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Pathogen identification of anthracnose on Euonymus japonicus
in Hunan Province
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Abstract: The diseased leaves of Euonymus japonicus collected from Yongding District, Zhangjiajie City, Hunan
Province were collected, and pathogen isolation and cultivation were conducted. A purified class 1 strain was obtained,
and the representative strains were selected for pathogenicity test and identified as pathogenic fungi by Koch’s law.
According to the characteristics of colony and conidia morphology,combined with the phylogenetic analysis of polygenes,

the representative isolates were clustered with Colletotrichum siamense to one branch.
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(D PCR
25 pL Premix Taq lpL 1pL

DNA 22 uL 50 uL PCR

94 °C 10 min 94 °C 30s
45s 72°C 1 min 35 72°C 7
min 4 C PCR

NCBI
(MEGA 6)

2
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Table 1 Primers used in this study with sequences and annealing

0.5%NaClO 1 min temperatures
75% 30s 3 (3=3) /e
02 TS ITSI CTTGGTCATTTAGAGGAAGTAA 56.0
ITS4 TCCTCCGCTTATTGATATGC
0.3 cm PDA ACT  ACT-512F ATGTGCAAGGCCGGTTTCGC 56.0
26 C ( )3 d ACT-783 R TACGAGTCCTTCTGGCCCAT
26 °C GAPDH GDF1 GCCGTCAACGACCCCTTCATTGA  61.4
PDA GDRI1 GGGTGGAGTCGTACTTGAGCATGT
TUB2 TI AACATGCGTGAGATTGTAAGT 61.4
Bt-2b ACCCTCAGTGTAGTGACCCTTGGC
CAL  CLIA GATCAAGGAGGCCTTCTC 56.0
CL2A TTTTTGCATCATGAGTTGGAC
1.2.2 2B EAARGER AN CHS-1 CHS-79F TGGGGCAAGGATGCTTGGAAGAAG 56.0
(5] CHS-345 R TGGAAGAACCATCTGTGAGAGTTG
26 'C
2 GRS
2.1 HIXKHEHFEHREERSKRERERES
( 1-1
1.2.3 ZHRRAKREET 1-2)
PDA ( 0.3~1.2 mm 0.7 mm)
“DNAsecure Plant Kit” DNA
rDNA-ITS(ITS)™ (act)y ( 1-3)
3 (GAPDH) B ( 14 15 (
(TUB2)™ (CAL) 1-6)
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Fig.1 Symptoms of anthracnose on the leaves of Euonymus japonicu
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Fig. 2 Morphology of isolated strains
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Fig.3 Disease symptoms on leaves of Euonymus

EJ. W01 japonicu inoculated with EJ.W01
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ITS GAPDH CAL ACT CHS-1

EJ. W01
EJ W01 DNA PCR . .
] ] (Colletotrichum siamense) ( 4
Colletotrichum boninense .
(C. siamense)
MEGA6.0
EJ.WO01  C. gloeosporioides
» EJ.WOI1
[
%1 Colletotrichum siamense ICMP18642
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Fig.4 Phylogenetic tree constructed from the sequences of multiple genes of isolated strain EJ.W01
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