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Preparation and Characterization of Cell Hybrids
Producing a Monoclonal
Antibody to Human Fibroblast Interferon (Hu IFN-2)
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Cheil Sugar R & D Center Kyong Ki, Korea
*Eugene Tech International Co., New Jersey, U.S. A.
(Received March 5, 1986)

In order to prepare the hybridoma cells which produce a monoclonal antibody to human fibroblast interferon (Hu
IFN-B), spleen cells from BALB/cmice immunized with the purified Hu IFN- 8 were fused with NS-O cells, a myeloma
cell line. Forty hybrids with high titer among 1300 hybrids isolated by an ELISA screening method were subcloned us-
ing the soft agarose cloning and limiting dilution methods, and 11 hybrids were selected. As a result of iso- typing the
hybrids using the mouse monocional typing kit, two hybridomas were found to produce IgG 2a type of monoclonal an-

tibodies. The ascites fluid from nude mice inoculated intraperitoneally with the above hybridomas was removed and
purified using a protein A - Sepharose CL - 4B. Monoclonal antibody was proven to have only the heavy and light

chains on SDS - polyacrylamide gel electrophoresis.
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Fig. 1. Time schedule to make hybridoma pro -
ducing a monoclonal antibody against human
interferon.

* Intraperitoneal, ** Intravenous.
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Table 1. Composition of seft agarose medium

for cell cloning.

Fetal calf serum 20%
NCTC 109 (Gibco) 10%
Penicilln G (10, 000 U/m!) + Streptomycin

(10, 000 mcg/m!) 1%
Non-essential amino acids (Gibco) 1%
HT 1%
With commercially prepared DME q. S

Sea plaque agarose (3 g/50m/ H,0) 7.5 %
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Coat well with 50 !/ antigent at 1-10 pg/ml in
PBS
!

2 hrs room temperature.
i
Wash 3X with 0.05% Tween 20/PBS 4°

'
Fill well with 1% BSA/PBS
'

1 hr room temperature.

}
Wash 3X with 0.05% Tween 20/PBS 4°

Add 50 p! of solution to be assayed and cover
well with saran wrap or adhesive paper.

!
1—-2hrs 37° or 4° overnight.

Aspirate off liquid.
L
Wash as follows with 0,05% Tween 20/PBS 4°
— fill each well, let sit 3-5 minss, aspirate off
wash
- Do this 3X
— Wash by filling and flicking Plate 2-3X
(Step #10)

!
Add 50 ! of diluted enzyme freshly made in 0. 05
% Tween 20/1% BSA/PBS.

¢
Incubate 1-2 hrs at 37°
1
Wash was above in Step #10. Dry well

}
Wash rapidly 1X with substrate buffer pH 9. 8(as-
pirate off buffer quickly as it will- dissolve antigen
—antibody complexes if left too long).

¢
Add 50 ! substrate in buffer pH9.8

!
37° for 30 min-60 mins.
¢
Add 50 #! 3M NaOH to stop reaction.

Fig. 2. Indirect method for assay of antibody.
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Table 2. Measurement of antibedy titer for hy-

bridoma secreening.

Clome No. O.Denn Clone No. O. D ionm
4-1-19  1.936 504-3-6 1. 801
177-3-59  1.906 551-4-1 OVER (2<)
206-4-3 1.835 761-3-2 1.709
474-4-17 1,481 842-1-16 1.614
479-5-9 1. 201 1033-5-16  1.918
677-1-87 OVER (2<) | Control 0. 006-0. 034
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Fig. 3. Antibody isolation from mouse ascites by

protein A-sepharose CL-4B column.
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Fig. 4. Identification of monoclonal antibodies

using SDS-polyacrylamide gel electophoresis.

Lanes 4, 5; purified Ig from clone #4-1-19

Lanes 6, 7 ; purified Ig from clone #551-4-1

SDS-PAGE ST; Molecular weight standards

AS; Isolation from mouse ascites

FT; Fraction flow-through on protein A affinity
column,
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