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ABSTRACT

Hybridoma technique is the standard method for production of monoclonal
antibody. By this technique, antibody secreting cell lines are generated by fusing
together antibody secreting cells from lymphoid tissue of an immunized mouse with
myeloma cells. The immortalized antibody-producing cell lines or hybridomas can
continuously grow and secrete monoclonal antibodies of interest. As newly fused
hybridomas and cells at low density often grow poorly or die, in hybridoma technique,
growth supplement for hybridomas are essential. In this study, we aimed to study and
establish the method for preparations of conditioned medium for promoting growth of
the hybridomas after cell fusion and during single cell cloning.

In this study, two cell lines including mouse myeloma and BW5147 mouse
thymoma cell lines were used for generation of culture supernatants for applying as

conditioned medium for hybridoma production. Myeloma and BW5147 cell lines were



cultured with or without PMA for 18 and 40 hours. The produced culture supernatants
were then verified for promoting hybridoma growth. It was found that BW5147 cells
cultured for 40 hours without PMA activation was the appropriated condition for
production of conditioned medium. The produced conditioned medium could support
hybridoma growth in single cell cloning similar to those using commercial conditioned
media BM condimed H1 and 20% BW5147 conditioned medium was the optimal
concentration. Moreover, the generated BW5147 conditioned medium could be
routinely used to generate hybridomas secreting various monoclonal antibodies.

Proteins containing in the produced conditioned medium was analyzed by SDS-
PAGE and compared with BM condimed H1. It was found that different conditioned
media contained different proteins. A 17 kDa protein was presented in BM condimed
H1 but not in BW5147 conditioned medium. In addition, a protein band of 26 kDa was
observed in higher amount in BM condimed H1 than in BW5147 conditioned medium.
This 26 kDa protein is probably IL-6 and was added in BM condimed H1 during
commercially preparation.

The cost for 100 ml of BW5147 conditioned medium was approximately 1,600
baht. In contrast, 100 ml BM condimed H1 purchased from Roche was 21,000 baht.
The method for production of BW5147 conditioned medium is simple and need no
special technology and sophisticated equipments. The BW5147 conditioned medium
was, therefore, recommended for replacement of very expensive commercial
conditioned medium for hybridoma technology in resource-limited countries including

Thailand.
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