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Extended DataFig. 6 | scCRNA-sequencing analysis of bM®s. a, Distribution embryos (bM®s zymosan®) scRNA-seq data shown in Fig. 5f. d, Violin plots of
ofthe indicated sorted cell-types in the different scRNA-seq clusters. gene expression levels in the indicated cell populations. e, Violin plots of gene
b, Projection of the different sorted cell populations on the UMAP scatter plots. expression levels of csfir genesin the indicated cell populations.

¢, UMAP scatter plots after the addition of bM®s sorted from zymosan injected
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Extended Data Fig. 7| bM®s in adult and neonatal mice. a, Representative flow
cytometry plots of cells that phagocytosed zymosan in the bloodstream of adult
mice (zymosan® cells in magenta gate are CD43" CSFIR" CX3CR1 CD11b*F4/80").
b, Representative flow cytometry plots and histogram of two main populations
of cells that phagocytosed zymosan in the bloodstream of adult mice; bM®s
(zymosan'Ly6C*Ly6G™SSC®" CSFIR”*" CD31") and neutrophils (zymosan'Ly6C*
Ly6G* SSC"e" CSF1R"). Two most right panels are controls for gating strategy.

¢, Representative flow cytometry plots of cells that phagocytosed zymosan
inthe bloodstream of neonatal mice (zymosan® cells in magenta gate are
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CD43" CSFIR” CX3CRI).d, Representative flow cytometry plot and gating
strategy for sorting zymosan phagocytosing cells (bM®s [zymosan* Ly6C* Ly6G']
and neutrophils [zymosan”Ly6C" Ly6G’]) from the bloodstream of neonatal
mice. Sorted cells were cytocentrifuged (cytospin) and stained by May-Griinwald
Giemsabefore imaging. Representative pictures of bM®s (top panels) and
neutrophils (bottom panels) are shown. Flow cytometry plots are representative
of n=3(3injected and 2 non-injected adults/n; 6 injected neonates/n)
independent experiments (a-d). Percentages of populations areindicated in the
quadrants and gates of each plot.
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Extended Data Fig. 8| Flow cytometry controls for the analysis of bM®s in
adult and neonatal mice. a, Representative flow cytometry control plots on
blood and bone marrow of adult mice. b Representative flow cytometry control
plots on neonatal blood. ¢, Representative flow cytometry plots showing the
phenotype of patrolling/non-classical monocytes (NCMs) in the blood of adult
mice (CD43" CX3CR1' CSFIR* CD11b* CD62L F4/80 Ly6C").d, Representative
flow cytometry showing the phenotype of NCM in the blood of neonatal mice

00 0f
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(CD43" CX3CR1'CD62L" CSFIR' Ly6C"). e, Representative flow cytometry

plots of the few NCMs remaining in the blood of adult mice intravenously
injected with zymosan. f, Purity check after sorting of bM®s (Ly6C‘Ly6G") and
neutrophils (Ly6C'Ly6G") shown in Extended Data Fig. 7d. Flow cytometry plots
arerepresentative of n =3 (3 injected and 2 non-injected adults/n; 2 non-injected
neonates/n) independent experiments (a-f). Percentages of populations are
indicated in the gates and quadrants of each plot. BM, bone marrow.
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Statistics

For all statistical analyses, confirm that the following items are present in the figure legend, table legend, main text, or Methods section.

Confirmed
IZ The exact sample size (n) for each experimental group/condition, given as a discrete number and unit of measurement
A statement on whether measurements were taken from distinct samples or whether the same sample was measured repeatedly

< The statistical test(s) used AND whether they are one- or two-sided
Only common tests should be described solely by name; describe more complex techniques in the Methods section.

[ ] Adescription of all covariates tested
A description of any assumptions or corrections, such as tests of normality and adjustment for multiple comparisons

|X’ A full description of the statistical parameters including central tendency (e.g. means) or other basic estimates (e.g. regression coefficient)
AND variation (e.g. standard deviation) or associated estimates of uncertainty (e.g. confidence intervals)

For null hypothesis testing, the test statistic (e.g. F, t, r) with confidence intervals, effect sizes, degrees of freedom and P value noted
N Gjve P values as exact values whenever suitable.

|:| For Bayesian analysis, information on the choice of priors and Markov chain Monte Carlo settings

|:| For hierarchical and complex designs, identification of the appropriate level for tests and full reporting of outcomes

XXX O O OX OO0OS

|:| Estimates of effect sizes (e.g. Cohen's d, Pearson's r), indicating how they were calculated

Our web collection on statistics for biologists contains articles on many of the points above.

Software and code

Policy information about availability of computer code

Data collection  FlowJo X; ; R Software 3.1.1 (2014-07-10) (R Core Team, 2013); Zeiss ZEN system; Leica LAS X software to capture images;

Data analysis Zeiss ZEN system, Leica LAS X, FlJI (MultiStackReg to correct for drift), Imaris, Imaris Sticher (for stiching images), Adobe Illustrator and After
Effects, MaxQuant software, FlowJo X, Cytexpert

For manuscripts utilizing custom algorithms or software that are central to the research but not yet described in published literature, software must be made available to editors and
reviewers. We strongly encourage code deposition in a community repository (e.g. GitHub). See the Nature Portfolio guidelines for submitting code & software for further information.

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

MS raw data files were uploaded to the ProteomeXchange Consortium via the PRIDE partner repository with the data identifier PXD052344.
scRNA sequence were uploaded to the NCBI geo expression omnibus accession number XXXXX




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 No research involving human participants

Reporting on race, ethnicity, or NA
other socially relevant

groupings

Population characteristics NA
Recruitment NA
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 Typically, we picked at least 20 animals randomly for each condition from a single clutch if quantification was needed. For time-lapse imaging,
single embryos were imaged with high spatiotemporal resolution. For adults, we injected zymosna into 3 adult mice or zebrafish and used 2
uninjected adult animals as control.

Data exclusions  The whole clutch was excluded if more than 10% of untreated (control) embryos displayed obvious developmental defects.
Replication Experiments were repeated in triplicate (different day, different breeding pair).
Randomization  Animals were randomly picked for analysis and imaging and if applicable genotyped afterwards

Blinding Typically blinding was not performed as treated animals (chemically with Lat A or morphants) can be easily distinguished from untreated
embryos due to their strong phenotype. Blinding was perform when quantifying mutant embryos and genotyped afterwards

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.

Materials & experimental systems Methods
Involved in the study n/a | Involved in the study
|Z Antibodies |:| ChiIP-seq
|:| Eukaryotic cell lines |:| Flow cytometry
|:| Palaeontology and archaeology g |:| MRI-based neuroimaging

Animals and other organisms
|:| Clinical data

|:| Dual use research of concern

|:| Plants
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Antibodies

Antibodies used CD43-APC (BD Pharmingen; Cat#560663; Lot: 4115180; Clone: S7; 1:300)
CX3CR1-PE (BD Pharmingen; Cat#567530; Lot: 1113444; Clone: Z8-50, 1:600)
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Validation

CD31-PE (BD Pharmingen; Cat#553373; Lot:6014987; Clone: ME 13.3, 1:500 )
Ly6C-FITC (BD Pharmingen; Cat#553104; Lot:33380; Clone: AL-21; 1:300)

CD11b-FITC (BD Pharmingen; Cat#553310; Lot:24571; Clone: M1/70, 1:600)
Ly-6C-APC (BD Pharmingen; Cat# 560595; Lot: 4099260; Clone:AL-21, 1:200)

Ly-6G-PE (BD Pharmingen; Cat# 561104; Lot: 4172280; Clone: 1A8, 1:200)

CD115-PE (CSF1R)(BD Pharmingen; Cat# 565249; Lot: 0336859; Clone: T38-320; 1:300)
CD62L-FITC (BD Pharmingen; Cat#553150; Lot: 30526; Clone:MEL-14, 1:1000)
CD11b-PE (BD Pharmingen; Cat#553311; Lot: 36540; Clone: M1/70, 1:600)
CX3CR1-APC (Biolegend; Cat#149007; Lot:B428612; Clone:SA011F11, 1:600)
F4/80-RPE (Bio-Rad; Cat# MCA497G; Clone: A3-1, 1:300)

Validation was performed by the manufacturer, as all antibodies are commercially available. All antibodies were nonetheless
validated and titrated using mouse bone marrow cells expressing the receptor of interest. In addition, all antibodies employed here
have been successfully used in mouse studies, as reported before (see vendor's information)

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

All used zebrafish lines are listed in the Methods section and referenced according to the guidelines
The study did not involved wild animal

Sex determination occurs at later stages in zebrafish and is thus irrelevant for this study. For adult mice and zebrafish we used a near
equal number of males and females

NA

All animal procedures performed at the Hubrecht Institute were approved by the local animal experiment committee and by the
Animal Experimentation Committee (DEC) of the Royal Netherlands Academy of Arts and Sciences.

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

Plants

Seed stocks

Novel plant genotypes

Authentication

Flow Cytometry

NA

NA

NA

Plots
Confirm that:

|:| The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

|:| All plots are contour plots with outliers or pseudocolor plots.

|Z| A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Instrument

Software

Embryonic tissues and embryos were collected from zebrafish according to standard procedure (see Methods for details).
Blood collection for adult mice and fish, as well as neonates is descirbed in detail in the Methods

Cytoflex SRT, BD Influx Cell Sorter

Flow Jo X, Cytexpert
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Cell population abundance Purity was determined after sort after reanalysis of a cell sample.

Gating strategy Cells were selected based on morphology (FSC/SSC), doublets exclusion, live/death staining (dapi) and positivity (gating
strategy) was determined after examination of control zebrafish lines.

|Z Tick this box to confirm that a figure exemplifying the gating strategy is provided in the Supplementary Information.
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