1330 1340 1350 1360 1370 1380 1390 1400 1410

STEC4 DHBETTERV-VVSTEKVTENQL SBSDKRWSAGEPGVY - VDNDSSNSLKKBHTPE- - - -G- - - ARDKFTQ¥DYTRTVEETRVKESBBGKIIL SEAGMT

Klebsiella RIT-Pl-d DRESTELV-TVSQEQIREYQHSBSPTRWNANTEGVF - VDGNSADRLRNENTPD - - - -DTGANNDNFNQYDYNRTVEETR | KETDPBAKI | AGGDMT I
Pseudomonas RIT357 EHFEATDRV-LVSNQVLQEYLLSEGSTNR¥MTPDQISLY--NDEVL - ---HEVTPE------- GYGTRWNRYDYTRSVTETQ | VSSBRAQMLABGGNLTL

P. fluorescens E24 EHESTQVV-QVSQEAVQEFQHTESANRN¥RPDQISLY - -KNEVS - - - -HLVSPE- - - - - - - GVADNYNRYDFTRTTTQTQILTSDRGENL SGRSML L

R. solanacearum GMI100 EHESTGVQ-SQGTQH | VE¥QGDEBAANRYKPGDPDVY | YNDESD - - - -HLHTPE - - - - - - - GNYESWHKYEYDRSTSATV I TGSBRGKI TSAGAMRII
P. gingeri F1001 EHESTREV - ELSRQSLQQYQL SBSANR¥DPNQISIY--NNEVD---- ILVTPE------- GSNDEWNRYDLTRVVTQTQI ASSBPGQlI|IL ABSNLRII

M. anaerophila MMFC1 STV I E-KTQEQQMEEYQGSEBSPNRNL AGTPGVY | YNDESD - - - -HEQTPA- - - - - - - GGFESWLAYRYTRTTMESKVETSBRGQIL SEBGAMQI
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H. huttiense NFYY 53159 EHESTEVV-EVSREEKREFQYSEBSATR¥DNSQVAI | - -NDEAD - - - -DMWLRDANGNPSVKLGNDFNRYDYTRV | QESRVSQSBRARIIWSBQGLRII
Roseateles sp. YR242 EHESTGLL -QSAPEH | | EYQGSEGSPNR¥RQGDTDVYVYNDETD - - - -HIHTPE ------- GAYESWSKYEYDRTTTKTVVTGTBRGKITAGGAML |
Sporomusaceae FL31 EHESTTVQ-TIKTES|IVEYQGSEGSPYR¥MVPGTPNVY | YNDESD - - - -HEHTPE- - - - - - - GNYENWLAYNYTRTTTETKVQTSBRAQIL SEGGAMQ I

Orbus sp. IPMB12 DHEEVEIQ-EVSREN| | EYQHEBSYKRN¥SPSEVYFT - -HGEVD - - - -YMC IRST - - - - - GSCNDYFYKYVYERVIEETVITQTBRAKI | AGKD | TII

T. symbiotica JPY-366 EHFATTVQRQSEPAH | VEYQGDBSPNRYASGDPDVRVYNDESD - - - -HEHTPE - - - - - - - RNYESWSKYEYDRTTAATV | AESBRGRIIT SEGAMRII

R. aediminis CHu59-6-5 NHESTEQR - FVSSQS | VEYSPTEBSPNHMAENQVRLY - YPDEN | - - - -HE/I SPE- - - - - - - GDAYDFNRFSYVRTVTETAQATSBRGKL L AGGNMTL

V. mureinivorans 389 QHESLTTE-TLPIEQI SEYQGSGAARRMTPGSEGVY | YNDESD - - - -HLHTPE- - - - - - - GNYETWL AMQYSRTTVVPKIATSBRAKIEHAAGN | SL
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PTVIQTHTEKPGEL TSHGQVQGSHVTLSPLKP
PTV1QSISEKPGQI VSQGTVEGSNVT | APLTA
APL I EQISEKPTVYTEYAAINGSGTQVGALVL

sTeEc4 VADKLLNDKEBQVVEEGLET IPS-GSVENVSVSBERHVTBSEBTSTYYYR I RKKEKBKQBEKTSQ
KlebsiellaRIT-PI-d VADEL FNDKSQV'I GTEMTDG | KKT INDAVNBERHTTDVEBTVTHYYR | RHK EQGRDRTA
Pseudomonas RIT357 | ADQVLNDKSRIFI QAENGS - 1GQV INTEVTEBERVTADNBSVANYYR | QRK RQBVGLTG
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P. fluorescens E24 TANSVLNDKSRI/I' | GTEVGN - IGQLNNTEVPEQQTVTDSEBTFSHL YR I HRKERBRQENSTAANMNPAASVTDIIFEQPTQYLENTAQTGSGLQVGARLT
R. solanacearum GMI100 DAGTL FNDKSQ/l | GTEHSAN-VGSLQNTEVTEQQTVTDABTATSYWRHQKKBRBID TESSSTANMNPPDA I SDIRETPTVYKDNTAPGGSGTQVGTLTV
P. gingeriF1001 NANQVLNDNSR/I IAGGLEQTN - ANSL INTEVABQQVTTENBVLTHFYR | QRKERBDRQESDAAANNPAASVQAISEQPTVYEQNTAPQGSGTQLTKLSV
M. anaerophila MMFC1 | ADTVTNDKSKI IAGGT | SGS - IGALNN I GFEBQR | TTBISEBTVTSYWRNHRREBRBD TESSSTGYNPPDV I QNI TEAEGEYQENAAPSLDSAKPGDRSS
H. huttiense NFYY 53159 RADVLNNDKSQI IAGGTHTGA - IGTLNNTEVPBQR | | TDSEBTAFHFYN | EKKEBRDEQBVSSTGYYRGQ | VQAIISETPTVYQQNTAVAGSGTQVGRLNN
Roseateles sp. YR242 NAGTVLNDKSQll | GABLGT - IGSLQNTDVSBQQTVSDSBTATSYWRDHHKBRBISTESSSTANMTRPDV I SEKEAPTVYLANTAPTGSGTHVAAHTV
Sporomusaceae FL31 NAETVTNDKSQ/l | GTEGG! - IGTLNNTEVPEVH I VTDTESVTSYWRDHHHBRBISTESSTSGYNPAASKQDIITETPTVYEEKTTPNGTGTQVAGLTE
Orbus sp. IPMB12 KADHL LNDKSQIl' | NTETIN-ANSIENIEVPEBQRY | KDNEBTAIYYYR IHEKESB/SQBTSYSTNRRT - KVEDITERPSELKSET | VSESGKDRHDNV |
T. symbiotica JPY-366 KASNVLNDKSQI | DAEDGN -GAKLQNTEVABGQQ I VTDTEGTVTSYWRNHRKEGRBD TESRSTAMTRPAA I SEIKETPT | YRGHTAPGGSGTE | AGVST
R. aediminis CHu59-6-5 NTQSLRNDKSH/I'I AAENAS - AANLENTTVPEGTRQTQDNBVATHYYV | FRSEGPBGQBADDSPMVRPPATLEGIITESPTRYDAFTASVGSGTTLTDTAL
V. mureinivorans 389 KAAL L ENQHSEIIMAGGAEA 1Q-ASVFNNPQAYBTQTVTELBGVTNYWRDRKKEGRBRTEGSAWAANQRPAVETQVPESPSRVLAYQTLALA---------
1520 1530 1540 1550 1560 1570 1580 1590
STEC4 QGTDVQTGLTGNVDATVAGTDRIPLR------- PVVSAGEP- - - - - VILLPG-QQFEVSAPQGS IHVAGPDTRLPDSSBEKTNPAVNVPYEVETHP
KlebsiellaRIT-Pl-d QGTDVA I AQSGAVTGKVDASVHAPWQ- - - - - - - QTVSDGEP- - - - - VTPPPG-QQFTVKPGEDSIRIVGPNTQLPDNS KINPAASEQYEVETBP
Pseudomonas RIT357 ANVTDSTAGTGEL - AGAGRTHA - - - - - = - - - - oo oo - - VSP----- | SEVKALTQLDAAGAVEQIRTGGFNPDLPNSSEFQTNPNSTAGYEVETBP
P. fluorescens E24 SSVDQAAVGAGAATVNVGNGRA - - - - - - - - - - - - - - - - SAP- - - - - VLEVPALRATAAGGVGES IRTGGVSVQVPDNSEFHLNPQANPNYEVESBP
R. solanacearum GMI100 GSVTQGAQSAAVASVS|GAGRTVGAVTQGMQG | GSVGGGRTVSA- - | TEVAA-VTPAAGGQSLVVRTGGVNTTLPNNSEFRLNPNPGGSYEVETDBP
P. gingeriF1001 GTVGPTELSSR- - - - - TIHEPS - - -----ccmmoomt LTP----- | SEVLANSTNNVGGVPER | LTGGVNSALPDNAEFRPVPGSTSGYH I ETDP
M. anaerophila MMFC1 GSVQQTAAGANPAGVATNGGAAVTAGVTAVAAGAT - - AGTAVVTPGGAAVLP-GVQVTTPTGK I IRTGGVN IQLANNSEFT INKNPNNNFEFGVDP
H. huttiense NFYY 53159 AAMANGVRYV - - - - - - o o o o o o o o o oo PGVAL -AI1GGGGAIRLPDNS SINTNPALHYEVQSBP
Roseateles sp. YR242 GSVTQGPLGALLAQVTVGAGGGVGVATPSVQMPVGV -VGQPVNP - -VTEVPA-LAPAASGQSQVVRTGGVNTTVPDNS HVSPNPTGGHE | ETBP
Sporomusaceae FL31 KQVSQTVTDTSVANITSHDSAVVN - - - - - - - - - o - o m oo oo o Q--1A---R-VTTL---TGGTVSSGTVNTSIPNSS KLTPNSNVNYE | ETBP
Orbus Sp. IPMB12 S - = = = - - - o m o o o o e o e e oo LDNPEVTLPPPNSEFQVNPDPQGKYE I ETBS
T. symbiotica JPY-366 APLVRGAVGAGAADVTVRAGRAINPI - - - - --ccnn-- TEVEA- - ITEVEA-VNAAASGHSFVIRSAAVNTTVPNTSEFSVNPDPAGNYE | ETBR
R. aediminis CHu59-6-5 GSVNATTGATGAVNATV---HS- - - n vsQ- - - - - VNASVGNVAPS - SGGAQ | VRAVQVNTR | PNTSEEHVNSNPAGSYHE | ETBP
Vo mureinivorans 389 - - - - - - - - - - - - - o o e e oo GGPAALGLSTPANPGWPSSSEYRQAPATTSSYEIETBP

Figure S6. Alignment of predicted class IV RBDs. Predicted class |V effectors were identified by
PSI-BLAST searches using CdiASTEC4 residues Val1328 — Pro1601 as the query. Hits from diverse
phyla 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_031 (WP_001081258.1); Klebsiella sp. RIT-PI-d (WP_049840269.1); Pseudomonas sp. RIT357
(WP_032887927.1); Pseudomonas fluorescens E24 (WP_078827814.1); Ralstonia solanacearum
GMI100 (WP_011004362.1); Pseudomonas gingeri F1001 (WP_177143639.1); Methylomusa
anaerophila MMFC1 (WP_126305891.1); Herbaspirillum huttiense NFYY 53159 (WP_134221496.1);
Roseateles sp. YR242 (WP_092949725.1); Sporomusaceae bacterium FL31 (GBG57802.1); Orbus sp.
IPMB12 (WP_166917331.1); Trinickia symbiotica JPY-366 (WP_107149766.1); Rhodoferax sediminis
CHu59-6-5 (WP_142817537.1); and Vogesella mureinivorans 389 (WP_147695851.1). Lys residues
corresponding to Lys1467 of CdiASTEC4 are marked by a red star and rendered in red font. Strains in

blue font do not contain cdiC in their cdi gene clusters.



