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Figure S1. Maps of plasmids used in this study. Annealing sites for primers used for their
assembly are indicated.
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Figure S2. Representation of glycerol uptake operon in wild type (WT) and mutant strains, showing
annealing sites for primers used to amplify homologous arms for pCMU-4dGly assembly as well as the
cutting site for the designed protospacer. Primers used for mutants DNA verification (green and blue)
and expected size for the corresponding PCR fragments are shown.
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Figure S3. Plates incubated for 6 days against O, 0.5, 1 and 2 mM theophylline from
conjugations with pCM(-cas9) (control of conjugation, lacks cas9), pCMU (theophylline
riboswitch between rpsLp and cas9) or pCMUtuf (control of Cas9 activity, pPCMU containing 2
protospacers targeting tufl gene but no homology repair template), of A) S. coelicolor and B) S.
lividans. Main features of each plasmid are depicted next to each set of plates for better

understanding.
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Figure S4. Plates incubated for 6 days against 0, 0.5, 1 and 2 mM theophylline from
conjugations with pCM(-cas9) (control of conjugation, lacks cas9), pCMU-4 (theophylline
riboswitch between D4 promoter and cas9) or pCMUtuf (control of Cas9 activity, pCMU-4
containing 2 protospacers targeting tufl gene but no homology repair template), of A) S.
coelicolor and B) S. lividans. Main features of each plasmid are depicted next to each set of
plates for better understanding.
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Figure S5. Plates incubated for 10 days against O, 0.5, 1 and 2 mM theophylline from
conjugations with pCM(-cas9) (control of conjugation, lacks cas9), pCMU-4 (theophylline
riboswitch between D4 promoter and cas9) or pCMUtuf (control of Cas9 activity, pCMU-4
containing 2 protospacers targeting tufl gene but no homology repair template), of S. lividans.
Main features of each plasmid are depicted next to each set of plates for better understanding.
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Table S1. Primers and synthetic DNA used in this study

Primers used for constructs assembly and sequencing

Name Sequence (5’ -3’)

oriTrev Gibson ctgacttccgectgecagggctcatggetetgeectegg
pCM fw Gibson tgagaattcagatctacgc

rpslp fw Gibson gcccgagggcagagcecatgagecctgecaggeggaagtc
Cas9rev Gibson cagggagtcaaaggccgc

rpsLp rev Gibson

aacctatagtgagtcgtatttacgtctccgtcgtctactcg

Cas9 fw Gibson

gagtagacgacggagacgtaaatacgactcactataggttccggtgatacc

pCMU-4 Gibson fw

cccgtcggetggaaacacttgatccaacttaggatacttccggtaccaatacgactcac

pCMU-4 Gibsonrev

ggaagtatcctaagtiggatcaagtgtttccagccgacgggtcatggetctgecctegg

OriT-F

ttgggcagtgcagaaagtgcagaaacctaggtgcaggtcgacggatcttttcc

OriT-R

ccaaaaggagcctttaattgctagetgcaggtccccgggga

dgly GA Protl fw

gtatctgaaaggggatacgcgtccgeccttgtacacgggggttttagagctagaaatage

dgly GA UNS1 rev

gagacgagacgagacagcctgagaatggatgcgagtaatgtcticttccaaagttgagaa

dgly F1 UNS1 fw

cattactcgcatccattctcaggctgtctegtctegtctcgagtcgegggtgtecaget

dgly F1 UNS3 rev

cgaccttgatgtttccagtgcgattgaggaccttcagtgetgegggtgtectgeccagac

dgly F2.1 UNS3 fw

gcactgaaggtcctcaatcgcactggaaacatcaaggtcgaagetcggggccggegtctt

dgly F2 UNS9 rev

cagtgctcttgtgggtccgattcgccagatgataaggaacgtacggeggcgeageacgtc

dgly GA UNS9 fw

gttccttatcatctggcgaatcggacccacaagageactgggcagacccteggcttte

dgly GA UNS2 rev

gcttggattctgegtttgtttccgtctacgaactcccagectaggtttctgeactttctgeac

dgly GA UNS2 fw

gctgggagticgtagacggaaacaaacgcagaatccaagegtgcaggtcgacggatctt

dgly GA Protl rev

ccccgtgtacaagggcggacgegtatccectttcagatac

Fragment seq rev

gcgtcgatttttgtgatget

Act-gRNA-F acgccgaaagcaatatcgegeacce

Act-gRNA-R aaacggtgcgecgatattgetttcg

Act-HA1-F tcggttgccgecgggegttttttatctagaatgatcctcacggtcctggtg
Act-HA1-R ctgcggcggectggggaactactgatcgagatictcecgtctcctggg
Act-HA2-F tcagtagttccccageccgce

Act-HA2-R gcggcctttttacggttcctggectctagattgeccgacggagtccagge

Primers used for DNA verification of mutant strains

Synthetic DNA
Name

Name Sequence (5’ -3’)

dGly SCO check fw ttcggctttccctggacg

dGly SCO check rev cgtcgttcatctggtcgtcg
SCO1660 check fw cctgggtcatctggaacct
SCO1660 check rev atcagcaggttgttggagg
Act-edit-F aggaatgccagattctattgaticgg
Act-edit-R acatctgggaggtgtcgacc
Act-WT-F ttggaatgcagctccgtatcgac
Act-WT-R tcgtcgatcagggcgaagtag

Sequence (5’ -3’)

tuflprot

gagacatctttgaagacaaacgcgtcgtgcagecacctiggtaagttttagagctagaaatagcaagttaaaataaggctagtecg
ttatcaacttgaaaaagtggcaccgagtcggtgcttttttagcataaccccttggggectctaaacgggtcttgaggggttttttgge
tgctecttcggteggacgtgegtctacgggeaccttaccgecagecgteggetgtgegacacggacggatcgggegaactggecga
tgctgggagaagegegetgetgtacggegegeaccgggtgeggagececteggegageggtgtgaaacttctgtgaatggectgt
tcggttgcttttittatacggectgccagataaggettgcageatetgggeggetaccgetatgateggggegticctgcaattcttag
tgcgagtatctgaaaggggatacgeggtccggccaccctcgeggagtttaagtctictttcacgtggc

ter-ermE*p-RBS

atgagcacgtccgegagctggeccgcetagcaattaaaggcetecttttggagectttttttacgeggtcgatettgacggetggegag
aggtgcggggaggatctgaccgacgeggtccacacgtggcaccgegatgetgttgtgggcacaategtgeeggtiggtaggatec
agcggagcaacggaggtacggacatggacaagaagtacagcatcggectggacatcggcaccaacagegtgggetgggeggt
catcaccgacgagtacaaggtcccctccaagaagttcaaggtcctgggcaacaccgaccggcactcgatcaagaagaacctgat
cggcgecctgetcttcgacageggecgaaaccgecgaggegacccgectgaageggaccgeccgtcgecgectacacceggegeaa
gaaccgcatctgctacctgcaggagatcttctccaacgagatggcec




