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Perfusion culture of hybridoma cells recycling higher-molecular-weight components.
MicHiyuk! ToxkasHiki* Kimiaiko Hamamoro, YosHiHARU Takazawa ( Tokyo Re-
search Center, Biotechnology Research Laboratory, Teijin Limited. 4-3-2, Asahigaoka,
Hino, Tokyo 191, Japan) Hakkokogaku 66: 31-35. 1988.

A perfusion culture was developed in which the cell-free culture supernatant was

ultrafiltered, and the retentate was recycled to the culture vessel.

One mouse-mouse

hybridoma line and three mouse-human hybridoma lines were cultured by this method.
In the culture of the mouse-mouse hybridoma 4C10B6 line using serum supple-
mented medium, the concentration of monoclonal antibody in the culture vessel was
increased in proportion to culture time, but cell density decreased as time passed.
In the cultures of 3 mouse-human hybridoma lines using serum-free medium, the

concentrations of monoclonal antibodies in culture vessels increased in proportion to
culture time to 20 times that of a conventional perfusion culture, and viable cell densities
were not less than those of conventional perfusion cultures.
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Fig. 1 Experimental apparatus.

MEREWMETIHMROBRICK VRIS D, —iC
900~1500 ml/day TH 3. BFEWRA/ XD AEZ
ke — v ~OKBOBAZE ST HHRBOTEHL D
LERICERD 7o, RASBEEILI ) RTR~<) 2y
FRH Ly b XX 42 OLC 00, RAABEIE I ) KT
#1% PTHK OLC 00 (4E 45 F& 10,000) &L 7.
BhZAR Y7, EBEIE LR 7, RAHEEER
Ry 7B LUBRERKERR 7L LTRVLTND
RY 22 Ry FERO. BEEZRBRIIA Y 4
NVESBROBRERBE .

e RO4AEEOKERV. TUR .29
N4 T Y N—= 4C10B6 k: =X Ixzo—= P3/
X63-Ag8-Ul k& = v 2 [REEMIE % BA& LTESH
72 IgGay EEAERR, =9 R e BN T Y F—= V-6
¥, H-2 %, C4l H:\WFhdwvxizo—< P
3/X63-Ag8-Ul itk b B @A LTELN
WTHY, #1217 Valisela zoster virus, Hepes sim-
plex virus 33 L UF Cytomegaro virus & G EIICHEST
5t bR IgG) BEKTHS.

i BRREREEET 2 LRIRMARME,
BRI RIIERERNIMES, (CITRNEH &
) ZRWVI. B LTROBEFRNEE XU 2 &
BOMMBRME A, EAREME LT3 eRDF %
R/ ® mMERIEDIEE, LAkl &Rk
DOMEREIRIOZS LV 1%E Lic. ElEE#E L
TREMBET VT IV Z2AURIEREBA L ZNES
FRVENERE L BERA V. £ DK% Table 1 i
~Y.

MFEDRIEE P4k D flze i3 ELISA (enzyme-
linked immunosorbent assay) g3 & U¥ SRID (single
radial immunodiffusion) Fic k D T -72.

RBAGE  STC OERKERICRBIN KR
KB BBE UicthdsEH 2 HAA7Z. DT CO;
A vFan—g —THEERL BN BlLER

Table 1. Composition of serum-free medium.

(a) Serum-free medium A: BSA+ITES+eRDF

Before Under
recycling recycling
BSA 0.5% 0. 025%
Insulin 9ug/ml 1.8 pg/ml
Transferrin 10 ug/ml 0.5pg/ml
Ethanolamine 10 uM 10 uM
Selenite 20 nM 20 nM

(b) Serum-free medium B: ITES+eRDF

Before Under
recycling recycling
Insulin 9 ug/ml 1.8 ug/ml
Transferrin 10 pg/ml 0.5 ug/ml
Ethanolamine 10 uM 10 uM
Selenite 20 nM 20 nM
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Fig. 2 Perfusion culture of mouse-mouse hybridoma

4C10B6 cells with recycling of culture medium
after ultrafutration.
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Fig. 4 Perfusion culture of mouse-human hybrido-
ma H2 cells with recycling of culture medium
after ultrafiltration. (Culture medium: 0.5%
BSA+4ITES+eRDF)
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Fig. 5 Perfusion culture of mouse-human hybrido-
ma C41 cells. (Culture medium: ITES+eRDF)
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Fig. 6 Perfusion culture of mouse-humanhybrido-
ma C41 cells with recycling of culture medium
after ultrafiltration® (Culture medium: ITES+
ERDF)
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