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English Summary

There is a global need to develop a specific antigen detection method for subgroup J avian
leukosis virus (ALV-J) since the group-specific antigen detection is unable to distinguish
exogenous from endogenous viruses. In order to obtain monoclonal antibodies specific to ALV-J,
the N-terminus of the surface unit (gp85N) of the envelope protein from a Taiwanese ALV-J was
cloned in pRSET and then in a mammalian expression vector for monoclonal antibody
production in mice. After selection from hybridoma cells, two monoclonal antibodies, mAb14
and mAb22 were obtained. Both monoclona antibodies caught specifically to ALV-J and the
expressed gp85 protein from ALV-J but not that from subgorup A avian leukosis virus by
immunodot assay. Furthermore, mAb22 was found to catch ALV-J by immunodot, Western blot,
immunoperoxidase and immunofluorescent assays. Thus, mAb22 was used for detecting ALV-J
antigen or virus in blood. The result shows that this monoclona antibody could detect positive
sample. In conclusion, this monoclonal antibody might be useful for the diagnosis of ALV-J virus
or ALV-J-derived antigen.
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cloning vector ALV-J ev/J 2003 12
40% ( 2/5 1/8)
100% (10/10) 75% (12/16)

subgroup A ALV  ravl subgroup J ALV  Hc 1 (

) 2003 (United State Department of
Agriculture, Agriculture Research Service, USDA-ARS) (Avian
Disease and Oncology Laboratory, ADOL) 4 subgroup A ALV
(ravl) subgroup J ALV (Hc 1) Hc 1 gp85 SU  ravl gp85 SU
DF1 25 cm’ 5mL PBS
(GIBCO BRL, CA) 1 mL 0.15% Trypsin 37

30 10%

Dulbecco’ s Minimum Essential Medium (DMEM, pH 7.0-7.2)9ml : 10ml
14 1/6 39 5%
25 cm’ DF1 0.15%Trypsin 6
200p L 10% 24 g/ mL DEAE-dextran (Sigma,
St. Louis, MO) (Fadly et al., 1998) DMEM 2 mL DEAE-dextran
0.1% (Hyclone, Logan, Utah) DMEM 39 5%
7 9 RT-PCR
25 cm’ DF1
5mL PBS (GIBCO BRL, CA) 1m 0.15% Trypsin
37 30
10% 2y g/ mL DEAE-dextran DMEM 4mL
14 1/6 1ml 10ml 39
5% 10% Dulbecco’
s Minimum Essential Medium (DMEM, pH 7.0-7.2) 39 5%
2~3 2 RT-PCR
DF1 10% 24 g/ mL DEAE-dextran DMEM
2.5x10°/ mL 24 ImL 10
(10"-10°) 0.1%



DMEM 7-9 80u L 5% Tween-80

ELISA Reed & Muench (1938)
(TCID=)
56 30 5 500 1000TCIDso
10 107-10° 96 50ul 3~5
50ul MIX 37 40 5x10CEFs
7 20u L 5% Tween-80 ELISA
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One-Dimensional Electrophoresis Using Nondenaturing Native Electrophoresis
Native Electrophoresis
66-15 66-16 66-17 66-18 66-19 66-20 66-21 3157M2

2921
4X glycine gel buffer(5.01 g glycine 500 ml dH,O pH 9.5
1000 ml) 5 acrylamide 1.675 ml solution

A(30 acrylamide(29 acrylamide 1 bis-acrylamide) 2.5 ml 4X glycine gel buffer 5.77
ml ddH,O 0.005mI TEMED 0.05ml10 APS(10 (W/V)ammonium persulfate)

APS 2 12ul  sample 3ul
tracking dye(1 mg bromphenol blue 5 ml ddH,O 5ml
bromphenol blue mobility marker) 2921 2
ul 10 ul DEPC P85 3ul tracking dye

comb glycine gel buffer wells APS

sampleload  well 250V 15mA 120 (MAJOR SCENCE MP-250N)
2.Western Blotting

western blotter 4  transfer buffer ge semi-wet
western blotting 12V 60 40 ml wash buffer 4 g skim milk
blocking buffer 10ml NC paper

blocking buffer blocking overnight NC paper

blocking buffer wash buffer 3 10 1 1000X a mAb22a
10 ul o mAb22a 10 ml blocking buffer NC paper

1 1 wash buffer 3 10 2 1000X goat-anti-mouse
HRP conjugate 10 ul goat-anti-mouse HRP conjugate 10 ml blocking buffer

NC paper 1 2 wash buffer 3
10 NC paper TMB

Dot immunoassay for gp85 in plasma
7 pool 4
DNA extraction PCR ALV-J DIA



PCR 7 DIA

gp85
66-15 66-16 66-17 66-18 66-19 66-20 66-21 58-15
3157M2
2.5 ul NC paper 30 ardry
10 ml Gelatin-NET  blocking 1 2 ul a mAb22a (
5000X 2 ul a mAb22ain 10 ml Gelatin-NET) 1 1 Wash Buffer
4 5 2 2500X goat-anti-mouse HRP conjugate(4 ul goat-anti-mouse HRP
conjugate in 10ml Gelatin-NET) 1 2 Wash Buffer 4
5 NC paper TMB

ALV-Jisolate 2921 Virustiters
Positive  Negative Cumul pos Cumul neg %P

10*-4 5 0 15 0 100
10*-5 5 0 10 0 100
10*-6 4 1 5 1 83.3
10*-7 1 4 5 16.7
TCIDsy 10*-6.5
Native electrophoresis
15mA 60 5 acrylamide gel
15mA 120 3157M2 SDSPAGE western blotting
66-15~66-21 PCR 3157M2
gp85 66-15~66-21
SDSPAGE western blotting 3157M2
NC paper band Native Electrophoresis
gp85 3157M2 band
SDSPAGE western blotting sharp  band
SDSPAGE  Native Electrophoresisi gp85
gp85 western boltting
Dot immunoassay for gp85
BE-14 18 17 8.1 5.1
fidn Bt R LR T HL Bt

Fig. Dot immunoassay for gp85 in plasma samples
1. 3157M2 58-15
2. DIA 66-15 66-17 66-18 66-20 66-21 3157M2
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3. 1ul sample

4. DIA PCR DIA
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54th Western Poultry Disease Conference and ACPV Workshop

5 23 11 5 23 10:00
American College of Poultry Veterinarians  workshop
Avian influenza: A constant threat to worldwide poultry Dr. Erica Spackman, Dr.

Mariano Salem, Dr. Roger Horner, Dr. Michael Lee, Dr. Veronica Leong, Dr. David Swayne, Dr.
Armnado Mirande, Dr. Jose Linares, Dr. Stewart Richeie, Dr. Victoria Bowes, Dr. Lloud Spencer,
Dr. Derek Janzen

The fifty-fourth Western Poultry Disease Conference

4 26 8:30
200 nice talk! Dr. Spencer  nice
presentation, Dr. Guillermo Zavada Dr.
Antonie Zanella congratul ations!
Fraser valley
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2. ACPV workshop: Avian influenza: a constant threat to worldwide poultry.
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