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Supplementary Figure 1
Graph showing the coverage (generated at std. parameters) as a function of the
size of the insert (methyltransferase) in basepairs (bp).
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Supplementary Figure 2
Graph showing the coverage (generated at std. parameters) as a function of the
DNA concentration (plasmid) in ng/ul coverage.
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Supplementary Figure 3

Modification verification by restriction enzymes. Plasmid backbone is
pRSFduetPA1llacO-1. Lanes marked with M are GeneRuler™ 1 kb DNA ladder
(Thermo Scientific). Lanes 1 and 2 are MothHH_02467, lanes 5 and 6 are
MothHH_01869, lanes 9 and 10 are MothHH_00029, and lanes 13 and 14 are

Awo_c18590. Lanes 3,4,7,8,11,12,15 and 16 are the negative control bgaB.

YA QA
o o o

&

+

9 10 11 12 M 13 14

+

?\e\ ?f\e,\ ?\e\ ?f\e\

e°°®\

¢

o .
-*‘-—"

— —

+

<« <C

15

I

\ \
JENgE

16 M

U

N\
&

Supplementary Table 1

Numbers of restriction digestion sites on the plasmids tested by restriction
digestion.

pRSFduetPAllacO-1 Size Apal Dpnl Pfel EcoRII
with the following (bp) | GGGCCC | GmSATC | GAWTC | CCWGG
genes inserted

MothHH_02467 6474 6

MothHH_01869 5031 14

MothHH_00029 5346 21

Awo_c18590 5504 27
bgaB (negative cont.) | 6302 1 14 12 14




Supplementary Figure 4
Sequence of the motif-cassette with motifs for assessing the methyltransferases
of M. thermoacetica.
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AGAGCGAGTGAT CGAATY ATATCAGCCACTCA-GGAT C@TAATCAGGCACTCC-ATATCGCTCACTCTK:ATTQAAATCCACTC GRACCHC
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cccTTcAjscTATCTCCTACTCAAATCTCCTTCTCC-TTATccT-chm} AT TGAGCAATAGAY m cccccncmcccc;c- -ATATCGACCTCTCC
GCCAACTATGATAGAGGATGAGT T{AGACGAAGAGGG T AGAATAGCAGTAGAGCTTGGTGGTAGACTCGTTATCTAGTT AGCCGGCGAGACCCGGGCGAGGCCGAGGCTATAGCTCGAGAG!
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GAATDA -c- AGACCGAGA TCCGCCCA- -TEAC.AGATAC.ATT@GTATCCTGTGCTCAAATCGACTTCTCGGTATCGGGGGCTCCE cc
CTTAGT TACCGACCCTCTCTGGCTCTAACCCGGCTTTGGTTTTGGTACTCTCTAT_ACGCCA AGGACACGAGT T{AGCTGAAGAG CCTTUAACCTETAGATAGCCCCCGAGGTTGG

RGETCC bc-ATATCGGGTCCch-G-TTATCAACTGCTCGGATTDT- AGTCAAAGAPD ‘CAATCCTGGTCTCT@ACGGGCCCT
TCGAGGCGGTAGTATAGCCCAGGAGGG TAGCGAGGCAATAGTTGACGAGCCTAAGACTTAGCCTUAGTTTCTATGT AGG T{AGGACCAGAGAGAGGCTTTGGTAGAGGCGCCCGGTA

ATCNNNNNCTC
GATC (SATC)
CATC (SATC)
GATTC (GAWTC)
GAATC (GAWTC)
AACCA
GAGNNNNNGAT
666CCC

(1cce

Raw sequence
TATCTTCCCCTCCAACCAACTCCGTGAGTCAAGGATGAATCCCACACTCTGATCTAAT
CGGGTCCTCGGATTCCCATCAAATCTGCGTCTCGTATCGTAATCTCCGGGCCCTGATC
TCATCAGAGCGAGTGATCGAATCATATCAGCCACTCACATCGGATCCAACCATAATC
AGGCACTCCCATCATATCGCTCACTCTGATTCAAATCCACTCCTCCGAGCGGCAGATG
AACCACCTCCGTGGGCCCCAATCATCTGCTCTAACCAATATCGCGCGCTCTGAGTAAT
TGATTAATCTTTTGCTCGCATCCGAGGGCTCGATGGATCAGAGAGTGAGATGAACCA
GAATCCTCTTCTCGGAGCGGTTGATGTATCTCCTACTCAAATCTGCTTCTCCCATCTT
ATCGTCATCTCGAACCACCATCTGAGCAATAGATGAATCGGCCGCTCTGGGCCCGCTC
CGGCTCCGATATCGAGCTCTCCGAATCAGATCGCTCCGAGAGACCGAGATTGGGCCCA
AACCAAAACCATGAGAGATAGATTCTCCGGTATCCTGTGCTCAAATCGACTTCTCGG
AGTTGGAGATGTATCGGGGGCTCCAACCAGCTCCGCCATCATATCGGGTCCTCCCATC
GCTCCGTTATCAACTGCTCGGATTCTGAATCGGAGTCAAAGATACATCCAATCCTGGT
CTCTCTCCGAAACCATCTCCGCGGGCCCT -37



Supplementary Figure 5
Sequence of the motif cassette for assessing the methyltransferases of A. woodii.
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AAAAA}A AAGAGATCTCCGCCTGGTGCCGAGCICAAAAAGTACAGTTTCAGGCCTTCCTTTCAGGTCCAGTTCCTGCAAGATGCACGAATG ACCCAACTC AAAAAAGGCCAAGA
TTTTTTTATTCTCTACAGCCACGCCTCGGTTTT CATGTCAAAGTCCGGAAGGAAAGTCCAGGTCAAGGACGTTCTACGTGCTTACGTCGGTTCAGGTCCGGTTTTTTCCGGTTCT
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c AARAAAGACCTGGGGATGCCCAGTTG, GchAAAAgGCAAAAA;\cAGGCCAAGACT ATGAGGGAATGOACCTGGTGCC
CTACAGACGCACGGGTTTTTCTGGACACCTACGGGTCAACGCGGTCOGGTTTTTCCGTTTTTTGGGACAT CCGGTTCTCTACAAGCCAACGGGGACOACTACTCCCTTACGTGGACTACGG
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GAGCTAAGTCAGGTC! ACG ARAARAUGCAAAAAATGCCAAGCCARRAAGGICCAGS TCAAAAAAATTAAGATGCGTCCAGATGCAGATGTG S TCARAAAL CGAT
CTCGATTCAGTCCAGGTGGTCAGCTACTCTGGCACGCGTTTTTCCGTTTTTTACGGTTCGGTTTTTCCGGTCOAGTTTTTTTAATTCTACGCAGGTCTACGTCTACACGAGTTTTTCGCTA
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GTCCGCTTGECTAAGAGGTGTCEAGCCAAGGGATGCGCGGCTGYCCAAAAAAACARARRALCT CACACTGCTTCCGGTAG

CAGGCGAACGGATTCTCCACAGGTCGGTTCCCTACGCGCCGACGGGTTTTTTTGTTTTTCGAGTGTGACGAAGGCCATC

GCCAAG (GCCRAG)
GCCGAG (GCCRAG)
(CAGG (CCWGE)
(CTG6 (CCWGG)
TAAGNNNNNTCC
GATGNNNNNNTGC
CAAAAA (CAAMAAR)
CAAAAG (CAAAAAR)

Raw sequence
TAAGTCCTGTCCAGCCAAGCGCCGAGGCAAAAAATAACCAGCACGAATCCTGCTGGT
CCTCACCCCCAAAAAGGGATGAAACATTGCCTAAGATATCTCCGCCTGGACGCCAAGC
GCCGAGCCCTGGGTAAGTCTTTTCCAGATGGCAACGTGCACAAAAAAAGCCAAGGGA
TGACAATATGCCCAAAAAGGGCCGAGGCCAGGTTAAGGGCTATCCTCAAAAAGGGCC
GAGGCCAGGCTAAGGCCTGTCCAGCCAAGTTAAGTGGGGTCCACCAGGTCAAAAAAA
GCCAAGCGCCGAGACAAAAAAGGCCGAGACCAGGCTAAGCCTAGTCCCAGCCGAGAT
AAGGAAAGTCCGGCCGAGTCAAAAAAATAAGAGATCTCCGCCTGGTGCCGAGCCAAA
AAGTACAGTTTCAGGCCTTCCTTTCAGGTCCAGTTCCTGCAAGATGCACGAATGCAGC
CAAGTCCAGGCCAAAAAAGGCCAAGAGATGTCTGCGTGCCCAAAAAGACCTGGGGAT
GCCCAGTTGCGCCAGGCCAAAAAGGCAAAAAACCCTGGAGGCCAAGAGATGTTCGGT
TGCCCCTGGTGATGAGGGAATGCACCTGGTGCCGAGCTAAGTCAGGTCCACCAGGCG
ATGAGACCGTGCGCAAAAAGGCAAAAAATGCCAAGCCAAAAAGGCCAGGTCAAAAAA
ATTAAGATGCGTCCAGATGCAGATGTGCTCAAAAAGCGATGTCCGCTTGCCTAAGAG
GTGTCCAGCCAAGGGATGCGCGGCTGCCCAAAAAAACAAAAAGCTCACACTGCTTCC
GGTAG -3°



Supplementary Table 2
Media composition for cultivating M. thermoacetica, according Daniel et al. 62.

Components Concentration
AIK(504)2-12H20 50 pg/1
Biotin 0.1 mg/1
CaCl;-2H,0 50 mg/1
Calcium D-(+)- 0.25 mg/1
panthothenate

CO(NOg)z' 6H20 0.5 mg/l
CuS04-5H;0 0.05 mg/1
Cystein-HCI 158 mg/1
FeS04:7H,0 0.5 mg/1
Folic acid* 0.1 mg/1
Fructose 5g/l
H3B03 0.05 mg/l
KH2PO4 500 mg/1
Lipoic acid 0.15 mg/1
MgCl; 330 mg/1
MnS04-H,0 2.5mg/1
Na;Mo04-2H,0 0.05 mg/I1
NaCl 400 mg
NaHCO3 3.5g/1
NH4Cl 400 mg/1
NiClz-6H20 0.25 mg/1
Nicotinic acid 0.25 mg/1
Nitrilotriacetate 7.5 mg/l
p-Aminobenzoic acid 0.25 mg
Pyridoxine hydrochloride 0.05 mg/1
Resazurin 1 mg/1
Riboflavin 0.25 mg/1
Thiamine HCL 0.25 mg/1
Vitamin B12 0.25 mg/1
(Cyanocobalamin)

Yeast extract 1g/l
ZnCl; 0.5 mg/1




