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WKKW-A-KD I TFHQFDEGGEMFLLS- - - - - - - - QTEEVAERIFAILNQH- - - - - - - - - mmmm o m oo - 237
WQDL TS -GKFDVHML PEGDEFYLMKP - - - - - - - DNENF IKNY AKCLELS - - ------------------- 260
i --ETLDRNAGILLEFLNTQT = = - - === === m s s o e e e e oo oo - 230
Al --GTFEKIGP I IRATLNRLE - - - ===« mmmmm o mm o 230
Al --EFAEKNANI ILNILDKINSDQKVLPNKHGS - - - - - - ----=-- 238
D --QYIEENMST IRS IMKC | EEQQLGELVPHEQL SYMSRTKSDRT 249
TEHMQM | SKSHPD ILERNARL IHD | IN-KTVK | = = = = = = = = e oo e e e e mmm - 229
IBSRMLAG- - -DYASQNAS ILAQNILQELFILK= ===« - oo mmm e m oo m oo - 246
Al - -DGLERNSSILKQILQGTFVVK- === - - cm e e o e e e oo mm o - 254
D --SGLES I ISIITHSSLA- - - - - - o oo e e e m e a 289
D - - -HAPAVAEAVLSWLDAIEGIEGAGK=- - - - - = - - - - = - - - - - - 298
N - - -HASAAARLVHGWLAERTPSGQGGSPSRAAGREERP - - - - - - 304
D --EHVASTAHIVGDWLRTEE - - - - = = = = - - = o o o o e e e o m o - 279
D ---HADA I ARHIDAWLGGGNSSSVDKLAAALE----------=-- 294
D - - -HAGQVAAR I TDWWEAR - - = - = = = = = - o o o oo e e oo oo o - 301
N - - -HAGAVAER- IRTW- - = = = = - o e e e e e e e e e e e m e o - 298
N ---EVAATAEVVESW- [AGLR - - - = = = = - - o e o oo m e e m o m e m - 317
D ---HAPRTADTVHDWLGTAVRRPERTR - - = = = = = = = = o o - - - - - 318
--TSSV-PADEVRD IDAD ---HSALTAQAIEGWLAELPDPAA- - - - - - - - c oo oo e oo - - 318




Supplementary Figure 1. Structure-based sequence alignment of TEIs and TElIs.
PKS/NRPS/FAS TElIs and TEIs were first aligned using the EXPRESSO(3DCoffee)
server (1), then manually edited based on 3-D structures. Conserved residues were
highlighted with Jalview 2.4 (2). Asterisks mark the active site residues of both TEls and
TElIs. TEIl sequences are highlighted in violet, FAS/NRPS TEIs in green, and PKS TEIls
in red. The following TEs were aligned: A. mediterranei_RifR (AAG52991), A.
noursei_NysE (AAF71777), S.fraidea_TylO (AAA21345), S.venezuelae_PikAV
(AAC69333), P.aeruginosa_PchC (CAA57967), S.tendae_NikP2 (CAC11138),
S.erythraea_Eryorf5 (AAA26497), Kutzneria.sp744 (ABV56586), A.migulanus_GrsT
(P14686), B.licheniformis_BacT (BAA36683), B.brevis_TycF (AAC45933),
B.subtilis_SrfTEIl_2RON (AAF87217), Rat_ FAS_TEII (CAA68411),
B.subtilis_SrfTEI_1JMK (1JMK), E.Coli_EntF_2ROQ (2ROQ), B.subtilis_FenTE_2CB9
(2CB9), B.subtilis_Myc_TE (AAF08797), B.licheniformis_BacC_TE (AAC06348),
B.brevis_TycC_TE (AAC45930), B.brevis_GrsB_TE (AAC06348), hFAS_TEI_1XKT
(1XKT), S.venezuelae_PikTE_2HFJ (2HFJ), S.fraidea_TylGV (AAB66508.1),
Streptomyces_sp.CK4412_tmcB (AB194380), S.erythraea DEBSTE_1MO2 (1MQ2),
A.erythreum_EryAlll (AAU93805.2), S.rochei_LkmAlIl (BAC76491),
M.griseorubida_MycAV (BAC57032.1), S.parvulus_BorA6 (CAE45672.1),
S.noursei_NysK (AAF71768).



Supplementary Figure 2. Electron density and model for flexible linker region for form 1 (A. - experimental
density contoured at 16) and for form 2 (B.- 2Fo-Fc refined density contoured at 16). C. Stereodiagram of
oL 1 helices from form 1 (blue) and form 2 (gold). Form 1 (D.) and form 2 (E.) substrate chambers have
unique shapes, and different access to the exterior of RifR.
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