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Figure S1. Alignment of peptides identified with BAGEL3 that show similarity to Butyrivibriocin AR10 (1). The end of
the (predicted) leader is indicated with an = sign. The butyrivibriocin AR10 variants we identified are highly
homologous except for the leader sequences.
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Figure S2. Alignment of peptides identified with BAGEL3 that show similarity to Circularin-A (2). The end of the
(predicted) leader is indicated with an = sign.
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Figure S3. Alignment of peptides identified with BAGEL3 that show similarity to Uberolysin (3). The end
of the (predicted) leader is indicated with an = sign.

Supplementary Table 1. Strains used in this work.

Strain Relevant properties Reference

B. pumilus B4107 Pumilarin producer Genome announcement
B. pumilus KMM62 Indicator strain Laboratory collection

B. subtilis 168 Indicator strain Laboratory collection

E. faecalis VE14089 Indicator strain Laboratory collection

E. faecalis JH2-2 Indicator strain Laboratory collection

E. faecalis V583 Indicator strain Laboratory collection

S. pneumoniae D39 Indicator strain Laboratory collection

M. flavus B423 Indicator strain NIZO food research




L. monocytogenes Indicator strain Laboratory collection
B. cereus ATCC14579 Indicator strain Laboratory collection
S. aureus RN6390B Indicator strain Laboratory collection
E. coliDH5a Indicator strain Laboratory collection
Lactococcus lactis NZ9000 Indicator strain Laboratory collection
Mycobacterium smegmatis Indicator strain Laboratory collection
S. aureus MRSA CAL MRSA Indicator strain Girbe Buist UMCG

S. aureus MRSA MW2 MRSA Indicator strain Girbe Buist UMCG
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Figure S4. Distribution of the identified circular bacteriocins over the different taxa. In total 59 unique (at
least one AA difference in the leader or core peptide) sequences were identified.
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Figure S5. HPLC profile at 280 nm of pumilarin (control) and pumilarin cleaved with different proteases.
Light green corresponds to the uncleaved peptide, dark green to the proteolysis with trypsin, red with
a-chymotrypsin, brown with proteinase K, blue with endoprotease Glu-C, pink with pepsin and purple with
protease XIV. The separation was performed according to (4).
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