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Known

4 genera | Cultured in 20 different media
50% ethanol broth ccompound

A
[Lcms analysis ——{ Femn_ | | Gompounds B
Strain used for this analysis Strain-specific and
_ Known unidentified metabolite
Saccharopolyspora sp. KR21-0001 MS peak intensity comparison compound
Saccharothrix sp. KR21-0069 é.
Saccharopolyspora sp. OK21-0167 E Seainsnecific eompon-ms
Saccharothrix sp. OK19-0020 =
Strain1 2 3 1
Saccharothrix sp. OK19-0052 specific component.
Saccharopolyspora sp. OK19-0061 [ Retention time and MSMS comparison |
Lentzea sp. OK19-0192 .Analyzed
Kibdelosporangium sp. OK19-0223 " : [T | - Media components
Media library 1‘: il it identification

*Strain-specific component was defined as a metabolite produced by one strain more than 50 times all other strains.

Lentzea sp. OK19-0192 e
Seed medium: 301seed medium, 300 rpm, 6 days, 27°C o H g
Production medium: Peptone and NaCl medium, 200 rpm, 6days, 27°C =] Y
Centrifuged (3,000 rpm, 10min) G
Supernatant |
HP20 column chromatography (i.d. 55 x 200 mm)
Eluted with CH30H/H,0 (1.5L; 0%, 50%, 100%)

100% (1.7 g)
‘ Silica gel column chromatography (i.d. 37 x 120 mm

) | ]
Eluted with CHzOH/ CHCl (300 mL; 0%, 1%, 2%, 10%, 50%, 100%) [ 2R IR R I IR IR MR INANE )

10% (527.2 mg) —O0K19-0192.G
Preparative HPLC - ~——OK19-0192-H
(PEGASIL ODS sp100; i.d. x mm) 3
Eluted with 2 steps of 45% CH30H/H,0, 7 mL/min (20min) E
and55% CH30H/H,0, 7 mL/min ¥
Uv: 210 nm °

0K19-0192-G, H (47.5 mg, 60 mg)
250 300 350 400

Partial structures of OK19-0192-G Wave length (nm)

U m/z: 4932470 (MHH! N

{ Molecular formula: Cz7H32N4O. Q_KL/Z °

i Molecular weight: 492.5669 ! HO H -
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Kikuchi et al. Chem. FEur. J. 2025, 37, e01912.

FRITHER

Green nodes: Unidentified metabolites

(not deposited in the database of GNPS)
Yellow nodes: Strain-specific unidentified metabolites
Gray node: Media components or noises
White node: Identified as a known compound

oo
Target
[M+H]* 493.2470
DNP search in bacterial NPs
(accurate mass 492.22 ~ 492.26)

N-(1-Oxobutyl)-L-methionine B .
(Identified by FBMN) No hit = likely novel NP
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