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There are a number of serum markers used for diagnosis of cholangiocarcinoma (CCA), such as
carcinoembryonic antigen (CEA), carbohydrate antigen (CA) 19-9, and serum mucin. However, none of
these markers provide high specificity and sensitivity. 1t is the aim of this project to develop the high affinity
monoclonal antibodies (mAbs) against CCA and investigate the possibility of using these mAbs for diagnosis
of CCA. Crude extracted from various types of CCA tumor tissues {n=5) were used as antigens to immunize
to the Ganp-Tg Balb/c mice provided by Prof. Sakaguchi, Kumamoto University. After complete immunization,
the spleen cells were fused with myeloma cell lines according to the standard methods.

The hybridoma cells were screened by indirect ELISA, Soy Bean Agglutinin (SBA)-captured ELISA,
and Cell ELISA. The dones which secreted monoclonal antibody against antigen in the pooled CCA patients’
sera or CCA cell lines (M213) higher than those in the pooled ﬁealthy perséns’ sera or normal cholangiocyte
(MMNK1),were selected. Isotype of the selected mAb were tested by ELISA Kit from BD Biosciences
according to manufacture protocol. More than 400 hybridoma clones were scréened. Six clones that
distinguished sera of CCA patients from healthy subjects were selected and further screened using cell
ELISA, western blotting and immunochistochemistry. Finally, two potential clones namely S27 (from the first
set) or K2C4 and K4E4 from the second set and S121 (from the first set) which distinguish high molecuiar

weight glycoproteins (>500KDa) were selected for further analysis.





