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Detection of CymMV in Orchids Tissue by Dot-ELISA and
Tissue Blot-ELISA with Monoclonal Antibody

DONG Xiao-Hui' MENG Chun-Mei' LI Jun-Ying' WU Jian-Xiang'
RONG Song”> ZHANG Chao® HONG Jian"

(1. Institute of Biotechnology, Zhejiang University, Hangzhou, Zhejiang 310029, China)
(2. Zhejiang Chuanhua Biological Technology Co. Ltd., Hangzhou, Zhejiang 311231, China)

Abstract: Dot-ELISA and tissue blot-ELISA with monoclonal antibody to detect Cymbidium mosaic virus
(CymMV) were established. 8000-dilution CymMYV monoclonal antibody could be adopted to detect
CymMYV infecting leaf extract within a dilution limitation of 1:10240. CymMYV could still be detected in the
eighth print by tissue blot-ELISA . Similar results were shown between the fifth print by tissue blot-ELISA
and 80-dilution of infected leaf extract by dot-ELISA. Comparison tests showed that the commonly used
tissue blot-ELISA was less sensitive than dot-ELISA. It could illustrate that CymMV monoclonal antibody
was more specific and sensitive than the polyclonal antibodies. The improved tissue blot-ELISA is more
simple than dot-ELISA, and is suitable for fast detection with a large number of samples in the field.
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Table 1 The result of Dot-ELISA, tissue blot-ELISA and electron microscopic observation

1 2 3 4 5 6
Test methods Sample 1 Sample 2 Sample 3 Sample 4 Sample 5 Sample 6
Dot-ELISA AH=EF 4 - + S, +
S 4=E = 3 SR 4+
Tissue blot-ELISA A 4 . i S _
++ + - + +++ =
EM ++ ++ — + +++ +

F2 RARSIEHRERERAZRNER

Table 2 The result of Dot-ELISA under the different concentrations of the purified virus

1:1000 1:2000 14000 1:8000  1:16000  1:32000  1:64000

First antibody Negative control Positive control
Monoclonal antibody = S AR +++ ++ 4HF ++ + —
Polyclonal antibody - AR A +++ A ++ + - -

F3 WHATRAEHEE RRBSEN LS

Table 3 The result of Dot-ELISA under the different concentrations of the infected leaves

First anti- Negative Positive 1:40 1:80  1:160 1:320 1:640  1:1280 1:2560 1:5120 1:10240  1:20840
body control control

Mongclonal - ++++ SRR AEERE A e 4 HF 4 + 4+ =
antibody

Poly.clonal - +++ +++ +++ A ++ A + + + = -
antibody

x4 R ASE BN R R B 45 R

Table 4 The result of Tissue blot-ELISA under different blots of infected leaves

1 2 3 4 5 6 7 8 9 10 11 12
First antibody Ist 2nd 3rd 4th Sth 6th 7th 8th 9th 10th 11th 12th
Monf)clonal ++++ e ++++ A +++ +++ S A AHE A +
antibody
Pol}{clonal +++ +4++ +++ +4++ +++ ++ ++ ++ ++ + + +
antibody
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