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Tab.1 Cross reactions of Mabs against flounder erythrocyte with 5 fsh erythrocytes

Mab 1C7 ++ + + i +

Mab 2B6 + + N N _

Mab 3A1 + + - - -
T+t S+ ; x -

13
Fig. 1 Reactions of 3 Mabs with flounder erythrocyte by indirect immunofluorescence assay test
a. 1C7; b. 2B6; c. 3A1; d. = 20Hm
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4kD 20kD 28kD(  4a) 2B6 Western blotting

2 5
Fig.2  Cross reactions of Mabs against flounder erythrocyte with 5 fish erythrocytes
a. 1C7 ;b 1C7 ;e 1C7 ;o do 1C7 ;e 1C7
f. 2B6 ; g 2B6 ; h. 2B6 ; 1. 2B6 ; Jo 3A1

k. 3A1 ; L = 20Um
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Fig.3  Blood cells of 6 fish species by SDS-PAGE
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Fig.4 Western blotting analysis on blood cells of ’
6 fish species 2B6 3A1 >
a. 1C7  Western blotting ; s
b. 2B6  Western blotting
1. Maiker; 2. ;3. s 4. ;5. ; (3) ,
6. 5 7.
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CROSS REACTION OF MONOCLONAL ANTIBODIES AGAINST
FLOUNDER PARALICHTH XS OLIVACEUS WITH BLOOD CELLS
OF OTHER FIVE FISH SPECIES

XING Jing, ZHAN Wen Bin, ZENG Xiae-Hua, CHENG ShurFeng
(Laboratory o Pathology and Immunology ¢ Aquatic Amimals, Laboratory o Mariadiure Minisiry o
Education of China ( LMMEC ), Ocean Unwersity ¢ China, Qingdao, 266003)

Abstract Monoclonal antibodies ( Mabs) have proven to be powerful tools in the characterization of mammalian
blood cells in terms of their ontogeny, interrelationships, and functions. Therefore, it is natural that workers with
nor mammalian such as fish blood cells have attempted to use similar approaches in the development of mudh needed
methods for the characterization of these cells.

In order to study the molecular mechanism of immunology on fish blood cells, monoclonal antibodies were
raised. Fourweek old Balb/ ¢ mice were immunized 4 times within 4 weeks with blood cell of healthy flounder,
Paralichthys olwvaceus. Three days after the last immunization, spleens of the immunized mice were dissected into
cells and then fused with P3-X63-Ag8U1 myeloma cell line using 50% polyethylene glycol (PEG) as fusogen. The
fused cells were cultured in HAF-GII' selecting medium for about 2 weeks. The survival cells (‘hybridoma cells)
were cultured in GIT. Mediums of hybridoma cells were detected by indirect immunofluorescence assay test (IFAT) .
Many positive hybridomas were found and 3 of them were cloned because of secreting high titer antibodies. As they
were cloned 3 times cntinuously, it could be verified that the antibodies raised by these hybridoma cell lines were
monoclonal. Then the monoclonal antibodies were used to cross react with the blood cells from other 5 fish species
( Scophthalmus maximus, Lateolabrax jap onicus, Pagrosomus maor, Sebastes schlegeli, Carassius auratus) by i
direct immunofluorescence assay test and using Western blotting.

Results of this treatment yielded 3 stains of hybridoma cell lines (1C7, 2B6, 3A1) able to secrete monoclonal
antibodies against flounder erythrocyte. The cross reaction showed that these monoclonal antibodies reacted with oth-
er 5fish erythrogytes in different degrees: Mab 1C7 reacted with all of the 5 fish erythrocytes. Mab 2B6 reacted with
erythrocytes of S. maximus, L. japonicus, P. mgor and S. schlegeli. Mab 3A1 reacted with erythrocytes of S.
maximus and L. japonicus. Further experiments by Western blotting showed Mab 1C7 was able to recognize the
protein of S. maximus blood cell whose molecule weight were 52, 47, 45, 3, 29 and 27kD; the protein of L.
Japonicus and S. schlegeli blood cell of 52 and 29kD; the protein of P. maor blood cell of 29kD; the protein of
C. awaus blood cell of 44, 29 and 28kD. Mab 2B6 recognized the protein of S. maximus and L. jap onicus
blood cell whose molecule weight were 30 and 28kD; the protein of P. mgor blood cell of 30kD; the protein of S.
schlegeli blood cell of 29 and 28kD. Mab 3A1 could not recognize the protein by Western blotting.

These experiments indicate the presence of the same epitopes on the blood cells of these species of fish. The
monoclonal antibodies are ready for use in ontogeny research of fish erythrocyte.
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