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Table. /

Name of species Nos. of strain Nos. of paired culture

Cochliobolus lunata

Cochliobolus setariae

Cochliobolus geniculata

Curvularia trifolii

Coprinus cinereus

Corticium rolfsii

Lentinus edodes

Neurospora crassa

Penicillium funiculosum

Pyricularia oryzae

Pyrenophora teres
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Cochliobolus lunata Nelson et Haasis

Table. 3

IFO No.

5997

6286

6287

6288

6289

6290

6291

6299

6382

6586

CMI,22812;S･K･ Sen Gupta

NHL(H. Kurata, FI-4)

NHL(H. Kurata, FI-19)

NHL(H. Kurata, Fト39)

NHL(H. Kurata, FI-S6)

NHL(H. KuraLta, FI-S7)

NHL(H. Kurata, FI-58)

ATCC,12017; NRRL,2380

TottoriUniv. (M. Nishimura)

HAC(W. Yamamoto)

CMI ;The Commonwealth Mycological lnstitute, Kew, England.

ML;National lnstitute of Hygienic Sciences, Tokyo, Japan.

ATCC; American Type Culture Collection, Rockville, U.S.A.

NRRL; NorthernUtili21ation Research Branch, U.S. Dept. of Agriculture,

Peoria, U.S.A.

MAC; Hyogo University of Agriculture, Sasayama, Japan.

Table.令

Malt-dextros e agar (h4DA)

Malt extracts

Dextrose

Peptone

Ag ar

Water(dist.)



Table. ど

IFO No. 5997 6286･ 6287 6288 6289 6290 6291 6299 6382 6586

5997 + + +
･
+ + + + 十

6286

6287

6288

6289

6290

6291

6299

6382

6586

くJり
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Fil･ }-/A

Cochliobolus lunata IFO 5997

The culture filtrate

acidify(TB_red)

extractedwitbEtOAc

I.I

Org. layer

extracted with S亀 NaOH

Org. layer aq. layer

acidify(TB red)

extracted with EtOAc

Org. layer aq. 1

extracted with

5o)o NaHCO3

Org. layer aq. layer

aq. layer

(2▲フ

acidify(TB blue)

extracted山ith EtOAc

Org. layer aq. layer

acidify(TB red)

extracted with EtOAc

Org. layer aq. layer



F･･3･ト1A

Cochliobolus lunata IFO 5997 and 6299

Mycelium

extracted with acetone(200 ml)

shaking 1 day

filtration by gauze

Org. layer

condensed below 400c

aq. solution(ca. 100 ml)

Org. layer

Org. layer

residue

aq. layer

acidify(TB blue)

extracted with EtOAc

aq. layer Org. layer

(21)
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TAue ユー/ (ll)

Fractions Activities (diameter, cm)

IFO 5997 IFO 6299

IFO 5997

culture fi･1trate

neutral fr.

basic fr.

weakly acidic fr.

strongly acidic fr.

mycelium

neutral fr.

basic fr.

acidic fr.

IFO 6299

culture filtrate

n?utral fT･

basic fr.

acidic fr.

mycelium

neutra,1 fr.

basic fr.

acidic fr.



( 3c')

Fig･之一之 TLC of the EtOAc-soluble

strongly acidic fraction of the

cultuTe filtrate of Codlliobolus

1unata IFO 5997

loo)o MeOH in αC13

Kieselgel pFさs4

Table.之-i

Fraction Activities (di ameter , cn)

IFO 5997 IFO 6299
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EtOAc extract soln. of the culture filtrate

of Cochliobolus lunata IFO S997

(Tank culture, 400
-1.)

extⅠーaCtedwith

sat.NaHCO3

I-+

with H20

P･･3･2-3

Org. layer

fraction

aq. layer

acidify(TB red)

extracted with

E tOAc

aq. layer

washed with H20

Org. layer

(brownish oil; 15.5g)

aq. layer

Org. layer aq. layer



i
Methylated fraction (15g)

(31)

silicic acid (150g; column 3.ら
cm(ID)×33 cm)

eluted with

1. hexane

2. 10ai. EtOAc in hexane

3. 20ai EtOAc in hexane

4. 30% EtOAc in hexane

5. SO% EtOAc in hexane

6. EtOAc

7. MeOH

500 m1

500 ml

1000 ml

1000 ml

1000 ml

1000 m1

500 ml

Fr. 1 Fr. 2 Fr. 3 Fr. 4 Fr. 5 Fr. 6 Fr. 7
_._二__:~=_.二_

(1.5 g) (1.5 g) (2.3 g) (2.3 g) (2.8 g)

silicic acid (ヨog; column 1.8(ID)×26 cm)

eluted with

20% EtOAc in hexane 1000 ml

collected 5g/tube

Fr. 7-23 (800 mg)
1一

preparative tlc(Kieselge1 60pF2S4一
●

20 cmx20 cmxO.ら mm)

2oio MeOH in CHC13

crystallization from EtOAc-hexane-petroleum

ether.

Lunatoic acid A methyl ester (73.5 mg)
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Table. a-3
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Fig･2-7 Mass fragmentation
of lunatoic acid:A methyl -ester.
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Fig.3-8 proton Noise Decoupled C13-NMR spectrum of lunatoic acid A methyl ester･
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Table･2-I cmr chemical shifts and their asslg-凪ents Of lunatoic acid A

m6thyl ester.

5 年 q

干､∴∴十1
I
.
A

Jl
引

col亡H‡

6 multiplicity assignment 6 multiplicity assignment

193.3 s

193.0 s

176.7 s

166.2 s

153.6 d

153.1 s

141.1 s

134.0 d

124.5 d

116.2 d

115.3 s

C-6 or C-8

C-6 or C-8

C-13

C-ll

C-1

C-3

C-4a

C-4 or C-5

C-4 or C-5

C-9

C-8a

110.8 d

84.1 s

52.4 q

40.9 t

36.4 d

31.9 d

29.6 t

22.0 q

19.1 q

17.7 q

ll.1 q

C-10

C-7

C-21

C-15

C-14

C-16

C-17

C-12

C-19

C-20

C-18
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Fig･2-1 CD spectra of 2,4-dimethyl h占Ⅹ孤0年'a-cid

methyl ester.
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Table･}-CA Inhibitory activities of the aversion factorJ lunatoic acid A･

(malt-dextrose medium, shaking at 300c, in darkness)

TestedFunglConcentration(y/m1)

Cochlioboluslunata

ⅠFO

after2days after5days

1263 1263

5997

6286

6287

6288

6289

6290

6291

6299

6382

6586

+++

++

+++

++.+

+++

++㌔-+

++

+++

Table.i-8b lnhibitory activities of the aversion factor, 1unatoic acid A･

(mよ1t-dextrose agar medium, after 2 days)

TestedFung1 Concentration(y/m1)

Cochlioboluslunata

ⅠFO.

100502512

5997 +●++++

6286

6287

+
+

+++

6288

6289

+
+++

++++

6290
+

+

6291
+

+++

6299

6382

+

++

+++

6586
_A.+++++

control: +++
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Table･28'Inhibitory activities of the aversion factor, 1unatoic acid A事

of Codlliobolus lunata IFO 5997 to other microorganisms

Bacteria
y/ynA

Fungi
y/w.且

Bacillus cereus

Bacillus subtilis

Escherid一ia coli

EsdleTidlia coli

>100

>100

> 100

ナ100

(SM,TC, CM,NM,MK)

Pseudomonas aemginosa >100

Pseudomonas mirabilis >100

Sarcina lutea >100

Serratia marcescens > 100

Staphylococus aureus > 100

Staphylococus aureus >100

(PC,SM,EM,LM,OL)

Mycobacteriunsmegmatis. t100

(Nutrient-agar, 48 brs)

(★4亀glycerol nutrient agar, 72 hr芦)

Alternaria kikudliana

Cochliobolus miyabeanus

Cladosporium fulvum

Colletotrichum lindemuthianum 王100

Fusarium oxysporu皿

Gibberella fuj ikuroi

Glomerella cingulata

Glomerella lagenarium

MoTtieTella ramaniana

Pyricularia oryzae

>100

>100

±SO

IOO

>100

SO

(Potato-Sucrose-agar, 72 brs)
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Fig.3-2 PMR spectrum of lunatoic acid C methyl ester.
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Fig. 3-∫ PMR spectrunof Dihydrolunatoic acid a methyl ester.
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Fig･3-?a CD spectrum of Dihydrolunatoic acid B methyl ester･
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Cocbliobolus lunata
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■

shaking.Iat300c,
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Filtrate
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EtOAc

Org. layer

washed with H20
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IFO No. Weight(mg)
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Fig.+-2A TLC of the extracts of Cochliobolus 1unata

500). EtOAc in benzene

Kieselge1 60pF254
＼

detected by UV, I2, and O･5% vanillin-H2SO4
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Cocbliobolus lunata
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shakingJat300c,
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I I

Filtrate
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extracted with
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Org. layer

IFO No. Weight(mg)
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Fig.012i TLC of the extracts of Cochliobolus lunata

50% acetone in benzene

Kieselge1 60pF254

detected by UV, Ⅰ2, 0･5oio vanillin-H2SO4
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Fig.l･もTLC of the extracts of Cochliobolus lunata

50% acetone in benzene

Kieselge1 60pF2S4

detected by UV, I2, and O･5% vanillin-H2SO4
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Fig･l-I4 TLC of the extracts of Cochliobolus lunata

Kieselge1 60pF254

detected by UV, I2, and O･5% vanillin-H2SO4
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Fig.+-3 TLC of the extracts of Cochliobolus lunata

IFO. 5997 and IFO. 6586

C6H6:牢t20: HCOOH- 25: 75: 2
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Fig･+-タ TLC of lunatoic acid A∫.a and the purified extracts

of Cochliobolus lunata IFO 6586
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Cocbliobolus lunata

IFO 6288, 6291, 6299, 6382

F･'7･4-S-

Filtrate

extracted with

Et20 (3 L･)

EtOAc (3 L.ト

Org. layer

IFO No. Weight(g)
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Codlliobolus lunata IFO 6291

Extracts

silicic acid (20 g)

eluted with

1. hexane･

2. loo)o EtOAc in hexane

3. 20亀 EtOAc in hexane

4. 30% EtOAc in hexane

5. 40% EtOAc in hexane

6. SO% EtOAc in hexane

7. 70% EtOAc in hexane

8. EtOAc

9. MeOH

Fr. No. Weight(ng)

100 m1

200 ml

100 ml

lOO 皿1

100 m1

300 nl

100 ml

100 ml

100 ml

(~J之1)

Weュ g九t_(mg)

6.80 ････

0.94

2.7S

α-acetylorcinol
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Fig.ヤー一symthesis of α-acetylorcinol
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Table. 4-1

I

l

.i

pale yellow needles (from MeOH or MeOH-EtOAc)

mp 235-2380c

工α】孟4-190主4O(c
o･24, CHC13)

c12H1205 M+(m/e): 236･0680 (calcd･ 236･0684)

uv

入EtOH-MeOH(3:1)nm(∈) : 221(20600)
,270.5(6500)

,
maX

280(5800)
,342(18600).

addition of alkali: 216, 383.

1

addition of acid : 220, 270, 342.

IR

v霊芝;00ー1
: 3450, 3080, 1750, 1650, 1595, 1510･

1430, 1375, 1310, 1218, 1160, 1100,

1040, 1030, 998, 97S, 912.
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F･･1･中一†

Codlliobolus lunata IFO 6288

Extracts

silicic acid (40 g)

eluted with

1. hexane

2. 20亀 EtOAc in hexane

3. 40oi. EtOAc in hexane

4. 60% EtOAc in hexane

5. 80% EtOAc in hexane

6. EtOAc

7. MeOH

200 m1

400 n1

200 m1

400 m1

400 m1

200 ml

130 ml

Fr. 1 Fr. 2 Fr. 3 Fr. 4 Fr. 5
======二=======二:=ニコ

(765mg) (69mg) (95mg) (2676mg) (35mg)

｢--｣
Fr. 4(2.67 g)

silicic acid (50 i) -

eluted with

1. 30% EtOAc in benzene

2. 40% EtOAc in benzene

3. 50% EtOAc in benzene

4. 60亀 EtOAc in benzene

Fr. 6 Fr. 7
=======二二==_二二二_二二ニー.コ

(8血g) (59mg)

700 m1

500 m1

500 ml

SOO ml

Fr. 1 Fr. 2 Fr. 3
/ ~二

■~~~

(0.96 g)

Fr. 4 Fr. 5 Fr. 6
=============コ

√Ilワ)



l･
Fr. 3
=_■二_こ

■■_._

(0.96 g)

Sephadex LH-20

eluted with acetone

Fr. No. Weight(mg)

39.ち

4.0

23.1

61.0
.........radicinin

43.0

8.1

0.9.

0.8

0.8

26.5

175.9

238.2
..._‥‥radicinol

164.0

64.ら

34.1

13.0

(J2?)
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uv
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IR
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Table. 4-epトradicinol

【α】D?8-920 (c o･475, CHC13)

c12H1405 M+(m/e) 238･

IR

v慧13
cm~1 : 3425, 1685, 1655, 161S, 1570･

hO

(/3P)
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Table･ ¢一字A

Compound Coupling constant (Hz)

J2,3 J3,4

radi cinin

radi cinol

radicinol di-Ac

ll

8

4(or 4.5)

radicinol di-p-Cl-Bz 5

4-epl-radicino1

4-epl-radicinol

di-p-Cl-Bz

8.ら

10.7

6.5

4.5(or 4)

3

4.0

J2,4(W/2)=2

tl

-
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Table.4-yA The model compounds and their J values. (/4E4L)

J(Hz) Ref.

(41J
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Cochliobolus lunata IFO 5997

F･.3･S-/

potato-dextrose(SL.)

350m1′1Lflask

culturedat300c,inda

for28days

I I
Mycelium

extracted with

acetone(1 L.)

Org. layer

icondens ed
aq. sol.

extracted with

EtOAc(2SO mlx2)

residue

Org. layer aq. layer

washed with

H20
~

M.-EtOAc-sol.-fr.

rkness

Filtrate

Org. layer

Org. layer

aq. layer

Org. layer aq. layer

washed with
H20

benolic fr.
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F;3･f一之

M.-EtOAc-sol. fr.

(511 mg)

Fr. No. Weigbt(mg)

20.2

100.2 trioleoyl glyceride

43. 8 ergostero1

12.2

19.7

18.0

50･5 monooleoyl glyceride> monolinolyl glyceride

75.～

S3.ら

34.8

31･6 P-C19
.

10.8

47.0



(Jfq)

1
Fr.､No. 41-43

(31.6 mg)

1
preparative tlc (kieselge1 60pF254; 20cmx20cmxO･5mm)

50% acetone in benzene

Rf=0. 36

preparative tlc (Kieselge1 60pF254; 20cmx20cmxO･5m)

50c). acetone in benzene

P-C19 ⊂oMPOLA^^

(7 mg; amorphous powder)
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benolic fr.

(S3 mg)

silicic acid

eluted with

1. 10% EtO^c in benzene

2. 30% EtOAc in benzene

3. EtOAc

Fr. No. Weight(mg)

1-20

21-40

41-70

200 ml

100 m1

50 ml



(/∫名)

F.-acidic fr.

(144 mg)

silicic acid

eluted with
/

1･ Solo MeOH in CHC13 100 m1

2･ 20%MeOHinCHC13 100n1

3. MeOH

collected log/tube

Fr. No. Weight(mg)

1-5

6-8

9-14

15,16

17-20

21-25

26-31

Fr. No. 6-8

(49.4 mg)

preparative tlc (Kieselge1 60pF254; 20cmx20cmxl･0皿)

benzene-Et20-HCO2H=25 : 75 : 2

Fr. No. Weight(mg)



*

1
Fr. No. 9-14

(66.1 mg)

(/rワ)

preparative tlc (Kieselge1 60pF254; 5cmx20cmxO･75皿)

benzene :Et20:HCO2H=25 :75 :2

Fr. Weigbt (皿g)
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Fig･ IR spectr- of P-Ci9 COmpOund･
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紳拘舟 胡乱 里毘亀

Lunatoic acid A

Lunatoic acid a

α-Acetylorcinol

Radi cinin

CO3H

"o唱

Codllidbolus lunata

IFO. 5997

IFO. 6586

Cochliobolus lunata
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