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Figure S1. Representative LC-MS chromatogram of Ami fraction in B. pumilus culture medium. Ami
(AmiA) and its degradation products are indicated. Amicoumacin B (AmiB) and amicoumacin C
(AmiC) result from Ami lactonization (AmiC) followed by hydrolysis (AmiB).
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Figure S2. MS spectra of Ami (AmiA). AmiA [M+H]* m/z =424.2076, A = 1 ppm. The positive mode

HCD mass spectrum (inset).



Int. J. Mol. Sci. 2022, 23, 1168

4 of 7

4251917
7=1
100= 2221335
3 750 1447
95
.
- AmiB
85
80=
] OH NH; O
) p OH
e =
§
b
: O OH
2
4
kS
]
r
215 1069
148 0508 1760708
. 150.0442
330048 080672
880393 1900804
69,000 qage 12001 | ‘ [ \
oY | P DO Y 10 1 T | OO 1 TSN
100 120 140 160 180 220 240
4211966 e
_ Zd 4382733
71861 3902846 407.1810 \ 21 460 2055 493 2660 5252698 537 1658 567 3752 5813915 6101845 6407355 6550803 683 4048 697 5105
o= z=1 =1 - A i 7=1 71 z-1 =1 =1 7=1 71 7=? 723 7=1 7=1
T T T T T T T T ™ T T T T T
380 400 420 440 460 480 500 520 540 560 580 600 620 640 560 680 700

mz

200 1353

4251924

407 <810

Figure S3. MS spectra of AmiB. AmiB [M+H]* m/z =425.1917, A = 1 ppm. The positive mode HCD

mass spectrum (inset).
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Figure S4. MS spectra of AmiC. AmiB [M+H]* m/z = 407.1813, A =1 ppm. The positive mode HCD

mass spectrum (inset).
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Figure S5. Cross-antagonistic activity landscapes of S. aureus and E. coli. S. aureus and E. coli were
cocultivated using various cell ratios. Fluorescence of target S. aureus (A) or E. coli (B) cells was
analyzed after 24 h of cocultivation. Heatmap indicates maximal proliferation of target S. aureus (A)
or E. coli (B) cells estimated by relative fluorescence level.
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Figure S6. The architecture of Ami clusters (1-5), Ami-like clusters (6,7), and ZmA clusters (8,9).
Ami clusters: (i) B. pumilus type (B. pumilus (1), Priestia endophytica (2)), (ii) B. subtilis type (B. subtilis
(4), B. bingmayongensis (3)), Paludifilum halophilum (5), and (iii) Paenibacillus type (P. dendritiformis (7),
P. sp. (6)). ZmA clusters (8,9). BGCs encoding Ami are colored with warm colors (yellow, orange,
and red). BGCs encoding zwittermicin A (ZmA) are colored with cold colors (sapphire and violet).
Core Ami enzymes are colored with orange. ZmA cluster is colored with violet. Transporter AmiP
is colored with green. Kinase AmiN and phosphatase AmiO, mediate self-resistance toward Ami
and Ami activation, respectively. AmiN and AmiO are colored with aquamarine. Paenibacillus genes
encoding proteins putatively associated with transport/self-resistance are colored with red.



