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Supplementary Figure S1. In vitro growth of L. monocytogenes strains in BHI broth. Bacterial
cultures were grown shaking at 37°C for 8 hours and the ODgoo was measured at 60-minute
intervals. Data represents the mean +SD of three experiments.
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Supplementary Figure S2. Motility of L. monocytogenes strains. Flagellar motility of L.
monocytogenes 10403S, LS741, LS743, and the flagellar motility-deficient EGDe AflaA (AflaA)
strains are shown on 0.3% agar medium grown at 30°C for 16 hours. Images shown are
representative of two separate experiments with similar results.



10403S PrfA 1 MNAQAEEFKKYLETNGIKPKQFHKKELIFNQWDPQEYCIFLYDGITKLTSISENGTIMNL 60

LS741 prfA 1 MNAQAEEFKKYLETNGIKPKQFHKKELIFNQWDPQEYCIFLYDGITKLTSISENGTIMNL 60
LS743 PrfA 1 MNAQAEEFKKYLETNGIKPKQFHKKELIFNQWDPQEYCIFLYDGITKLTSISENGTIMNL 60
Seq. identities MNAQAEEFKKYLETNGIKPKQFHKKELIFNQWDPQEYCIFLYDGITKLTSISENGTIMNL
10403S PrfA 61 OQYYKGAFVIMSGFIDTETSVGYYNLEVISEQATAYVIKINELKELLSKNLTHFFYVFQTL 120
LS741 PrfA 61 QYYKGAFVIMSGFIDTETSVGYYNLEVISEQATAYVIKINELKELLSKNLTHFFYVFQTL 120
LS743 PrfA 61 QYYKGAFVIMSGFIDTETSVGYYNLEVISEQATAYVIKINELKELLSKNLTHFFYVFQTL 120
Seq. identities QYYKGAFVIMSGFIDTETSVGYYNLEVISEQATAYVIKINELKELLSKNLTHFFYVFQTL

10403S PrfA 121 QKQVSYSLAKFNDFSINGKLGSICGQLLILTYVYGKETPDGIKITLDNLTMQELGYSSGI 180

LS741 PrfA 121 QKQVSYSLAKFNDFSINGKLGSICGQLLILTYVYGKETPDGIKITLDNLTMQELGYSSGI 180
LS743 PrfA 121 QKQVSYSLAKFNDFSINGKLGSICGQLLILTYVYGKETPDGIKITLDNLTMQELGYSSGI 180
Seq. identities QKQVSYSLAKFNDFSINGKLGSICGQLLILTYVYGKETPDGIKITLDNLTMQELGYSSGI
10403S PrfA 181 AHSSAVSRIISKLKQEKVIVYKNSCFYVQONLDYLKRYAPKLDEWFYLACPATWGKLN 237
LS741 PrfA 181 AHSSAVSRIISKLKQEKVIVYKNSCFYVONLDYLKRYAPKLDEWFYLACPATWGKLN 237
LS743 PrfA 181 AHSSAVSRIISKLKQEKVIVYKNSCFYVONLDYLKRYAPKLDEWFYLACPATWGKLN 237
Seq. identities AHSSAVSRIISKLKQEKVIVYKNSCFYVONLDYLKRYAPKLDEWFYLACPATWGKLN

Supplementary Figure S3. Protein sequence alignment of PrfA in L. monocytogenes strains
10403S, LS741 and LS743. The known PrfA* mutations'? do not appear in 10403S or the
LS741 and LS743 outbreak strains.
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Supplementary Figure S4. Intracellular growth of L. monocytogenes in HeLa cells. HeLa cells
were infected with the indicated strains for 1 hour. Gentamicin was then added and at 2-hour
intervals post-infection, HeLa cells were lysed and intracellular bacteria were enumerated by
plating dilutions of lysates. Data presented is the mean +SD of three independent experiments
performed in duplicate.



Supplementary Table S1. Characteristics of the L. monocytogenes strains used in this study.

Strain Alternative PFGE ST** Serotype Outbreak Source Reference(s) Biosample or
or name pattern” associated accession no.
isolate
LS740 CFSANO012827 II NA 1/2b Yes, cantaloupe ~ Human 3 SAMNO02769788
outbreak in 2011
LS741 CFSANO012828 II 5 1/2b Yes, cantaloupe ~ Human 3 SAMNO02769789,
outbreak in 2011 AAALMKO000000000.1
LS742 CFSANO012829 I NA 1/2a Yes, cantaloupe  Human 3 SAMNO02769790
outbreak in 2011
LS743 CFSANO012830 1 29 1/2a Yes, cantaloupe ~ Human 34 SAMNO02769791,
outbreak in 2011 JRZB00000000.1
LS744 CFSANO012831 v NA 1/2a Yes, cantaloupe ~ Human 3 SAMNO02769792
outbreak in 2011
LS746 CFSANO012832 I NA 1/2a Yes, cantaloupe ~ Human 3 SAMNO02769793
outbreak in 2011
LS747 CFSANO012833 v NA 1/2a Yes, cantaloupe  Human 3 SAMNO02769794
outbreak in 2011
10403S  N/A N/A 85 1/2a No Human, 56 SAMNO02641382,
lab NC 017544
reference
strain
10403S  DP-L2161 N/A 85 1/2a N/A 7 N/A
Ahly
EGDe DH-L1042 N/A 35 1/2a N/A Lab 8 N/A
AflaA reference
strain
LS741 DH-L2148 II 5 1/2b N/A This study  N/A
Ahly

#Pulsed-field gel electrophoresis (PFGE) pattern combinations based on the restriction enzymes Ascl and Apal are reported as
described?.

**ST, sequence type based on a 7-gene multilocus sequence typing (MLST) comparison as observed in the Institut Pasteur

L. monocytogenes MLST database (https://bigsdb.pasteur.fr/listeria/listeria.html).

NA: not analyzed

N/A: not applicable



Supplementary Table S2. Escherichia coli strains and plasmids used in this study.

Strain or plasmid  Strain genotype or plasmid description Reference(s)
pKSV7 Allelic exchange vector for L. monocytogenes o
pKSV7 Ahly Allelic exchange vector for the in-frame deletion of 2y 7
in LS741
DP-E2154 E. coli harboring pKSV7 Ahly 7
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