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Establishment of an indirect ELISA antibody detection method based
on African swine fever virus p49 protein
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(College of Veterinary Medicine, Nanjing Agricultural University/Key Laboratory of Animal Bacteriology, Ministry of
Agriculture and Rural Affairs, Nanjing 210014, China)

Abstract; This study aimed to establish a serological detection method for antibodies against the structural protein p49 of African swine fe-
ver virus (ASFV). A pCold 1-p49 recombinant plasmid was constructed, and an indirect Enzyme—Linked Immunosorbent Assay ( ELISA)
was developed using purified p49 protein as the coating antigen. The reaction conditions were optimized, and the specificity, sensitivity, and
repeatability of the method were validated, followed by testing of clinical serum samples. The results showed that the obtained recombinant
p49 protein reacted with both anti—His tag antibody and ASFV standard positive serum. The optimized ELISA conditions were as follows: the
antigen coating concentration was 0. 8 wg/mL, the blocking solution was 5% skim milk, serum samples were diluted at 1 : 400 and incuba-
ted at 37 °C for 0. 5 h, the working concentration of the secondary antibody was 1 : 20 000, incubated at 37 °C for 1 h, and tetramethylbenz-
idine (TMB) was used for color development for 15 min. The cut—off value of this method was 0. 189 ( =0. 189 considered positive, and <
0. 189 considered negative). The method exhibited good specificity, sensitivity, and repeatability, with a minimum detection dilution of 1 :

3 200. The intra—assay coefficient of variation ranged from 1. 53% to 5. 91%, and the inter—assay coefficient of variation ranged from 3. 46%
to 5. 73%. The agreement rate with a commercial kit was 92.39% (85/92). An indirect ELISA for detecting antibodies against ASFV p49
protein was successfully established here, providing important support for development of diagnostic methods for African swine fever.
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ASF J&—FREAS B S FETH4 1) 2 B A Y 1k 5l
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MHRPLRE TR0, IR AP AR, PRI RS (E
AIDAERG AR, BV AR B R LIk, %R
CFERERZ A E FAM XY HL, A TR A B A
FEp AR S i ASFV A ] L R 2 ] £ 2
IAFAEZE R Horp ) 2R ASF 2 ASFV 1T
RUGRATRRS R >0, RS R T 28 35 0k R 2 A
S, Hasfe2ReEsm, JefrE IR AR Tk, X
AR SRR T TERE R P R R, RO
7R 5 UL (v P o Al E AR ROREAR R R o
TSNS P R . BeAh, A DX )
B T RBERRI AT, (AR IS 2y, ik
TSGR TR R R 9 E B PCR,
B PCR SEAZBRAG I Jy v i A s d A% R, HoA
R RS, RENS A R ISR, RS
EHL ASFV IRYL R AR, SRt T ASFV R
R X 2 50 2 S PR B SR A, AU BB A LG 2R
PERTHERT, JCIR R KA I TG R I 2 vk ]
A A ARG I 3 P AR SRS I Bl e 1 A e R
e, R K, BRERE P, ST
PR 95 9 Jak e 1 L E AT R BB O A, SR = 2 W
ASFV WY IG5 A ELISA A 7k | JeiA 4 s
EATIR AR &, R ORI S AR
AptTel o ELISA IR RERR R . SR MESR, gt
FLah) DA 218 58 A ASFV B ik I i 2H 12 Wi
O, s ST MEN R . R SS PESR Y ASFV
ELISA K577, Stoesili kBB AR R R | $ETH45
ABiERE h A EEE X, HAr, X% ASFV 1)
ELISA Al 32 77 & 3= 2500 FH 09 2 9 8 A 46 p72.
p54. p30 &, p72 MR EREMII AR 1, SRR L I
TP PUARAKCE W] BEAR TAG I B, pS4 EAME N
R0 A 7 A e S R 5 X A AR ey fe o5
TR pS4 RN A F ] REF B 5 p30
VR I 2 1 e S S A T ) BARRO B, (HBLA
ASFV ELISA Fail 50 & A0 SOs% v A e S R4 A 1 3
R P, TREEET B ASEV RS I BE AR I T R

R G EREE,

TE ASFV By rs Rt b, pd9 A AT S
YRR AEAH EAER, RPN EEMIBEE T, R p49 &
5 p72 % F LR 41 A ASFV YR SEL5F9™), pd9
BEOAARGHA ZFPUIRE RN, 2 Fbi R %0768 5
ASFV BB IS & AR s, HA RIS 26 B b JR
P 5 HABSE TR A R 2Dl A R, ATt 2 R 07
BIMRI A FH . 3 B v R D R LA, pd9
MR AL TEAA] ASFV Bibk i BEAR ST, (8 H
FORTRNIE P RV BERR GRS, BERAIC R 2 2 52 R 30 T
Rt

AR RS A R G AT pd9 T,
UESEH S ASFV A v B L 3 K i B BH 4 1l 37 44 B
RAFNTE, #2785 p49 HTE ASFV Rl 5 i Fd A
H—Ew), Wi, AUFEEH p49 &AM gL
B, HESL T —FhE REE, SRR YRR A 4 ELISA
Tk VL OD s, EAE R FIE R, E I R A DU B
AP | P W 3 bR B i
ARG, A b Ty i B4 0L T G R AR A 10 3200,
TR A SRR B A BT 4T ASFV Ho A 85 11 470 46 )
Dk R TR K 5 W Y PH i T
TSN, P RAF, SSRGS AR
ik 92.39% ., TEJRZLfFsErh, nlaEat Y K IgFEA &
TR, SCOR R R vOGIAL | Sz bl
RIS H AR IGUE MG FEA, DT S HE R PPAR 2 v
FIFFA%, LA, JREEFTil nl R 2R e 2 20
DRI eI IR A N AR, AR TG et F
A 438 TS R T 1Y ELISA 3R &34 S0 F

ZE LTk, ASWEFE LT S %) ASFV pd9 [a] H2
ELISA #:0 J7 i H & RAr i U . fR e 5 ER
PE, ZITIEAALR ASF B AP A 0 3500 5 i A &
PR, Woh ASF I PR 12 Wi B I A7 9 2 U8 A £
BEEAR R,
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