Supplementary Figure S1.
SMRT methylome analysis results for six native bacterial strains that have 2-MTase Type | R-M systems. All six
methylomes indicate a split recognition motif characteristic of Type | R-M systems, but in which one strand contains m4cC
modification and one strand m6A modification. Additional modification motifs identified for these strains are also shown.
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RGATCY 3 meA 94.74 4517 4768 519 285 RGATCY CGANNNNNNRGA 3 méA 94.02 1,369 1,456 57.7 422 TCYNNNNNNTCG
GAAGNNNNNGGC 3 mBA 91.93 1,389 1,511 497 276 GCCNNNNNCTTC TCYNNNNNNTCG 2 m4C 72.46 1,085 1,456 466 423 CGANNNNNNRGA
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€Ceeaee 4 m4c 63.60 4,137 6,505 408 297 Not Clustered 0 0.02 931 4,012,797 348 457
Not Clustered 0 0.01 888 7,296,419 342 32,0
. .
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GACGAG 5 meA 80.96 1,033 1,276 464 293 CAGNNNNNCTCG 2 meA 30.07 138 459 424 18.4 CGAGNNNNNCTG
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DSM 2522: Bacillus cellulosilyticus DSM14238: Aequorivita sublithincola
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GAGNNNNNGGG 2 meA 97.47 732 751 61.0 372 CCCNNNNNCTC GAANNNNNCTGGAG 13 meA 100.00 40 40 61.9 51.3
CCCNNNNNCTC 2 m4c 66.44 499 751 436 39.1 GAGNNNNNGGG CGTRAC 5 méA 99.79 1433 1436 744 52.1
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CATG 2 meA 93.76 5,067 5,404 65.2 535 CATG
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Supplementary Figure S2.

SMRT methylome analysis results for each of the 2-MTase Type | systems identified in Figure S1, here expressed in
the non-methylating E. coli host ER2796. The expression constructs contain the MTase only (ie, both MTase genes
and the S (specificity) gene, but not the endonuclease gene). Differences in the "percent Motifs detected" reflect
differing levels of coverage. The multiple, closely related putative motifs for DbaKIl reflect both potential 'star activity'
from expression in E. coli, and also over-calling by the SMRT analysis software.

DbaKl fromm DSM 2075: Desulfarculus baarsii
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GAAGNNNNNGDC 3 mBA  86.42% 1935 2239 65.51 4346 CGANNVNNAAGCD 3 meA 3288 133 407 480 5.2
GAAGNNNNVAGC 3 meA  51.72% 301 562 4627 4453 Not Glustered 0 0.01 864 9.117.747 372 1445
GWAAGNNNNNGGC 4 mBA  40.20% 166 412 4739 4338
GAAATNNNVGGC 3 mBA  30.48% 64 210 38.31 4655
GACNNNNNCTTC 2 meA  30.2% 183 606 5023 4661
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GGAGNNNNNGGC 3 meA  100.0% 374 374 113.96 78.18 GCONNNNNCTCC
GCONNNNNCTCC 2 maC  100.0% 374 374 84.89 7931 GGAGNNNNNGGC

BceNI from DSM 2522: Bacillus cellulosilyticus

Not Clustered 0 0.00 316 9,125,337 338 263

Reports for Job DSM2522_MSclone_vs_2796 @ S5ences
SMRT Cells: 1 Movies: 1
Motif Modified Modification % Motifs # Of Motifs # Of Motifs In Mean Mean Motif Partner
Position Type Detected Detected Genome Modification QV Coverage Motif
GAGNNNNNGGG 2 mBA 47.19 41 871 39.2 178

Asul14238Il from DSM14238: Aequorivita sublithincola
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GGANNNNNNGGC 3 mBA 31.85 709 2226 374 285
Not Clustered 0 0.01 633 9,123,982 34.0 413




