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[bookmark: _3znysh7]Figure S1. Extended tailocin gene clusters. Tailocin gene clusters of various sizes were found in 11 of our 12 selected Pseudomonas isolates, and solely at the mutS/cinA locus. Pse09 appears to encode a full prophage of unknown length at this locus in addition to an Rp3 tailocin cluster. Pse13 has no tailocin gene cluster. Tailocin gene clusters in previously studied soil and rhizosphere Pseudomonas strains (Pf-5, Q8r1-96, CMR5c, 30-84, SF4c, SBW25), labeled in blue text, are included for comparison. Genes are colored by the presence of key words in their PHASTER30 predicted annotations. Genes in the same orthogroup (Methods) are joined by a block of color. Additional data on these clusters can be found in Table S2. For a full list of orthogroups, see Table S3. 
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[bookmark: _2et92p0]Figure S2. Initial tailocin susceptibility data. Partially purified tailocin samples from 12 Pseudomonas strains were used to challenge the same 12 strains by spot testing. Note: Pse13 does not encode tailocins, so we did not expect its ‘tailocin sample’ to be lethal to any target strain. Orange and white highlighted cells illustrate sensitive and resistant interactions respectively. No tailocin sample killed its producing strain. Starred (*) cells illustrate interactions that were investigated in greater depth due to the availability of RB-TnSeq22 mutant libraries in the target strains. 
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[bookmark: _tyjcwt]Figure S3. Tailocin production phenotype validations. Marked gene deletion vectors were used to replace baseplate protein genes with a kanamycin-resistance marker. Tailocins were induced and partially purified from these baseplate mutants and spotted on strains sensitive to the wild-type tailocin. Target strains are: (A) Pse05; (B) Pse03; (C) Pse13. BP, baseplate genes. This data suggests that the Pse04 Rp3 tailocin is responsible for killing Pse05, while its Rp4 tailocin in turn kills Pse13. Meanwhile, only the Rp4 tailocin of Pse05 appears to kill Pse13. Finally, both tailocin particles of Pse06 kill Pse13. We were unable to generate Rp2BP or Rp3BP mutants in Pse11. 

[image: ]
[bookmark: _3dy6vkm]Figure S4. Tailocin resistance phenotype validations. Select RB-TnSeq mutants implied by our fitness data to be resistant to tailocins were isolated from their respective libraries and spotted with tailocin sample (see Methods). Target strains are: (A) Pse05 wild-type and mutants; (B) Pse03 wild-type and mutants; (C) Pse13 wild-type and mutants. An image of the presence or absence of a zone of clearance is shown. Some Pse13 mutants show differential sensitivity to tailocins from different producer strains. See Table S15 for more information on these mutants. 
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[bookmark: _1t3h5sf]Figure S5. LPS core oligosaccharide biosynthetic gene clusters. Illustrated and compared are the genes comprising LPS core clusters encoded by our 12 selected Pseudomonas isolates (black) and P. aeruginosa PAO1 (blue label). These clusters show a high degree of homology. Genes in the same orthogroup (Methods) are joined by a block of color. For a full list of orthogroups, see Table S16. 
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[bookmark: _4d34og8]Figure S6. O-specific antigen biosynthetic gene clusters. Illustrated and compared are the genes comprising OSA biosynthetic clusters encoded by our 12 selected Pseudomonas isolates (black) and P. aeruginosa PAO1 (blue label). While these clusters display considerable heterogeneity, do note the high homology between the clusters of PAO1 and Pse05. Genes in the same orthogroup (Methods) are joined by a block of color. For a full list of orthogroups, see Table S17. 
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[bookmark: _2s8eyo1]Figure S7. Tailocin sensitivity phenotype validations. Mutations in Pse06 that cause increased tailocin sensitivity were regenerated via replacement of the gene with a kanamycin-resistance marker. Growth curves of these mutants, wild-type Pse06 (naturally resistant) and wild-type Pse13 (naturally sensitive) were obtained in the presence and absence of Pse06 tailocins. Growth assays proceeded for 22.5hrs. For each mutant, application of Pse06 tailocins results in weaker growth compared to wild-type Pse06, but does not eliminate growth like with wild-type Pse13. These experiments were repeated (triplicate) and averages are plotted. Error bars: standard deviation. 
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[bookmark: _3rdcrjn]Figure S8. Phylogenetic tree of target strains overlaid with tailocin sensitivity data. GTDB-Tk (Genome Taxonomy Database Toolkit)24 was used to find 88 ubiquitous single-copy genes found in each strain’s genome. Phylogenetic distances were then determined using a multilocus alignment of all 88 gene sequences (see Methods). The root of this tree is set to P. aeruginosa PAO1 in accordance with Pseudomonas phylogenomics67. All percentage bootstrap values <100% are labeled at branching nodes. Light blue colored branches indicate clades whose members all internally share a homologous O-specific antigen cluster, after we have annotated these clusters per Methods. Tailocin producing strain labels are highlighted in color. Shaded boxes at the outer edge of the tree indicate sensitivity of that strain to the correspondingly colored tailocin. To aid discussion of 3 clades of strains with interesting features, we named those clades after the most closely related species by 16S rRNA similarity: E clade (P. extremorientalis); TKP clade (P. sp. TKP); SM clade (P. silesiensis/P.mandelii). For the killing matrix in table format, see Table S21. 
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[bookmark: _35nkun2][bookmark: _GoBack]Figure S9. O-specific antigen biosynthetic gene clusters of target strains overlaid with tailocin sensitivity data. Illustrations of the OSA clusters of all 130 Pseudomonas strains clustered in the same way as shown in Fig. 4. OSA clusters are defined as the region flanked by the genes ihfB (integration host factor subunit beta, left, non-inclusive) and wbpM (UDP-D-GlcNAc 4,6-dehydratase, right, inclusive). Genes in the same orthogroup (Methods) are joined by a block of color. Tailocin producing strain labels are highlighted in color. Shaded boxes on the right indicate sensitivity of that strain to the correspondingly colored tailocin. To aid discussion of 3 clades of strains with interesting features, we named those clades after the most closely related species by 16S rRNA similarity: E clade (P. extremorientalis); TKP clade (P. sp. TKP); SM clade (P. silesiensis/P. mandelii). In this clustering, TKP strains are separated into two groups: TKPS (Pse11 Tailocins sensitive) and TKPR (resistant). For the killing matrix in table format, see Table S21. For a full list of orthogroups, see Table S22.
Supplementary Note 1. Review of the roles of LPS inner core biosynthetic enzymes on O-specific antigen display
Studies in Escherichia coli and Salmonella enterica show truncation of the LPS and elimination of OSA display following disruption of LPS inner core assembly genes (i.e. waaA, waaC, waaF and waaG)54. However, we are unable to evaluate their effect on tailocin sensitivity in this study, since all of these genes are essential in P. aeruginosa PAO134 and likely essential (see Methods) in Pse05, Pse03 and Pse13. The one exception is waaC (AO353_RS12880) in Pse03, which confers neutral fitness to Pse11 tailocins when disrupted. This gene is disrupted just three times in the Pse03 RB-TnSeq library, with one transposon insertion at the 483rd base pair, and two insertions at the 531st base pair of this 1073bp gene. As the median number of insertions per gene in this library is eleven23, we postulate that the three non-lethal insertions in AO353_RS12880 may not have disrupted its essential LPS core assembly function, leaving O-specific antigen display unaffected. A viable transposon-insertion in waaC has been reported once before, in PAO1, in the 1038(1068)bp position, so this gene may tolerate select insertion sites64.

[bookmark: _1ksv4uv]Supplementary Note 2. Putative functions of AO361_RS10865 and AO361_RS10900, genes involved in sensitivity to a subset of antagonistic tailocins
AO361_RS10865 encodes a putative glycosyltransferase but shares no significant similarity to any characterized enzyme. AO361_RS10900 is an ortholog of wbpM in PAO1 (78% identity, 100% coverage) and may share with wbpM a function in modifying OSA monomers. In PAO1, wbpM encodes a bifunctional, inner-membrane-bound sugar C6 dehydratase/C4 reductase that catalyzes the conversion of UDP-D-GlcNAc to UDP-4-keto-D-QuiNAc65. This is an intermediary step in the biosynthesis of D-QuiNAc or D-FucNAc, monomers in the O-specific antigen (OSA) of P. aeruginosa serotypes O3, O5, O6 and O10. Deletion of wbpM in serotype O3, O5, O6 and O10 results in complete loss of the OSA. In contrast, deletion of wbpM in serotypes O15 and O17 results in slight modification to the OSA, as determined by silver-stained SDS-PAGE of LPS66. It is possible that AO361_RS10900 functions like wbpM in O15 and O17, performing a modification to the OSA of Pse13, and not assembling a core OSA structural component. That specific modification is likely a receptor of Pse05 and Pse04 tailocins, but not Pse06 tailocins. 
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