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Figure S1. MS window of HPLC-DAD/HRESIMS profiles of MeOH (top), EtOAC (middle) and CHxCl»
(bottom) extracts of the fermentation broth of Kribbella speibonae strain SK5 cultured in ISP2 liquid
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Figure S2. GNPS molecular network of the methanol (red nodes), ethyl acetate (blue nodes) and
dichloromethane (green nodes) extracts of the fermentation broth of K. speibonae strain SK5. The
molecular network contains 13 families with the highlighted families (desferrioxamines, ferrioxamines
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Figure S3. HR-ESI-MS spectrum of speibonoxamine (1)
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Figure S4. *H-NMR spectrum of speibonoxamine (1) in DMSO-d6 at 600 MHz.
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Figure S5. 3C-NMR spectrum of speibonoxamine (1) in DMSO-d6 at 600 MHz.
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Figure S6. Multiplicity edited HSQC NMR spectrum of speibonoxamine (1) in DMSO-d6 at 600 MHz.
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Figure S7. *H-H COSY spectrum of speibonoxamine (1) in DMSO-d6 at 600 MHz.
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Figure S8. HMBC NMR spectrum of speibonoxamine (1) in DMSO-d6 at 600 MHz.
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Figure S9. HR-ESI-MS spectrum of desoxy-desferrioxmaine D; (2)
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Figure $10. 'H-NMR spectrum of desoxy-desferrioxmaine D1 (2) in DMSO-d6 at 600 MHz.
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Figure S11. 3C-NMR spectrum of desoxy-desferrioxmaine D; (2) in DMSO-d6 at 600 MHz.

100 90
1 (ppm)

5000

4500

4000

3500

3000

2500

[-2000

1500

1000

300




20

KSA026WB_SPE3 H3, HSQC-DEPT, DMSO, 303K [

22

@ 26
@ o

2 q? 30

32

34

f1 (ppm)

36
38
@ 40
' a2
a4
46

2
E.
—
—
1

48

50

3.7 3.5 33 3.1 2.9 2.7 2.5 2.3 24 1.9 1.7 15 1.3
f2 (ppm)

Figure S12. Multiplicity edited HSQC NMR spectrum of desoxy-desferrioxmaine D; (2) in DMSO-d6 at 600
MHz.
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1.0

f1 (ppm)



KSAO1-026A #760 RT: 11.03 AV: 1 NL: 2.55E6

F: FTMS + p ESI Full ms [150.00-2000.00]

603.3708 Cz7HsaN:Os
-0.6.

100 .685 ppm
] [M+H]*
90
] 625.3525 [M + Na]*
80
70

D
o

Relative Abundance
[$)]
(=]

40
30
20
279 1594
654.2666
10 361.2448 561.0977
ool L AP espaser toscams 13413993 qepsgrp 18136329 19313060
LAY LA R LARAN RARL) RN f TrtY LI L L L L L L L I I I L L) I L R R R R LA AL LAY RN RALAR LR AN LN
200 400 600 800 1000 1200 1400 1600 1800 2000
ml/z
Figure S15. HR-ESI-MS spectrum of desferrioxamine D1 (3)
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Figure $16. 'H-NMR spectrum of desferrioxamine D1 (3) in DMSO-d6 at 600 MHz.
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Figure S18. 'H-NMR spectrum of desferrioxamine B (4) in DMSO-d6 at 600 MHz.
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Figure $19. HR-ESI-MS spectrum of desoxynocardamine (5)
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Figure S20. 'H-NMR spectrum of desoxynocardamine (5) in DMSO-d6 at 600 MHz.
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Figure S21. HR-ESI-MS spectrum of nocardamine (6)
KSAOI—OZG?_FMB, 1H, 303K, DMSO ﬁ: ;“ ? - =
H [‘)H (0]
(o]
s o] H(J\
o 1N/sa\/\\/\rq’JAK/\FTM 9
(IJH " o]
3
:
1 :
¥ 7
/ML
= = o =
3r.6 3‘.5 3‘4 3‘.3 3’.2 3‘.1 3‘.0 ‘ 2’.9 2‘.8 2‘.7 2‘,6 ‘ 2’.5 2‘.4 2‘.3 2‘.2 ‘ 2‘.1 2‘.0 1‘.9 1‘.8 I 1’,7 1‘.6 1‘.5 1‘.4 1’.3 1‘.2 1‘.1

f1 (ppm)

Figure $22. 'H-NMR spectrum of nocardamine (6) in DMSO-d6 at 600 MHz.
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Figure S24. Multiplicity edited HSQC NMR spectrum of nocardamine (6) in DMSO-d6 at 600 MHz.
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Figure $26. HMBC NMR spectrum of nocardamine (6) in DMSO-d6 at 600 MHz.
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Figure S27. HR-ESI-MS spectrum of hexahydro-3-[(4-hydroxyphenyl)methyl]-Pyrrolo[1,2-a]pyrazine-1,4-

dione (7)
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Figure $28. 'H-NMR spectrum of hexahydro-3-[(4-hydroxyphenyl)methyl]-Pyrrolo[1,2-a]pyrazine-1,4-
dione (7) in MeOD at 600 MHz
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Figure $S29. Multiplicity edited HSQC NMR spectrum of hexahydro-3-[(4-hydroxyphenyl)methyl]-
Pyrrolo[1,2-a]pyrazine-1,4-dione (7) in MeOD at 600 MHz
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Figure $30. 'H-'H COSY spectrum of hexahydro-3-[(4-hydroxyphenyl)methyl]-Pyrrolo[1,2-a]pyrazine-1,4-
dione (7) in MeOD at 600 MHz
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Figure $S31. HMBC NMR spectrum of hexahydro-3-[(4-hydroxyphenyl)methyl]-Pyrrolo[1,2-a]pyrazine-1,4-
dione (7) in MeOD at 600 MHz
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Figure $33. A MN showing a link between nodes didesoxy-desferrioxamine D; 8 (571.3807 [M+H]*) and
desoxy-desferrioxamine D; 2 (587.3754 [M+H]*) when default parameters was used in generating the
MN on the GNPS platform.
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Figure S34. MS/MS spectrum of desoxy-desferrioxamine D1 2 (587.3754 [M + H]*) with annotation in the
structure.
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Figure $S35. MS/MS spectrum of didesoxy-desferrioxamine D; 8 (571.3807 [M + H]*) with annotation in
the structure.
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Figure S36. MS/MS spectrum of speibonoxamine 1 (555.3857 [M + H]*) with annotation in the structure.
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Figure S37. MS/MS spectrum of desferrioxamine B 4 (561.3606 [M + H]*) with annotation in the
structure.
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Figure $S38. MS/MS spectrum desoxy-desferrioxamine B 9 (545.3654 [M + H]*) with annotation in the

structure.
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Figure $39. MS/MS spectrum didesoxy-desferrioxamine B 10 (529.3702 [M + H]*) with annotation in the
structure.



Table S1. Compounds isolated and tentatively identified in the molecular cluster and the MS
chromatogram of the fermentation broth of K. speibonae strain SK5 with their corresponding masses,
molecular formulae (MF), double bond equivalent (DBE), retention time (Rt) and mass error (ID (A ppm))

Compound m/z m/z MF DBE | Rt ID
(IM+H]*) | ([M+H]") A ppm
Calculated
Speibonoxamine 1 555.3857 | 555.3870 | Cy7HsoN6Os 6 9.13 1.004
Desoxy-desferrioxamine D12 587.3754 | 587.3768 | Cy7HsoNgOs 6 10.41 | -2.092
Desferrioxamine D13 603.3712 | 603.3718 | Cy7H50N6O9 6 11.03 | -0.685
Desferrioxamine B 4 561.3606 | 561.3612 | CysHagNeOs 5 8.63 -1.049
Desoxynocardamine 5 585.3606 | 585.3612 | Cy7H4gNeOs 7 10.40 | -0.391
Desferrioxamine E 6 601.3559 | 601.3561 | Cy7HasNgOg 7 11.11 | 0.161
hexahydro-3-[(4- 261.1235 | 261.1239 | C14aH16N203 8 5.29 1.459
hydroxyphenyl)methyl]-
pyrrolo[1,2-a]pyrazine-1,4-
dione 7
Didesoxy-desferrioxamine D; 8 | 571.3807 | 571.3819 | Cy7HsoN6O> 6 9.87 -1.005
Desoxy-desferrioxamine B 9 545.3654 | 545.3663 | CysHasNeO7 5 7.94 -0.668
Didesoxy-desferrioxamine B 10 | 529.3702 | 529.3714 | CysHasNgOs 5 7.40 -1.076
Desferri-ferrioxamine H 11 461.2606 | 461.2611 | CyoH36N4Os 5 7.99 -0.608
Ferrioxamine B 12 614.2720 | 614.2727 | CysHasFeNgOs | 5 4.89 0.370
Ferrioxamine E 13 654.2670 | 654.2676 | Cy7HasFeNgOg | 7 6.64 0.330
Ferrioxamine D; 14 656.2820 | 656.2832 | CyyH47FeNsgOg | 6 7.50 0.710
Arthrobactin 15 477.2555 | 477.2561 | CyoH36N40g 8.63 -0.849

hexahydro-3-(phenylmethyl)- 245.1288 | 245.1290 | C14aH16N20; 8 9.11 0.961
pyrrolo[1,2-a]pyrazine-1,4-
dione 16




