Table S1. Bacterial strains and plasmids.

Bacterial strain or plasmid

Relevant characteristics*

Reference or source

C. botulinum strains

ATCC 3502 Isolated in 1940, producing type Al neurotoxin Sebaihia et al. (2007)
codY mutant ATCC 3502 derivative, codY inserted with the LI.LtrB-derived intron at This study

the antisense site of 526 bp
WT-pMTL82151 C. botulinum ATCC 3502 strain carrying plasmid pMTL82151 This study
codY-pMTL82151 codY mutant carrying plasmid pMTL82151 This study
WT-pMTL82151::codY C. botulinum ATCC 3502 strain carrying plasmid pMTL82151::codY This study
codY-pMTL82151::codY codY mutant carrying plasmid pMTL82151::codY This study

E. coli strains

CA434

E. coli HB101 carrying the Incp conjugative plasmid R702

Purdy et al. (2002)

CA434-pMTL82151 E. coli CA434 carrying plasmid pMTL82151 This study
CA434-pMTL82151::codY E. coli CA434 carrying plasmid pMTL82151::codY This study

NEB 5-alpha strain cloning strain, DH5a™ derivative NEB

NEB 5-alpha-pBAD30::codY | NEB 5-alpha carrying plasmid pBAD30::codY This study

LMG 194 FAlacX74 galE galK thi rpsLAphoA (Pvull) Aara714 leu::Tn10 Life Technologies
LMG 194-pBAD30::codY LMG 194 carrying plasmid pBAD30::codY This study

Plasmid

pMTLOO7C-E2

Inducible clostridial expression vector for expression of ClosTron,
containing Erm RAM, ColE1, pCB102, cmf

Heap et al. (2010)

pMTLOO7C-E2::codY

pMTLO0O7C-E2 containing intron retargeted to codY (antisense insertion
at 526 bp)

This study; DNA 2.0

pMTL82151

Clostridium-E.coli shuttle plasmid; pBP1 replicon; Cm®

Heap et al. (2009)




pMTL82151::codY pMTL82151 containing the DNA fragment amplified by PCR using This study
primers codY-82151-F and codY-82151-R

pBAD30 expression vector; araBAD promoter; AmpR Gift from Bruno Dupuy

pBAD30::codY pBAD30 containing the DNA fragment amplified by PCR using primers This study
codY-30-F and codY-30-R

R T . R . . . .
* Amp", ampicillin resistance; Cm", chloramphenicol/ thiamphenicol resistance
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Table S2. Oligonucleotides.

Primer Sequence(5’-3")*

PCR screening

codY-F TTGAATGTGACGAAGTAAGG

codY-R TTCTGTGCCATCTAACTCAT

Complementation and overexpression

codY-82151-F NNNNNNGCGGCCGCGTGAAGAATGTGGAAGTTAC

codY-82151-R NNNNNNGCTAGCCTCCTTAGGTAGTATATCACAC

gRT-PCR

botA-F CGCGAAATGGTTATGGCTCT

botA-R GCCTGCACCTAAAAGAGGATTT

16Srrn-F AGCGGTGAAATGCGTAGAGA

16Srrn-R GGCACAGGGGGAGTTGATAC

Protein expression

codY-30-F NNNNNNGAATTCAGGAGGAATTAACCATGGGGGGTTCTCATCATCATCATCATCATGGTAT
GAGTTCATTACTAGATAA

codY-30-R NNNNNNGCATGCCTATTTTATCTTCTTTAATTCTTCTAAA

EMSA

Pntnh-botA-F IRD700-GGCTTTAGAGAGATTAGAACCCATA

Pntnh-botA-R IRD700-CATTTTTATTATCTACCGGGGAA

*, Restriction enzyme site is indicated by underline. Sequence encoding the 6xHis tag is marked in bold.



Fig. S1. Growth curves of Clostridium botulinum ATCC 3502 wild-type strain and codY mutant. Growth of WT and the codY mutant

in tryptose-peptone-glucose-yeast extract medium. Error bars indicate standard deviations of three biological replicates.
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Fig. S2. Growth curves of the complementation and overexpression strains. Growth of the complementation strain codY-
pMTL82151::codY, overexpression strain WT-pMTL82151::codY, and vector control strains WT-pMTL82151 and codY-pMTL82151 in

tryptose-peptone-glucose-yeast extract medium. Error bars indicate standard deviations of three biological replicates.
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