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Production of Monoclonal Antibodies to
Phytohormones and Its Application

Tay Eak Whang*

ABSTRACT

An immunoassay techniques using monoclonal antibodies have been developed of the quantitative
analysis of endogenous hormones in plants. In order to be useful for immunoassay, both a high degree of
specificity and a high affinity are required. A system is described for production of hybridomas which
secrete antibodies aganist the plant hormone. Using the system we were able to produce hybridmas with
the desired antibody specificity by cell fusion and culture method.

For a number of obvious reasons, monoclonal antibodies(mAb) were superior to polyclonal antibodies,
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1. ELISA Protocol

1. Plate or tube coating : overnight of 4°C 0.2ml
cAb(reagent 4) .

2. Decant cAb solution, add mAb dilute mAb
(reagents) and incubated for overnight at 4°C.

3. Block tube with 200ul of reagent 5 .

4. Add to each tube 50ul TBS, 100ul sample or
standard and 50ul

Ap(reagent §), mix and

incubate tube for/lhr. at room temp. in the
dark.
5 . Decant and rinse with tube 4~5 times with
distilled water,
6. Add 200ul
30 min, at 37C.
7. Stop enzyme activity with 50ul of 5N KOH,
8. Read absorbance at A 405.

of reagent 7 and incubate for

II. ELISA reagent.
1. 50mM NaHCO, buffer pH9.6
2. TBS(156mM NaCl, 1mM MgCl,
pH=7.5).
3. TBS+gelatin(lg gelatin/TBS 1¢).
4. Dilute appropriate amount of cAb in reagent
I (lug/ml).

5. Dissolve

50mM Tris

appropriate amount of mAb in
reagent 3. (0.1~1ug/ml)
6. Dilute AP-labeled

reagent 3.

tracer hormore with

7. Fresh prepare substrate, 1mg of p-nitro
phenylphosphate (Sigma) per ml of buffer
(Sigma direction) .

8. Blocking solution 1% bovine serum albumin/

reagent 2) .
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