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Antibodies
Antibodies used

Source data are provided with this paper. Further data that support the findings of this study are available from the corresponding authors upon reasonable request

G*Power 3.1.9.7 was used to calculate group size using Alpha error = 0.05 and Power = 0.8 for and effect sizes determined from previous data
and pilot experiments.

No data were excluded

At least experimental triplicates were included, with most experiments being performed more than once with concordant results. All attempts
of replication, including by other researchers have been successful.

For all mouse experiments the distribution of age and gender was matched between experimental groups. For experiments with human cells
or blood, all experimental groups used cells from the same donors.

Blinding using two operators and/or coded samples was performed for immunofluorescence and intravital experiments. However, for other
experiments this was not possible as the sole investigator performing the experiments was also required to conduct analysis.

IF: anti-Ly6G-AF594 (1A8, BioLegend #127636); anti-CD169-AF647 (3D6.112, BioLegend #142408); anti-PNAd-biotin (MECA-79,
BioLegend #120804); hamster anti-podoplanin (8.1.1, eBioscience #14-5381-82); anti-LYVE-1-eFluor 570 (ALY7, Invitrogen,
#41-0443-822), anti-Group A Carbohydrate-FITC (abcam #ab9191), anti-hamster IgG-AF647 (Invitrogen #A-21451)and Streptavidin-
AF546 (Invitrogen #S11225).

IVM: anti-B220 Brilliant Violet 421 (RA3-6B2, BioLegend #103251), anti-CD3-PE (145-2C11, BioLegend #100308), anti-CD11b-Alexa
Fluor 488 (M1/70, BioLegend #101217), anti-F4/80- Brilliant Violet 421 (BM8, BioLegend #123137).

FC: anti-CD16/32 (93, BioLegend #101302), anti-CD45-PerCP-Cy5.5 (30-F11, BioLegend #103132), anti-CD11b-APC (M1/70,
BioLegend #101212), anti-Ly6-G-PE (1A8, BioLegend #127608), anti-CD11c-FITC (N418, Biolegend #117306), anti-CD169-PE (REA197,



3

n
atu

re
research

|
rep

o
rtin

g
su

m
m

ary
A

p
ril2020

Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight
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Flow Cytometry
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Methodology

Sample preparation

Miltenyi Biotec #130-124-896) and anti-F4/80-FITC (REA126, Miltenyi Biotec #130-117-509).

Antibodies were purchased from commercial manufacturers, who validated performance for antigen and species specificity for flow
cytometry and immunofluorescence staining. All validation statements, citations, quality control, and further details are found on
manufacturer websites.

Immortalised bone marrow-derived macrophages were obtained from Dr Paras Anand

Characteristics of immortalised bone marrow-derived macrophages were confirmed by flow cytometry

Cells were not mycoplasma positive

No commonly misidentified cell lines were used in this study.

4–10-week old FVB/n, BALB/c and C57BL/6 female mice acquired from Charles River UK were used. Mice were housed in standard
conditions, ambient temperature of 21ºC, 50% humidity and a 12-hour light cycle.

The study did not involve wild animals

The study did not involve field-collected samples

In vivo experiments were performed in accordance with the Animal (Scientific Procedures) Act 1986, with appropriate UK Home
Office licenses according to established institutional guidelines

Fresh human neutrophils were acquired from an normal healthy donors consisting of males and females, ages 18–38

Donors were healthy volunteers recruited from employees and students of Imperial College London. All experimental groups
within an experiment used cells from the same blood donor and so any potential selection bias would not impact results.

Approved subcollection of normal healthy donor blood samples of the Imperial College London NIHR Biomedical Research
Centre Tissue Bank, all volunteers gave informed consent

Neutrophils were isolated from heparinised human blood using a MACSXpress Whole Blood Neutrophil Isolation Kit (Miltenyi
Biotec) and resuspened in HBSS. Dissected lymph nodes were disrupted with a motorised pellet pestle and then chopped
further with scissors. Dissected spleens were minced with scissors. Lymph node and spleen fragments were then digested for
20 minutes at 37°C with 200 U/ml collagenase IV and 100 U/ml DNase I (both Worthington Biochemical Corp) in digestion
buffer (HBSS with 0.5% BSA, 2 mM Ca2+ and 10 mM HEPES). Spleens were next passed through a 100 µm cell strainer in cell
buffer (HBSS with 2 mM EDTA, 0.5% BSA, and 10 mM HEPES) containing 100 U/ml DNase I. For lymph nodes, large tissue
fragments were allowed to settle and the supernatant, which contained the cells of interest, was removed and the cells
washed before resuspension in cell buffer. If required, erythrocytes in spleen suspensions and blood were lysed with BD
Pharm Lyse (BD Biosciences). Single cell suspensions from the organs and blood of mice were resuspended in PBS and stained




