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Sample size

Data exclusions

Replication

Metabolomic analysis of fecal samples: 1H NMR spectra of fecal samples was obtained using Topspin v.3.2 software. NMR spectra was
manually corrected for phase and baseline distortions using Topspin v.3.5 software. NMR spectra was imported in the AMIX software v.3.9 for
data processing.

Metabolomic analysis of Lactobacillus conditioned media: Peaks representing metabolites of interest were extracted using Matlab R2021b
and an in-house script (available at https://github.com/anadj-micro/Analyzing-Lactobacillus-conditioned-media.git).

Statistical analysis were performed with Graphpad Prism 6.0, the R stats package v.3.6.0, LefSe, Ancom2, the adonis function of the R vegan
package v2.5-3 and Fitlme function from Matlab R2021b. PCoA analysis that was performed with the R package labdsv 2.0.

All software used in this study is publicly available.

16S rRNA sequencing data has been deposited in the Sequence Read Archive (NCBI) under accession code numbers: PRJNA870718 for murine fecal samples,
PRJNA870756 for human fecal samples. Metabolomic data from fecal samples has been deposited in the EMBL-EBI MetaboLights database, with the identifier
MTBLS5811. Metabolomics data from Lactobacillus secretome experiments have been deposited to the EMBL-EBI MetaboLights with the identifier MTBLS5733.
Proteomic data was previously published (PMID: 30626002), and deposited in ProteomeXchange Consortium under accession number PXD011515, and the shotgun
sequencing data for ORF identification has been deposited in the Sequence Read Archive (NCBI) under the accession number PRJNA877821. MRE levels and clinical
patients data can be accessed in NCBI in the supplementary information of the previous published manuscript (PMID: 31767720) Tables containing the abundance
of Genera, OTUs, KEGGs and metabolites from human samples are included as Supplementary material (Suppl. Data File 14). Tables containing the abundance of
Genera and metabolites from murine fecal samples are also included as supplementary material in the Suppl. Data File 14. A table containing the abundances
corresponding to metabolites detected in Lactobacillus secretome experiment is also included as Supplementary material in Suppl. Data file 14.

The following databases/datasets have been used in this manuscript: 16S rRNA SILVA reference alignment implemented in Mothur (https://mothur.org/wiki/
silva_reference_files/), Mothur formatted RDP training set (https://mothur.org/wiki/rdp_reference_files/), NCBI RefSeq database (https://www.ncbi.nlm.nih.gov/
refseq/), NIST library (https://www.nist.gov/programs-projects/tandem-mass-spectral-library), KEGG database (https://www.genome.jp/kegg/ko.html).

We also used the DNA sequences of the NIBIOHN cohort, which have been deposited in DDBJ under accession numbers DRA010837– DRA010841 (https://
ddbj.nig.ac.jp/DRASearch/study?acc=DRP007218, DRP007219, DRP007220, DRP007221, DRP007222). The DNA sequences of the MORINAGA cohort, which have
been deposited in DDBJ under accession numbers DRA009764 ! DRA009767 (https://ddbj.nig.ac.jp/DRASearch/study?acc= DRP005906). The DNA sequences from
the Flemish Gut Flora project sequence database (PMID: 30718848, available upon request), Milieu Intérieur project sequence database (PMID: 31519223, available
upon request) and the Spanish Gut Microbiome Project sequence database (PMID: 34759297, available upon request).

Peaks representing metabolites of interest from the Lactobacillus conditioned media were extracted using Matlab R2021b and an in-house script available at
https://github.com/anadj-micro/Analyzing-Lactobacillus-conditioned-media.git.

Source data are provided with this paper.

Sample-size calculation was not performed since it was not possible to predict the magnitude of the variation between animals for a particular
parameter based on our current knowledge. However, considering previous studies on colonization resistance using SPF mice, at least 5 mice
per group were included in all in vivo experiments with SPF mice. This allowed us to detect statistically significant differences among groups of
mice regarding the major factors evaluated (pathogen gut levels, differences in microbial taxa and metabolites). For in vitro assays and the
experiment in GFM, we detected a lower variability between samples from the same group (as compared to the variability detected in SPF
mice). Since a lower number of mice is required to obtain statistically significant results when intragroup variability decreases, in these
particular cases the number of samples that were included per group was at least 3. This number of samples allowed reaching statistically
significant results when differences in the variable under study were detected among groups of samples.

For the patients’ data, all available patients and samples that matched the inclusion criteria were included.

In a previously published study we demonstrated that beta-lactam administration significantly reduced the fecal levels of multidrug-resistant
Enterobacteriaceae (MRE) strains sensitive to the administered beta-lactam (PMID: 31767720). In order to avoid this confounding variable, for
this work, we excluded those pairs of samples colonized with MRE isolates sensitive to the beta-lactams that were being administered to the
patient during the collection of the samples.

Experiments were performed at least two times. When experiments were repeated, they yielded comparable results. The inhibitory effect of
Lactobacillus against MRE colonization was validated in mice with two different Lactobacillus strains (from human and mouse origin). The
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negative impact of Lactobacillus, Clostridiales and butyrate on MRE murine intestinal colonization was validated through sequencing and
metabolomic analysis in hospitalized patients

All mice were randomized to avoid cage effects. For patients analysis, no randomization was required since patients were not divided into
different groups.

Blinding was applied to the quantification of the CFUs in order to determine the levels of MRE in the different groups of samples.

Also blinding was applied to the RNA and DNA extraction and sequencing and the metabolomic sample preparation. No blinding was used for
the analysis of omic data since the previous knowledge of the groups of samples is required to perform the statistical analysis No blinding was
applied in the in vitro assays since the results were obtained directly from the spectrophotometer.

All experiments with SPF mice were done with 7-week-old C57BL/6J female mice purchased from Charles River laboratories and
housed with autoclave-sterilized food (a 1:1 mixture of 2014S Teklad Global diet and 2019S Teklad Global Extrused 19% Protein
Rodent Diet from Envigo) and autoclave-sterilized water. Temperature is kept at 21ºC +/- 2ºC and humidity is maintained at 60-70%,
in 12h light/dark cycles.

All gnotobiotic experiments were done with 7-week-old C57BL/6J female mice and were performed under aseptic and sterile
conditions. Animals are maintained singly housed with food and water ad libitum inside airtight HEPA-filtered isocages placed in an
isocage rack. Temperature is kept at 22ºC +-2ºC and humidity is maintained at 45-50% +-10%, in 12h light/dark cycles. Animal
manipulation is performed in an ISOcage Biosafety Cabinet, under sterile conditions. Mice were fed with a rat and mouse number 3
breeding autoclave diet from Special Diet Services.

The study did not involve wild animals.

The study did not involve samples collected from the field

All mouse procedures including SPF mice were performed in accordance with institutional protocol guidelines at the “Servei Central
de Suport a la Investigació Experimental” at the University of Valencia. Mice were maintained accordingly to the National guidelines
(RD 53/2013), under protocols approved by University of Valencia Animal Care Committee describing experiments specific for this
study.

All mice procedures with GFM were performed at Instituto Gulbenkian de Ciência (IGC) and were approved by the Institutional Ethics
Committee and the Portuguese National Entity (Direção Geral de Alimentação e Veterinária; Ref. number 015190), which complies
with European Directive 86/609/EEC of the European Council.

Hospitalized patients diagnosed with acute leukemia. Age and sex of the patients included in the analysis are indicated in the
Supplementary Data file 13. Other covariate population characteristics are published as a part of the study by Djukovic et al.,
AAC, 2020 (PMID31767720).

All the acute leukemia patients to be admitted to Hospital La Fe (Valencia, Spain) from December 2013 until May 2015, and
who agreed to participate in the study, were enrolled. Because the colonization with MRE during the hospital stay cannot be
predicted ahead of the hospital admission, patients didn’t have strong personal reasons to participate or not in the study at
the time of admission, thus there was no obvious self-selection bias.

The study involving patients was conducted in accordance with the Declaration of Helsinki, and the protocol was approved by




