
Data collection
Microscope Titan KRIOS with K2-detector
Voltage 300 kV
Pixel size (Å) 1.058
Micrographs collected (#) 2655
Refinement
Particles (#) 168565
Resolution (Å) at FSC = 0.143 3.37
Cc_mask (CC_volume) 0.762 (0.741)
RMS deviations
Bonds (Å) 0.008
Angles (°) 1.198
Chirality (°) 0.073
Planarity (°) 0.009
Validation
Clash score 2.33
Favoured rotamers (%) 96.9
Ramachandran favoured (%) 99.16
Ramachandran allowed (%) 0.84
Ramachandran outliers (%) 0.00
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Table S1. Results of CryoEM Data collection / refinement
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Fig S1

Fig S1. High-resolution structure of M. tuberculosis heptameric form of EspB. . A) Final EspB
map using C7 symmetry with colors based on the local resolution estimation by Bsoft. B) Close-up
view of a detailed region showing the quality of the electronic potential map. C) The Fourier shell
correlation curves for the final cryoEM maps using C7 symmetry.
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Fig S2

Fig S2. Conformational change of the disordered linker. A) Views of the non-masked map
represented at different contour levels. The disordered linker was modeled to fit into the density
visible only at low contour level in Chimera. The red arrow indicates the site of the disordered
linker B) Superimposition of the structure of one EspB monomer from the cryoEM structure onto
the X-ray structures of EspB with different space groups (PDB code: 4XXX, 4XXN, 4XY3, 4XWP).
For each monomer, PE domains are colored in blue, PPE in green, and C-terminal in red. The linker
of the monomer from the cryoEM structure is colored in orange whereas linkers from X-ray
structure are in yellow. C) Superimposition of EspB X-ray monomer structure to a monomer from
the cryoEM structure showing that linkers from X-ray structure (yellow) clash with the neighboring
chain in the cryoEM structure.
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M.tuberculosis  MTQSQTVTVDQQEILNRANEVEA-PM--ADP-PTDVP-ITPCELTAAKNAAQQLVLSADNMREYLAAGAKERQRLATSLRNAAKAYGEVDEEAATALDNDGEGTVQAES-AG-AV-GGDSSA-----ELTDTPRV-ATAGEPNFM------DLKEAARKL 
M.chubuense     MAGD-EVRVDPDDLNRKAGQIEAISWG--DN-PVEMPTVPADGLGTARTAVENLNQNAKTLTDFQEYGKKQGQRLAETLRSVAAAYRTVDQNAMDNINKTIPGETPAPP-AP-VIPAANAIPAPTP--PQPLP-T-QRGMTDEYM------DVKQAQGSL 
M.hassiacum     MTGGPVQRVDPEDLRNKANMMKNSPWK---N-PFTEPVAPPDQLPSTLAAIENLNTNARTLADFQEWGQAEKNRLADMLIGAADEYERVDREFGMNIEDPDRQAAVAAIANP-EP-GGPETPLPDE--SPP---Q-KRVDASGYS------PVPTTEEQF 
M.kansasii      MSQPQTVTVDQQEILTRANDVEA-PLPPGKVPPTDVP-NPPCALTAAKNAAQQLALSAENMREFLAAGAKERQKLATSLRNAAKAYGEVDSESATALNSDGSGTVEAQS-AG-GA-GGDSSA-----GLQDTPTV-AAAGDPDFT------DLKTAAVKL 
M.liflandii     MSQPQTVTVDQQEILNRADEVEA-PM--ATP-PTDVP-QASSGLTAANNAAEQLAISADNVRLYLQAGERERQRLATSLRNAAAAYGEVEDESATALDNDGNGEVDAQS-AG-GA-GAGQTD-----SLEETPKV-AAAGESDFT------DLKTAATKL 
M.fortuitum     ------------------------------------------------------------MGLTLRAGQVEGEILAWSLRESAAAYDKADEAQKATLDTQMNGGAAPANEGA-APVASSQRPTPFTIPHTDYPLDSATAAYPEEADADIGNGWMAAAATI 
M.vaccae        MAD--ELKVDPDDLDGKAELIEGIPWG--DD-PAAVAVVDPDKLTPTTASVRNLVKNAQALGAEQEWGKGESRRLAETLRLVGRAYRAVDEASAGNIDSTIPGGTSSPASAP-VPVGANATPAPAP--PPPMPGFENVAADGDIL------DPIETDNKL 
M.marinum       MSQPQTVTVDQQEILNRADEVEA-PM--ATP-PTDVP-QAPSGLTAANNAAEQLAVSADNVRLYLQAGERERQRLATSLRNAAAAYGEVEDESATALDNDGNGEVDAQS-AG-GA-GAGQTE-----SLEETPKV-AAAGESDFT------DLKTAATKL 
M.smegmatis     MSE--ELQYELPGLERKAHECES-TRP--EG-PG-DA-TKPDELATTASVYSKLMASAAKLKATFAAGDREGERIAAAIRAAAGAYQKIEEQKAAELSRQMNGSDAPPPAAEAVVPDMSGIPGPL--AIPSMEYP-SAAAAADEM------DWEAAARII 
M.microti       MTQSQTVTVDQQEILNRANEVEA-PM--ADP-PTDVP-ITPCELTAAKNAAQQLVLSADNMREYLAAGAKERQRLATSLRNAAKAYGEVDEEAATALDNDGEGTVQAES-AG-AV-GGDSSA-----ELTDTPRV-ATAGEPNFM------DLKEAARKL 
M.angelicum     MSQPQTVKVDQQEILNRATEVET-PM--AVP-PTDVP-QPPCTLTAAQNAAKQMDVSAQNMRLYLEAGARERARLATSLRNAAKAYGDVDEDSATALNSDGD-ASMHEE-GAVGE-GGDSSA-----GLQETPKI-AAAGDPDFS------DLKSTATKL 
M.gordonae      MTQPQTVTVDQQEILSRADEVEA-PM--ATP-PNDAA-AAPCGLTAAKNAAQQLALSAENMRDFLTAGHRERARLATSLRNAAKAYGDVDEEGGQALNSDGG-EVAGET-AGAES-GDSSAG------LQDTAQV-AGAGDDGFT------DLKAAATKL 
M.haemophilum   MTQPQTMTVEQTEILARAAEVES-AM--TAA-PTDVV-ADACALQVAVNAAQQLNLNADNMRTYLAAGYQEWKKLAQSMRNAAKAYGEVDEESAQVMNNDGQGSVSAHS-AG-TG-SDGAAA------LGDTPTV-QS-GEPNFT------DLKTAATQI 
M.africanum     MTQSQTVTVDQQEILNRANEVEA-PM--ADP-PTDVP-ITPCELTAAKNAAQQLVLSADNMREYLAAGAKERQRLATSLRNAAKAYGEVDEEAATALDNDGEGTVQAES-AG-AV-GGDSSA-----ELTDTPRV-ATAGEPNFM------DLKEAARKL 
M.canettii      MTQSQTVTVDQQEILNRANEVEA-PM--ADP-PTDVP-ITPCELTAAKNAAQQLVLSADNMREYLAAGAKERQRLATSLRNAAKAYGEVDEEAATALDNDGEGTVQAES-AG-AV-GGDSSA-----ELTDTPRV-ATAGEPNFM------DLKEAARKL 
M.bovis         MTQSQTVTVDQQEILNRANEVEA-PM--ADP-PTDVP-ITPCELTAAKNAAQQLVLSADNMREYLAAGAKERQRLATSLRNAAKAYGEVDEEAATALDNDGEGTVQAES-AG-AV-GGDSSA-----ELTDTPRA-ATAGEPNFM------DLKEAARKL 
M.caprae        MTQSQTVTVDQQEILNRANEVEA-PM--ADP-PTDVP-ITPCELTAAKNAAQQLVLSADNMREYLAAGAKERQRLATSLRNAAKAYGEVDEEAATALDNDGEGTVQAES-AG-AV-GGDSSA-----ELTDTPRV-ATAGEPNCM------DLKEAARKL 
M.shinjukuense  MSQPQTLTVDQQEILSRANEVES-PM--AEP-PTDVP-QPPCGLTAANNAAQQLVLSADNMRTYLAAGHRERQRLATSLRNAAKAYGEVDEEASTALNNDGGGTVQAES-AG-GV-GGDSSA-----GLADTPTV-AAAGDPDFT------DLKTAATKL 
                                                                            :      *  :   :*  :   .  *   :      :.                                                         :   : 
 
 
 
M.tuberculosis  ETGD-QGASLAHFADGWNTFNLTLQGDV-KRFR-GFDNWEGDAATACEASLDQQRQWILHMAKLSAAMAKQAQYVAQLHVWARREHPTY-EDIVGLERLY-------A----ENPS--ARDQILPVYAEYQQRSEKVLTEYNNKAALEPVNPPKPPPAIK 
M.chubuense     LGGD-QAASLQAAAAKWAQNGATLAAAA-ANFETSDVNWEGEAADAAYRQFADYRGFLVELSGAWTRLAAEAEKVAMAHATTLGNHTPIAEEYAQLEAQL-------PAAIANGGS--AARVIQLKMEKLQQESEEIRHQYALDAQPDDVNPPEPPRNTG 
M.hassiacum     NAGA-GTASLEAASDAFISNASFLENQA-QDEMPPPGDWEGQAADAAFSRLSDFSSWVQRLARAWRQLGEGAETLAEAHRQNKEAHHEIFNQYQEKWTQFVGLLNKPGGLIAEQRR--LLNDLQNQLQQLQEQSDKLRQTYALQETFNPVSPVDPPGRHR 
M.kansasii      ESGD-QGRSLVDFANAWNDYNFALQGDV-KRFR-AFDNWEGDAATACEASLDQQREWILHMAKLSAALAKQAQYIAQLQVWAIRSHPSS-ADIAKLEEL--------S----KDPA--YKDQAIKLYAEYQQKSEQVLSEYNTKATLEPVNPPKPPAAIK 
M.liflandii     ESGD-QGTSMVNFADGWNNFNLALQRDI-KRFR-IFENWEGDAATACEASLDQQKDWILHMAKLSASLAKQANFMAQLQLWARRGHPTL-ADIIELERL--------A----KDPD--YQEQAIKLYAEYQETSEKVLSEYNTKADLEPVNPPKPPEAIK 
M.fortuitum     HDGDTQALSVKYMRDQWKAHKGTVQAHS-EKFATPPAGWEGSAADACTGSMTSLQRWWFYMGDECFRLGEQVEKLADAHDTLVAAHPTM-EDVEYYKTF--------PWS---TLP--AP-ARALWYSIKQQDSEAALLEYANAIKLLEIQPKGPPAVDP 
M.vaccae        TEGD-QAAALRAAAAQWSGNAARLAEAS-LPFEIKIQNWEGVAAEAAYVKFKSFGGWLQALAGKWTQLAAEAEKLAVAHDQAKAANAPIRAQYEALQSQL-------MSTP-MDGG--ARRAVQLQMEQLYQESEAIRETYAKAGQPTPVQPPQPRPDAV 
M.marinum       ESGD-QGTSMVNFADGWNNFNLSLQRDI-KRFR-IFENWEGDAATACEASMDQQKEWILHMAKLSASLAKQANFMAQLQLWARRGHPTL-ADIVELERL--------A----KDPD--YQEQAIKLYAEYQETSEKVLSEYNTKADLEPVNPPKPPAAIK 
M.smegmatis     HSGDTQALSMKYFRDQWRDYQSTLEGHG-RHFANPAEGWAGAAAETCAEAQRRLSTWWADMGAECGRLAQEATTFVDAHDKLVANHPTL-ENVREFEET----------E---WAS--EW-DRQNAWAMLQEQSEDALEAYANGSQIQEIRPGKPPSIGG 
M.microti       ETGD-QGASLAHFADGWNTFNLTLQGDV-KRFR-GFDNWEGDAATACEASLDQQRQWILHMAKLSAAMAKQAQYVAQLHVWARREHPTY-EDIVGLERLY-------A----ENPS--ARDQILPVYAEYQQRSEKVLTEYNNKAALEPVNPPKPPPAIK 
M.angelicum     ESGD-QGQSLTGFADGWNSLNLALQGDI-RRFR-GFDNWEGDAATACEDSLDGQKKWIMYMAQLAAGLSKQATYMAQLQVWARRSHPSL-ADINKLEEM--------S----KDPK--YQEQAIKLYAEYQQTSEKVLKEYNTKAELEPVNPEKPPRAIK 
M.gordonae      ESGD-QGASLAAFADGWNQLSFALQGDT-KRFR-IFENWTGEAATACEASLDQQREWITHMAKLATSLAKQGQYIAQLQVWARRSHPTL-ADITKLEEL--------S----KDPA--YKDQAIKLYAEYQSKSEEVLNEYNTKAQLEAVNPPKPPAAIK 
M.haemophilum   GQPD-QGASAKNFRDAWVSYNLKLQ-EMKKRFR-PFQDWTGDAAAAVTASMEQQSEWLDRMAQTSVAMAKQGGFVADSQRTAYTNHPKL-YDVQALEAKY-------N----STTDENTRRQLMQTYATYQQKSDDVLSQYNSNCILEAVQPPKPAAAVK 
M.africanum     ETGD-QGASLAHFADGWNTFNLTLQGDV-KRFR-GFDNWEGDAATACEASLDQQRQWILHMAKLSAAMAKQAQYVAQLHVWARREHPTY-EDIVGLERLY-------A----ENPS--ARDQILPVYAEYQQRSEKVLTEYNNKAALEPVNPPKPPPAIK 
M.canettii      ETGD-QGASLAHFADGWNTFNLTLQGDV-KRFR-GFDNWEGDAATACEASLDQQRQWILHMAKLSAAMAKQAQYVAQLHVWARREHPTY-EDIVGLERLY-------A----ENPS--ARDQILPVYAEYQQRSEKVLTEYNNKAALEPVNPPKPPPAIK 
M.bovis         ETGD-QGASLAHFADGWNTFNLTLQGDV-KRFR-GFDNWEGDAATACEASLDQQRQWILHMAKLSAAMAKQAQYVAQLHVWARREHPTY-EDIVGLERLY-------A----ENPS--ARDQILPVYAEYQQRSEKVLTEYNNKAALEPVNPPKPPPAIK 
M.caprae        ETGD-QGASLAHFADGWNTFNLTLQGDV-KRFR-GFDNWEGDAATACEASLDQQRQWILHMAKLSAAMAKQAQYVAQLHVWARREHPTY-EDIVGLERLY-------A----ENPS--ARDQILPVYAEYQQRSEKVLTEYNNKAALEPVNPPKPPPRHQ 
M.shinjukuense  ESGD-QGASLADFADGWNTYNLTLQGDL-KRFR-AFDHWEGDAATACEASMDQQREWVLHMAKLSAAMAKQASYIAQLQLWARRSHPSL-ADIMKLEEL--------S----KDPA--YKDQAIKLYAEYQAKSEQVLTEYNNKAALEPVNPPKPPPAIK 
                        :       :      :              * * ** :          :   :.     :.     ..  :      :     :                                         *:     *        : *  *      
 
 
 
M.tuberculosis  IDPPPPP------Q-E-QGL----IPGFLMP---PSD---------GSGV----TP------GT----GM---------PAAP--MVP---------------PTG---------------S---------PGGGLPA--DTA-AQ--LTSAGR-EAA-- 
M.chubuense     APPTP-VRSNGDPR-RPAGKPPQ------EP---RGG---------GSGQ----SAGGGGQPDGG-APAQ-QTPQE-A-QMSP---MSAADQAAQAAQQGGSPGGGSPGGGSPSGGSPG----------GGQGGGAP-G-GAPGA--GMPGLGK-GEP-- 
M.hassiacum     G-----------------------------------H---------GGG-----GPGSGGETGSG-AGAD--RPLGDPEEMAR---RMAE-SLGEPQPTA-AAPTGG-GGGVPAG-TRAGGAPAGGGVPAGAGAGMP-T-GVPAA--VSPGGMP-PLR-- 
M.kansasii      IDPPPPA------Q-P-QGL----IPSFLMP---PSD---------GSGG----TP------VT----GM---------PMAP----------------------M---------------A-----PAGGAGGGMPA--GTSAEL--TSAAHQ-AAA-- 
M.liflandii     IDPPPPA------Q-P-QGL----------I---PGFLM-P--PSDGSTG----LA------SG----MT---------PPMI----P----------------PT---------------G---------GAGGTPD--VNT-AE--LTSAGREAAS-- 
M.fortuitum     ---QP-VDR-IEIE-KMVGSPLQ------EK---RGP---------GGA-----K------------SEDQDEPTAGP-QVSPVSTQSPN-SGGQEQG---PAQ----SGSAPSG-GQGGS----------QGGGSPG-GGSPTGMSGMPMSTP-AG-DL 
M.vaccae        APTAP-VTRNGDPR-Q-RGVPAQSEDEARRA---PGS---------GAGQ----TPGSGGQQPGE-QPP---LPQE-A-PVSP---MSAAEQAAQSGQQA-APQEGS-QGGSPGG-SQG----------GGSQGGSP-GGGSPAG--GMPNAGK-GDP-- 
M.marinum       IDPPPPA------Q-P-QGL----------I---PGFLM-P--PGDGSTG----LA------SG----MT---------PPMI----P----------------PT---------------G---------GAGGTPD--VNT-AE--LTSAGREAAS-- 
M.smegmatis     ---LP-AVNDGDVQ-ASPTSAPG------GP---GGP---------GSG-----TPGGGGAGGGGGTPEMPELPSTDP-SMSP---MSAN-SAGEEQSSG-SPS----SGGSPSG-SPSGGSP--------SGGGAPSGAGMPDG--GLPSDLP-GGPDI 
M.microti       IDPPPPP------Q-E-QGL----IPGFLMP---PSD---------GSGV----TP------GT----GM---------PAAP--MVP---------------PTG---------------S---------PGGGLPA--DTA-AQ--LTSAGR-EAA-- 
M.angelicum     IDPPPPP------Q-A-QGL----------I---PGFLM-P--PSDGSGGT-GGTT------P-----MA---------PMAP---MT----------------GA---------------G---------AGGGMPA--GTA-AE--LTAAGREAAA-- 
M.gordonae      IDPPPPA------QTP-GLI----------P---TQVMQAASMAGG---GSGSGMQ------A----------------PMIP---PT----------------GG---------------G---------AGGGMPS--GAS-AD--LASVRE-AAA-- 
M.haemophilum   IDPPP-D-----PS-Q-QGL----------IPGFVMS--------GLQNG----AG------GG----LT---------PPM-----------------------M---------------P-----PMGGSSGGAPA--ATG-AE--L--------T-- 
M.africanum     IDPPPPP------Q-E-QGL----IPGFLMP---PSD---------GSGV----TP------GT----GM---------PAAP--MVP---------------PTG---------------S---------PGGGLPA--DTA-AQ--LTSAGR-EAA-- 
M.canettii      IDPPPPP------Q-E-QGL----IPGFLMP---PSD---------GSGV----TP------GT----GM---------PATP--MVP---------------PTG---------------S---------PGGGLPA--DTA-AQ--LTSAGR-EAA-- 
M.bovis         IDPPPPP------Q-E-QGL----IPGFLMP---PSD---------GSGV----TP------GT----GM---------PAAP--MVP---------------PTG---------------S---------PGGGLPA--DTA-AQ--LTSAGR-EAA-- 
M.caprae        DRPAPPP------Q-E-QGL----IPGFLMP---PSD---------GSGV----TP------GT----GM---------PAAP--MVP---------------PTG---------------S---------PGGGLPA--DTA-AQ--LTSAGR-EAA-- 
M.shinjukuense  IDPPPPA------Q-P-QGL----IPGFLMP---PGD---------GSGG----TP------LS---GMT---------PPM-----------------------M---------------P-----ATGGTGGGMPA--DTA-AE--LTSAGREAAA-- 
                                                                                                                                                     .* *                        
 
 
 
M.tuberculosis  ALSGDVAVKAASLG---------G-G-GGGGVP--SAPLG-SA--IG-GAES--VRPAGAGDI-----AGL--GQG--RAGGG-A--ALGGGGMGM--PMG-AAHQGQGGAKSKGSQ-QEDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.chubuense     KVPTGPLLKPAAAAGGG-AGSGGG-G-GGAGMP--AAPLQ-PA--VS--AET--VAPTPVAAA-----SAHGAAPGGAAGAAG-AP--GGGGGMGGMAPMHG-AQSGGSGEKKRNPQLSQDEDLYTEERPWTEAVIGNRVRRRGAPDDMKKE-S 
M.hassiacum     DPSTNPGLRPAGGG----GGAGGG-A-GGGGIG--SMPLA-PP--VA--PET--VAPGPVIPT-----PGAA--AA--APAAGVGA--PMMGGMAP--MHGAGAQHGQGKEKKRDPRLAPDEELYKEDRPYTEPVVGQRPRRKEAPGGKEA--T 
M.kansasii      NLSKDPGMKPMSLG---------G-GGGGGGIG--GAPLGEPA--GLAGTDS--VRPAAAGDI-----AGA--AQG--KAAAG-S--GMGGGGMGM--PMG-AHGQGQGSSKSKGAQ-QDDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.liflandii     NLSKGLGVKPMSLG---------GGG---GGLGGVSMGDA-PL--AG--GES--VRPAAAGDV-----AGA--GQG--AGAAGR---GMAGGGMGM--PMG-GAGQGQGGAKSKGAQ-QDEEALYTEDREWTEAVIGNRRRQDN---------K 
M.fortuitum     PELGEPNLKPASAGGA---GGGMG-G-GGGGTP--SMPLS-PA--VG--ADS--VAASPSGAR-----GGAP--AP--APAAGGGMGG-MGGGMGG---MGGGHGQGQGKEKRRDPKLAEDEDLYIEDRAYTEGIIGRRARKDT-K-------G 
M.vaccae        KLPGDPSLRPAAAGGGG-GGSGGG-A-GGGGIP--ATPMQ-PA--VT--AET--VAPTPIVPA-----AAAG--PGVASGAGGGAAGGMGGGGMAP--MMGG-AHGSGTGEKKRNPQLSPDEPLYVEDRPHTEQVIGVRPRRRGGDDTKKGDSQ 
M.marinum       NLSKGLGVKPMSLG---------GGG---GGLG--GMPMG-DAALAG--GES--VRPAAAGDI-----AGA--GQG--GGAAGR---GMAGGGMGM--PMG-GAGQGQGGAKSKGAQ-QDEEALYTEDREWTEAVIGNRRRQDN---------K 
M.smegmatis     PGLDDPSLKPASAGGG--GGGGVG-G-GGGGMP--AAPLG-PA--VG--ADS--VSPSPSSTR-----GGGV--GV--PGGPGGGAGGMMGGGMGG---MGAGHGQGQGKEKKRDPKLAPDEDLYTEDRAHTEGVIGHRARREK-DSGKQ---Q 
M.microti       ALSGDVAVKAASLG---------G-G-GGGGVP--SAPLG-SA--IG-GAES--VRPAGAGDI-----AGL--GQG--RAGGG-A--ALGGGGMGM--PMG-AAHQGQGGAKSKGSQ-QEDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.angelicum     NLSGELGVKPMSLG---------GGG-GGGGMP--SMPLA-PA--TG--IDGESVRPASAGDI-----GGV--GAG--KAPAGS---GMAGGGMGM--PMG-AHGQGQGGSKSKGAT-GDDEALYTEDREWTEAVIGQRRRQDS-KE-----SK 
M.gordonae      SLGKEPGMKPMSLG---------GGG-GGGGMP--AMPLA-PA--AG--AGM--EAGESVRPAGAGDLGGV--GQG--A-AAGRG--SAGGGGMGM--PMG-GHGQGGGGSKSKGAQ-QDDEALYTEDRAWTEAVIGQRRRQDM-KE-----SK 
M.haemophilum   SAVQEAAHAPAAAGAGMKPMSLGG-G-GIGGAS--AAPLA-PA--ID--AES--VRPAATTDI-----AGA--GRG--AGPAG-G--AMGGGGMGM--PMG-AHGAGHGSAKTKGTQ-QDDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.africanum     ALSGDVAVKAASLG---------G-G-GGGGVP--SAPLG-SA--IG-GAES--VRPAGAGDI-----AGL--GQG--RAGGG-A--ALGGGGMGM--PMG-AAHQGQGGAKSKGSQ-QEDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.canettii      ALSGDVAVKAASLG---------G-G-GGGGVP--SAPLG-SA--IG-GAES--VRPAGAGDI-----AGL--GQG--RAGGG-A--ALGGGGMGM--PMG-AAHQGQGGAKSKGSQ-QEDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.bovis         ALSGDVAVKAASLG---------G-G-GGGGVP--SAPLG-SA--IG-GAES--VRPAGAGDI-----AGL--GQG--RAGGG-A--ALGGGGMGM--PMG-AAHQGQGGAKSKGSQ-QEDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.caprae        ALSGDVAVKAASLG---------G-G-GGGGVP--SAPLG-SA--IG-GAES--VRPAGAGDI-----AGL--GQG--RAGGG-A--ALGGGGMGM--PMG-AAHQGQGGAKSKGSQ-QEDEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
M.shinjukuense  MMPAEPSVKAASLG---------G-G-GGGGVP--SMPLA-PA--TGIDAES--VRPAAAGDL-----GAL--GQG--KAAAG-S--ALGGGGMGM--PMG-AHGQGHGGAKSKGAQ-QEEEALYTEDRAWTEAVIGNRRRQDS-KE-----SK 
                         . . .         * .   .*    .                                 .            *        ***.           .    * :..    :* ** *:*  ** ::* * *:             
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Fig S3. Structure-based sequence alignment of EspB from different mycobacterial species. A)
The topology of EspB is mapped and colored by domains (PE domain in blue, PPE in green). In pink
are represented all the regions at the interface between the subunits. B) Side view of the monomeric
structure in the context of heptamer. Residues located at the surface are shown in pink sticks C)
Secondary structure elements of EspB are displayed above the sequences in the following color code:
PE domain in blue, PPE domain in green, C-terminal domain in red. Dashed lines correspond to
portions, which are not visible in the cryoEM map. In pink are represented all the residues at the
interface between the subunits. The characteristic sequence motifs (YxxxD/E and WxG) of EspB are
framed in yellow. An orange line indicates the MycP1 proteolytic cleavage sites after P332, A358 and
A386 in M. tuberculosis EspB. Finally, the black frame denotes the conserved region at the C-
terminus of EspB.


