18(3) 1997: 105~ 109
J. South China Agr. Univ.

gB

B E &
(e REKRFHHEFZ, M 510642)
(ILTV) B(gB) pllgB
. . plLeB  EwRI , , ILTVeB
. ILTV . B ,
0.01tg : . :
’ B ’ ’
S 852.65
(ILT) (ILTV)
1925 , . s
, ILT . s
10% ~2O%s ’ o
ILT , 2% ( . 1980),
. ILT .
(Hughes et al, 1991), y ,
(Guy et al 1991). , ILT
(ND), (AD, aB) . s
. (Hughes et al, 1988), (Guo et al, 1993),
(Nodaet al, 1990), (Hitchner et al, 1958), (ELISA)
(Yotk et al, 1983) ILT . s )
ILTV . ) ILTVgB
1
1.1
1.1.1 4.8 %X # plLegB ( puUCIS8

1996— 12— 10 445 FRF %, B, 34 ¥, B3I)F M+



106 18

ILTVgB ILTVDNA EcoRI3. 0 kb )s NM522, pUCIS
; EcoRI , . , X—
gal, IPTG Boehringer ; DNA MarkerADN A/Hind IIT
1.1.2 ##& ILTVDNA7 ¥ ; ILTV (ILTVH)
; ATV) ;
(MDV) ; (IBV )P 14E4930406
; (NDV) . (IBDV)
1.2
1.2.1 plLgB Ji 269 5% 1% NM522
(1992) . 18h 2004L 12 ng pILgB .
30 min, 42°C 90 s, 2 min, 800 “L LB . 37°C200 r°min ' 30
min. . 50 g/ mL , 40 * LX—gal, 4 L IPTG LB
. 37C 16 h.
1.2.2 # T8y &Rk H7 LB . 1.5 mL
LB , 37 °C200 r°min ' . EcoRI 0.7%
. EcoRI pUC18  ADNA/Hind III
1.2.3 & F4C pllgB ik  EcoRI .o : 2524+ 1)
, , . 0.5 mL  eppendorf
1L.otg 100°C plLgB » 2.0 "L Hexanucleotide s 2.0 L ANTP
, 1.0 “L Klenow, 10.0 L. , 37°C . 2.5PL
LiCL, 75 L DNA, DNA 50 L TE , —20C
1.2.4 #HBZe : ( ,
1:10), . . .
. 500 L, , SDS K 1% 150 g/
mL. 37 ‘C2h, 10000 r°min ' 10 min, . . ,
20 L TE
2 h, 20 SSC
. 8T |
: 100 C 10 min , . 1 ¥
plLgB, ILTVDNA7 % ILTVHDNA 1.0 L, IBDVRNA, IBVRNA, NDRNA, AIV R-
NA, MDVDNA 2.0 1L, 2 ¥ plLgB (1.0.0.1.0.01. 0.001.
0. 000 1 g), 1.0 ~L, 80C 2 h.
: ) 200 ng/mL Herring
sperm DNA 10 mL, 68°C 4 h.
: plLgB  100°C 10 min,
, mL 26 ng. 68°C 12 h, 2 SSC, 0.1%SDS
. 5min. 0.1 SSC, 0.1%SDS 68 C . 15 min.

1.2.5,, %& 132 000 30 min, X —Phosphate



107

gB

2h

NBT

, 37°C
, EoRI

III

2.1 plLgB
pllgB

I,

ADNA/ Hind
DNA Marker

pUCI8

b

M

b

4.5kb

2.3 kb
pUCI8

2.7 kb,

3.0 kb
ILTVgB

2.2

pllgB

H

ADN A/ HindIII

1.

I)IIJ§§[37

ILTVDNA7 % ILTVHDNA, IBDVRNA, IB-

plLgB
VRNA, NDVRNA, AIVRNA, MDVDNA

H

EcoRI

pUC18  EcoRI

3.

9

PR PP L R

4343722500

1
I

411335370800

R R e el

H .

it i)

Fa

ILTVDNA7 # ILTVHDNA

=3
AadAraTT

IBDVRNA, IBVRNA,

NA, MDVDNA, AIVRNA

b

ILTV

2.3

ILTVgB

2

¢B
1.0. 0.1. 0.01. 0.001. 0.000 1 g

pILgB: 2. ILTV—DNA7 %; 3.ILTVH—

4. MDV — DNA;
7. IBDV— RNA;

1.

IBV— RNA; 6. NDV—

8. AIV— RNA

5.

DNA;
As

plLgB

]

RN

0.01 g,

LR S
quwuhuu m-mnn aat
i umn.uhm-mmmmuu
i o N3 37 21735

plLgB, ILTVD-

K

ILTVHDNA,

pILgB
NA7 %,

A
(o]

2.5

IBDVRNA,

ILTVgB
1.

NDVRNA. AIVRNA, 3

IBVRNA,

3.0.00g
0. 0061

2. 0. 1Fg;

1. Fg

4

o)

MDYV DNA

)

<
Je

0. 0D1F g}



108 18

3
ILTV gB ILTVDNA  EcoRI 3.0 kb ,
ILTV (Kongsuwan et al, 1991; York et al, 1991).
ILTVgB
ILT (Scholz et al, 1994; Keam et al 1991),
, ( Keam et al, 1991; , 1996),
( , 1992),
( , 1994). ) ILTVDNA, ILTVgB
s ILTVHDNA, ILTVDNA7 #, plLgB
, IBVRNA, IBDVRNA, AIVRNA, NDVRNA, MDVDNA ,
ILTV , ILTVDNA.
gB s , )
0.01 #g, gB ILTV
DNA . s s
3, . ) DNA ,
ILT , ELISA, . ,
( 5d ). ELISA )
( , 1991). Keam  (1991) , ILTVDNA
ILTV, 0.01 g TILTVDNA, , ¢B
ILTV . .
pILgB ILTVDNA7 %; .
s s , . 1994. DIG— cDNA
, 75(2):52~54
BW . 1991. . 9 . . : , 419~ 426
: , .. 1996, oB
, 26(9):20~21
J EF T, . 1992. — . 2
, 55~56
s s s . 1992,

, 12(3): 231 ~ 234
) s , . 1980. .20 : , 361~363
Guo P X, Scholz E; TureK J, et al. 1993. Assembly Pathway of Avian Infectious Laryngotracheitis
Virus. Am J Vet Res, 12(54):2031~ 2039
Guy, ] S, Barmes H } Smith I, et al. 1991. Increased Virulence of Modified— Liye Infectious Laryn-



3 : gB 109

gotracheitis Vaccine Virus Following Bird— Bird Passage. Avian Diseases 35: 348~ 355

Hitchner S B, Shea C A, White P G. 1958. Studies on a Serum Neutralization Test for the Diagnosis
of Laryngotracheitis in Chickens. Avian Diseases 2 258 ~ 269

Hughes C'S, Jones R C. 1988. Comparision of Cultural Methods for Primary Isolation of Infectious
Laryngotracheitis Virus from Field Material. Avian Pathol, 17: 295 ~ 303

Hughes CS, Williams R A, Gaskell R M, etal. 1991. Latency and Reactivation of Infectious Laryn-
gotracheitis Vaccine Virus. Arch Virol, 121; 213~218

Keam L, York J J; Sheppard M, et al. 1991. Detection of Infectious Laryngotracheitis Virus in
Chickens Using a Non— radioative DNA Probe. Avian Diseases, 35:257 ~ 262

Kongsuwan K, Prideaux C T, Johnson M A, et al. 1991. Nucleotide Sequence of the Gene Encoding
Infectious Laryngotracheitis Vius Glycoprotein B. Virology, 184:404 ~ 410

Noda M, Miura K, Yamanaka K, et al. 1990. Hemagglutination with Avian Infectious Laryngotra-
cheitis Virus. Arch Virol 114: 137 ~ 142

Scholz E5 Porter R E Guo P X. 1994. Differential Diagnosis of Infectious Laryngotracheitis from oth-
er Avian Respiratoty Disease by a Simplified PCR Procedure. ] Virological Meth, 50,313 ~ 322

York J J Fahey K J, Bagust T J. 1983. Development and Evaluation of an ELISA for Detection of
Antibody to Infectious Laryngotracheitis Virus in Chickens. Avian Diseases 27(2); 409 ~ 421

York J J Fahey K J. 1991. Vaccination with Affinity— puified Glycoproteins Protects Chickens a-
gianst Infectious Laryngotracheitis Herpesvims. A vian Pathol 20: 693 ~ 704

PREPARATION AND SPECIFICITY OF INFECTIOUS
LARYNGOTRACHEITIS VIRUS GLYCOPROT EIN
B GENE PROBE

Guo Xiaofeng
(Dept. of Veterinary Medicine, South China Agr. Univ., Guangzhouw 510642)

Abstract

The plasmid(pILgB) with Infectious Laryngotracheitis Virus(TLTV ) glycoprotein B(gB)
gene was cloned in E. coli NM 522. After amplification in LB, the plasmid was extracted
and digested completely with EcoRI. The digested products were labeled with DIG— DNA
labeling kit and an ILTVgB DNA probe was obtained. DNA and RNA from different a-
vian viruses w ere hy bridized with the labeled probe and the result indicated that the labeled
probe showed positive reaction to ILTV—DNA, and no cross reaction to other avian virus-
es. With serially diluted DNA, the minimum quantity of DNA detected with the probe was
0. 01 #g. Three times hybridization with the same hybridization solution containing

ILTVgB probe yielded identical result.

Key words infectious laryngotracheitis virus; gly coprotein B gene; DN A— probe; digoxi-

genin



