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EXPERIMENTELLES

Leccinum aurantiacum (Kultur CBS 125 50, Nr 64) wurde auf Moser-b-Nahrmedium 6 Wochen ber 24 kulti-
viert Der Inhalt von 25 Kulturrohrchen (150 ml) wurde sorgfalg mut _t,0O extrahert, dem etwas HOAc
zugesetzt worden war Man dampfte die getrockneten Extrakte ein und cth)matographlerte den Ruckstand an
acetyllertem Polyamud 6-AC (Macherey, Nagel und Co, Duren) mit Aceton -MeOH (10 3) Nach wenig
blaBgelbem Vorlauf wurde emne gelbe Zone cluert, dic nach Findampfen und Zugabe von CHCI; uber Nacht
kristallisierte 1 5 mg rote Kristalle nach MS 1dentisch mit Atromentinsaure * UV (EtOH) 4, = 370 258
230 nm Auftrennung mit Kiesclgelfertigplatten Fa Merck Darmstadt (Laufmuttel Benzol - HCOOEt
HCOOH 10 5 3) ergab 7wer Zonen 1, R, = 029 (leuchtend gelb) 2, R, = 024 (blaBgefb) von denen <ich
letztere mit konz H,SO, tiefblau verfarbte
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Plant Ascochyta pisi (Lib) Source ATCC 10954 [Importance Pea-pod and leaf spot
pathogenic fungus Previous work Isolation of the antibiotic, ascochitine, from the growth
medium !

Present work We wish to report the 1solation of two substances hitherto not found m
this fungus The substances proved to be the closely related anthraquinone pigments,
pachybasin and chrysophanic acid, the former occurring in the larger amount The sub-
stances were mitially obtamed from the culture medium, but the mycehum was subse-
quently found to contain much larger amounts The coexistence of these anthraquinones
has also been reported in Pachybasium candidum Sacc ,> Phoma foveata Foister,* Tricho-
derma viride Pers ex Fr,* and Aspergillus crystallinus Kwon and Fennell ° but this 1s the
first instance where they have been 1solated from the culture medium

EXPERIMENTAL

M ps are uncorrected NMR spectra were recorded on a Perkin-Elmer Hitachi R-20 or a Varian HA-100
spectrometer, IR spectra on a Perkin-Elmer Model 257 Grating IR spectrometer UV spectra on a Coleman-
Hitachi Recording Spectrophotometer Model EPS-3T and MS on a Perkin-Elmer RMU-6E low resolution
spectroﬁmeter or on 4n Associated Electronics Industries MS-902 spectrometer equipped with a dual EI CI
source
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Culture medium Ascochita pist, grown in 28 1-1 flasks each containing 500 ml of modified Czapek-Dox medium,’
was harvested after 49 days On acidifying the filtrates (pH 1) a ppt was obtained which was triturated with
CHCl; Removal of the solvent left crude ascochitine which was recrystallized from EtOH (407 mg, mp 196 5~
201°) Removal of the EtOH gave 155 mg of a dark brown residue which was chromatographed on silica gel
(Woelm, activity III) using Et, O, yielding 19 mg of an orange sohid An additional 20 mg of the same material was
obtained from CHCI, extractions of the aqueous medium These were combined and a portion was recrystallized
(EtOH) yielding fine orange needles, mp 165-166 5° Although this material showed only one spot on TLC, com-
bined high resolution and chemical 1onization MS® indicated the presence of two parent 1on peaks m/e 238 0619
(base peak, CysH,,O; requires 238 0629) and m/e 254 0567 (259%, of base peak, C,sH;,0, requires 254 0578).
Using UV IR, MS and NMR spectra, the two components were identified as pachybasin and chrysophanic acid
Acetylation of half the mixture and separation (TLC) gave one acetate as fine light yellow needles, m p 147 5-152 0°
(EtOH), 1dentified as pachybasin acetate by comparison with a synthetic sample® (co-TLC, MS, UV and mmp),
and a second as hght yellow negdles, mp 194-199°, which was confirmed as chrysophanol acetate!® (co-TLC,
MS,UVand mmp)

The separation of pachybasin from the remaining mixture was accomphshed by preparative TLC on a
MgCO;-5% CaSO, plate Development with CsHg gave a high R, orange band and a low R, pink-violet band
After separation, the orange band yielded pachybasin as orange needles, mp 1758-176 8° (EtOH) [lit,* mp
176-177°], identical (co-TLC, IR, MS and m m p ) with an authentic sample ® The pink band contained impure
chrysophanic acid (MS) which was not further investigated

Mycelium The mycellum was dried (1 79 g) and blended with 200 ml H,O The filtered aqueous phase was
extracted with CHCl,, which yielded 3 5 mg of the anthraquinone mixture on evaporation The residual mycehum
was ground with fine sand and extracted with MeOH This yielded 123 mg of crude anthraquinone muxture which
was chromatographed (silica gel, CHCl;) to give 41 mg of the pachybasin—chrysophanic acid muxture (MS), m p
164-167 5° after one recrystallization from EtOH
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Plant Astroplaca opaca (Duf ap Fr)Bagl ,syn Lecidea opaca Duf ap Fr , Psora opaca
(Duf ap Fr)Massal Five specimens were collected (1) Greece, Kerkyra, NE of Piry1 —leg
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