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Data
Policy information about availability of data

All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy

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

Reporting on race, ethnicity, or
other socially relevant groupings

Population characteristics

Recruitment

Ethics oversight

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

Data exclusions

Replication

Randomization

Blinding

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.

Sequencing data and processed count matrices have been deposited in the GEO database under accession code GSE270986 [https://www.ncbi.nlm.nih.gov/geo/
query/acc.cgi?acc=GSE270986]. Source data are provided as a Source Data file.

Not applicable (no human subjects involved)

Not applicable (no human subjects involved)

Not applicable (no human subjects involved)

Not applicable (no human subjects involved)

Not applicable (no human subjects involved)

No sample-size calculations were performed. The number of cells used for analysis within each sample/condition was determined by reads/
cell cutoff, as described in the methods.

No data was excluded.

Two independent sequencing runs were performed as described in the text: One comparing biofilm to planktonic growth, and the other
comparison biofilm co-cultured with different leukocytes. Each sample/conditions within the two sequencing runs contained thousands of
individual cells. Reproducibility was verified through integrated clustering analyses across multiple samples. Additionally, clusters were
determined such that each contained adequate cell numbers for statistical analysis.

Bacterial cells were collected in equal numbers across each growth or co-culture condition and pooled prior to barcoding. The barcoding
process involves mixing and random splitting of cells to ensure unbiased distribution across the 96-well plates.

No blinding was performed during sample processing and sequencing, as sequencing would not have been altered by blinding. All steps after
the first barcoding step were performed on combined samples/conditions. Clustering and visualization was performed in an unbiased manner
with established methods (UMAP, Leiden).
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Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Clinical data

Dual use research of concern

Plants

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Eukaryotic cell lines
Policy information about cell lines and Sex and Gender in Research

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(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

Wild animals

Reporting on sex

Field-collected samples

Ethics oversight

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

Novel plant genotypes

Seed stocks

Authentication

Plants

All primary cells were isolated from the bone marrow of both male and female 8-10 wk old WT C57BL/6J mice
(RRID:IMSR_JAX:000664), as described in the methods.

Each primary cell type was authenticated via flow cytometry in previously published reports from our laboratory.

Primary cells were not tested for mycoplasma as they were used immediately following isolation.

Not applicable

Primary cells were isolated from the bone marrow of 8-10 wk old WT C57BL/6J mice (RRID:IMSR_JAX:000664). All mice were group-
housed at 21-23°C (22°C average) and 30-70% humidity (55% average) under a 12 h light/dark cycle with free access to food (2019S
Teklad Global 19% Protein Extruded Rodent Diet; Inotiv, West Lafayette, IN) and water.

The study did not involve wild animals.

Both male and female mice were used for primary cell isolation.

The study did not involve samples collected from the field.

The animal use protocol was approved by the University of Nebraska Medical Center Institutional Animal Care and Use Committee
(#18-013-03).

n/a

n/a

n/a




