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5d 213.7 mg HPLC
1.7 FO01WB-1315 MeOH-H,0O 85:15 V/V 16 mL/min

FO1WB-1315 14.4 L 290 nm FO1WB-1315A 18.2 mg

2h FO1WB-1315B 19.4 mg
5.6 2
g ¢3.6 x50 cm - 2.1 DHODH
563.8
mg Sephadex LH-20 ¢2.6 x 50 4560
mm 1
1

Table 1~ Screening results of the microorganisms metabolites

Samples name Samples number

Primary screening hits

Second screening hits 1% > 70% 100 pg/mL

FOIWB 801-1600 800 3 2 1
FO2WA 721-1840 1120 0 0 0
FO2WB 881-2400 1520 2 1 0
FO3WA 1-1120 1120 2 0 0
Total 4560 7 3 1
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Fig.2  Morphology of FOIWB-1315 strain. A Colony of FOIWB-1315

strain  Petri dish 90mm diam B Conidiophores and conidia of FO1WB-
1315.
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Fig.3 ESI-MS of FOIWB-1315A and B. A ESI-MS of FOIWB-1315A B ESI-MS of FO1WB-1315B.
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BC-NMR A and 'H-NMR B
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FOIWB-1315A B./ 2009 49 4 489
C,; Hy, CIO, 53.6 48.5 5 3 2
FO1WB-1315B  FO1WB-1315A
7
6 BC-NMR 'H-NMR
2 5
78.2 80.9
! A B
T I Ll L . n
240 220 200 180 160 140 120 100 80 60 40 20 0 14 12 10 8 6 4 2 0
ppm ppm
5 F0IWB-1315B “C-NMR 'H-NMR
Fig.5 BC-NMR A 'H-NMR B of FOIWB-1315B.
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Fig.6  Chemical structures of FOIWB-1315A and B. A FOIWB-1315A B FO1WB-1315B.
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Fig.7  The inhibitory activities of FOIWB-1315A° B and LEF on DHODH
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Fig.8  The inhibitory activities of FOIWB-1315A° B and LEF on

splenocyte proliferation.
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FO1WB-1315 A and B two dihydroorotate dehydrogenase inhibitors from microbial
metabolites
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Abstract Objective Dihydroorotate Dehydrogenase DHODH  catalyzes the rate-limiting step in pyrimidine biosynthesis and
its inhibitors have been developed as drugs for treatment of immune diseases. We studied new DHODH inhibitors from microbial
metabolites. Methods We established a rapid and effective high throughput screening method for screening DHODH inhibitors
from microbial metabolites. The active compounds were isolated from the candidate strain by column chromatography and
preparative HPLC. Results We picked out FO1WB-1315 strain as candidate from 4560 fungal strains. We isolated two active
compounds FOIWB-1315A and B with IC5y of 0.07 pg/mL and 0.51 pg/mL  respectively. FOIWB-1315B could completely
inhibit the spleen lymphocytes proliferation stimulated by ConA in vitro but FOIWB-1315A only had 31.62% inhibitory
activity. FOIWB-1315A B were identified to be Ascofuranone and Ascochlorin by their physicochemical properties MS ' C-
NMR and' H-NMR analysis. Conclusion FO1WB-1315A and B are two strong specific DHODH inhibitors and show moderate
inhibitory activity against spleen lymphocytes proliferation.

Keywords dihydroorotate dehydrogenase immunosuppressant —ascofuranone ascochlorin = leflunomide
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