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Severity of Cowpea mosaic virus and Putkong Disease Monitoring
and Purification of Cowpea mosaic virus
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One hundred and eighty-six leaves of soybean cv. Seokryangputkeng that showed mild mosaic symptoms
were collected randomly and ELISA tests were conducted with those leaf samples to screen the presence of
Cowpea mosaic virus (CPMYV). Ninety-three out of 186 samples reacted positively to CPMYV, but those samples
did negatively to Soybean mosaic virus (SMV). At least, 55 leaf samples revealed higher values than that of
positive control. The results strongly confirmed that CPMYV occurred severely in soybean cv. Seokryangput-
kong. However, a question is raised on the primary reservoir and vector for transmission of this virus. Since
the farmer changes seeds every yvear, seed transmission is excluded. The virus was also purified, the analysis
of coat protein conformed the virus of cowpea mosaic virus and UV absorption pattern confirmed that the
causal virus of mosaic disease in soybean putkong was cowpea mosaic virus.
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Infected Buffalo leaves

Homogenize with 0.IM phosphate buffer(pH 7.0)
(2m/1g leaf tissue)

Squeeze through Miracloth
} Centrifugation at 15,000g for 20min

Supernatant
Add 0.7 vol of chloroform and n-butanol mixture
(11, v/v). stid4C, 1 min).
Centrifugation at 1000g for Smin.
Remove the clear aqueous layer
Add 6% PEG-6000, 0.2M NaCl. stir the mixture at
room temperature. incubate for 1 hr.
Centrifugation at 20,000g for 15 min.

Pellet
Resuspend in 0.01M phosphate buffer'(pH 7.0)
(0.5ml/g leaf tissue).
Centrifugation at 10,000g for 15 min(4C).
Supernatant
in 40% Sucrose cushion® ultracentrifugation at
150,000g for 3 h4C).
Pellet
Resuspend in sterile distilled H.O(pH 5.2)
Centrifugation at 10,000g for 15 min(4C)
Supernatant Add phosphate buffer(pH 7.0) to final concentration

of 10mM.
I. 0.0IM phosphate buffer containing 2mM EDTA and 2mM-mercaptoethanol and
centrifuge at10,00g for 15 min

2. 40% Sucrose .in 0.1M phosphate buffer, pH 7.0
Fig. 1. Procedure for the purification of B-1 isolate.
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Table 1. Reaction value of 93 leaf samples coliected from
soybean cv. Seokryangputkong plants grown at Cheongsong-gun
to Cowpea mosaic virus tested by ELISA

a Extraction Healthy  Cowpea mosaic
Samples .
buffer plants virus
0.666~1.606 0.172 0.169 1.270

“Leaves of soybean plants showed mild mosaic symptom.
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Fig. 2. Ultra-violet absorption spectra of purified virus from B-1
isolate.
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Fig. 3. Coat protein pattern of purified virus on 12% SDS-PAGE.
Lane A: molecular weight marker proteins B: purified virus from
isolate B.
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