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Extended Data Fig. 6 | scRNA-sequencing analysis of bMΦs. a, Distribution  
of the indicated sorted cell-types in the different scRNA-seq clusters.  
b, Projection of the different sorted cell populations on the UMAP scatter plots. 
c, UMAP scatter plots after the addition of bMΦs sorted from zymosan injected 

embryos (bMΦs zymosan+) scRNA-seq data shown in Fig. 5f. d, Violin plots of 
gene expression levels in the indicated cell populations. e, Violin plots of gene 
expression levels of csf1r genes in the indicated cell populations.
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Extended Data Fig. 7 | bMΦs 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+ CSF1R− 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; bMΦs 
(zymosan+ Ly6C+ Ly6G− SSClow CSF1R−/low CD31+) and neutrophils (zymosan+ Ly6C+ 
Ly6G+ SSChigh CSF1R−). Two most right panels are controls for gating strategy.  
c, Representative flow cytometry plots of cells that phagocytosed zymosan  
in the bloodstream of neonatal mice (zymosan+ cells in magenta gate are  

CD43+ CSF1R− CX3CR1−). d, Representative flow cytometry plot and gating 
strategy for sorting zymosan phagocytosing cells (bMΦs [zymosan+ Ly6C+ Ly6G−] 
and neutrophils [zymosan+ Ly6C+ Ly6G+]) from the bloodstream of neonatal 
mice. Sorted cells were cytocentrifuged (cytospin) and stained by May-Grünwald 
Giemsa before imaging. Representative pictures of bMΦs (top panels) and 
neutrophils (bottom panels) are shown. Flow cytometry plots are representative 
of n = 3 (3 injected and 2 non-injected adults/n; 6 injected neonates/n) 
independent experiments (a-d). Percentages of populations are indicated in the 
quadrants and gates of each plot.
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Extended Data Fig. 8 | Flow cytometry controls for the analysis of bMΦs 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. c, Representative flow cytometry plots showing the 
phenotype of patrolling/non-classical monocytes (NCMs) in the blood of adult 
mice (CD43+ CX3CR1+ CSF1R+ CD11b+ CD62L− F4/80− Ly6C−). d, Representative 
flow cytometry showing the phenotype of NCM in the blood of neonatal mice 

(CD43+ CX3CR1+ CD62L− CSF1R+ 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 bMΦs (Ly6C+Ly6G−) and 
neutrophils (Ly6C+Ly6G+) shown in Extended Data Fig. 7d. Flow cytometry plots 
are representative 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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