 strain HN1201
uid alphaherpesvirus 1 strain Fa
uid alphaherpesvirus 1 strain HNB
uid alphaherpesvirus 1 isolate HLJS
uid alphaherpesvirus 1 isolate SC
uid herpesvirus | strain TJ
uid alphaherpesvirus 1 isolate DX
uid alphaherpesvirus 1 isolate CH/JLHF/2022
uid alphaherpesvirus 1 isolate CH/GX/PRV/2408/2018
Suid alphaherpesvirus 1 isolate GD-YH
Suid alphaherpesvirus 1 strain Qthe347
uid alphaherpesvirus 1 isolate JS-XJ5
uid alphaherpesvirus 1 strain JS-2012 F91
Suid alphaherpesvirus 1 strain JS-2012 F120
uid herpesvirus | strain JS-2012
uid herpesvirus | strain BJ/YT genome
uid aleggahexpesvims 1RC1 DNA
uid alphaherpesvirus 1 DNA
Suid herpesvirus | strain Kaplan
Suid herpesvirus 1 strain Bartha
Suid herpesvirus 1 strain Becker
uid alphaherpesvirus 1 strain NIA3
Suid alphaherpesvirus 1 strain ADV32751/Ttaly2014
Suid herpesvirus 1 strain Kolchis
uid herpesvirus | strain Hercules
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