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2 IBDV 2B, ELISA 2B, 1:25600 5F, 1:
5F, ELISA 1 12800
S S s 8 %:kg'i 2.2.4 IBDV
p— ELISA 2B; SF, IBDV IgG
= s IBV ILTV AEV MDV ARV
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Fig.1 SDS-PAGE elctrophoresis of anti-IBDV IgG AGP
S. Anti-IBDV IgG M. Marker IeG, Kappa IeG,, IeG,, IgG, IeM
1 2 ELISA
OD y9m
Table 1 ELISA of the conditioned medium by the 2 hybridoma 2.2.6 IBDV
cell lins  OD o IBDV 2 IBDV-SD
Ttems 2B, 5F, Positive control Negative control SPF 10 85h 120 h
OD value 0.885  0.784  0.915 0.272 8 2 SPF
S/Pvalue 0.95  0.80 50 7d 5
Note S/P= S-N / P-N S OD value of treatment P OD value of 2 3
positive control N OD value of negative control 10 90 h
The mouse anti-chicken IBDV IgG was used for positive control and the 6
conditioned medium by normal cells was used for negative control 30 47
2.2.2 IBDV 1 6 X2 SPF
2B, SF, §8>106 XY =34.15 X =16.68 X
95 X o0 = 6.63 SPF X X
2.2.3  IBDY X 40 P<0.01 IBDV
Balb/c ELISA 2 SPF
IBDV Balb/c
2 IBDV OD 4o
Table 2 Evaluation of specificity of anti-idiotypic antibody Id-Ab against IBDV OD .,
Antiserum IBDV IBV ILTV AEV MDV ARV
oD PIN oD P/N P/N oD P/IN oD P/IN oD P/N
Anti- Id-Ab 2By 2.204 11.38  0.212  0.68 0216 0.70 0.173  0.47 0.227 0.76 0.172  0.46
Against IBDV 5F,  2.021  10.40 0.185  0.53  0.165 0.42 0.182 0.52  0.195 0.5 0.124  0.20
Note P/N= 0D value of treatment-OD value of blank control / OD value of negative control- OD value of blank control P/Nz2.1 for positive.
3 McAb
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1 Ab, McAb
McAb Ab,
2
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Establishment and Biological Properties of Hybridoma Cell lines
Secreting Anti-IBDV Idiotypic Antibodies

ZHU Rui-Liang' >*  CUI Zhi-Zhong® ZHAO Jing’
' Animal Science and Veterinary College Yangzhou University =~ Yangzhou 225009  China
% Animal Science and Technique College Shandong Agricultural University ~Taian 271018  China

Abstract In recent years the prevention and cure of infectious bursal disease IBD have become more and more difficult due

to the emergence of very virulent strains of infectious bursal disease virus vvIBDV  and the variant strains of IBDV. In this re-

search the hybridoma cell lines which secretes anti-idiotypic antibodies against anti-IBDV IgG were established. According to

the Jerne' s theory of immune network the use of the anti-idiotypic antibodies as a vaccine will be a new method for the preven-

tion of IBD.

In this study the SPF chickens were inoculated with the IBDV- SD strain and the bursal was obtained from the died

chickens. The bursal was then homogenized and frozen-thawed 3 cycles and the virus samples were prepared by cane sugar den-

sity gradient centrifugation and dialysis. Typical IBDV particles were observed under an electron microscope and the concentra-

tion of the virus protein measured by ultraviolet absorbance spectrophotometry was 10.8 mg/ml.. SPF chickens were immunized
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with the virus and the highly immunized sera were prepared and purified by Sulfuric acid ammonia salt out and Sephadex G-25
chromatography . Then Balb/C mice of six or eight weeks old were immunized interapertoneally 1.P. with purified antibodies to
IBDV at regular intervals. SP2/0 myeloma cells were fused with the spleencytes from the immunized mice at a ratio of 10:1 in
50% polyethylene glycol 1540 and were then cultured in HAT until all the SP2/0 cells died. The hybridoma cells were select-
ed by ELISA and the highly positive holes were cloned 3 times with the method of limited dilution. Two strains 2Bg strain SF,
strain  of hybridoma cells were obtained which were shown by ELISA to steadily secrete anti-IBDV idiotypic antibodies. The
chromosome number of the two hybridoma cells were about 88 ~ 106 95 in average and the antibodies secreted belonged to the
types of IgG; and Kappa. Balb/c mice of 3 months old were inoculated I.P. with about 107 hybridoma cells per capita and the
ascites were collected 12 days later and the titre of anti-IBDV idiotypic antibodies measured by ELISA was 1 25600 for 2Bg

and 1 12800 for 5F, . The ascites containing the anti-IBDV idiotypic antibodies were emulsified with complete or incomplete
Freund’ s adjuvants and the anti-IBDV idiotypic antibody vaccine was obtained. SPF and common Jingbai chickens were immu-
nized with the vaccine obtained. The immunized chickens with the vaccine were inoculated with IBDV-SD strain at a dose of 2000
ELDs after twoimmunizations. All the 10 SPF chickens in the non-immunized group were sick and 8 of them died and 5 out of
the 50 SPF chickens immunized group got sick and 2 died. All the 10 common Jingbai chickens in the control group were sick

and 6 died 7 of the 30 immunized common Jingbai chickens got sick and only 1 died. X* analysis showed that the difference be-
tween the immunized and the non-immunized groups in both the SPF and the common Jingbai chickens were significant P <
0.01 . Our result indicated that the anti-IBDV idiotypic antibody vaccine well protected chickens and had a great potential in

both research and clinical application.
Key words IBDV the hybridoma cell ELISA anti-idiotypic antibody biological property
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