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Table S1. Cellular fatty acid profiles of strains JSBT and M527, grown on at 45°C. Content of each
fatty acid is presented as % of total. Minor fatty acids (<1% in all samples) are not shown. Summed
features consist of fatty acids that could not be separated, as follows: summed feature 3, Ci6: 107C
and/or Cis: 106¢; summed feature 8, Cis:1w7¢ and/or Cis: 1c6C.

Fatty acid JBBT/ J5BT/ M52T /

y autotrophic  heterotrophic heterotrophic
Cua0 0.98 1.54 3.13
Cis0 44.93 51.47 43.97
Ciso 1.24 0.90 0.58
C10.0 30H 2.86 2.70 2.37
cyclo-Cis:o 5.77 10.87 13.33
Summed feature 3 35.52 26.98 32.61
Summed feature 8 8.40 4.13 3.44

Table S2. Pairwise AAI values (%) between type strains in the family Sterolibacteriaceae. Strains: 1,
J5BT; 2, M52T; 3, Sterolibacterium denitrificans Chol-1ST; 4, Denitratisoma oestradiolicum AcBE2-
1T; 5, Methyloversatilis universalis FAMS"; 6, M. thermotolerans 3t"; 7, M. discipulorum FAM1T; 8,
Georgfuchsia toluolica G5G6"; 9, Sulfuritalea hydrogenivorans sk43H"; 10, Sulfurisoma sediminicola

BSN1; 11, Rugosibacter aromaticivorans Ca6".

1 2 3 4 5 6 7 8 9 10 11

1 - 899 664 674 635 632 634 670 691 711 670

2 - 662 681 636 636 635 673 696 715 6738

3 - 669 629 623 625 653 672 675 659

4 - 641 638 639 700 698 704 686

5 - 810 863 632 637 640 633

6 - 813 627 633 633 631

7 - 630 636 638 630

8 - 682 689 67.1

9 - 716 733

10 - 687
11 -




100 Sulfuricystis multivorans J5BT (AP018718)

Sulfuricystis thermophila M52T (AP019373)
Rugosibacter aromaticivorans Ca6"™ (CP010554)

Sulfuritalea hydrogenivorans sk43HT (NR_113147)
Sulfurisoma sediminicola BSN1T (AB842427)
Georgfuchsia toluolica G5G6" (EF219370)
Sterolibacterium denitrificans Chol-1ST (AJ306683)
Methyloversatilis thermotolerans 3tT (KC782839)
Methyloversatilis universalis FAM5T (DQ442273)

92l Methyloversatilis discipulorum FAM1T (NR_136516)
Denitratisoma oestradiolicum AcBE2-1T (AY879297)
Usitatibacter palustris Swamp67T (MT374271)
Usitatibacter rugosus 0125 3T (MT374270)

100 Spirillum winogradskyi D-4277 (NR_115328)
Spirillum volutans ATCC 195547 (NR_104853)
Annwoodia aquaesulis ATCC 43788 (NR_044793)
Sulfuritortus caldifontis J1AT (LC193823)
Thiobacillus thioparus Starkey™(HM173629)
Thiobacillus denitrificans NCIMB 95487 (NR_025358)
Thiobacillus thiophilus D24TNT (EU685841)
Nitrosospira multiformis ATCC 251967 (NR_074736)
Nitrosovibrio tenuis Nv1T (FR828474)

Nitrosospira lacus APG3T (CP021106)

1001 Nitrosomonas aestuarii Nm36T (NR_104818)
Nitrosomonas marina Nm22T (NR_104815)
Nitrosomonas oligotropha Nm45T (NR_104820)
Nitrosomonas ureae Nm10T (NR_104814)
Nitrosomonas nitrosa Nm90T (NR_104819)
Nitrosomonas halophila Nm1T (NR_104817)
Nitrosomonas eutropha Nm57T (AJ298739)
Nitrosomonas stercoris KYUHI-ST (NR_146824)
Ferriphaselus amnicola OYT1T (NR_114334)

@'jierrigenium kumadai An22T (LC065124)

o7 Gallionella ferruginea (L07897)

Sulfuriferula nivalis SGTMT (LC509512)

Sulfuriferula thiophila mst6T (LC115045)

Sulfuriferula multivorans TTNT (LC005593)

Sulfuriferula plumbiphila Gro7T (AJ316618)

Sulfurimicrobium lacus skT11T (LC533074)

Sulfuricella denitrificans skB26™ (AB506456)

Sulfurirhabdus autotrophica BiSOT (LC076472)
Novimethylophilus kurashikiensis La2-4T (LC199478)
Methylotenera mobilis JLW8T (NR 102842)
Methylotenera versatilis 3017 (CP002056)
Pseudomethylobacillus aquaticus H-57

90/ Methylovorus menthalis MMT (HQ380796)

od Methylovorus glucosotrophus DSM 68747 (FR733702)
Methylovorus mays CT (AY486132)

Methylobacillus rhizosphaerae Ca-68T (EU672802)
Methylobacillus flagellatus KTT (CP000284)
Methylobacillus pratensis F31T (AY298905)

78L Methylobacillus glycogenes DSM 462347 (LN998177)

100

94

97

Fig S1. Full version of Fig. 1 showing names of all strains included in the analysis.
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Fig. S2. Genome-based maximum likelihood tree of the family Sterolibacteriaceae, constructed with
the 92 single-copy genes. The phylogenetic inference was conducted by using the ezTree with
default settings, and resulting tree in newick format was visualized and rooted with the outgroup, by
using the MEGA 11. Numbers on nodes represent absolute bootstrap values of 1,000 replicates.



