Table S1. Polymorphic sites of 16S rRNA gene sequence in five Bacillus species.
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Nucleotide at polymorphic site (total 1550 bp)

Species Strain

88 96 131 179 184 187 201 270 284 464 471 482 1250 1269 1460 1461
B. subtilis KCCM 32835" cC T G G T A A C G G G T A A T A
B. subtilis PS832
B. subtilis HRBS-10TDI13 A
B. subtilis GFR-12 A
B. subtilis 2RL2-3 A
B. subtilis SRCM102748 T A A
B. velezensis KMUO01 G A C
B. velezensis B268 G A A C
B. velezensis S4 C G A C
B. velezensis KKLW G G A C
B. velezensis DMBO06 G A C G A T
B. siamensis SCSIO05746 G A C A T
B. siamensis SDLI1 G A C A T
B. siamensis B28 C G A C G A T
B. amyloliquefaciens ~ MT45 C G A C G T
B. amyloliquefaciens ~ RD7-7 C G A C G T
B. amyloliquefaciens ~ YP6 C C A C G T
B. amyloliquefaciens ~ KCCM 40764" T C G A C G T
B. atrophaeus SRCM101359 C T A C G A T
B. atrophaeus GQIK17 C T A A C T
B. atrophaeus BAS59 C . T A A C G A T

Abbreviations: -, same sequence with B. subtilis KCCM 32835 ; -, non-nucleotide.



Table S2. Homology of concatenated sequence of each MLST method.

Homology (%)
Species Strain
pubMLST S1 S2 S3 L1

B. subtilis KCCM 32835" 100 100 100 100 100
B. subtilis PS832 99.5 99.5 99.8 100 100
B. subtilis HRBS-10TDI13 99.3 99.3 99.0 98.9 99.4
B. subtilis 2RI1.2-3 99.3 99.3 99.0 98.9 99.4
B. subtilis GFR-12 99.3 99.3 99.0 98.9 99.4
B. subtilis SRCM102748 99.4 99.4 99.4 99.8 99.5
B. velezensis KMUO1 82.0 82.0 82.1 80.3 84.5
B. velezensis B268 81.7 81.7 82.1 80.3 84.4
B. velezensis KKLW 82.0 82.0 82.2 80.4 84.8
B. velezensis S4 82.1 82.1 82.1 80.3 84.6
B. velezensis DMBO06 81.6 81.6 82.1 80.4 84.7
B. siamensis SCSIO 05746 82.1 82.1 82.2 80.0 84.9
B. siamensis SDLII 82.1 82.1 82.2 80.0 84.9
B. siamensis B28 82.0 82.0 82.1 80.1 84.9
B. amyloliquefaciens MT45 82.4 82.4 82.2 80.5 84.8
B. amyloliquefaciens RD7-7 82.2 82.2 82.2 80.6 84.7
B. amyloliquefaciens YP6 82.4 82.4 82.2 80.6 84.7
B. amyloliquefaciens KCCM 40764" 82.1 82.1 82.1 80.2 84.5
B. atrophaeus GQIJK17 83.5 83.5 83.6 82.1 85.2
B. atrophaeus SRCM101359 83.2 83.2 83.5 82.2 85.1
B. atrophaeus BA59 83.2 83.2 83.5 82.2 85.1




Table S3. Similarity of housekeeping gene sequences in five Bacillus species.

Homology (%)

Adk aroE ccpA glpF  gmk gyrdA gyrB ilvD Mutl pta purH pycA pyrE  rpoD spo0A  sucC  tpid
B. subtilis KCCM 32835" 100 100 100 100 100 100 100 100 100 100 100 100 100 100 100 100 100
B. subtilis PS832 100 999 100 996 100 100 100 100 996 100 100 100 100 96.6 100 100 100
B. subtilis HRBS-10TDI13 98.8 98.8 999 993 995 99.0 99.1 999 974 991 969 989 977 99.1 99.6 99.4 100
B. subtilis GFR-12 98.8 988 999 993 995 99.0 99.1 999 974 991 969 989 97.7 99.1 99.6 99.4 100
B. subtilis 2RL2-3 98.8 988 999 993 995 99.0 99.1 999 974 991 969 989 97.7 99.1 99.6 99.4 100
B. subtilis SRCM102748 100 994 995 988 100 99.0 99.2 99.0 996 100 98.8 999 100 99.5 100 100 99.7
B. velezensis KMUO01 91.1 681 8.1 773 836 79.0 803 812 748 829 81O 79.8 739 849 853 879 928
B. velezensis B268 91.1 682 831 774 841 792 803 812 748 831 810 79.8 739 849 852 879 924
B. velezensis S4 91.1 673 828 778 836 789 802 81.0 749 832 812 79.7 737 850 854 88.0 932
B. velezensis KKLW 91.1 683 833 779 836 792 805 808 745 834 812 798 740 847 857 879 933
B. velezensis DMBO06 91.1 680 832 780 841 789 804 808 751 824 81.1 79.8 737 848 854 88.0 932
B. siamensis SCSIO 05746 90.5 680 824 778 855 792 798 8l1.6 744 837 808 799 743 846 853 882 928
B. siamensis SDLI1 90.5 680 824 778 855 792 79.8 815 744 837 808 799 743 846 853 882 928
B. siamensis B28 90.2 67.0 829 775 855 79.1 802 812 744 835 813 79.7 748 846 851 88.0 929
B. amyloliquefaciens = MT45 91.6 68.6 825 780 850 79.2 80.0 81.0 742 842 8I.1 79.8 751 844 859 88.0 927
B. amyloliquefaciens  RD7-7 914 690 827 773 852 793 802 81.0 743 837 812 799 748 844 85.6 87.7 929
B. amyloliquefaciens  YP6 91.6 689 828 77.8 849 792 803 80.7 745 842 813 799 751 846 854 879 928
B. amyloliquefaciens KCCM 40764  91.3 68.1 823 77.8 847 793 80.1 80.6 744 836 812 797 750 844 856 88.2 927
B. atrophaeus SRCM101359 931 746 799 836 86.8 79.5 80.8 823 761 8.6 825 81.8 774 868 84.1 88.1 903
B. atrophaeus GQIJK17 928 744 80.8 836 865 794 803 824 761 859 822 8.1 780 867 84.0 87.9 90.6
B. atrophaeus BAS59 93.1 745 804 836 868 79.2 80.6 822 761 855 824 819 777 86.6 84.1 87.7 904
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Fig. S1. Phylogenetic tree of housekeeping gene used in the developed MLST method. The data were compared using simple matching

coefficients and were clustered by the maximum likelihood method. Branches with bootstrap values of 50% have been collapsed. The scale
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the diagram is the pairwise
distance expressed as the

percentage of dissimilarity.
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Fig. S2. Identification of B. subtilis using B. subtilis specific primer. (A) pycA gene, (B) aroE gene.
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A2 B. amyloliquefaciens OM19 Si2  B. siamensisOM17 S2 B. subtilisGN5_12 V2 B. velezensis 0SSM31
A3 B. amyloliquefaciens 0SSD26 Si3  B. siamensis0SSD23 S3  B. subtilisGN5_21 V3 B. velezensis 10SSM2
A4  B. amyloliquefaciens 10SSD4 Si4  B. siamensisTM3 S4  B. subtilisGN5_23 V4 B. velezensis 12SSD3
A5 B. amyloliquefaciens 7TD4 Si5 B. siamensis7SSD25 S5 B. subtilisGN5_24 V5 B. velezensis 12S8M2
AB B. amyloliquefaciens 7TSSD37 Si6 B. siamensis7SSD28 S6 B. subtilisGT12 V6 B. velezensis TM5
A7 B. amyloliquefaciens 7TSSM29 Si7 B. siamensis7TSSM21 S7 B. subtilisGT5_2 V7 B. velezensis 7SSD1
A8 B. amyloliquefaciens GN16 Si8 B. siamensis7SSM37 S8 B. subtilisGT5_3 V8 B. velezensis GN5_3
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