


2

n
atu

re
p

o
rtfo

lio
|

rep
o

rtin
g

su
m

m
ary

A
pril2023

Data analysis
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RSLCNano LC system (both from ThermoFisher).

Data analysis was performed using Prism9 (GraphPad).

Image analysis was performed with FIJI or CellPRofiler

SPR data were analysed using the Biacore Insight Evaluation Software.

ITC data were analysed using MicroCal PEAQ-ITC analysis software.

CryoEM data was analysed using RELION, cryoSPARC, Coot and Phenix and Cryo EM figures where generated using UCSF (ChimeraX (version
1.6.1.)

Flow cytometry data was analysed using FlowJo (LCC) software.

MS data were analysed using Proteome Discoverer 2.5 (Thermo Fisher) using the Sequest HT search engine. Peptides were validated by
Percolator with q-value set at 0.01 for the decoy database search, and only high confident PSMs (Peptide Spectrum Matches) were
considered.Protein FDR was set at 0.01. Further MS analysis was perfmormed in Perseus.

Unless otherwise noted, all data supporting the results of this work are available in the article, supplementary information, and source data files, or accessible via
the public repositories listed herein. CryoEM maps generated in this study have been deposited in the Electron Microscopy Data Bank (EMDB) under the accession
codes EMD-19011 (https://www.ebi.ac.uk/emdb/EMD-19011) (PADI4:PADI4_3) and EMD-19012 (https://www.ebi.ac.uk/emdb/EMD-19012) (PADI4:PADI4_11). The
atomic coordinates have been deposited in the Protein Data Bank (PDB) under the accession codes 8R8U (https://www.rcsb.org/structure/8R8U) (PADI4:PADI4_3)
and 8R8V (https://www.rcsb.org/structure/8R8V) (PADI4:PADI4_11). Mass spectrometry data was deposited to PRIDE depository under the accession code
PXD048807 (https://www.ebi.ac.uk/pride/archive/projects/PXD048807). NGS Sequencing data has been uploaded in the NIH Short Read Archive (SRA) under the
accession number PRJNA1167468 (https://www.ncbi.nlm.nih.gov/bioproject/1167468).

Information associated with the blood donor is not collected

Information associated with the blood donor is not collected

Information associated with the blood donor is not collected

Information associated with the blood donor is not collected

Peripheral venous blood was isolated from consenting healthy adult volunteers according to approved protocols of the ethics
board of the Francis Crick Institute and the Human Tissue act. Written informed consent was obtained from participants. The
study was performed in accordance with the ethical standards laid down in the 1964 Declaration of Helsinki and its later
amendments.
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Life sciences study design
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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.

Materials & experimental systems
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Plants

Methods
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ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

The sample size of each experiment is indicated in the corresponding figure legend and was determined according to our previous experience.
The data graphs show the replicates and the mean and standard deviation was calculated.

In high content microscopy experiments, outliers that were identified using the ROUT function in Prism Graphpad. These outliers were
excluded from the experiment.

For in vitro activation assays 3 independent replicates with 3 technical replicates were performed.

For CAPA assays, at least 2 biological replicates were performed. Each point in each biological replicate consists of at least 2 technical
replicates.

Semi-quantitative biochemical experiments, i.e. coimmunoprecipitation experiments, were similarly repeated to ensure reproducibility. A
representative example is shown.

All the rest of experiments were repeated at least twice.

SPR data was repeated three times.

MS. Three replicates of each point were performed

All figure legends contain the number of repeats performed for each experiment.

No randomization was performed for in vitro experiments.

For cell based assays, all experiments were performed with well established cell lines. Pools of cells were randomly distributed in plates and
treated with the different stimuli and peptides.

Blinding was not used

anti-H3Cit2 antibody (Abcam ab176843; 1:150 in blocking buffer for high content microscopy, 1:2000 for WB)

anti-hPADI4 (Abcam; ab50332; 1:1000)

anti histone H3 (Millipore;07-690) (1:0000)

anti MPO (DAKO; A0398) (1:2500)

anti-histone H3 citrulline R2+R8+R17 (Abcam; ab5103) (WB a:1000 and IF 1:500)

donkey anti-rabbit alexa488 (Invitrogen; A21206)

Alexa488-conjugated cross-absorbed goat anti-rabbit

anti-Bcr (Cell Signalling #3902S; 1:1000 in 3% milk/TBS-T)

anti-Impdh2 (Cell Signalling #57068S; 1:1000 in 3% milk/TBS-T).

All the antibodies used in this study have been reported in provious publications and were commercially available.

anti-H3Cit2 antibody (Abcam ab176843)

anti-hPADI4 (Abcam; ab50332)

anti histone H3 (Millipore;07-690)

anti MPO (DAKO; A0398)

anti-histone H3 citrulline R2+R8+R17 (Abcam; ab5103)

donkey anti-rabbit alexa488 (Invitrogen; A21206)

anti-Bcr (Cell Signalling #3902S)




