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Abstract

Having studied the production of monoclonal antibodies for developing a diagnosis medicine which shall
se detected by a high-sensitivity test by using Rhodotorula rubra as a fungi-host which had been extracted
hrough biochemical tests and follow-up examinations on Yeast-like fungi obtained from pulmonary tissues
f pulmonary tubcereulosis patients who had been in Kong ju National Tuberculosis Hospital from Jun, to Dec,
n 1987,

1. have gained such results as follows:

1. The fusion rate was influenced by feeder cell layers, cell density and time required to the cell fusion with

cells in myelona subculture,

2. The fusion rate did not show any significant difference when the cell was applyed with two molecular

weights, i.e., 1500 and 4000, of polyethylene glycol. '

3. Fused cells after the addition of HAT selection media were bright and round, whereas unfused myelona

cells and spleen cells were shrunk and granulated.
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4. The cell fusion rate turned out to be about 57.2%(150 wells /964 wells).

5. 10% (15 wells / 150 wells) of the positive reaction was detected in monoclonal antibody screening.

6. The titer which had reacted positively to Rhodotorula rubra fungal-host was 800 times in

density after the gradual dilution of the produced monoclonal antibodies with Indirect ELISA

method.

7. The Strongest specific reaction came out after the peroxidase labelled anti-human immunog-

obulin had been applyed to Rhodotorula tubra for activating its nature after making drift with

Carbonate-bicarbonate buffer (pH 9.6) and drying completely.
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Table 1. Indredients of complete medium, washing medium, HAT medium and HT medium used in

cell culture and fusions.

. complete washing HAT HT
Ingredicnts ; . ) ]
medium medium medium medium

Dulbeeco's Modificd
S . 1,000m! 1,000m! 1,600ml 1,000m!
Fagle's medium,
D-Glucose 358 358 358 358
L -Glutamin 2mM / ml 2mM / ml 2mM / ml 2mM / ml
Sodium bicarbonate 378 378 378 378
Focetal bovine scrum 15% 15% 15% 15%
Penicillin 100ug / mi 100ug / ml 100ug / ml 100ug / ml
Streptomycin 100ug / ml 100ug / ml 100ug / mi 100ug / ml
HEPES 10mM 10mM 10mM 10mM
IN Hel 5ml 5ml S5ml S5ml
Hyposxanthine 136ug / ml 136ug / ml
Aminopterine 0.19ug / ml

Thymidine

3.38uy / ml

3.88ug / ml
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Table 2. General properties of isolated clinical Rhodotorula rubra.

vagN4
DINA0JOPOY

saInnd
pa1ejos]

‘sJnsay

'SJSQ_L

..|..

Growth at 37C

Pericle broth

Hyphae present

Chlamydospore

Germ tube

KNO; utilization

Dextrose

Maltose

+ [+ |+

Sucrose

Lactose

+

Galactose

Mellobiose

Cellobiose

Inositol

Xylose

Raffinose

Trehalose

Dhulcitol

Jo uonegruIssy

Glucose

Maltose

Sucrose

Lactose

Galactose

Trehalose

Cellobiose

Urease

JO UODEIUIWII,]

+,

»

*

Growth or presence of structure.

Neither growth over control nor fermentation,
Characteristic description of Rhodotorula rubra
Pink colony

Vegetative reproduction by budding.

No sexual reproduction

No filaments
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Balb / ¢ Mouse Myeloma Cell

Immunization Culture
Hprt" Ig* HPRT-Ig-
Spleen cells —— Myeloma cells
(8.6x107) (2.0x107)
F ---- - - Fusion in 45% PEG1500

Selection of Hybrid Cells
in HAT Medium,

-« - -=- Assay for Antibody.

r ~=--—"Clone Antibody producing
Hybrids

F ------ Assay for Antibody.

------ Clone positive Hybrids,
(Re-clone)

Tumor Induction:

Monoclonal Antibody

Mass culture growth

. Monoclonal Antibody

Freeze Hybridoma for future

Fig. 1. Production of Monoclonal Antibody

@QZ % LP.— 4.0 X 107 Cells.

l 1 WEEK
662% LP. — 4.0 X 107 Cells.
L 1 WEEK
//\(:3& LP.— 4.0 X 107 Cells,
10 DAYS

4 DAYS

@Cpg — Spleen Cell

L Macrophage

Fig. 2. Immunization Schedule of Antigen.

LV. — 1.0 X 10° Cells.

Spleen  Cells
(8.6 X 107 cells / ml)

+ Myeloma Cells
(2.0 X 107 cells / m)

l Centrifuge =+»eereerecereeees Cell sediments,

Add 45% PEG 1500, 1m!, 1min.

l

Add 5% DMSO, 1ml, Imin,

l

Add 5% DMSO, 20ml, 4min,
!

Contrifuge =«++ereecereneense Resuspend in HAT Media.
Distribute into tissue culture wells +---- 96 well X 0.2ml.

1

Incubate at 37C in a 5% CO, incubator.

Fig. 3. Cell Fusion Process.

X10°

Viable SP,/ O-AG14 cell numbers / ml

Date

Fig. 4. Comparative growth curve of SP2 /
0—AG14 cells after cell passages.

Ist Experiment :
2nd Experiment : -
3rd Experiment | ———m— — —
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Fig. 5. Cells in 96 well microplate at 8 days Fig. 7. From this point the quantity of celis and
after fusion - Feeder cells and cell their secreted makes ELISA testing

debris are aiso present. possible.
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Fig. 6. Cells from cloning in limiting dilution B
Cells a few days older. Fig. 8. 60 — 8025 Confluent cell structure.

This represents the upper limit of

optimal cell concentration.



