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Human research participants
Policy information about studies involving human research participants and Sex and Gender in Research. 

Reporting on sex and gender

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.

Materials & experimental systems
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Palaeontology and archaeology

Animals and other organisms

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

N/A

N/A

N/A

N/A

No sample size calculation was performed. The sample sizes were chosen based on our previous published and unpublished data that have
been statistically evaluated, and preliminary experiments that defined the adequate number of samples to consistently identify differences
between groups.

All technical benchmarking experiments (except offline fractionation) and in vitro PDAC experiments were done in workflow triplicates. Offline
fractionation of samples for acquisition method comparison was performed without replicates, because the purpose was to generate an
identification benchmark and no further quantitative or statistical analysis of these samples. In vivo experiments were done with a minimum
of three biologically independent replicates per PDAC subtype (mesenchymal or classical).

No data was excluded.

For all experiments with statistical analyses, at least 3 replicates were used, exact n numbers are indicated in figure legends. All attempts at
replication were successful.

For the experiments described in this manuscript randomization was not possible/appropriate. There were no physical attributes that
influenced whether animals were used for control or test groups. All models (tumors or cells in vitro) have been characterized, we did not
randomly pick selected ones for further analysis. For orthotopic implantation we sex-matched cell lines and mice.

The processing of the samples and their analysis (Anl-protein enrichment, proteomics sample preparation and flow cytometry) were
performed in a blinded fashion.
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Antibodies
Antibodies used

Validation

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

For flow cytometry:

CD4 BUV805 (Clone GK1.5, 1:100, BD Biosciences, Cat #564922); CD3BUV395 (Clone 145-2C11, 1:20, BD Biosciences, Cat #563565);
CD11c BUV737 (Clone HL3, 1:30, BD Biosciences, Cat #564986); NK1.1 BUV395 (Clone PK136, 1:25, BD Biosciences, Cat #564144);
CD8a BV785 (Clone 53-6.7, 1:100, Biolegend, Cat #100749); CD45 PerCP Cy5.5 (Clone I3/2.3, 1:100, Biolegend, Cat #147705); CD19
FITC (Clone 6D5, 1:100, Biolegend, Cat #115505); EpCAM APC/AF647 (Clone G8.8, 1:200, Biolegend, Cat #118212); Ly6C BV785
(Clone HK1.4, 1:200, Biolegend, Cat #128041); CD11b BV650 (Clone M1/70, 1:100, Biolegend, Cat #101239); F4/80 BV421/PB (Clone
BM8, 1:30, Biolegend, Cat #123131); Ly6G PE (Clone 1A8, 1:200, Biolegend, Cat #127607); CD68 APC-CY7 (Clone FA-11, 1:20,
Biolegend, Cat #137023); TruStain FcX CD16/32 (Clone 93, 1:100, Biolegend, Cat #101320); CD62L PE (Clone MEL-14, 1:500,
Biolegend, Cat #104407)

All antibodies used in this study were validated for the use in mouse samples by the manufacturers and adequate controls were
included (positive and negative controls).

Detailed information can be found on manufacturers' websites:

For flow cytometry:

CD4 BUV805: https://www.bdbiosciences.com/en-us/products/reagents/flow-cytometry-reagents/research-reagents/single-color-
antibodies-ruo/buv805-rat-anti-mouse-cd4.612900 (replacement for #564922; additional info can be found here: https://
www.citeab.com/antibodies/2409851-564922-buv805-rat-anti-mouse-cd4)

CD3e BUV395: https://www.bdbiosciences.com/en-us/products/reagents/flow-cytometry-reagents/research-reagents/single-color-
antibodies-ruo/buv395-hamster-anti-mouse-cd3e.563565

CD11c BUV737: https://www.bdbiosciences.com/en-us/products/reagents/flow-cytometry-reagents/research-reagents/single-color-
antibodies-ruo/buv737-hamster-anti-mouse-cd11c.612796 (replacement for #564986; additional info can be found here: https://
www.citeab.com/antibodies/3288721-564986-buv737-hamster-anti-mouse-cd11c?des=2b0639313c9c35c8)

NK1.1 BUV395: https://www.bdbiosciences.com/en-us/products/reagents/flow-cytometry-reagents/research-reagents/single-color-
antibodies-ruo/buv395-mouse-anti-mouse-nk-1-1.564144

CD8a BV785: https://www.biolegend.com/en-us/products/brilliant-violet-785-anti-mouse-cd8a-antibody-7957

CD45 PerCP Cy5.5: https://www.biolegend.com/en-us/products/percp-cyanine5-5-anti-mouse-cd45-antibody-9793

CD19 FITC: https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd19-antibody-1528

EpCAM APC/AF647: https://www.biolegend.com/en-us/products/alexa-fluor-647-anti-mouse-cd326-ep-cam-antibody-4973

Ly6C BV785: https://www.biolegend.com/en-us/products/brilliant-violet-785-anti-mouse-ly-6c-antibody-11982

CD11b BV650: https://www.biolegend.com/en-us/products/brilliant-violet-650-anti-mouse-human-cd11b-antibody-7638

F4/80 BV421: https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-mouse-f4-80-antibody-7199

Ly6G PE: https://www.biolegend.com/en-us/products/pe-anti-mouse-ly-6g-antibody-4777

CD68 APC-CY7: https://www.biolegend.com/en-us/products/apc-cyanine7-anti-mouse-cd68-antibody-13175

TruStain FcX CD16/32: https://www.biolegend.com/en-us/products/trustain-fcx-anti-mouse-cd16-32-antibody-5683

CD62L PE: https://www.biolegend.com/en-us/products/pe-anti-mouse-cd62l-antibody-386?GroupID=BLG10670

293T cells were obtained from ATCC (CRL-3216). The primary mouse cell lines were isolated from genetically engineered
mouse models as previously described in Mueller et al., 2018. Primary mouse PDAC cell lines that were used: 8661, 8442,
9091, 8513

The murine cell lines were authenticated through genotyping PCR.

All cell lines were routinely checked for mycoplasma contamination and tested negative.

No misidentified cell lines according to the ICLAC register were used in this study.

For orthotopic transplantations experiments of PDAC cells, primary murine pancreatic cancer cell lines derived from C57BL/6 mice,
the employed animals were on a C57BL/6 background. All animals presented between 8 and 12 weeks of age when the experiments
were performed. LysM-Cre/MetRS* mice on a C57Bl6/J background were used to isolate bone marrow derived macrophages. We
used LysM-Cre/MetRS* mice between 6-12 months of age.

All animals were kept in a dedicated facility, with a light-dark cycle or 12:12 hours, a housing temperature between 20 and 24°C and
a relative air humidity of 55%.

No wild animals were used in the study.

PDAC cell lines isolated from female endogenous mice were transplanted for the study in female recipients, vice versa for male mice.




