YR EE2 S F)  11:189-198, 2002

THERE IR EH B Y LA RT3

!

B 87 PR ER A P B AR R
GACEEE R LR

L5
2 B

R K2

wR

3 WS TEE + BT jwhuang@nchu.edu.tw » {#[E : +886-4-22851676

B H - hEERE 91 4210 15 H

i =

PR ~ BT K ~ BEHRSE. 2002, T & M HFE R G H S BT AR DR Mk e 11:189-198.

HEEV AL IR (Rhizoctonia solani AG-4) 5| {EH 8 4R AEIEEIL T RO SR » & HBE dhiiaksn £
FRFNR T2 — o TER=E R E S E T - I00.5% (Wiv) T & 0] B R H 8T AL R 38 i 4852
52-60% o 5T FR AR A AN RIS BIZEHL o MEEITHINE A9 i - SR IE AR L2 25 )
A]EZHIEI R, solani AG-4 LR o #—2 » DUEFEATEMLIE C A8 )0 s HaIES - A5 5R
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RN AR AL (7 NMR 300muz 7347 » fEEFS | &y (eugenol) » HALER 1305 CioHi202 [ » TH

ORI E B R RRZRRF I - AEOC SRR S fm itz UeE T REDA s RS -

U | E AR T 2
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BRBER © HEE > HEAR ~ T/~ TR - BIEmE

A

HEE IRy EEARE R T AW A o B SAL e B AR {E]
IR o B LA RRZE (Rhizoctonia solani Kuhn) Ja&yH g5 fdH
TN - Al Rl TR R S AR~ SR -
WERT B E SR & HEE LN A e Ay 4 BRI R 1
Z— o BESRHEAT AL B EERIAIME i &AL 22 (Hymexazol) ~ i
$7 kb (Furametpyr) ~ 2 52 fE (Pencycuron) ¢ i % %
(Flutolanil) 55 A R # A RHIB G ME R E - (HE i AL
B » N1 g5 Y BRI S K IR A © - BLE A
ZEVE R HER O o K - 3R RS BRI A - FE
LU AALE2EER] » (ERPNEREYIRE T » iR 5155
JIRYJimZ— °

TEE » HRRAEYMEE P BRI A B TIE RARAFHY
ez &2 s [N A 2% R R S R
@I0TD o s AN G I IS PR R 161 E 99 5 B
5¢ 5 B » JRERRRAS 2 Pk AT HIER RS 5 o T4
A > EEYPL H— B ERE R EER b HEE M R.
solani AG-4 FYZUR » #5R BT FHAVHNE USSHE R
U o (Rt » AR FZEEHBIER ARG T 1776 H E 2R
FITIEL - SETMEEET ey BINE R Y B 2 97E B b
ZEFIEY) R BRI > S DIEEYIR SR 5 -

PR 5T
{HE SRR P B R Pk
LUH B (Brassica oleracea L.) fElés ShAE AE 2 LUl
Yy o P 2R 1o B R AR A RIS o H e T
& 1% (vIv) R &R (NaOCl) 157 3 /7 §t% » EBRTE
(BVB No.4 {Efik#r » i) > G AN 0.5 25y o it
A AR PR ER FH AR 50 BLK B R 3 B 2 = 1Y
Rhizoctonia solani AG-4 RST-02 EIRST-04 Fik » W& 75l
HHH ST AR A MR AR ) RS -

PR IR B i

HY 100 g MEn 25 U) slehiRAY N B % - SEHEH2 250 ml
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R EERE 2 30°C LU T IR » FERI #25E /E£ PDA (potato
dextrose agar) i LR =K. Z R. solani RST-02 B RST-04
R SR 2 (EAE 6 mm) o £ M ELKE R
TR RRAY R B 5L E BB Y BVB No.4 ik &4 1:10
HIEEB (wiw) 2 21#0 & 38 B &8 AE 40-45%
(w/v) 7ot » BB — RIEHE — R > M E BINIK BRE
T R RN S B o B A D o
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ANFIHRIE 2T & B H B VRN B A 1
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FRYE ZXHROEE > % A 500 mi [BIJE BEIE P 7R R VR fihs
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Bt o B AUPBEREER » nl S ENECEE A Y E
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THRABINEEHIEE © LLBE I iz
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FFEAHINEIR. solani AG-4 FEHHERBERIEZRL S » 5
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TE HLAEE

BRI T A B R oy 8 E AR HY BVB
No.4 ek & /ME » WIN0 K 0.5% (wiw) B T & » TEREHE
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TEfm AT REREE [~ 5% « A R solani AG-
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BN - BERAE 15 kV HEREZ H 37 S-570 ffifi=CeE - s
(Hitachi S-570, Hitachi Co. Ltd., Tokyo Japan) | » #{Z2 T &
BV AL R R B vk T RERY 28 o

TE YIRS S
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BE > FEAEE] 2% WA 7FHiz b o SRR RS I LE & 5 55
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TE USRI o WA R AR R SRR R IR o3 A RE
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IRE > BIVATRE R (EAE PRI AR » TR EPERA T &%
ANEIEE R BT RifhE H 81 > I EHLZP
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82.29% 511 95.49% WIHIIHIZSER » B FFREEU M2 1500 {EHRF
Bl e 2 I ik 2 42 K -
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ISEAHNEIR. solani AG-4 [F#hAER SR 2 8y
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T R R BT N A% R R AR T BT i
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{EFm U - RARER T TSR B R 8 2 R AR TR ~
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H% AL fiaaY 20 (B G) - FIFDE 2RISR 2y
BT S U T REOEE BRI 2 -
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Fig. 1. Effect of clove at various concentrations on disease incidence of damping-off of cabbage seedlings caused by Rhizoctonia

solani AG-4 ( isolates RST-02 & RST-04 ) in the greenhouse.

* Means (n=3) among treatments for each trial followed by the same letter are not significantly different (p=0.05) according to

Duncan's multiple range test.
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Fig 2. A large-scale test on amendment of BVB No.4 peat moss medium with 0.5% (w/v) clove for control of Rhizoctonia
damping-off of cabbage seedlings in the greenhouse.
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Fig. 3. Effect of hexane-extractive (B1), ethyl acetate-extractive (B2), methanol-extractive (B3) and water-extractive (B4) from
clove powder with 500-fold and 1000-fold dilutions on mycelial growth of Rhizoctonia solani AG-4 (isolates RST-02 & RST-04).
Note : DMSO=250 ppm dimethyl sulfoxide; EL=9.5% ethanol as compatibility agents.
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Fig. 4. Effect of three kinds of hexane-extractives ( Bla,B1b, and Blc ) from clove powder with 1500-fold dilution on mycelial
growth of Rhizoctonia solani AG-4 (isolate RST-02).

Note: DMSO = dimethyl sulfoxide (1500X); Ethanol = 9.5% ethanol (1500X) as compatibility agents.
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Fig. 5. Eugenol was identified in (A) culture medium amended with clove powder and (B) water agar fumigated with clove water
solution by thin layer chromatography. A-1: BVB No.4 peat moss medium, A-2: amendment of BVB No.4 peat moss medium
with 0.5% (w/v) clove powder, A-3: eugenol (arrowed); B-1: ethanol-extractives of water agar for culturing R. solani AG-4
fumigated with clove powder solution, B-2: eugenol (arrowed).
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Fig. 6. Fumigation effect of clove water solution on mycelial growth of Rhizoctonia solani AG-4 ( isolates RST-02 & RST-04 ).
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Fig. 7. Scanning electron micrographs of deformations of Rhizoctonia solani AG-4 hyphae treated with clove ( A: normal, B:
hyphae or hyphal tips swelled, C: plasma seeped around the hyphae, D: plasma leaked out, E: cell wall distorted, F: branched
abnormal or fused with main hypha, G: formation of some crystals, H: hyphal tips warped or looped, I: surface of hypha

wrinkled).
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ABSTRACT

Lin, T. C.", Cheng, K. T. % and Huang, J. W. 132002. Effect of Clove and Its Major Component on Control
of Rhizoctonia Damping-off of Cabbage Seedlings. Plant Pathol. Bull. 11:189-198. (- Department of Plant
Pathology, National Chung Hsing University, Taichung, Taiwan, R.O.C.; * Department of Biochemistry,
Taipei Medical University, Taipei, Taiwan, R.O.C.; 3 Corresponding author, E-mail:
jwhuang@dragon.nchu.edu.tw, Fax: +886-4-22851676)

Damping-off disease caused by Rhizoctonia solani AG-4 is a serious disease of cabbage, especially in
seedlings grown in culture medium. The treatment of peat moss medium, BVB No.4, infested by the
pathogen with 0, 0.25, 0.5, 0.75, and 1% (w/v) of clove was significantly effective in reducing the disease
incidence of seedling damping-off. It showed markedly 52-60% reduction in the disease incidence at the
rate of 0.5% (w/v) compared to non-treatment as a control. The similar results were also confirmed in three-
time large-scale experiments in the greenhouse. The powders of clove flower buds were extracted with
methanol for three times. The combination of extractives was partitioned with n-hexane and ethyl acetate.
Finally, the rest was extracted with water. The extractives from different solvents were tested for their
bioactivity on mycelial growth of the pathogen. The n-hexane extractives showed significant effect on
suppression of mycelial growth of R. solani AG-4. The n-hexane-soluble extractive was subjected to
systemic separation and purification by column chromatography and thin layer chromatography. One major
compound and two minor compounds were obtained and used to test their bioactivity. The mycelial growth
of the pathogen was completely inhibited by 2500-fold dilution of the major compound of n-hexane-soluble
extractive. In advance, this major compound was characterized by 1H NMR spectrum as eugenol. For
fumigation effect of clove powder solution on mycelial growth of the pathogen, the inhibition of mycelial
growth by clove-fumigant was increased with increasing the concentrations of clove in water solution.
Observations under light microscope and scanning electron microscope indicated that the hyphae or hyphal
tips of R. solani AG-4 swelled, plasma seeped around the hyphae, plasma leaked out, cell wall distorted,
branched abnormal or fused with main hypha, hyphal tips warped or looped, and surface of hyphae wrinkled
were caused by clove-fumigant treatment for 24hr. The clove-fumigant was also identified as eugenol by
bioassay method and thin layer chromatography. The results suggest that the major component of clove
inhibiting damping-off of cabbage seedlings is eugenol.

Keywords: Cabbage, Rhizoctonia damping-off, Clove, Eugenol, and Culture medium



