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Abstract

Establishment of the hybridoma cell line is animportant step for monoclonal antibody production. The screenings of a candidate
hybridoma cell clone by limiting dilution is a laborious method and require highly skilled personnel. Currently, a method of easier, faster and
more convenient than limiting dilution is cultured in semi-solid culture media was developed. Although, the methylcellulose based semi-
solid media kit have available, the culture media kit is very expensive. Moreover, we found that using media based methylcellulose alone
unable to generate a 3D colony of the hytridoma cell suggests that there must be other substances in media that are not disclose. In this
study, we aimed to develop in-house semi-solid based methyicellulose for generating of 3D colony of the hytridoma cell. The various
viscosity substances such as cellulose, methyicellulose, type | collagen and gelatin is used to determine the optimal combination and
proportion for semi-solid media to generate 3D colony of the hytridoma cell. The best recipe of the semi-solid media that allow hybridoma
cell survival, proliferate and form 3D colonies that remain physically separated from other colonies was 1.5 % methylcellulose, 0.25%gelatin,

1% collagen, in DMEM supplemented with 10% fetal bovine serum.

Keywords: 3D cell culture, semi-solid medium, hybridoma cell line
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uannsdnAylunisuanlululraueauaufiuen Aa nneasTas lauilaun Gafinannisaensaniuswinugag
NANANLAZLTARNEB AN (Laurino et al.,1999; Lipman et al.,2005; Mechetner, 2007) ANt ARe naNZITad
iau?ImuﬁﬁL@?‘miumW]? HAT medium (Hypoxanthine, Aminopterin and Thymidine medium) $11ma4 La13lann
Fandldundmaaninauiiair e uiuenndeeniadania ELISA (enzyme-linked immunosorbent assay) ¥3811%
NAFBUNIINENYRANAY (immunoassay) FLIKLILIFIY ) 114 dot-blotting, western blotting, immunohistochemistry
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Hybridoma cell

i- == = g Viscous substance

CMC
Carboxymethyl cellulose Methyl celluluse

---" Cell quantity (cellfmL)
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Controlll'lZS% 25% 05% 075%

== uu P Collagen quantity
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15% 2%
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M2 fFendegnaisnaudanumaila11AudNnumadusagL (ClonaCell™-HY Hybridoma Kit (StemcellTM

technologies, Canada))
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f0aams nuadlazlauntsyann 170 taladl Fernlflidnuaulaladiiwmunzanaiunsadauanine Tduu

auianld (m1919i 2)

A15199% 2 wanaanuulalaiiluaiueunsidsamag

ANUIUTAR FNAY wuamnulalail el
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Waz D Aa gRInnsidaauilsznetmes 0.5%, 1%, 1.5% Uas 2% ADRANIAL BNNATGL ziReniiluna 14 41

AU E Aa geennstnAdLINT il doutsznetmesaeaniau (scale bars 1mm)

N9 Fa1 g 3819 NUINANUA WU A8 1M 379 T9ANnAd 15471 (ClonaCell™-HY Hybridoma Kit
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