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Production and characterization
o monoclonal antibodies againg Siniperca chuatsi Ig
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Abdtract : This paper described the preparation and characterization of monoclonal antibodies (Mab) against mandarin fish ( Siniperca
chuats) immunoglobulin(lg) , using the Mabs as a tod for analyzing the structure of S. chuats 1g, and monitoring the humoral
immunity level of S. chuats. The purified serum Ig of S. chuats was used as antigen to immunize Balb/ C mice, &ter cell fusion
and screening the antibody secreting cell , eleven hybridoma cell lines which secreting Mab against S. chuatsi 1g had been established.
The characteristics of these Mabs had been analyzed. In isotyping anaysis, the results showed that two of them were IgM , three of
them were 1gG;, five of them were 1gG; and one of them belonged to IgA ; Further experiments proved that Mab 7F12-F6 only
specificadly bound to the Ig of S. chuatsi; MablF12-A3,4D3-A7,3F8-H3,3A5D11,5C3A7,5D11-F9 and 6G6-A1l were able to
recognise the Ig of S. chuats, Anguilla anguilla and Auguilla japonica. And Mab3D5 H7,3D3-A6,4C1- H11 had the cross reaction
with the Ig of A. anguilla, A. japonica and Cdassoma brachypomum. All of Mabs did not have any cross reaction on the Ig of
Pseudosciaena crocea, Epinephdus drummondhayi , Carrassius auratus, Hybrid tilapia, Clarias fuscus, ornamental carp, Micropterus
salmonoides and the fish common bacterial pathogens, such as Aeromonas, Edwardsidla, Vibrio, Salmondla and Escherichia cdi. And
their BLISA titer ranged from 10*to 10°, the sensitivity of the Mabs purified Siniperca chuats 1g was at least lower than 39 ng- mL ~ o
These results suggested that the different fish species had both species specific epitopes and the common epitopes on their Ig. These
common epitopes not only existed between the close relative species, such as the Japanese edl and European edl , but aso existed
between the distant relative ones such as S. chuats , ed and C. brachypomum cwier. The studies revealed that the Ig of S. chuats
had evol utionary relationship with the Ig of el and C. brachypomum cwier, and the specific Mab has the potential to be used for
detecting the humoral immunity level and the pathogen of S. chuatsi.
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1
Tab.1l The specificity of monoclonal antibodies

3D5H7 3D3FA6 4CI-HI1 7FI2F6  1F12A3 4D3A7 3R-H3 3A5D11  5C3A7 5D1I-F  6G5AlLl

Siniperca chuats + + + + + + + + + + + + + + + + + +
Anguitla anguilla + + + + - + + + + + + + +
Auguilla japonica + + + - + + + + + +

Colossoma brachypomum + + + - - - - - - -
Carias fuscus - - - - - - - - - -

Carrassius auratus - - - - - - - - - -
Micropterus sal monoi des - - - - - - - - - -
ornamenta carp - - - - - - - - - -
Hybrid tilgpia - - - - - - - - < -
Pseudosciaena crocea - - - - - g - - - -
Epinephd us drummondhayi - - - - - ~ - - - -

+

S+ o+ s ;-

Notes: + + indicates strong positive result; + indicates positive result; - indicates negative result

2 [7]
Tab.2 The characterization of monoclonal antibodies

g B ISA /' ng )
monoclona antibodies  isotype BELISA titer sensitivity
7F12 - F6 1gG; 10* 78
4C1- H11 19G, 10° 39 05 '
3D3- A6 19G; 108 39 0 ' .
5C3- A7 1gG: 10° 39 ; 10 ;
1F12- A3 1gGy 10° 15 (el
3A5- D11 19Gs 10° 39 ’
3F8- H3 19Gs 10° 39
4D3- A7 1gGs 10° 15 '
6G6 - All IgM 10° 39 ' )
3D5- H7 IgM 10° 15 39 ng- mL
5D11 - F9 IgA 10* 20 , 3 15 ng-mL "t
10 ,
(6]
(7
[9,10]
14 2 ,

[8]

, 3D5-H7 3D3-A6 '
4C1-H11 3
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