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Abstract: [Objective)] The research was done to construct eukaryotic expression vector of ILTV,
[Method] One pair of primers was designed and synthesized according to the chicken infectious laryngotra-
cheitis virus (ILTV) gB gene nucleotide sequence (M64927) published in GenBank. gB gene of ILTV
henan isolate (ILTV-XY) was amplified by PCR from viral DNA extracted from chicken chorioallantoic
membrane infected by ILTV-XY. The purified PCR product was inserted into pGEM-T Easy vector, trans-
forming competent cell JM109. By identification of blue-white spot screening, plasmid PCR and enzyme di-
gestion, positive clones were sequenced. gB gene of ILTV-XY strain was compared with gB gene nucleotide

sequence and deduced amino acid sequence of 5 ILTV strains published in GenBank. Then, the gB gene was
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subcloned into the eukaryotic expression vector pcDNA3. 1 to construct recombinant plasmid pcDNA3. 1/
gB,recombinant plasmid pcDNAS3. 1/gB was identified for PCR and enzyme digestion. [Result] The se-
quencing results indicate gB gene nucleotide sequence of LTV-XY strain is 2 629 bp in length, which in-
cludes one open-reading frame (2 622 bp) ,encoding 873 amino acid residues, eight potential N-glycosalation
sites and twelve cysteines in deduced amino acid sequence. Comparison of the gB gene nucleotide sequence
with that of ILTV 632 strain,SA2 strain, Throne strain, yantai strain,liaoning strain, published previously
in GenBank,revealed over 99. 0% similarity. When compared with ILTV SA2 strain, ILTV-XY strain had
one base deletion of G at 89 nt and one base insertion of A at 102 nt within gB gene resulting in five amino
acid frame shift mutation. Recombinant plasmid was confirmed that the sequence of recombinant plasmid
pcDNAS. 1/¢B in the reading frame and the ligation part was correct by identification of plasmid PCR,en-
zyme digestion and sequencing. [Conclusion)] The result showed that the recombinant plasmid pcDNA3. 1/
gB was constructed correctly, which paved the way of DNA vaccine.

Key words: infectious laryngotracheitis virus; gB gene; polymerase chain reaction; sequence analysis;

eukaryotic expression vector

& gy P 1 K 48 K (Infectious Laryngotracheitis,
ILT) 2 f A& Gt Mk < 48 R 9% 5 (Infectious laryngotra-
cheitis virus, ILTV)' 5 | 3 A g B2 42 fk 1 09 Wi 36 4%
YL . W0 U IR e B R R ARG 10096, FE TS R i 3K
T0Y0, AT RGBT L R A FFRE N
B Z—. H 1925 4F May 163K B8 & K& W izw
LIk BUE i e it 25 . FREAE 20 it 2D 50 4F
B BAI - 1988 ~1990 4E & 1EVF 2 4 i A7 » 1992
ARG TR [ — 264 X S5 M 7 PERAT o X
— B RAANG K5 LT &, S 35E KBk B
TLT f By il 2 R A T 58 55 &l i i i 3, TLTV
JB TR o S IE 0 B AL, HIE 4l 155
kb [ BUELL 1 DNA 43, JE BRI 2H 43 o KRR X,
L pRR X B ) o AR B MR S A P ) . g BRI
AL R A L H G 5 0 @B OBE A 10 T FE R T
FETHT S BB YL T 06 T 1Y T BB AR I RN
i TR . . g B BRI H AT ILTV ©F
FERIFEY L S R ILTV 59 8 5% 1 2 W B
ILT 9 3= B4t . A8 b T B F e 9 58 25 952 1 0 4
KA — & 1), B ) 5y TR o . 7] 5 | v AR 1 I
Yo R TG B i ILT AS BB A B4 80 1, B LB
B TLT v ) F o) S5 AE o A7 A BFFEXT ILTV i
R R ST KL K EAT se ke 5 p 41 I E L IR A 2 g B Kk
PR Y B A% B A Gk Bk, AR R E ILTV ) 4+
TRAT I~ T 5% L HAZ TR 92 v 1) T o) 29 7 Al

1R

1.1 % #
ILTV W E Rk (AL TV-XY) A B4 sh v 5

AT LR E Sy B R A 9~ 11 H % SPF X9 iR
I bt A LT 4 3 S 5 3h W) R AR F] 5 pGEM-
T Easy Vector Il H Promega /A #] ; Premix Ex Tagq
DNA & & W§, DNA marker DL2000, X-gal il
IPTG. BR #l ¥ 1 Y B Sal T . Pst 1. Hind I
EcoRT M Xho Il ¥ A FAY TR CKIE AR
VNI
1.2 ILTV @yi#EE 5 DNA B3R E

¥ ILTV-XY S50 B R B HEFp 10 H % SPF
X WA 72~120 h 35 95 BE 1% X i bR 40 5 A PR 4
W, Y REAIE S 5 P R B i B ik . =il ® —20 C
AR 3,4 CF 7000 r/min B> 30 min, B
W 2 A T ER R U DNA,
1.3 ILTV gB £ E 14

%% GenBank &£ M ILTV gB 3 HZ R )7
%), )% F§ Primer(Version 5. 0) £ K 70 #r &k 44 %41 1
X, BRI o A EcoR T il Xho | i
Y s CF R &3 2. EiEsl 8 k. 5-GAG
GAATTCAATGGCTAGCTTG-3"; F g5l ¥ M-
5-GCGTCTCGAGTTATTCGTCTTC-3', %51
IS EEIR N 2 629 bp, Bk gB &% (2 622 bp),
SIIA B ARTE W R I G50 2 Z 51 W R ASTE il — ]
. BI¥ M EA T A TRARS K.

DA IO 5 7 DNA g BEAR AT H 09 5 K i 4
W, RNAR R K225 pL Premix Ex Tag DNA R &
fiff, 2 pL Bitlk DNA, B NS94 1 pL, (M8 4tk
%50 pl, PHEEMEN 95 CHIASYE 5 ming 94 C 1
min,54 C 50 s,72 C 3.5 min, 36 MMEH ;&5 72
CHEAf 10 min, SR 45 5. B 5 pL PCR =¥ {E



510

A A5 < A% e W A S HE I R R o B IR 19 S R T ) 43 A B L LA AR AR A i i 31

ML VKA A R AT H I A Bealife .
1.4 ILTV ¢BEEMTE.MNFES5H

¥ aifb ) PCR 77 # 5 pGEM-T Easy # 14 i
A7 3% $2 SN o A8 7 40 KL pGEM-gB, - 4% & L )7
BEEEAR E. coli IM109 JEZ AN 16 & F X-gal
(40 pg/mL) | IPTG (40 pg/mL) 14 % & %% &R
(Amp,50 pg/mL) Y LB BAEHE IR L H55% 12~16
h BRI BE R v 42 A & Amp 19 LB 5,37 C
PTG R 9% 12~16 h, 2 HCE 4 Bk E 4T PCR %5 5 fl
FH Sal 1 \Pst 1 #-ATHE U %02 . Pk FH PR se Bk |
WA TAEY TR S A RA /AT, RS
GenBank HiZz ity ILTV gB JEP #4757 51 40 #r .
1.5 ILTV ¢BEREZEARERNHAE

A EcoR T 1 Xho 1 W) & 4 i ki pGEM-gB,
¥ gB R BOBE o 1) o 3 R AE A B Y pe DNAS. 1
AR gB B Fr B )4 A B A RE AL 3 )
B ik A peDNAS. 1 o, 44 7 51 41 3 38 ik peD-
NA3.1/gB, %4k E. coli IM109 JB& 52 75 40 1, 4 4
T Amp (50 pg/mL) ) LB ZARHr .37 Cilh48
Hids 12~16 h, #ik A REERM T 5H Amp(50
pg/mL) ) LB H 78 R 1,37 CHRz i Ff 12~
16 h, FHBME 220 5 /) 1 32 B 20 5ok i 47 PCR
W It H EcoR T 1 Xho T SWEEYT &% BamH T M
Hind [ BAEF U #1756 52 . 5 J5 B PCR % Fil g V)
S5 oh FEAVE B T A Bk 2 AR TR R AN | it
A7 75 5000 7 o 50 I T 4 5O 132 5 AE 19 1 Aff M

2 RS0

2.1 ILTV gB Wy 55

UK ZE R SR H ILTV gB 3L S5 M 1L-
TV-XY 3 H 4 DNA #8111 46249 2 600 bp 4%
S, STYHE 0) DNA Fr B BEAHATF (B D,

M 1 2

19329 bp
7743 bp
6223 bp
3472 bp
2690 bp
1882 bp
1489 bp

2629 bp

K1 ILTV gB 3R PCR ¥ 145
M. DNA Marker A-EcoT14 I;1. PCR p=4j; 2. [ 4% &
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