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Figure S1 Bacillaene signature spectrum and amount found in each extract
(a) Absorption spectrum of B. subtilis ethanolic crude extracts assayed for bacillaene (b)

Estimated bacillaene content in each crude extract based on 363 nm absorbance
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Figure S2 Bacillaene B dominated other bacillaene species in the early HPLC
fractions (Bac1-Bac4 fractions) (a) HPLC separation of bacillaenes from srfAA
SepPak fraction 5 showing 8 different major peaks (Bac1-Bac8) (b) Absorption spectrum
of HPLC purified bacillaene fraction 5 and fraction 7 (c) High-resolution ESI-MS
analysis in the negative ion mode of bacillaene fraction 2 (d) ESI-MS analysis in the
positive (left) and negative (right) ion mode of fraction 1 from the bacillaene purification
(e) ESI-MS analysis in the positive (left) and negative (right) ion mode of fraction 2 from
the bacillaene purification (f) ESI-MS analysis in the positive (left) and negative (right)
ion mode of fraction 3 from the bacillaene purification (g) ESI-MS analysis in the positive

(left) and negative (right) ion mode of fraction 4 from the bacillaene purification
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Figure S3 Bacillaene found in the later fractions of HPLC (Bac5 and Bac7)

(a) ESI-MS analysis in the positive (left) and negative (right) ion mode of fraction 5 from
the bacillaene purification (b) ESI-MS analysis in the positive (left) and negative (right)
ion mode of fraction 6 from the bacillaene purification (c) ESI-MS analysis in the positive
(left) and negative (right) ion mode of fraction 7 from the bacillaene purification (d) ESI-
MS analysis in the positive (left) and negative (right) ion mode of fraction 8 from the

bacillaene purification
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Figure S4 Plipastatin and subtilosin purification

(a) MALDI mass spectrometry analysis (positive mode) of purified plipastatins, purified
subtilosin from B. subtilis srfAA SepPak fraction 6 (b) HPLC purification of plipastatins
from B. subtilis srfAA SepPak fraction 6.(c) MALDI-TOF mass spectrometry analysis
(positive mode) of HPLC purified and reconstituted B. subtfilis plipastatins A1, A2, B1
and B2 (d) HPLC purification of subtilosin from B. subtilis srfAA SepPak fraction 6. (e)

MALDI-TOF mass spectrometry analysis (positive mode) of HPLC purified subtilosin
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Figure S5 Surfactin purification

(a) E. coli cells treated for 2 hours with Sigma commercial surfactin 576uM. E. coli cells
were stained with FM4-64 (Red), DAPI (Blue) and SYTOX-Green (Green). Scale bar, 1
pum. (b) Surfactin chemical structure and annotation (c) HPLC purification of commercial
B. subtilis surfactin (Sigma S3523) (d) UV-Visible absorption spectrum of commercial
surfactin and HPLC purified surfactins assayed for bacillaene contamination. (e) MALDI-
TOF mass spectrometry analysis (positive mode) of commercial surfactin and HPLC

purified surfactin fractions.
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Supplementary tables

Table S1 Strains used in this study

Strains Genotype References
Bacillus subtilis

3610 undomesticated parent of 168 Previous study’
PSK0178 Apks::spc Previous study”
PSK0060 SrfAA::mls Previous study®
PSK0417 AalbA::kan Previous study”
EG220-1 sfp::mis Previous studies™®
PSK0156 ppsB::spc Previous study®
Escherichia coli

NR698 IptD4213 Previous study’
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Table S2. Bacillaene fractions from HPLC of srfAA SepPak 5

Bacillaene
Fraction concentration (uM) | Killing Minimal Cytological
(% of Total Bacillaenes) Assumes activity* | Concentration (uM)
E365~80 mM™

Fraction 1 : Bac1

(9.5%) 300 - NA
Fraction 2 : Bac2

(26%) 353 + 20
Fraction 3 : Bac3

(11%) 188 - NA
Fraction 4 : Bac4

(18%) 158 - NA
Fraction 5 : Bac5

(7%) 61 - NA
Fraction 6 : Bac6

(6%) 74 - NA
Fraction 7 : Bac7

(6%) 68 + 2
Fraction 8 : Bac8

(6%) 44 - NA

* Determined based on killing spot test




Table S3 Minimal inhibitory concentration of purified natural products from B.

subtilis
Molecules Minimal inhibitory concentration

(LM)

Bacillaene NA

Bacillaene B NA

Plipastatin >128

Subtilosin 8

Surfactin >512

SKF NA
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