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Figure. S1 Multiple protein sequence alignment of BafG with several AfsR family proteins. The
trans_reg_C domain, BTA domain and NB-ARC domain are marked with blue, purple and black
frames, respectively; three TRP repeats are emphasized by black arrows; the key residues of BafG
related to the nucleotides recognition (?*SerVal?®, Thr44, Thr47, %5SerLeu®®, Thr66 and Gly70) are
marked with “e”. Note: The amino acids highlighted in red stand for 100% homology; the residues
highlighted in green and blue stand for 75% < homology <100% and 50% < homology <75%,

respectively.

S2



Orf1 (hEsBrsEaT. ... ... KPAPRPPRSE[VGDERPAGGDPSAG 35
S

NarL DLLKALHQAAe, . ....... EMVLSEALT[y. VLISASLRANRATT 149
ORF4 AcGTAgRsTEK. T. . . ... PIDI aDRADAGENT 129
AmphRIV TvPigiLMYREE. L. ... .. EESS] BYMIEG. AEAESADSENNS 160
FilF TvPipiVAREe. L. .. . .. ETTA] MUMYE. . TAGDREGTRYYT 111
FscRI TLPANGLLYREeRT. . . . .. HEvAA] BYVIINA. AEEEcDADYIA 141
GerE MKEKEF 6
LasR GALSLSVEAENRAEANRFI ESVLPT WLKDYALQSGHGLAFEHP 170
LuxR GMLSFIHSEKEINYI DSLFLHECMN. [ Pl MESLVDNYRKI NI ANN 177
SalRIll sceflglel IYoNTSG. . .. .. NLVGI ljQvR[zDEARAPRAEDAANK 150
PimM TvPll VRE. L...... EB_TrTA MP ] GDEGTRT 111
ScnRll TvPipgiViYiREe. L. . . ... TA| IMYx. . slcollecanfiT 114
Consensus

Orf1 TG, VERATAVEVE LEJAVETPTVREBASLETNSEEEVENR] cL 79
NarL EFovNGETPRERD] LKL] AQGLPNKM] ARELD TESTMKVHIKHI 194
ORF4 sqQ. [{AFliTel I LEE] AAGLET ! FHASHL T NSGEVETHL 173
AmphRIV SULEEPI PIGY LE[S] ASGLET! [FNASKHLHES el S Hucl | 205
FilF K. (A1 [15A AAGVET VI AsSLY S eleV = HYucl| 155
FscRI ZREIKKEL(SHRDARILY SCIL X sullPLESIR MY ILEIRQGYE Y| VT 185
GerE QsK. PLIITKREREVYFELVQDKTTKE[ ASEL(3] SEKTVRNH] SNA| 50
LasR vsKPVVIITSREKEYLQWCAI GKTSWE] SVI CNCSEANMTGHITGN] [ 215
LuxR KSN. NDETKR[EKECL AWACEGKESWD] SKI EGCSERTVT[FHILINA| 221
SalRII Pl. EQLEESL AL E[EVASGAST vl AAZIL YU SETEEVEHYGL 194
PimM MREKKIILISE AAGVET VENAAZL {1 S el H c 155
ScnRIl REKKIIL|SE Y esulP LR EYILERRG HYucl| 155
Consensus |

helix-turn-helix motif

Orf1 RHF oAIINGTYNI BRAHRNEYE sEARERTAPEGFLE 116
NarL KSEIVEAAVIIVHQER] F 216
ORF4 Y VicywrPPLiVIVIIDF] 210
AmphRIV VI WPP[IVIVIED F 242
FilF vicuwrP P VD FY 192
FscRI S viGWPP[dVIVISDF 222
GerE VELLR[JGELE 74
LasR vNIGHl T 239
LuxR Al LTGAI DCPY[FKN 250
SalRII MRKL RA LTE RV PEFI 231
PimM RKLKE Eggwggl EEiDVE 192
ScnRll IRKL Kb QUL KJleT SvivDFLY 192
Consensus

Figure. S2 Multiple protein sequence alignment of Orfl with several LuxR family proteins. The
helix-turn-helix motif is marked with purple frames. Note: The amino acids highlighted in red stand for
100% homology; the residues highlighted in green and blue stand for 75% < homology <100% and

50% < homology <75%, respectively.
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CTGCAGACCATGGAGCTGCGGTTCGACGCGGAGCTGGCGCTGCTGCGGCACGCCGAGATCGTGCCGGAGC
1 : 1 : 1 490
T T

GACGTCTGGTACCTCGACGCCAAGCTGCOBCCTCGACCGCGACGACGCCGTGCGGCTCTAGCACGGCCTCG

Ile val Pro Glu -

Leu GIn Thr Met Glu Leu Arg Phe Asp Ala Glu Leu Ala Leu Leu Arg His Ala Glu

CGGGAGCATCCCTTACGGGAGGCCCTBGTGGGCAAGTTGATGCTGGCGCTCTTCCG
1

TGGTGCGGCTGGTG
t } t } t } } } } } } } } } 560
ACCACGCCGACCACGCCCTCGTAGGGAATGCCCTCCGGGACCACCCGTTCAACTACGACCGCGAGAAGGE
Leu Val Arg Leu Val Arg Glu His ProArg Glu Ala Leu Val Gly Lys Leu Met Leu Ala Leu Phe Arg =+
CTCGGGACGGCAGTCGGAGGCCCTGGACCTCTACCGGCGCACCCGGGTACTGCTCGTCGAACAGCTCGGEG
' 1 ' 1 ' 1 ' 1 630
T T T T

GAGCCCTGCCGTCAGCCTCCGGGACCTG0AGATGGCCGCGTGGGCCCATGACGAGCAGCTTGTCGAGCCC

Leu Leu Val Glu GIn Leu Gly -

Ser Gly Arg Gln Ser Glu Ala Leu Asp Leu Tyr Arg Arg Thr Arg Val

Figure. S3 The partial open reading frame of BafG (141-210 aa). The “Leul73” shaded in blue is a

unique Leu coded by the rarest codon “TTA” in the Streptomyces genome.
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Figure. S4 Inactivation of bafG and orfl. (a) Construction of the bafG inactivation mutant S. lohii

AbafG (SLO-02). (b) PCR confirmation of the AbafG mutants. M: DNA marker; WT: S. lohii wild type;

V: pCIMt002-AbafG; 1-3: bafG inactivation mutants. (¢) Construction of the orfl inactivation mutant S.

lohii Aorfl (SLO-03). (d) PCR confirmation of the Aorfl mutants. M: DNA marker; WT: S. lohii wild

type; V: pCIMt002-Aorfl; 1-3: orfl inactivation mutants. Note: LA: left homologous arm; RA: right

homologous arm.
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Figure. S5 The overexpression of bafG/orfl. (a) Construction of the bafG and orfl overexpression
strains. (b) PCR confirmation of the S. lohii mutants. M: DNA marker; WT: S. lohii wild type (SLO-01);
1: SLO-06; 2: SLO-04; 3: SLO-05; 4: SLO-07; 5: SLO-08.

Table S1. The primers for construction of knock-out and regulatory genes overexpression

vectors.
Primers Sequence (5°-3%)

bafG-LA-FP AAGAGCTTTTATAAAAGCTTCCATGGGGTGACCGGGCAGGTGAC
bafG-LA-RP AACGTGAGCCTAGGGCGTGCCCATGGCGAGGGAAGCTGCGCAGGA
bafG-RA-FP TTGGCTGACAATTGACATCTGCTAGCCTGGACGAACTGTGCGCG
bafG-RA-RP GTGGATCCGCACCCAAGCTTGCTAGCGGCTCCAAGTCCGATGCG
orfl-LA-FP AACGTGAGCCTAGGGCGTGCCCATGGTCCCCGGTCCCCCCTTCT
orfl-LA-RP AACGTGAGCCTAGGGCGTGCCCATGGGCCGAACAGGTACCCCAGAC
orfl-RA-FP TTGGCTGACAATTGACATCTGCTAGCGGAATTCCTTGAACCCTA
orfl-RA-RP GTGGATCCGCACCCAAGCTTGCTAGCGACGTAGCTGATCAGTTC

BafG-BamHI-FP TCGTGCCGGTTGGTAGGATCCAGGAGGGCGTGAGATGCACGTGTC
BafG-Kpnl-RP GGGCTGCAGGTCGACTCTAGAGGTACCTCACCCGGCGCGCATGTA

Orfl-BamHI-FP TCGTGCCGGTTGGTAGGATCCAGGAGGCCGGGGAATGACACCGTC

Orfl-KpnI-RP GGGCTGCAGGTCGACTCTAGAGGTACCCTAGGGTTCAAGGAATTC
Spec-Ndel-FP TCATCTCGTTCTCCGCTCATCATATGTGTAGGCTGGAGCTGCTTC
Spec-Sacl-RP AATACGAATGGCGAAAAGCCGAGCTCCTGACGCCGTTGGATACAC

Note: The italic underline litters indicate the restriction sites.
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Table S2. The primers for construction of knock-out vectors and PCR confirmation of S. lohii

mutants.
Primers Sequence (5°-3°)
bafG-KO-FP GCGGGGTCGATTCCGCCCGG
bafG-KO-RP ACATCCTCTCGGCCCACGAC
orfl-KO-FP CCGCGTTCGACCTCAAAGTC
orfl-KO-RP GTGCATTCACCGCCTTCGGA
M13F-47 CGCCAGGGTTTTCCCAGTCACGAC
M13R-48 AGCGGATAACAATTTCACACAGGA

Table S3. The primers for quantitative real-time PCR.

Primers Sequence (5°-3°)

hrdB-FP CCAAGAACCACCTCCTGGAG
hrdB-RP AGCCCTTGGTGTAGTCGAAC
bafG-FP CGAGAGGATGTGCCGGTGG
bafG-RP CTGGTGGGCAAGTTGATGCT
orfl-FP CCGTCAGCGACCTCTGAAGA
orfl-RP GACACCTTCCAGGATGCGGA
bafAV-FP ACTCGCCCCGTCGGAGGT

bafAV-RP GGGACAGGTTGGACTTCAGCG
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