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Early detection of watermelon anthracnose using a nested PCR

Abstract

Detection of pathogens before symptom development is crucial for preventing plant diseases. We evaluated a nested

PCR assay for the early detection of Colletotrichum orbiculare, the causal agent of watermelon anthracnose. Primers were

designed based on rDNA internal transcribed spacer sequences from 14 Colletotrichum isolates. The sensitivity of the

nested PCR in detecting the pathogenic fungus from plant and soil samples was considerably higher than that of a single-

round PCR. This assay may be useful in identifying soil contaminated by C. orbiculare, which will be helpful for

estimating the risk of disease development.
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155 72 BEREFEY) % pGEM-T-Easy“\ 7 ¥ — (Promega
) ru—=r 7k, KERICEEERLTT I X3
FaeER L7z =27 ARIBICiE, ZneEho 73
A FERFANZ, 77 A3 FICRRINZR T 74 < —BLY)

(T777943—BLXUSP6 T 74 ~—) 2fHLT,
Big Dye Terminator v3.1 cycle sequencing Kit (Applied
biosystemsfh) % H w7z, LB O H 121X, ABI
Prism 3130 Genetic analyzer (Applied biosystemsflt) %
Mz, f o 7R, HEERH#NTY 7 FCLC
main workbench (CLC bioft) I2TT7 74 ¥ 2 ¥ %247
vy, MR L 7 BRI S Sl A RAF IS, € ORCY
b LICH7ZICPCRT T A v — kxRt L7z,

3. HEff, #EWEd LU LED S ODNAHH

PDAR; Hb CTHEFE L 72 WR KB L OV A A 4 I A %
Pt ORE (22 Nn#100ng) % iR sE R Tk
e, DNAHhH K (200mM Tris-HCl (pHS8), 250mM
NaCl, 25mM EDTA, 0.5% SDS) Z MMz CT& {HA
72o WLVIBEIC K o THRIEZINY vz ey = /) —
JVRLEE 7 oo 7 4 VAW ¥ ) — Lk 24T,
77 LADNAZ I L7z, JAFZR, TE/NY 7 7 — ICUE#
Lzboxikle LTl B, BMEBROIEX
LT, AR Z MY RIS L 72 b D& L
726

THEPS D X 54 ADNADOHH B X O 5
E.ZN.A. Soil DNA Kit (OMEGA bio-tekft) % Hl\»C,
> TAT o 720 BIATRH O N LGt 3
X, FRFENL X105 1 X10°, 1 X10ME/mels 8L
RS L e, foh 1 g OISR T CRE
L7z D&M L7z RIBXIZIE, BREKLD meZ L
rREL ARG, T, A AEEEES» S 0K s

VAT b= T b TaY

ok BRILCT T A ~— DakR LA

bk HFERT (5-3)
GPS_F1 TTCGGCGGGCGGGAGGTCCGCCT
GPS_R2 GAGGGCCCACGTCAGCCGTGGAA
GPS_F2 CCCGGCCCCGLCTCGCGG
Univ_F1 TCCGTAGGTGAACCTGCGGA
Univ_R1 TCCTCCGCTTATTGATATGCTTAAGTTC
Univ_F2 TAACAACGGATCTCTTGGTTCTGG
Univ_R2 GCTTGAGGGTTGAAATGACGCTC
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