B1

Data S1

B2

B3

B4

1 11 21 31 41 51 61
RMSD: ca
LetB, MCE 1 46 .GNTVTIDF. .M.SA.DGIV .PGRTPVRYQ .GVEVGTVQD S TEv—s— vS..D DL RKIEVKVSI.
LetB, MCE 2160 .DLMIHLOQA. .P.DLG.SLN .S .GSLVYFR .KIPVGKVYD Y.AI...... .NP..N..K QGVVIDVLT .
LetB, MCE 3 279 RGVIIKLEL. .P.SG.AGLT .ADSTPLMYQ .GLEVGQLTK ezl sz eNP..... GG .KVTGEMTV.
LetB, MCE 4 391 DVLTLTLTA. .P.ESYG.ID .A.GOPLILH .GVQVGQVID R.KL...... TS KGVTFTVAT.
LetB, MCE 5515 ..TTVSLSA. .E.T.LP.DV QA .GSVVLYR KF . EVGEVIT ViRP...... Reoooo. A NAFDIDELHTI .
LetB, MCE 6 634 .GGQITLHA. .F.DA.GKLA .V.GMPIRYL .GIDIGQIQT Dy +I..TA..R NEVQAKAVL.
LetB, MCE 7 746 DGLSIIVEA. .P.EA.GSLG .I.GTPVLFR .GLEVGTVTG M.TL...... .GTLS..... DRVMIAMRTI .
PqiB, MCE 1 42 .GPEVTLIT. .A.NA.EGIE . GGKTTIKSR .SVDVGVVES A.TL...... .AD..D L THVEIKARL.
PqiB, MCE 2 156 KGIRVILDS. .K.KA.GQLS . P.GDPVLFR .GYRVGSVET S.TF...... .DT.Q...K. RNISYQLFET .
PqgiB, MCE 3 284 DHIDYLMFEF . .KDS.VRGLQ .P.GAPVEFR . GIRLGTVSK VPFFAPNMRQ TF...N..DD YRIPVLIRT.
MlaD 38 PTYTLYATFD NIG...G.LK AR.SPVSIG. .GVVVGRVAD iy, . . .D...PKTYL .PRVTLEIEQ

H4 B5

71 81 91 101 111 121 131
RMSD: ca
LetB, MCE 1 95 KSDwwwMKD. .A.LR.EE.. . TQFWLVTP. ...... ICo N oo oo oo oo o o S ....LAGVSG
LetB, MCE 2 208 ERRwFu«TwD. .LV.K.KG.. .SREWNVSG. ....... VDA NVSISGA... KVK... 16 .ES
LetB, MCE 3 328 DPSwweVVT. .L.LR.EN.. .TRIELRNP. ...... KoLl o i ddaadeiae daaae S.LSD A..... N.
LetB, MCE 4 438 EPQuHeRwEw vLVKG. .D.. . SKFVVNSRV  ........ DV KVGLDGV. .. 130 0 0 0 0o FLGA.SA.
LetB, MCE 5560 KPEwYwRuN. .LL.T.SN.. . SVEWAEGGA  ....... R QoL NG.SG.L T .VQ
LetB, MCE 6 682 YPEw.o¥VQ. .TFAR.GG. . .TRFSVVT..  ....c... PQTI SA....A.G. ..... V. E .HL
LetB, MCE 7 795 SKRwYwQuH. .L.VR.NN.. <SVFWLASG.  ....... YSL DFGLTGG. .. VVK T .GT.
PgiB, MCE 1 91 NSGwwwMEK«% ewLLH.KD.. . TVEWVVKPQ R R G S L.
PqiB, MCE 2 205 NAPw¥wDwR. .L.VT.NN.. .VREWKDSG. ...... I.AV D)oo oo o 1L o o UL SAGM.R V.EM.GS
PqiB, MCE 3 342 EPERLKDwVV EH.LGELLKR GLR@SIET . . .
MlaD 89 RYN...HI.P ....D.TS.. .SESTIRTSG. ...... T

36 B7

141 151 161 171 181 191 AN
RMSD: ca
LetB, MCE 1123 LDAL...... V..G.G .N . YIGMMPG. . ....K.GK.. .E..O. ... ....DHFVAL D.
LetB, MCE 2243 ...... LAA Lo - oo V.NG .AIAFDSP.. .E..E.SK.. P.A..EA. E...DTFGLY E.
LetB, MCE 3 355 L.SA... L..L.T..GK . PFELVPG. . ....D.GE.. .P..R.... ... .KEFVVV PG
LetB, MCE 4474 ...... S.EW ..I.N...G .GIRILPG. . .D..K.GE.. .M. .K. ....ASYPLY A.
LetB, MCE 5592 AS.P.. . .LSRALKG .AISFDNL.. SG...AS... ...ASQ.... . RKGDKRILY A.
LetB, MCE 6712 ...... D) L L. 0 (0)- o 12 . YINVEPG. . ....R.GN.. .P..R.... ....RDFELQ EA
LetB, MCE 7830 ...... FNOQ I I.RG .GIAFATP. . PGTPL.AP.. K.A..QE. G...KHFLLQ E.
PgiB, MCE 1120 ...... G..T L LSG...V . YIELQPG. . ....AKGS.. ..K..M.... «...DKYDLL DS
PgiB, MCE 2240 ..... L.TTL ol .SG .GVSFDVPEG LD..L.GOQ.. P.V..AP... K...TAFVLY DD
PgiB, MCE 3368 ......... G NLVT..G.AL «YVDLD.vee  teeeeceocs  eeeesses NG Y...QITIPTV SG
MlaD 108 coeieenn & oo E QYLALNVG.. ...... FELG TAI..LKD.G D . TIQDTK S.

Data S1. Structure-based sequence comparison of MCE domains from E. coli, Related to Figure 1.

Alignment of the E. coli MCE domains from MilaD, PqiB and LetB proteins, generated using the using
Matchmaker within Chimera (Meng et al., 2006). The MCE domains were aligned on the core domains,
and the resulting structure-based alignment of the sequences is displayed here. 3-strands and a-helix 4
(H4) of the core domains are shown in green (start and end points visually estimated approximately
from the structures), and the pore-lining loops (PLL) in cyan.
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