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Figure 1.
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Strategy of obtaining lethal FMDV for C57BL/6 adult mice.
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Table 1. Primers used for RT-PCR
Primer Primer sequence (5'—3’)

HK1F TTGAAAGGGGGCGCTAGGGT

HK1
HKIR GGGGGGGGGGGGTGAAAGGCGGGCTTC
HK2F TCGACGATAAAGGGCTGTGACC

Fragment

HK2R GGTCAGCCGTCTTTGGGTCAGT HK2
HK3F ACCGCTACGACCAGTACAAGGTAC
HK3R TGGCGAATATGTCATTGATGTCAC HKS
HK4F ATCATGCTGGCTGACACCGGTCTT
HK4R CTGTCTTCCCGTCGAGTATGAGCT HKA
HKS5F AGAGACCTCTGAAAGTGAGAGCCA HKS

HKS5R T18GAATAGAGGAAACGGGAAAAGC
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Table 2.

The results of passage of FMDV O/HK/CHA/99 MF4 in C57BL/6 mice and FPK cell

Passage number  Clinical symptoms Viremia  Mice with clinical symptoms Dead mice Time of the first mice died/h
Cycle 1 - Y 0 0

Cycle 2 - Y 0 0

Cycle 3 - Y 0 0

Cycle 4 + Y 3 0

Cycle 5 + Y 5 1 46

Cycle 6 ++ Y 7 1 46

Cycle 7 +++ Y 7 1 45

Cycle 8 +++ Y 8 2 40

Cycle 9 +++ Y 10 2 36

+: Clinical symptoms were observed in 48 h post-inoculated; ++: Severe clinical symptoms were observed in 48 h post-inoculated;

+++: Very severe clinical symptoms were observed in 48 h post-inoculated; Y: Emergence of viremia.
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Figure 2. The plaque phenotype and one-step growth

curves of FMDVs. A: the plaque phenotype of FMDVs;
B: one-step growth curves of FMDVs.
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Figure 3.

The survival of C57BL/6 mice infected with FMDVs. A: The survival of C57BL/6 mice infected with

FMDV O/HK/CHA/99 MF4CS5; B: The survival of C57BL/6 mice infected with FMDV O/HK/CHA/99 MF4C9. e:
10° TCIDso; 0: 10° TCIDsp; <: 10 TCIDso; % : 10° TCIDso; ¥ : 10° TCIDso; A: 10° TCIDso; m: 10° TCIDsp; o: 107

TCIDsy; 4: 10" TCIDs,.
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% 3. &£ FMDVs O/HK/CHA/99 MF4 #%ERFn & EER ATk
Table 3. Change of nucleotides and amino acids of serial passage of FMDVs O/HK/CHA/99 MF4
Gene (O/HK/CHA/99 MF4C3) (O/HK/CHA/99 MF4C5) (O/HK/CHA/99 MF4C9)
Nucleotide Amino acid Nucleotide Amino acid Nucleotide Amino acid
VP4 - - G189A - G189A -
VP2 - - C309T - C309T -
VP3 Cl123T — CI123T — C123T -
- - C294T — C294T -
VP1 — — G37A Al3T G37A Al13T
C168G
2C C278T A93T C278T A93T C278T A93T
O/HK/CHA/99 9% 4 fCFL B 2 (O/HK/CHA/99
3 b
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Passage of a type O foot-and-mouth disease virus in mice and
cell and analysis of its complete sequence
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"State Key Laboratory of Veterinary Etiological Biology, National Foot-and-Mouth Disease Reference Laboratory, Lanzhou

Veterinary Research Institute, Chinese Academy of Agricultural Sciences, Lanzhou 730046, Gansu Province, China
?Henan University of Animal Husbandry and Economy, Zhengzhou 450000, Henan Province, China

Abstract: [Objective] To successfully establish the C57BL/6 mice experimental infection model for
foot-and-mouth disease virus. [Methods] The foot-and-mouth disease virus O/HK/CHA/99 MF4 strain, which is
insensitive to C57BL/6 mice, was selected and continuously passaged in C57BL/6 mice (in vivo) and fetal pig
kidney cells (in vitro). [Results] We successfully obtained a foot-and-mouth disease virus mutant (O/HK/CHA/99
MF4CS5), which was sensitive to C57BL/6 mouse. [Conclusion] This study successfully established C57BL/6 mice
model for a foot-and-mouth disease virus mutant strain, which lays a foundation for the evaluation of the efficacy
of foot-and-mouth disease vaccine and the study on pathogenicity in the future.

Keywords: Foot-and-mouth disease virus, mice, cell, cyclic passage, analysis of complete sequence
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