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[ Abstract] Objective To detect the function of I BHV-1 TK ™ /gE "/ EGFP " gene-deleted mutant virus strain,
find a new method to prevent infectious bovine rhinotracheitis (IBR) , the charaction of TK ™ /gE ™/ EGFP " gene-deleted
mutant virus strain was further studied. Methods Southern hybridization, western dot blot and Plaques test were
employed in this investment. Results TK gene is deleted and the mutant cannot produce glycoprotein E when gE gene is
deleted. The diameter of mutant strain much smaller than that of field strain, the mutant strain grows on MDBK cells and
the virus titer can keep 106. 0TCID,;/0. 1 mL for more than 40 hours, which indicated that the mutant strain inherit

instantly. Conclusion  The gene-deleted mutant virus strain was successful constructed in this study, and the mutant
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virus strain was stable. This will be useful for the further study of IBR.
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ACGGGCTGGGAAAGACAACAACGGGCCGCGCGCTCGCGGCCGCTTCCACCGCTGGGGAGGGCGT

GCTCTTTTTCCCGGAGCCGATGGCGTACTGGCGCACGATGTTTGGTACGGACGCCTTAAGTGCTTA
AGAGATACCT ACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAG
GTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCC
TGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAG
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Fig. 1 Nucleotide sequence of TK probe
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Fig. 2 Identification of BHV-1 TK ~/EGFP*
bysouthern hybridization

1:BHV-1 TK~/EGFP* DNA /Sph 1;2. BHV-1 DNA /Sph 1;

M. DL15,000 DNA molecular marker
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Fig. 3 Identification of BHV =1 TK ™ /gE ™ /EGFP "
by western blot

1: MDBK cell control; 2:

BHV - 1;3: BHV -1 TK™/

¢k~ /EGFP*
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Tab. 1 Variation of virus titer with different volume of
BHV-1 TK " /gE ~/EGFP*

Viral dose( L) 100 10 1 0.1 0.01 0.001
TCID,,/0. ImL 107> 10" 10" 10°** 10°%" 10 >

10 1 0.1 0.01

0.001
Dose of the mutant virus
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Fig. 4 Variation of virus titer with different

volume of BHV-1 TK ™ /gE~ /EGFP”*
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Tab. 2 Variation of of BHV-1 TK™ /gE ™~ /EGFP " titer in different time

Inocu. time 8 h 16 h 24 h 32 h 40 h 48 h 56 h 64 h 72 h 80 h 88 h 96 h
( - 1gTCID,,/0. ImL)  2.86 3.65 5.52 6.27 6.53 7.03 7.02 6. 85 6.93 5.14 4.41 2.74
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Fig. 5 Variation of BHV-1 TK
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“/¢E " /EGFP " titer in different time
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Fig. 6 The heredity stability of BHV-1 TK ™ /gE ™ /EGFP "
M: DI2000 DNA molecular marker;1,2,3,4,5,6,7: PCR product of
different generations of BHV-1 TK = /¢E ~ /EGFP * ;8 ; Negative control
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