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Rapid PCR-based identification of the plant quarantine
pest Opogona sacchari (Bojer)

WANG Xing', XU Miao-feng®, LIAO Li%, HE Ming-yuan®, LIU Shuang-qing'

(1.Hunan Provincial Key Laboratory for Biology and Control of Plant Diseases and Insect Pests, Changsha, 410128,
China; 2.Quarantine of Plants, Zhuhai Entry-Exit Inspection and Quarantine Bureau, Zhuhai, Guangdong 519015, China;
3.Plant Protection Institute, Academy of Hunan Agricultural Sciences, Changsha, 410125, China)

Abstract: Based on polymerase chain reaction (PCR), a rapid and accurate identification method was established for
detection of the import plant quarantine pest Opogona sacchari. Genomic DNA of the samples was used as template in
PCR amplification, and the PCR products were analyzed by gel electrophoresis. By PCR amplification, the detection time
for Opogona sacchari was shortened to less than 8 hours. The test limit for genomic DNA concentration was 1 ng/uL,

and the concentration above 10 ng/uL was the optimal.
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Table 1 The origins of Opogona sacchari and its related species

HOO01 ( )Opogona sacchari (Bojer) 200 m 2008-09-26
486 ( )Opogona sacchari (Bojer) 200 m 2007-07-13 A
447 Opogona sp.1 1000m 2005-06-11
448 Opogona sp.3 1290 m 2005-06-12
449 Opogona sp.4 1050m  2005-06-13
472 Opogona thiadelpha Meyrick, 1934 300m 2007-07-18 J4
444 ( )Wegneria cerodelta (Meyrick) 1300m 2005-06-23
445 ( )Wegneria cerodelta (Meyrick) 100 m 2005-06-16
446 Wegneria sp. 970 m 2006-10-20
12 7 & (10 pmol/L) 1uL Tag (5U/ul)0.13 u. DNA
e . 2 uL 25ul PCR
121 RARE DN KRR :94°C 4min 94°C 205 62°C
1 20s 72°C  30s 30 72°C
1.5 mL TE 5min PCR 10 pL 2%
DNA 45 min(90 V)
( ( ) ) DNA 10 min
20 12,4 RHEAN
1.2.2 3ldpikst DNA
PCR DNA COl 100 50 25 10 1 0.5nguL6
( ) 2 pL PCR DNA
MEGAS.0!!
Primer Primer 5.0
2 HERE5SMH
GeneBank Blast 2.1 iHEEYREFESI LR
(COI-CF756 DNA
ATATATTTTAATTTTACCAGGATTCGGT COI-CR DNA
1149 TACTACATAG TAAGTATCGTGGAGAGAT 150 ng/pulL
PCR 394 bp) PCR 2% (D
2 DNA

1.2.3 PCR RBLAK A Fodf 38 Ft
10xPCR Buffer 2.5 pL
2.5 mmol/L) 2 pL

PCR
dNTP Mixture(

1 400 bp
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Fig.1 Electrophoresis for PCR products
PCR
394 bp
DNA PCR
22 HENEREE
6 DNA
PCR 10 100 ng/puL
10
ng/pL
1 ng/uL
0.5 ng/uL
( 2 1 ng/uL
10 ng/puL

M 1 2 3 4 5 6

400 bp —»

M marker 1 100 ng/uL 2 50 ng/pL 3 25 ng/uL
4 10ng/uL 5 Ing/ul 6 0.5ng/ul
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Fig.2 Sensitivity of the PCR detection
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