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sTEC4 VNDHETRERVVVEBTEKVTENAL SBSDKRWSAGEPGWYVDNDSSNSEKKLHTPEG - - - ARBKETQ¥DYTRTVEETRVKESBBGKIIL SBAGMT | VADKL
E.colic116 VNDHETHERVVVSTEKVTEYQHRESD | RWNAKDEGVF IDNNSSDGLLNLNTPDD TGHNNDRETKYEYTRTVEETRVKESDRGKIL SEBAGMT | VADKL
E. coliF6700 VNDHETEERVVVSETEKVTENQHR! SDVRWNAKDEGIFIDNNSTDGILNLNTPDDTGHNN RITKIEITRTVE TRVKDSPRGKILSBAGMTVVADKL
E.colic5 VNDHETEERVVVSTEKVTENMQHRESD VRWNAKDEGMF IDNNSSDGLLNLNTPDDTGHNNDRETKYEYTRTVEETRVKDSBRGKIL SEAGMTVVADKL
Escherichia sp. EC5350 VNDHETEERVVMSTEKVTEMQHRESD VRWNAKDEGVF IDNNSTDGLLNLNTPDDTGHNNDRETKYEYTRTVEETRVKDSBPGK!ILSEAGMTVVADKL
S. enterica S-1643 VNDHETHERVV | §STENVTENQL SESDKRWRAGEQGMYVDNDSSNSLKKLHTPEG - - - ARDKETQYDYTRTVEETRVKGSDRGKIL SEBAGMT VL VDRL
Enterobacter sp. ESA187 | NDHESIALVTVSQEDL TEXQH S STNRWKAGDEGIYVDGNSSDGIRNLNTPERSGHGNININQ DYTRTVEETR | QESBDPAKILABGDMS | TGDRL
S. liquefaciens 27592 VNDRETREL VTVENGK | TEN¥QQSEDPVRWMAGEPGMF VDRNSSDSLLNLNTPGKTGHNNDRETQYDYNRTVQETQ | KESBPAKI | AGGDMA INAGHL
S. electus BP-1 | NDRESFELVTVSQEQ I RENMQHSEBSPTRWNANTEGMYVNGDSADHLRNLNTPDDTGSNNDNENQYDYNRTVEETR | KETBRAKILABGDMT | TADEL
Klebsiella sp. RIT-Pl-d VNDRESHELVTVSQEQ | RENQHSEBSPTRWNANTEGVFVDGNSADRLRNLNTPDD TGANNDNENQYDYNRTVEETR | KETBPAKI | AGGDMT | VADEL
R. planticola 33531 | NDRETHGVVTMSQEQVTENQHT SPNRWNATDDGIFVDRNSADGIRNLNTPDDTGSNNININQFD TRTVEETR | LESBPAKILABGGNMTL TGDRL
E. kobei UCI 24 | NDHESHEVVL | §TEQFHEXQQKESPTRWDADADGVMFVDHNSADHLLNLNTPDDTGANNDNEYEYTYTRT | EEEV | AESDBGKILABGNML | TANQV
Pantoea sp. RIT-Pl-b | NDNFEEL VEVSREN | EEXQVSEBNANRYGRDE - - MSFEHKEVDF VL TPDYPWQQND | NDINWYRYQYERTVDETR | KTSDBGR/I | ABGNL T INADNV
D. zeae Ech586 TNNHEATA | VPVSDEQVQL¥RMABSTTMYTPDQ- - | S| SHGEVDGE I T- - -PDG- - -GNEEETRYDFTRHTEESR | | QSDPGQILSEBGNLL | TSGMV
E. ictaluri RUSVM-1 | NNHESETLATMSAVDKLRMQWEBIT 1 Y- -DTQDYA I SLSKSETWI IC1QGV ICNDTSRGBSENEYRYLETTQETQVTESBRAKVLAAGQLTLNGQTV
1430 1440 1450 1470 1480 1490 1500 1510
sTEC4 LNBKEQVV TIPS-GSVENVSVSBE s IRKKGK - BkQBEKTSQYTERTVlQTTEKBGEL TSHGQVQBSHVTLSPLKPQGT
E. coli C116 QVV/ DMQA - GDVENVSVSBE S| IRKKGK - BIKQBEKTSQYTPRPTVHQTIETEKPGEL TSHGQVQGSQVTLSPLKPQGT
E. coliF6700 LNDKSQVV DMQA - GDVENVSVSEBE K | KKKG - TBIKQBES | SPYAPPTVIQTIRTEKPGEL TSHGQVQGSHVTLSPLKPQGT
E. coli C5 Ksavyv DMQA - GDVENVSVSEBE K G-TDRQBES | SPYEPPAVIEQTTEKPGEL TSHGQVQGSQVTLSPLKPQGT
Escherichia sp. EC5350 DMQA - GDVENVSVSBE K NKNDRQBES | SPYERPRTVIQTITEKPGEL TSHGQVQGSQVTLSPLKPQGT
S. enterica S-1643 SLHA-GDVENVSVSBE A KQBEKTAEYMPPAVIIHARTEKPGEL TSYGQ 1 QGSQVTLSPLKPQGM
Enterobacter sp. ESA187 D IDGVTQVKNDAVNBE \% EQEBDDRTAYVPPTAMQTITEKPGQL VSNGSVQGSNLSLNPLKTPGT
S. liquefaciens 27592 AINA-GSVDNVAVPEBQ Y GK -DKQBHNATAYTRRTTHQTISEKPSQL IDHGQVAGNP I A1 APLTQQGT
S. electus BP-1 FTDG | KLTRNKAVDGE \ EQBGRDRTAYQPPTVIQARTEKRGQ | | SRGEVQGSNVT I APLTTQGT
Klebsiella sp. RIT-Pl-d MTDG | KKT INDAVNGE \ EQBRDRTAYVPRTVllaslisEKPGQ | VSQGTVEGSNVT | APLTAQGT
R. planticola 33531 A1l AGLQEVKNDDVABE \% IRHKGG - BEQBRDRTAYTPPSE[lQsISEKPGQL | SGGS | EGTPLT IDPLTPQGT
E. kobei UCI 24 G1FA-DSVDNVMPEGS A SQBKSTSDYAPBVVQSITESPGKMEGN SQADGSGMTL SPASAHKT
Pantoea sp. RIT-Pl-b VINA-DTLDNVEVAGE Vi GG -DSQBRSTADYTPRTVIEQSHTEKPST | EEHQKAEGSGLV IDNRTGGS -
D. zeae Ech586 G1SA-GQLNNVEVPEE N EQBGHDSAAYTPPEQlQSETEQPGA | QSFTAAASNR - GLQGRSDS - -
E. ictaluri RUSVM-1 L INA-SQVENRQAEGP| E sP@IDTSPCTRRATHMQTHLENBGR | VDKGHFDGSHAV | KAQGARTT
1520 1530 1540 A 1550 . 1560 1570 1580 1590
STEC4 DVQTGLTGNVDATVAGTDR - - |PLRPVVSAG- - - - - EPVILLPBQQFEVSA--------- PQGS[IHVAGPDTR s KTNPAVNVPNIBV
E.coliC116 DVQTGLTGNVDATVAATDR - - | PLRPVVSAG- - - - - EPVILLPBQQFEVSA--------- HVAGPDTR S \Y%
E. coliF6700 DVQTGL TGNVDATVAGTDR - - | PLRPVVSAG- - - - - EPVILLPBQQFEVSA--------- PQGS|IIHVAGPDTR s \Y%
E.coliC5 DVQTGLTGNVDATVAATDR - - |PLRPVVSAG- - - - - EPVILLPBQQFEVSA--------- PQGS|IHVAGPDTR s \Y
Escherichia sp. EC5350 DVQTGL TGNVDATVAGTDR - - | PLRPVVSAG- - - - - EPVILLPBQQFEVST--------- PQGS|IHVAGPDTR S KTNPAVNVPYEV
S. enterica S-1643 DVQTGLAGNVDATVAGTDR - - | PLRPAVSAG- - - - - EPVILLPBQQFDVST--------- PQGS|IH | VGPDTR S KTNPAANVPYEV
Enterobacter sp. ESA187 DVT | ERANLVNAGVKDAGH - - APWQQTVSPG- - - - - EPVTPPABQQFEVNP - - - - - - - - - AQGAIIR | I GANTT N KVNPSADVPYEV
S. liquefaciens 27592 NTT | GAAGGVNAVVSGSD | - - SAGLQT IGSGALPV I QAVALQPBQQF EVANKVNNQQGDVADSVVR | VGPDTR NSEFKTNPAPGGQYLEV
S. electus BP-1 DVA | GKSGAVTGKVDASTH - - APWQQTVSDG- - - - -EPVTPPPBQQFAVTP- - - - - - - - - GEDTIR I VGPNTQ SSEFKINPSANESNLEV,
Klebsiella sp. RIT-Pl-d DVA | AQSGAVTGKVDASVH - - APWQQTVSDG- - - - -EPVTPPPBQQFTVKP - - - - - - - - - N KINPAASEQYEV
R. planticola 33531 AAA I GVAGAVAG - - - - - = = = = - - - QHTVSPG- - - - - EPVTPPABQQFEVTP- - - - - -« -- AEGTIIR | VGPNTT N TVNPASDVPNLV
E. kobeiUCI24 DTTLSGTGSLAVGVDTT - - - - SPGSPALPSG- - - - - - - - - KWIETP------ ASDAQGVVVRAAGPD | R s |
Pantoea sp. RIT-Plb - - - - - - VGD- - - - I SLGDL - - - SAGAAFNPG- - - - - NAVLLPPEKTFEVPVN - TAADGDAASSVIRTQGPNTR! N |
D. zeae ECh586 - - - - - - - - SVNGSVAGATGVNAAVLQA-LP- - - - - NQPVMLPSBQVFEVTSGTA-PESGKPAA | IRLVGPNLR N Y
E. ictaluri RUSVM-1 ARGSESTGSLNTEVSLNDK - - = = === === == == - - - HPTSPPPEAQFDVTP- - - - - ESGDVNTVIERTV I PDTR N NVTSQSNSHNE I

Figure S5. Alignment of enterobacterial class IV RBDs. Predicted class IV effectors were identified
by PSI-BLAST searches using CdiASTEC4 residues Val1328 — Pro1601 as the query. Hits from
enterobacteria were selected for alignment with Clustal omega and the results rendered using Jalview.
Protein sequences are from the following bacterial strains (NCBI reference identifiers in parentheses):
E. coli STEC_0O31 (WP_001081258.1); E. coli C116 (WP_059337603.1); E. coli F6700
(WP_077784734.1); E. coli C5 (WP_073521113.1); Escherichia sp. MOD1-EC5350
(WP_105289418.1); Salmonella enterica serovar Macclesfield str. S-1643 (WP_088731624.1);
Enterobacter sp. SA187 (WP_083580967.1); Serratia liquefaciens ATCC 27592 (WP_020828638.1);
Superficieibacter electus BP-1 (WP_103750823.1); Klebsiella sp. RIT-PI-d (WP_049840269.1);
Raoultella planticola ATCC 33531 (WP_032700063.1); Enterobacter kobei UCI 24 (WP_032668685.1);
Pantoea sp. RIT-Pl-b (WP_049850665.1); Dickeya zeae Ech586 (ACZ78808.1); and Edwardsiella
ictaluri RUSVM-1 (WP_081166522.1). The position corresponding to acylated residue Lys1467 in

CdiASTEC4 s indicated with a red star.



