Aok Ho5M AR HRBREXFFHR AR F=HO Vol. 46 No. 5
2018 4 5 A Journal of Northwest A&F University(Nat. Sci. Ed.) May 2018

[ 2% H4 B B 1A] - 2018-01-26 1032 DOI:10. 13207/j. enki. jnwafu. 2018. 05. 006
R 2% H B s ok - http: //kns. enki. net/kems/detail/61. 1390. S. 20180126. 0953. 012. html

BERAEENFERLEEARFSEHENLE

ZEHRER . KL EERLIBERLHAKE LA’
U HRAAL A 2B T 22 73007052 2% AU Bk IR RS T HHAE M 730050,
3 MM 20 7300200

(i E] [EMY w0 Fe % Y v v i e T R P85 3 (THNV) G JE A, #5720 s 75 2044 L g THIN i By K% %%
W SR 52 . [ 7k) it RT-PCR Al PCR $ AR Y1 THNV G HH 4 G P4 A B i 3 25 R a8 ik b, 1
AT H 3 DR B RS 5 3R 5 B AR B R K R T BIS183 v [ Y5 T 4 L M o 4L IR % FORL , i PCR 9 3% & Sal
TR Xho T WEFYISERE -2 Pac T BV )G #% Y HEK-293 40 15 (0 2%, 3RA5 45 A B 09 3% IR 04 3 41 % 7 . 8 i M 22
SAATOLE ORI R M T AN FE ] Western-blot 345 DE 25 B 19 223K, 1 2 = 2 MR 7 19 TCIDs, o K45
Y B ok THNV G 3B, HAK B Ry 1533 bp, BUEIME T THNV G A REAMBEHF R . GFP i B7x, T4l
Ji s B e Y ) . T LA R TEREAE HEK-293 41 it b 3K 3 7 Bt 29 58 ku 19779, 5 HUBARST , H TCID;, ik |
1.0X10"" mL™", (58 UM E T THNV G R (4 5 41 B % 8 2004 . 1 21 15 9% 75 B8 i a0 Rk T v .

[R5 Y3 &5 B IR FEIE s G B I 5 Mo 75 4044

[hESYES] S852.6579.5 [x#trERm] A [XEHE] 1671-9387(2018)05-0037-06

Construction of recombinant adenovirus vector of
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Abstract; [Objective) This study cloned G gene of infectious hematopoietic necrosis virus (IHNV) and
constructed its recombinant adenovirus vector to provide reference for IHN prevention and vaccine develop-
ment. [Method) The G gene of IHNV was amplified and inserted into the adenovirus shuttle vector by RT-
PCR and PCR. The adenovirus vector with the target gene was recombined with the backbone vector in
Escherichia coli B]J5183 to construct the recombinant plasmid. The recombinant plasmid was transfected in-
to HEK-293 cells after digestion with Pac [ . The recombinant adenovirus was identified by PCR amplifi-
cation and digestion with Sal 1 and Xho 1. The recombinant adenovirus was monitored by the expression
of green fluorescence protein and its glycoprotein expression was detected by Western-blot. Its TCID;, was
also determined. [Result] The G gene of IHNV was cloned successfully with the length of 1 533 bp. The

recombinant adenovirus vector with IHNV G protein was also successfully constructed. GFP monitoring
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showed that the recombinant adenovirus was transfected successfully. The recombinant adenovirus could

express with molecular weight of 58 ku in HEK-293 cells, which was consistent with anticipation. Its
TCID;, reached 1. 0X10"* mL '. [Conclusion) The recombinant adenovirus vector with IHNV G gene was

constructed successfully and it expressed efficiently with high titers.

Key words:infectious hematopoietic necrosis;G gene;adenovirus vector
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14 e 7 M 4 R A W B A R 2 ) 58 R T
P EE R 1533 bp,

Fie B RNA £ B0 1) & 0d W 45 42 B THN 955 6}
& RNAL DIRECR) RNA itk ok 1 RNA 4% 5%
TR B AT B S NS B cDNA 2 57 5 v R
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ddH, O & Bk R K 20 uL; KU 4 :65 “C 10 min,
55 C 30 min,85 C 5 min,

PABE sk B L) cDNA R i 47 PCR 4734 .
PCR JZ i {& & : cDNA #i4z 2 uL.GXL DNA %4
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8 I HL UK %

I bR A ) R A o B R 2 R
P 2 JBUORL % 6 B 2 A5 40 DHI10B o, LERAS &
3K B9 A FORL , I BR 1 N VT Pac 1 BUI4%E
TE o ARG MRIAHT R DH10B A K $2 HOCE 24 it
BEFORL. ] Pac 1 AL LAUTBR ori AR I8 5 3% Btk
JE A

1.5 EHRMELE HEK-293 450

YT 24 ho¥ HEK-293 40 it L 1. 0 X 10°
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HEK-293 4 g b &2 il . &2 1) 5 AR5 % 55 20 95 55 o 1)
Wi 1T Western-blot &gl
1.6 EABRFEEEBRIEN Western-blot #&

W bR T4 9 B URCRE A [ ) BCAs B HEK-
293 4 i, Jm A RIPA & 1 2 fif W T ok -2 5
min, Y5 2| EP 4 J5 #E 17 8 A e (40 W 3 s, [A] f#
3 s HE 20 ) RE T 4 ‘CF 12 000 r/min B0 5
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5000 bp
3000 bp

2000 bp
1500 bp

1000 bp
750 bp

500 bp

250 bp

100 bp

1.5 000 bp DNA Marker;2. G 3£ ;3. 25 [ % #8
1.5 000 bp DNA Marker;2. G gene;3. Blank control
1 THNV G 3HE PCR ¥ 1
Fig. 1 PCR amplification product of IHNV with G gene

2.2 THNV G EEEAHH & Pad-Track-CMV HJ
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WERRTE T 1533 bp A1 9 200 bp B B (& 2), 1
SRR A = G D5 37 & TR TN N A L
L B FF B % #E (ORF) 5§ THNV ChYU78,
ChAb76 . KoMo71, RtNaq82 Fl HV7601 k1 [7] 5
PEN 992, Z5 BRI, AL 9 2 {k Pad-Track-
CMV 4 & i) .

1 2 3 4 5 6 7

5000 bp
3000 bp
2000 bp
1500 bp

1000 bp
750 bp

500 bp
250 bp
100 bp

1.5 000 bp DNA Marker;2.,4.6. Sal I il Xho I XUHGYI =4 :
3.5, ZE 4 fk PCR 1Y 7= 4 7. F AL T 2 ik PCR 719771
1.5 000 bp DNA Marker;2,4,6. Products of recombinant plasmids
by Sal T and Xho T ;3.5. PCR amplification product of
empty vector; 7. PCR amplification products of recombinant plasmid
K 2 THNV G ZERFEH R Pad-Track-CMV
PCR Al Sal 1 /Xho T 3] % 5
Fig. 2 Identification of recombinant Pad-Track-CMV vector
by PCR and double digestionplasmids with Sal | /Xho |
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2 IR B TR PCR ¥ 34 F1 Pac T FE i 1
D) T A 25 S (B 3) KL PCR 7 354K 13 T
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1 2 3
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74 bp
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3.5 000 bp DNA Marker
1. PCR amplification of G gene;2. Recombinant plasmids by
Pac T ;3.5 000 bp DNA Marker
B3 THNV G 5k [ T 2 i 7 JTORL 1) % 2
Fig. 3 Screening of recombinant adenovirus vector

of THNV with G gene
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BE e i) H 4 IR TR 4 HEK-293 41 i &2 41 5 18
J& » LA B-actin NS, il & Western-blot 43 #7 H
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i 3 WG g i) H 2H R B PR EE LT RE IS R K.

1 2 3 4

GEHA

Gprotein

B -actin

1.2,3. ARG 0 M 5 4. 25 1 HEK-293 41 /il

1,2,3. Expression of glycoprotein of the recombinant adenovirus;
4. HEK-293 cells
B 4 A IR R AR 1 Rk 1Y Western-blot 4347
Fig. 4 Western-blot analysis on expression of

glycoprotein of the recombinant adenovirus
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Fig. 5 Expression GFP of the recombinant adenovirus
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