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Figure S1. Specificity test of ASFV-positive and -negative sera with purified recombinant p30 (0.4 pig /lane). Western blot of the field
samples used as serum panel: (A), (B), (C), (D) Purified p30 were diluted to 0.4 ug per lane (lane 140 and lane N1-N7) in gel
electrophoresis, and tested separately with 1000-fold diluted 40 ASFV-positive sera against ASFV. Then, 98 ASFV-negative sera were
divided into 7 fractions (N1, N2, N3, N4, N5, N6, N7), and 14 sera in each fraction were tested together with the p30 protein. There
were 1 to 40-40 ASFV-positive serum samples, and N1 to N7-7 fractions with 14 ASFV-negative serum samples in each fraction. (E)
SDS-PAGE analysis of p30 protein. M1—protein ladder purchased from Genedirex, M2 —protein ladder purchased from Thermo
Fisher, 41 —purified p30 (0.4 ug). Ten sera used in bELISA were selected from the aforementioned serum panel. Therein, five positive
sera against ASFV corresponded to lane 1 to lane 5, and five ASFV-negative sera corresponded to first 5 numbered sera in fraction
N1. Then, 40 positive ASFV sera and 98 negative ASFV sera were verified truly by Western blot.

Viruses 2022, 14, x. https://doi.org/10.3390/xxxxx www.mdpi.com/journal/viruses

W N N gk W N

10
11
12
13
14
15
16
17
18
19
20
21
22
23

24
25
26
27
28
29
30
31
32

33



Viruses 2022, 14, x FOR PEER REVIEW 2 of 2

XXXXXXXX}!I’.MIEVIFl’.IDILRES5QV'\FFHASELYNWFE'\FEIINESRIV]'IAIHILLSIVKYDI'\FHSARIYAS Majority

1 WEREREREDR @ 0 480 S il 8T 8 00 T W T o0 e G AT SR A R TR S A R N S T R W R O H . . . . UEN73102.1
1 BRPEALRBREDN - O we b e shiee s Eign s b e e Eieen sk el Bial ik e e i Bl Wil e e (B BNl il e e B R H . . . . RARES322.1
1 MDFILNIS

1 MDFILNIS = 3
Ml T T g e e T e e g R e e e e e e R e ACJ61524.2
B R o R o R o 0 0 g, i e ACJ61567.1
EL e i o e AN N L e U SRt N R R RN N L o R o N N I L o N R LI N R L N e O L R ACJ61568.1
- L L . By ACJ61523.2
F S o R R FERE RS TR R R R R R R R RN R RN R R L R ACJ61550.2
1 HBPEILABILIENY o . v Vo e v Ve & Udce B Neie B Bide Tooe vlhoie o S56e & ONaie b Bhdne w753 | S R...V. .. RACJ6I516.2
L RN R RS P P R S EE SEC R E R S e R | S R SRRE ACJ61560.1
S it A = o P R R U R R St T o R e T e BBl s ADQ44025.1
WY R R B i W 1R R S B R R S R 4 T i AR B o SR 0 R B Woab wcw e R v - . RACJ6l154a.1
BB e i e A A ORI (SR e R SRR (SRR e i e i OO S O e ) L e L T R...V. .. BACJIG1547.2
L it R i e e A i e i B B e L BB B e e s i S i T R e R...A. .. RBCJ61546.1
B e o B i ke S s M o e e, =g L e e, e M B 7 2 o o ! o g it T v o e R v - . RACJ61561.1
1 BOR RS R R SR R R R W R R e e AR e e R cRtew ol RN R v . EU874303.2
2 s = e U e~ S i T~ e e S A A S AT | JSER S R R S R...V. .. ACJ61563.1
. R S e e Tl TR R e Tl T R e e R TR T R e e Tl (O e e D T 18 e e e IR LT (1 sl e e I LT (O e ACJ61540.2
X R A el e i i e e e R e e e e i el e e e Rl e R e e e i e s ACJ61554.1
WO R R e R R e R e e R T R S R e o R e o R AGA54097.1

QY TEHQAQEEWNMI LEVLFEEETEXXSSASSESIHEKRXXXXXNDNETNECTSSFETLFEQEPSSXETPEKD Majoricy

80 a0 100 110 120 130 140
L N L | n L h

................... % SRR e R R e . E. . . UEN73102.1

................................. . E . . . RRARG5322.1

...... | EEERA e Sl A e e S e e S RS . V. . . QBH90581.1
...... B ocim i g S e S AT i B i = TS i i 8 <N . .. CRADD 455.1

........... e P e i o A gt o S (o e g . V. . . ACJE1524.2

............................... [ . V. . . ACJEL1567.1

...... | R P e o ol R SO e L DL ... ACJELSEB.1

...... ) [AEHER EI I e B - DL. .. ACJE1523.2

................................. . V. . . ACJE1550.2

5 sl S ARl R b 6 S SN b (R ) MR i e e S e R g T....N ACJEL1516.2

- E S h S (R N GENREERLBER ¥ o il w sk ) meiee e Sl . - L. . ACJ61560.1

- §r oS T k.. N B g - R sy S St R ADQ44025.1

. Ik . B I i 5 sl A R o ACJEL548.1

¥ B o I I v on e e e RN T e w. won ACJEL547.2

U T e N L ST PN, i, L T. .5 .. BACJ61546.1

BRES S SR REUeE B T (O T i e R Bidis How e ACJ61561.1

L e - o S Tisn & &3 EU874303.2

¥ T SRR B 5 O R R R T O R Tl v e ACJ61563.1

................................. . V. . . ACJ61540.2

.............. T B 4 B S B 4 o B R . V. . . ACJ61554.1

........... i s it st ARSI o b g - O ke ) LSRS0S . V. . . AGAS54097.1

SKLYMLAQKTVOEIEQYGKAPDFNEKVIRAHNFIQTIEGTPLEEEEKEVVRLMVIKLLEKKXXXXXXXXXX Majority

L o v - A 0 i Sl v A 0 e Ao~ B i e e Al B 0 e Al iy e Al = - Ay ol Al B - I e A UENT73102.1
b L R R R g R Rl R FERE FE RS TR R E R RS FE R R R N N N NELLSHLHLMF BRRAS322.1
pf \ JREERNSE S - AL O S R Boiien w bheie B bisia B ASeia w LiEe W b Se . QBH90581.1
R R R e R e R R R R B SR R T i R R L R R CAD21 455.1
TR i U L R T B R B T R R o S e P U U ACJ61524.2
R o T8 B R o 0 OO 1 B 1 O 1 G i 1 TR o B O 4 B S R 4 BB B R 118 L S R g ACJ61567.1
SRR T e S O S AR 5 USRI 1 O A L SV (O AR LV (S A S TPV SRR DL oAbt v AL BYEARAS DL it v L S ACJ61568.1
S 5 T i i N A b A S N SR b R s N TGN b N s N S B b R M N TR b R i s R AT 1 M i s - ACJ61523.2
BRI 0k~ i L 8 el = g ) 8 e B = i M e e, = i ML 0 e, g ML o, g B ., A W o ot ACJ61550.2
143 A . . . I o i vt st oo m o v o s s 2 s 8 s 8 s E v o v o o a oo o v o ACJ61516.2
143 T . . s SRR 7 L Rt RS T R o SR S G R b i . (o FE R S SR 1 SRR T e e ST o ACJ61560.1
143 T . . B S S ST R 0 e SRl T e e e T S o A . T RN S 1 RS TR e LDQ44025.1
B N R R S R e R S S st ke St Sl e el S i S B el e el ey S ACJe1548.1
D S B Sl e R S e e S RS S S S S CE e (e T P T e R SR 1 S ACJE1547.2
143 A . . 0 2t i M R A 2 R A R A QL s o A e 5 0 B i e i ACJE1546.1
143 A . . i e i L N R N N L LN o o RN I iR LA L B i R e ACJEL561.1
143 AR . I g e P e BB B e P e B i e T R i L R B L . T T L S EU874303.2
RE L SEERON S g R i D PR B NN R e b - O Bon e RN R ACJEL563.1
TR © Leve w b de e e b ide e ANee e bdie W B e e e A e b e B w o W& R ACJ61540.2
TR el O R MR R Rl 0 e R R 0 e M R 0 e M TR e R R T 0 e R R L e R e ACJ61554.1
I i U T R T R T R S R o S i R o o i R o S AGA54097.1

Figure S2. Sequence alignment of p30 proteins of 21 ASFV. Sequence alignment was performed with MegAlign. The consensus
residues are denoted with a dot, while gap domains are denoted with blank. The amino acids on the top represent majority residues
in identity position of p30. Epitope of amino acid 12-8 (EVIFKTD) recognized by mAb-2B4 is denoted with red box. The GenBank
accession numbers of 21 ASFV p30 protein sequences contain the following: Genotype I (Pig/HeN/ZZ-P1/2021; UEN73102.1), Geno-
type I (BA71V; AAA65322.1), Genotype II (Pig/HLJ/2018; QBH90581.1), Genotype II (Georgia2007/1; CAD2068455.1), Genotype III
(SPEC/257; ACJ61524.2), Genotype IV (RSA/04/3; ACJ61567.1), Genotype V (MOZ/1960; ACJ61568.1), Genotype VI (SPEC/265;
ACJ61523.2), Genotype VII (SPEC/154; ACJ61550.2), Genotype VIII (PHW/88/1; ACJ61516.2), Genotype IX (KEN/05/1; ACJ61560.1),
Genotype X (Ken09Tk.13/1; ADQ44025.1), Genotype XI (KAB/62; ACJ61548.1), Genotype XII (MZI/92/1; ACJ61547.2), Genotype XIII
(SUM/1411; ACJ61546.1), Genotype XIV (NYA1/2; ACJ61561.1), Genotype XV (TAN/01/1; EU874303.2), Genotype XVI (TAN/03/1;
ACJ61563.1), Genotype XIX (RSA/96/2; ACJ61540.2), Genotype XX (RSA/95/4; ACJ61554.1), and Genotype XXI (RSA/96/1/P;
AGA54097.1).
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