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Abstract : Previous studies have found that the consecutive passage of the Duck enteritis virus ( DEV) might lead to

mutations or deletions of the reporter gene green fluorescent protein ( GFP) inserted into the UL2 gene of DEV. The

EE&TB . 1 EGEAG T G A T LI - EA SR S5 F & 857 (GY202017 ) 5 [ K H
SRR K& R R i HT B R WG (2017 YFDO500800 )

VEH B I, Ao, S 4 5 G2t oe

BIEE: #7RI, E - mail: ychenghuai@ 163. com



8- HE B2 4k 2021 4E 10 F 45 55 %45 10 101

Chinese Journal of Veterinary Drug

mutations or deletions will seriously affect the screening of recombinant DEV. In order to screen for a more stable
reporter gene, the GFP — gpt gene cassette in the recombinant plasmid pT — UL2 — GFP — gpt was replaced with a
gene cassette expressing red fluorescent protein ( RFP) by restriction enzyme digestion and ligation method,
construction of the UL2 gene deletion transfer vector pT — UL2 — RFP expressing RFP. After the transfer vector and
DEV are co — transfected into chicken embryo fibroblasts (CEF) , the recombinant DEV expressing RFP is obtained
by cloning and purification. By measuring the one — step growth curve of the recombinant virus and its parental virus
and using PCR to determine the RFP sequence of the recombinant virus of different generations, it was found that
the virus titer of the recombinant virus in the cell and supernatant reached the peak at 48 h and 84 h respectively,
which was 10** TCID4,/0. 1 mL and 10** TCID,,/0. 1 mL. There is no significant difference from the parental virus
(P>0.05); RFP gene cassette can still be stably expressed after 12 consecutive passages of recombinant DEV
indicating that the insertion of RFP gene cassette in the DEV UL2 region does not affect the virus reproduction and
RFP gene cassette is more suitable as a reporter gene than GFP gene cassette. This research is of great significance

to the construction and screening of recombinant DEV.
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Fig1 Identification of the recombinant plasmid
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Fig 2 Recombinant expressing the red fluorescent protein

2.2.2 FTHamFEHEET FHEESIY ORFCITF/
ORFC17R X 5 21 9% 8¢ £ 47 PCR 9§14 %5, 15 3
KNk 2000 bp B9 R B (K 3) , SHEISIEAHATT

M 1

5000 bp
3000 bp
2000 bp

1500 bp

1000 bp
750 bp

500 bp
250 bp

2000 bp

100 bp
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Fig 3 Identification of the recombinant DEV
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Fig 4 One step growth curve of recombinant rDEV — AUL2 — RFP in CEF

rDEV-UL2-RFP C1 (10x) rDEV-UL2-RFP C5 (10x)
rDEV-UL2-RFP C10 (10x) rDEV-UL2-RFP C12 (10x)

Bs5 BEARSHERBEERN
Fig 5 Identification of stability of the recombinant DEV
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2000 bp

M:D35000; 1. FAMFER 5 NP WA B2 . AR
5510 AP A B3 mADRAESE 12 R B
M:D5000; 1: The amplified fragment of the 5th generation
of recombinant virus;2: The amplified fragment of the 10th
generation of recombinant virus;3: The amplified fragment

of the 12th generation of recombinant virus
6 EARBHENRPCREE

Fig 6 Identification of recombinant virus by PCR
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