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Abstract In order to screen the main pathogenic bacteria of chestnut blight in Hunan province, identify the types
of pathogenic fungi causing chestnut blight, and further provide a strong theoretical basis for the diagnosis and
prevention of chestnut blight. From 2017 to 2019, samples of suspected chestnut blight were collected from
chestnut planting bases in Hunan Province, and the disease samples were isolated, purified and cultured using
conventional tissue isolation method and PDA and PDB media. The pathogen was identified by morphological
observation and fungal rDNA-ITS sequence analysis. The results showed that 2 strains of fungi were isolated from
the base of chestnut with chestnut blight, which were preliminarily identified as Cryphoneciria parastitic A by
morphology. The indoor pathogenicity test showed the same symptoms as the natural disease in the field. PCR was
used to amplify the rDNA-ITS gene of pathogenic bacteria, and a 725 bp DNA fragment was obtained. The
sequence homology between the strain sequence and the model strain of Castanea mollissima Blight reached 99%.
Combining morphological characteristics, sequence analysis and systematic evolution analysis, it is clear that the
pathogen causing chestnut blight is chestnut blight. This study provides reference for disease control of chestnut
blight in Hunan province.
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Table 1 The host range determination results of test strains

HEREY 5y FEH AL IO
Inoculated plant Taxonomic statue Pathogenicity
HEZR 7o R +
Castanea henryi (Skan) Rehd. et Wils. Fagaceae

F 5 RAFL -+
Setaria viridis (Linn.) Beauv. Gramineae

) BERR +

Rhus verniciflua stokes Anacardiaceae

e PN -
Zantedeschia aethiopica (L.) Spreng. Araceae

S HaER —+
Rohdea japonica (Thunb.) Roth Liliaceae

Bk BABERE +

Carya cathayensis Sarg. Juglandaceae

AJK R -
Chaenomeles sinensis (Thouin) Koehne Rosaceae

Hi i S —+
Citrus reticulata Blanco Rutaceae

o) Jedm = F -
Dracaena sanderiana Agavaceae

VR R T AR “—+ 7 ARG E AR BUEEIR

Note: "+": Having pathogenicity; "-": No pathogenicity; "—+": Infection but no disease signs
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Figure 1 Symptoms of chestnut infected with epidemic disease
and morphological characteristics of test strains

Note: A: Root; B: Branches; C: Morphology of weakly virulent
colonies; D: Morphology of virulent colonies; E: Mycorrhiza; F,
G: Hyphae; H: Conidia
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4 B PR ] tDNA-ITS /75115 GenBank % & 1
I PEREAT RIS LU, SR, BT S
GenBank H'[f] Cryphonectria parasitica &A% /7 71 (& 3%
5 EF545115. D) RJEME 5 =, N 100% (& 2).

1.6 GenBank H[EE4SHIEXFFIRE ST

6] B SR A 45 AR W #& LY-9 5 Cryphone-
ctria parasitica [FlVRVER &, 15 Wk YL-1 [RIUEPE
B, HED AT B8 2 5 1% B ik 2 58 BRI AR A 0%, (H 2
HARWIZFEERI ST, o TEE4REEE
USRI — (TR, 2017) (] 2).
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M2 ZE (Castanea mollissima Blume) & — Ff 85 24 H
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SR A I L5 LT b 7 22 R D R S e IR
F7 AP AR, BRSSP LI, TAE BT, (H
BERZ, £ [ &5 KA, KT HR FARE,

96 | Cryphonectria parasitica strain A475
99 LY-9
| L Cryphonectria parasitica
Y1
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0.1

Bl 2 LY-9 B2 #r
Figure 2 Ly-9 cluster analysis
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Table 2 Comparison of sequencing results with related sequences with high homology in genbank

Fids Eitipan iC PN Gy B 1 % (%) Efd [ R (%)
Accession Description Max score Total score Query coverage (%) E value Max ident (%)
EF545114.1 Cryphonectria parasitica 1011 1011 100 0.0 100
AY141861.1 Cryphonectria parasitica 917 917 99 0.0 99
MHS857312.1 Cryphonectria parasitica 887 887 100 0.0 97
KC844303.1 Cryphonectria parasitica 894 894 99 0.0 96

FORFELL GG TR MRV T 22 S8 AR FF B 6, PP ED
FEANT o R 17 FEHAL B AR, A
18 AL WIRIAE, Hotiw 44 A\ Diaporthe parasitica Murr
(FRSC#E, 2015); Endothia parasitica (Murr) Barr et And
(Anderson et al., 1912); Endothia J& 1 Cryphonectria
J& (Barr, 1978), J5 3K Micales 25(1997) 0 iF 52 T B2 5%
T3 B IR R 2 R B2 e B, B BT, Cryphonectria
parasitica (Murr.) Barr #& % 3 1A [ [ , Cryphonectria
parasitica BENAFAEFSMIRFR (AT A, 1999), X
PR R T o

SRR JEXS AR IMAEE R R, 5 4
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PR T RS B3R AT S g isEE DR e 21 T 500t 1 RS 5+
4 PCR 5|4, 5 PCR 1, BE M 300 PR ZAi{L 557
AR R PRI AR i B, HL A I AR AT B
A0 H A [7] B 300 Rk e Al SR 0 B R AEL PR . Davis 4
(2005) 3T RAPD WA TS R T 11 X HLE
P SCAR 3ic, HI TARCEE R B MR E V220 7T

A BRIGAE 2017~2018 4FX0F i1 B A SR A A X 0o 2R
LT R AT DR VR A I, AR RS I ) R0 8 ik
35%Lh b, FE G TR, &R - w6
K E ALy EEATE A MR, 51
T I R B A R 1, 1 — B KT
F 53 B 5 UE B AR SR R 10 ST Oy 5 e B 5 H AT
Iy RN — B HEARIE , ACREBE EIE AT AR JAR M
Fi B AR B ZRAESE L RO LU B RS ) (PR T, 2005),
5 H BTSRRI R A S A B DR R, BLCAH L
IR PE T S5 A 15 HE— BB AL

RE RSPl
JREEN S B 5ESR
2017~2018 4= MIbI FE 2 AN [R] B AR SR 15 X R4

HAT H R JERE R RE (0 F T, FH Y 48 4y 2 ] 5
B05E, —4 CORATA T o I FH B ) 2H 230 B0t Fodt
ITRIEE 8, o BRI MR R N SR E
BEEpE B IR L (RIFR PDA, 2 200 g, HiFEHE 20 g,
I 20 g, 718K 1 000 mL, 4% pH) (B R, 2007;
Al4H, 2009). 28°CHIfEIRBEFRA G F%, FEm TR A K
—H, ERRE RN R E R JE R R R 7E -4C 1)
VKA (PN ET, 2012; M5, 2014; XIZEFZE, 2017).
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Wils.)s Jil J& B (Setaria viridis (Linn.) Beauv.). % #f
(Rhus verniciflua stokes)~ 2 ¥ % (Zantede schia aethio-
pica (L.) Spreng.)« /i %F % (Rohdea japonica (Thunb.)
Roth). LU Bk(Carya cathayensis Sarg.)~ &K JR(Chaeno-
meles sinensis (Thouin) Koehne) M1 (Citrus reticulata
Blanco)~ & T2 1T (Dracaena sanderiana)® 9 £} 9 FHEY) o

e EU AR R T A, FETC B 251 B
T T2 A7 KA E 77 1 1 [ 7 #8160 mmx 220 mm)
HE R B . BN, R St ) 47 v A i 2
B, 5 mm BFTFLARIEE PDA Br 5 b (1R 22
P, HRh T-00 DAL (ZEIAE, 2011; 7K 3648, 2014). HITE
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7, B H I TR RGO, 15 R0 5 I #8 F K
Iy B IR JE B (A T4, 2007; 2R, 2011; RS
& 2011).
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