170 2013, Vol.34, No.20 Bz X Pk
o A8 il s At Vi R
215 9 P CRAG N 75 AL B B 1
ERE', SR, DR, mEa, o, %o
(LR NSRS IGAGRE SR, Mo ZE/REh  841000; 2.¥rsm b NEIRIGAIE R, Bl ZEARF%  830000;
3R R, BiiE BEARS 830000 4.MTVLFR T ORZEAM LRERFICAT, WL BUM 310018)

T B ARSI R AR 1 T AR ARSI, BT S R R S A bR L R EE B 124 BE
FEA 30N RURBEATNOAN BT REAACIN 7347, 3 SL00% 7 B P8 BRI BT 14 TagMan S I 5 516 5 5 il 8 XS R (PCRO A
Jitke BeAh, R AbARR B E R BT T OCPCRAT I B X . SRR R A AL R B 1 A PO
T, HHAMARER R E A R . 5 HEMIPCRAAIL, TagManSEhf 585 PCRETMIAS vkl REBUE S, Aekll
FISUEIRZ V1. 9pg/MLIIDNAREA,  HAS W@ JR B (70 B S A0 RE 7% AT B T AR o RO AGE DL R A
FHIHE SN, & SR E RIS A T

FEER: BAL BERAUE; SEPOUPCR: TagMani®Ef; PRI

Real-Time Fluorescence PCR Identification of Alternaria alternata Causing Black Spot Disease of Fragrant Pear
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Abstract: A real-time fluorescence PCR method was established by using a pair of specific primers and double-fluores-
cence labeling probe according to the conserved sequence of the pathogen Alternaria alternata causing fragrant pear black
spots. Totally 12 flowers, 30 fruits and 94 slides from fragrant pears were detected in this study. The real-time fluorescence
PCR was used to detect four other plant disease pathogens on pears. Results showed that only in the pathogen causing black
spots, fluorescence signal could be collected with the specific primers and probe. The assay for specific detection was more
sensitive than conventional PCR, and could detect the concentration of DNA template as low as 1.9 pg/pL without pathogen
separation and purification. This method is a reliable, sensitive, quick and easy-handling method suitable for rapid diagnosis
and dynamic monitoring of the plant pathogen.
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Fig.1  Isolation and identification of Alternaria alternata causing
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Tablel Primers and probes for the gene in Alternaria alternata causing
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Fig.2  Amplification curve of Alternaria alternata causing fragrant pear

black spots
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Table2 Ct value analysis of standard strain of Alternaria alternata
causing fragrant pear black spots
FE R % (ng/l) [T TR ke
6.0000 28.03 28.07 27.93 28.01 0.072
1.2000 29.14 29.32 29.22 29.23 0.092
0.2400 30.68 30.60 30.64 30.64 0.033
0.0480 32.03 32.06 31.83 31.97 0.129
0.0096 33.33 33.17 33.01 33.17 0.223
0.0019 34.12 34.21 34.16 34.16 0.062
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