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Abstract: The conditions of a modified ELISA using horseradish peroxidase-antibody conjugate
(HRP-ELISA) for detection of -citrus tatter leaf virus in citrus leaves were investigated. When
citrus leaf extract for incubation in the wells of ELISA plate was diluted more than 1: 10 (w/v),
significant reduction in the intensity of non-specific reaction was obtained. The incubation of the
mixture of the test sample and the conjugate overnight at 4C was extremely effective for
reduction of the non-specific reaction and intensification of the specific reaction in comparison

with the incubation of 3 hours at 37°C.
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Coating of purified 1gG
!
100 ul/well test sample
+ Incubate 16 h at 4°C
100 l/well conjugate
l
Substrate (o-phenylenediamine +0.06% H,0,)
Incubate 15 minutes at room condition

)
Stop reaction with 50 ¢l 3 M H, SO,

Incubate 4 h at 37°C

Fig.1. Procedure for HRP-ELISA for CTLV

detection in citrus trees.
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Fig. 2. Effectiveness of sap dilution for the inten-

sity of non-specific reactions. Citrus leaf
extract grinded with 1/1.25 (W/V) PBS.
T+PUP-A was diluted with the same
buffer and incubated 3 hours at 4°C in the
wells coated with IgG. The wells treated
with leaf extract were filled with the sab-
strate immediately after rinsing.
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Fig.3. Changes of absorbance by enzyme-sub-

strate reaction time. The diseased citrus
and the healthy citrus were assayed by
ELISA and the final sabstrate reaction
were stoped by 3M H,SO, at 5 minutes
intervals.

Open circles indicate healthy samples.
Solid circles indicate diseased samples.
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Reciprocal of diseased leaf extract diluted
with healthy leaf extract.

The sensitivity of modified ELISA using
peroxidase-antibody conjugate for detect-
ing CTLV in citrus.

The diseased citrus leaf extracts grinded
with 1:10 (W/V) PBS.T.PUP.A were
diluted with the healthy leaf extracts treat-
ed with same manar as diseased extract.
Dotted line indicates absorbance level for
healthy leaf extract grinded with 1:10
(W/V) PBS.T+-PVP.A,

Fig. 4.
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