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Abstract: [Objective] To produce anti-histidyl-tRNA synthetase, which enjoy high degree of homogeneity and

distinction , to provide the test methods for the study of the diseases of dermatomyositis and polymyositis. Besides, to

produce materials for the test liquid. [Methods] With the regular combined methods available and indirect ELISA to
obtain hybridoma cell lines; to purify the ascites with monoclonal antibody in the combined use of Protein G
Sepharose 4FF and Sephadex G50; to identify monoclonal antibody with the elecirophoresis technique. [Results ]
Two hybridoma cell lines, named W001 and W002, have been found in the research, which can secrete anti-
histidyl-tRNA synthetase monoclonal antibody stably. After the cells of hybridoma being cloned, 100% checking
holes keep the capability of secreting anti-histidyltRNA synthetase monoclonal antibody. And the ascites of the
monoclonal antibody has been purified by Protein G Sepharose 4FF and Sephadex G50, in which the purification
was satisfying. In addition, the two monoclonal antibodies showed their ability to compose mold, and to integrate
with natural albumen.  [Conclusion] The anti-histidyl-tRNA synthetase monoclonal antibodies in this study are
homogeneous and distinctive, which can be used directly in the research of ELISA,Western Blot and
Immunohistochemistry etc. Obviously, the aim of this research has been achieved.
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Table 1 The determination of the optimal concentration of antigen (mg/mL)
1 2 3 4 5 6 7 8 9 10 11 12
A 1.423 1.179 1.135 0.988 0.742 0.411 0.231 0.120 0.067 0.069 0.001 0.002
B 1.622 1.598 1.345 1.456 1.121 0.902 0.611 0.371 0.108 0.128 0.003 0.001
C 1.704 1.656 1.539 1.441 1.107 0.912 0.784 0.551 0.121 0.052 0.002 0.001
Note ; The antigen is enveloped at the ratio of 1:250,1:500, 1:1 000
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Cell fusion  Filter 1 Filter 2 Filter 3 E E
W001 1.578 0.768 0.794 1.936(+) E\—ﬂ— M
w002 1.677 0.949 0.776  1.695(+) ik
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Fig.1 The picture of the titer of supernatant of cell line
The heavy-chains in Fig. 1:1 is IgG1, 2a is IgG2a, 2b is [gG2b,
3 is IgG3,A is IgA ,E is IgE , M is IgM;light-chains i is k-chain,

N\ is A-chain,
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Table 3 The test of titer of supernatant in cell culturation

1 2 3 4 5 6 7 8 9 10 11 12
A 1.655 1.431 1.201 0.988 0.703 0.455 0.211 0.201 0.200 0.199 0.126 0.115
B 1.325 1.056 0.883 0.455 0.201 0.200 0.197 0.147 0.125 0.117 0.115 0.112
C - 1.584 1.509 1.415 1.315 1.053 0.777 0.530 0.312 0.194 0.155 0.078
D - 0.127 0.177 0.125 0.105 0.107 0.098 0.087 0.080 0.078 0.063 0.059

Note: The serial number 1 is the same of primary antibody, beginning from 2 primary antibody is diluted at the ratio of 1:200;

A is the supernatant of the cell line W001, B is the supernatant liquor of the cell line W002, C is the posilive contrast, D is the

negetive contrast; the blank means the omission of primary antibody
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Fig. 2 The result of the purification of antibody
Holes 1, 2, 3, 4 containing respectively the ascites before
purification, through liquid, monoclonal antibody after purification
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Fig.3 The result of immunoblotting of moenoclonal
antibody and antigen

The arrow in the diagram pointing to the prupose strip
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Fig. 4 The result of immunocblotting of monoclonal
antibody and natural albumen
In the diagram, albumen Marker 10 wL, blank and normal cell
20 pL, polymyositis cell 20 L and histidyl-tRNA synthetase 10 pL
were repectively put in number 1, 2, 3, 4, 5. The arrow indicates the

position of the purpose strip.
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