




















A data availability statement has been added to the manuscript:

All datasets generated during and/or analyzed during the current study are available from the corresponding author. RNA-seq data is available on SRA under the
accession number PRINA1097069. Closed genomes of H/h isolates from pairs are available on bigsdb.pasteur.fr and raw reads are released on SRA (for accession
code, see Supplementary Table 5). Genome data analyzed in this study were generated in the context of the epidemiological surveillance of listeriosis in France. As
mentioned in the “Décret no. 2016-806 du 16 juin 2016 relatif aux centres nationaux de référence pour la lutte contre les maladies transmissibles” and in the
“Arrété du 16 juin 2016 fixant le cahier des charges des centres nationaux de références pour la lutte contre les maladies transmissibles”, all samples collected at
the NRCL as well as the data generated from these samples belong to the French Government and constitute a “national collection of biological resources of
interest to public health”, which has to remain under medical and industrial confidentiality, and therefore they cannot be made publicly available.

Research involving human participants, their data, or biological material

Policy information about studies with human participants or human data. See also policy information about sex, gender (identity/presentation),
and sexual orientation and race, ethnicity and racism.

Reporting on sex and gender NA

Reporting on race, ethnicity, or NA
other socially relevant

groupings

Population characteristics NA

Recruitment Clinical isolates of Listeria monocytogenes were obtained through the activity of the French Center for Listeriosis
Ethics oversight NA

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Field-specific reporting

Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

Life sciences |:| Behavioural & social sciences |:| Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design

All studies must disclose on these points even when the disclosure is negative.

Sample size For in vivo experiments, no sample size calculation was performed, and sample sizes were chosen based on preliminary experiments to enable
statistically sound analysis. In practice, this means that between 6 - 14 animals were used per group, for large to small effect sizes,
respectively.

For the transcriptomics screen, a minimum number of 10 isolates per CC was estimated based on the differences between H and h isolates.
For microscopy, the sample number was driven by image acquisition and quality.
For gPCR experiments, no sample size estimation was performed.

Data exclusions  Data were excluded when positive and/or negative controls were not as expected for gPCRs or when mice reached ethical endpoints before
the pre-determined timepoints of killing: they were terminated early without being included in data analysis.

Replication All data was replicated at least twice; for transcriptomics screen, a representative subgroup was used for replication (2x)

Randomization Isolates were randomized across groups for transcriptomics screen. For in vivo experiments, mice were randomized across cages.
For image analysis, randomization was not possible, but same segmentation and quantification has been applied to all images.
For Western Blots and growth curves, this was not relevant, as samples were processed in the same batches.

Blinding All isolates in the transcriptomics screen were given a identifier and randomized.

For image analysis of reporter system, blinding was not possible, but all data was analyzed in a batch and afterwards associated with isolate.
For other experiments, blinding was not possible.

Reporting for specific materials, systems and methods

We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.
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Materials & experimental systems

Methods

Involved in the study

Antibodies
Eukaryotic cell lines

Palaeontology and archaeology

n/a | Involved in the study

|Z |:| ChIP-seq
|Z |:| Flow cytometry

|Z |:| MRI-based neuroimaging

Animals and other organisms
Clinical data
Dual use research of concern

Plants
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Antibodies
Antibodies used Primary antibody for WB : OpuCA (diluted 1:2000)
Secondary Antibody: Goat anti-chicken IgY H and L chain (HRP), ref : ab6877 from abcam (diluted 1:2000)
Validation delta SigB strain, which does not express OpuCA was used, as in the original publication of this antibody (DOI: 10.1155/2014/641647)

Eukaryotic cell lines

Policy information about cell lines and Sex and Gender in Research

Cell line source(s) Lab intern stock of L2071 and L2071 hEcad cells. The establishement of this cell lines are described in Lecuit et al 1999,
https://doi.org/10.1093/emboj/18.14.3956

Authentication None of the cell lines were identified, but positive and negative controls were used to assess their specificity
Mycoplasma contamination Cell lines were negative

Commonly misidentified lines  no commonly misidentified cell line was used in this study
(See ICLAC register)

Animals and other research organisms

Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research, and Sex and Gender in
Research

Laboratory animals 7-12 weeks-old female mice were used of the strain C57BL/6 mEcad E16P K.
Wild animals No wild animals were used
Reporting on sex All animals used in in vivo study were female to reduce inter-individual differences and reduce therefore the number of animals

needed to make statistically sound conclusions.
Field-collected samples  No field collected samples were involved.

Ethics oversight Animal experiments were performed according to the Institut Pasteur guidelines for laboratory animals’ husbandry and in
compliance with European regulation 2010/63 EU.. All procedures were approved by the Animal Ethics Committee of Institut
Pasteur, authorized by the French Ministry of Research and registered under APAFIS #14644-2018041116183944 and
#39306-2022111412359059 v2.

Note that full information on the approval of the study protocol must also be provided in the manuscript.




Plants

Seed stocks NA

Novel plant genotypes ~ NA

Authentication NA
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