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A technique for isolation of Sphaceloma arachidis from infected peanut
XUE Cai - yun,FU Jun —fan" ,ZHOU Ru - jun,CUI Jian - chao,XU Zhe, ZHAO Jie - feng,LI Yuan - jie
( College of Plant Protection ,Shenyang Agricultural University ,Shenyang 110866 , China)

Abstract : The causal agent of peanut scab disease is difficult to isolate due to its extremely slow growth and

difficult to sporulate on agar media. In this study,an efficient technique for tissue isolation and single — spore isola-

tion of the pathogene was established. Results showed that pathogen isolation frequency from leaves was significantly

higher than that of stems. The optimum surface — sterilizing time was 1 —3 min, sampling time and storage time

within 48h after sampling had no significant influences on isolation frequency. Abundant single — spore colonies

could be obtained by improved dilution — plate method, the number of single — spore colonies on peanut leaf decoc-

tion agar (PLDA) was more than that on PDA medium, PLDA could inhibit undesired microbes significantly. The

number of single — spore colonies obtained by dilution — plate method at early and middle stage of infection was sig-

nificantly greater than that of late stage, and few single — spore colonies were obtained at the late stage.
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Fig.1 Isolation frequency of leaves and
stems by tissue isolation method
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Note:A:10 - day — old colony from leaf; B:10 — day — old colony from stem; C:30 — day — old colony from leaf; D:35 — day — old colony on PDA
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Fig.2 Colonies isolated by tissue isolation
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Fig.3 Isolation frequency of leaves
surface — sterilized for different time
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Table 1 Isolation frequency of leaves with different depositing time

PRAE (]

S ESHR Tsolation frequency/ %

Storage time F A5 I Target pathogen

227 Undesired microbes AREKHE Microorganism — free

Z i T 8h 8h at room temperature 80.0 + 0.04a
4°C/24h 64.2 £0.06a
4°C/48h 69.2 £0.08a

4.2 15.8
7.5 28.3
9.2 21.7
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Fig.4 Isolation frequency of leaves
collected in different time
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Table 2 Number of colonies on plates by dilution — plate method

e =54 #7440 Number of colonies
Culture medium  H ¥Ry JE 4 Target pathogen M Bacteria AEBURE T Nonpathogenic fungi 2% Undesired microbes
PLDA 293.40 +30.57 4.91 £0.27 0.10 £0.06 5.01 £0.33
PDA 232.30 £40.42 58.96 £3.16 0+0.00 58.96 £3.16

T A:PLDA FJ%3% 10d (Y SRAIVE 5 B: &, 21D PLDA, 47182
PDA. “a” F1 “b” N S. arachidis AT T

Note ; A : colonies after cultured for 10 days on PLDA; B:left is PLDA me-
dium, right is PDA.

colony

“a” and “b” represent S. arachidis single — spore
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Fig.5 Colonies obtained by dilution — plate method
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Fig.6 Numbers of pathogen fungal colonies by dilution —

plate method from peanut stems obtained at different dates



390 T ERRH R

2017,39(3)

2.3 REERLEERIFENE

AEAE I ZH ORI B 3%, AT AR A% R 1 A
oL, B, T AGIEE 7 WY, 79 o B (B, 5L 7 49
BR, AT RK/AN R (2.76 ~4.04) pm x (5.86 ~8.21)
R BE b AT LK R g3 A6 A, A e AR (A
7)o ITS —=rDNA 3315 GenBank H %R Fy 41 47
BLAST ¥ Z EL X, 45 R B /RN 1ZWE B 5 S. arachidis
(JN943485) Fi1 S. manihoticola ( AY739018 ) 454 |7 44
JER L ARRLRE B3k 98% o HeFhfa , B A Al AR B
RIS 0 (1 8) , g BE_b 7 A= 43 A= 4 5~ 5 73 AR 4
TiEe KRt 800 23 25 00 TR A A6 AR R I e

S. arachidis

A

WA AT B R T
Note: A ; conidia; B:acervulus
B7 MARRLHNSERTFRASERBTFERS
Fig.7 Morphology of conidia and acervulus
on the surface of a peanut leaf
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Fig.8 Symptoms of peanut with isolated pathogen
(25 ~27°C,inoculated for 8d, growth
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