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Table S1. Deduced function of each gene of the GBL cluster in S. filipinensis and
orthologous counterparts in other bacterial species.

Size Size Predicted ID
ORF . Protein/O i
(pb)  (aa) function (%) SO
ofbl 1950 649 SARP-like 39 AfsRS. coellc?lor (BAA14186)
regulator 35 Dnrl S. peucetius (AAA26736)
StrR-like 49 KasT S. kasugaensis (BAC53615)
2 1050 349
ofb regulator 42 StrR S. griseus (CAH94333)
SfBR 700 233 TetR-like 57 SpbR S. prlstlna?selralls (AY026762)
regulator 56 AvaRl S. avermitilis (AKK07686)
* .
ofpd 1278 425 P450 57 Orfl6* S. frac?zg? (AAD40802)
monooxygenase 56 Cyp S. avermitilis (BAC71416)
51  Orf4 Streptomyces sp. SBI034 (AKP54263)
846 281 Dehyd
ofb3 CHYCIOBENASE 50 ScbC S, coelicolor (CAB60186)
Hypothetical 4 Hypothetical in S. virgini P 0517624
ofb6 1482 493 ypot e'tlca 5 ypothetica prot.eln S. virginiae (WP_051762480)
protein 35 SCO00249 S. coelicolor (CAB53289)
ofb7 208 275 SARP-like 66 BulY S. tsukubaensis (CBY91988)
regulator 65 FarR4 S. lavendulae (BAG71714)
§fbR2 618 205 TetR-like 51 PapRSS. pri.stina.es.pl:ralis (CBW45767)
regulator 47 SgvR1 S. griseoviridis (AGN74903)
AfsA-like 57  StrX S. rochei (BAC76543)
A 1014 337 .
ofb protein 55  Let9 S. rishiriensis (ABX71092)
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Fig S1. Alignment of S. filipinensis StTbR with other GBL receptors. Orthologues are ArpA
from S. griseus (BAA36282), BarA from S. virginiae (BAA36282), FarA from S. lavendulae
(BAG71716), ScbR from S. coelicolor (CAB60184) and SpbR from S. pristinaespiralis
(AAKO07686). Identical amino acids in at least four of the six sequences are shaded. The amino

acid residues that form the helix-turn-helix motif for DNA binding are indicated and the
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conserved tryptophan involved in GBL binding (W123 in S. filipinensis) is boxed.
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SfbR2 -MVKQERAVR TRNALIAAAA EDFSRLGYSP SSLLSISRHA GVISGALHFH EFPTKVALASA 59
AvaR?2 -MTKQERAAR TRHALIRSAA HAFERQGYTQ ARLADISACA GVYPGALHFH HESKAEVARA 59
BarB MTPKQERAFR TRTQLVLSAA EAFDRQGFAT AS[LTAISNSA GVINGALHFH FHESKEALAAA 60
CprB -MARQLRAEQ TRATIIGAAA DLEDRRGYES TTLSEIVAHA GVIKGALYFH HAAKEDLAHA 59
FarR2 --MKQERAVR TRQALLESAA TVFEGRRGYAE ATLSMISVGH GVYPGALHFH HENKAAVAEA 58
ScbhR2 -MTKQERAAR TRRALILSAA EVFDQEGFAP ASLTMISSRA GVINGALHFH FANKNAVAEA 59
SfbR2 VMARAATQRLH QIVERCEKRM PPGGALQLLV DAGHELVQQL REDAVLRAGE DLEGD--PGC 117
AvaR2 VEAAAGVSLR RAAWLAQP-- PGTNALQRLT NTSHALAERL RGDVVARAGF RLNCE--SAG 115
BarB VEAEAAERMR TIVDGAAR-- RGASALQALV DTSHAVMLRL RQDVVVRAGF RLSGD--AAR 116
CprB VETAGARTLR ATTREVYT-- RRTSALQALA DSSQALAGLL LSDVVARAAF QLNRE--PAY 114
FarR2 ILEIQSRTSR RLAKDLDG-- RGYSSLEALM RLTFGMARLC VQGPVLRAGL RLATAGVPVR 117
SchR2 VQGEALSVLR QIAHAWPE-- GATPSLQSLV DTSHTLAQRL QDDVVLRAGF GLSGD--TTW 115
Ligand binding

SfbR2 PRGVGEVRRH [WHQWVQATLQ CAEEAGQLRP GVSVEQVASA VFVCTVGIQM LG-RRDTQWV 176
AvaR2 GG-ALNLLRE TCVEQLLA EAAEEGLLAR RLVRADTVSA VVAATTGFEL LG-RRDPEWL 173
BarB QA-THDLPEH QSVVRLLE RAGRDGSLTS AVTPSDVAGV VTATVLGFGV LA-RFDSAWL 174
CprB PP-LPHPFTE EIATSRLL DAVRQSDVHQ DIDVDSVAHT LVCSVVGTRV VGGTLEPAGR 176
FarR2 PS-SFALPGE DYVHRLLL EAAEEGALLP GLNHRNVATT VVAATLGFEA LG-RDDPOWL 172
SchR2 KE-RADLRRH DWVSSGLT VVALDGALAD DVATGDALAV IAATTLGFEA MG-RTDPOWS 173
SfbR2 SRRTLSRFWY LVLPRIAAGE G--DLDAAGT C-—--————-— —————————— - 205

AvaR?2 SGQSLAAFWR VLLPRAATAA ALTAVDPDGT CPSRAETRTP ATTAG----- - 218

BarB ASGSLSGFWK LMLPMIAAGP VERGELDCRP AVPADVRRAP AV--————-—- - 216

CprB EPRRLAEMWY ILIRGMVPVT RRARYVTLAA RLEQ------ —————————— - 210

FarR2 APRTLAGFWR VVMPCLAGPA TLRRLDTAGR GS-=—=—==== —————————— - 204

ScbR2 TREMFTRLWR LLLPRISADN GTGPVAPEGT SAPGGVVPGP RWWPERQDAP H 224

Fig S2. Alignment of S. filipinensis SfbR2 with other GBL pseudo-receptors. Orthologues
are AvaR2 from S. avermitilis (BAC71414), BarB from S. virginiae (BAA23612), CprB from S.
coelicolor (BAA28748), FarR2 from S. lavendulae (BAG74711) and ScbR2 from S. coelicolor
(CAC37887). Identical amino acids in at least four of the six sequences are shaded. The amino
acid residues that form the helix-turn-helix motif for DNA binding are indicated and the

conserved tryptophan likely to be involved in ligand binding (W128 in S. filipinensis) is boxed.
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Fig S3. Alignment of S. filipinensis STbA with other GBL synthases. Orthologues are AfsA
from S. griseus (BAH47547), BarX from S. virginiae (BAA23611), FarX from S. lavendulae
(BAA21858), ScbA from S. coelicolor (CAA07627) and SrrX from S. rochei (BAC76543).
Identical amino acids in at least four of the six sequences are shaded. The amino acid residues

likely to be involved in catalysis (E83, R86, Q87 and E247, R250, Q251 in S. filipinensis) are
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boxed. The two AfsA domains characteristic of these proteins (Pfam03756) are indicated.
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Fig S4. Construction of sfbR and sfbR2 mutants. A) Predicted PCR fragment amplification of

the parental strain and the AsfbR mutant. The primers used in the assay are indicated with

arrowheads. The acc(3)IV-oriT cassette is indicated in black. B) Predicted PCR fragment

amplification of the parental strain and the AsfbR2 mutant. The primers used in the assay are

indicated with arrowheads. The aad4 cassette is indicated in black. C) PCR analyses of the wild

type and the mutants. PCR fragments were verified by Sanger sequencing. SR: simple

recombinant, AR: AsfbR; AR2: AsfbR2.
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Fig S5. RT-PCR amplification of the sfb cluster intergenic regions. Total RNA was prepared
after growth for 48 h in YEME medium without sucrose. In the PCR 40 amplification cycles
were used to detect low abundant transcripts. Primers, designed to obtain a cDNA

corresponding to unabated transcription between the two genes, are listed in Table 1.
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Figure S6. Purified GST fusion proteins. 2 pg purified GST, GST-SfbR and GST-StbR2
proteins after affinity chormatography were analysed by SDS-PAGE. Left lane, molecular size

markers (in kDa).



