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Please do not complete any field with "not applicable" or n/a.  Refer to the help text for what text to use if an item is not relevant to your study.
For final submission: please carefully check your responses for accuracy; you will not be able to make changes later.
Statistics
For all statistical analyses, confirm that the following items are present in the figure legend, table legend, main text, or Methods section.
n/a
Confirmed
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
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 Research 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 list of figures that have associated raw data
- A description of any restrictions on data availability
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.
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.
Behavioural & social sciences study design
All studies must disclose on these points even when the disclosure is negative.
Ecological, evolutionary & environmental sciences study design
All studies must disclose on these points even when the disclosure is negative.
Did the study involve field work?
Field work, collection and transport
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
n/a
Involved in the study
Methods
n/a
Involved in the study
Antibodies
Eukaryotic cell lines
Policy information about cell lines
Commonly misidentified lines
(See ICLAC register)
Palaeontology and Archaeology
Note that full information on the approval of the study protocol must also be provided in the manuscript.
Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research
Note that full information on the approval of the study protocol must also be provided in the manuscript.
Human research participants
Policy information about studies involving human research participants
Note that full information on the approval of the study protocol must also be provided in the manuscript.
Clinical data
Policy information about clinical studies
All manuscripts should comply with the ICMJE guidelines for publication of clinical research and a completed CONSORT checklist must be included with all submissions.
Dual use research of concern
Policy information about dual use research of concern
Hazards
Could the accidental, deliberate or reckless misuse of agents or technologies generated in the work, or the application of information presented in the manuscript, pose a threat to:
No
Yes
For examples of agents subject to oversight, see the United States Government Policy for Institutional Oversight of Life Sciences Dual Use Research of Concern.
Experiments of concern
Does the work involve any of these experiments of concern:
No
Yes
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Methodology
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Methodology
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Experimental design
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	CurrentPageNumber: 
	Double-blind peer review submissions: write DBPR and your manuscript number here instead of author names.: Xing Huang, Xueli Bai, Tingbo Liang
	YYYY-MM-DD: 2021-06-24
	na: 
	y: 
	Provide a description of all commercial, open source and custom code used to collect the data in this study, specifying the version used OR state that no software was used.: Applied Biosystems 7500 Fast Real-Time PCR System (Applied Biosystems) for rt-PCR;
ImageScope software 12.1(Leica Biosystems) for IHC;
Beckman CytoFLEX LX for FACS;
ChemiScopeTouch (Clinx Science Instruments) for western blotting.
Maxquant search engine (v.1.5.2.8)
	Provide a description of all commercial, open source and custom code used to analyse the data in this study, specifying the version used OR state that no software was used.: FlowJo software version 10.4 (TreeStar) for analysis of FACS results;
Image J software version 1.8.0 (NIH) for quantification of western blotting bands;
3D HISTECH quant center software version 2.1 (3D HISTECH Ltd) for quantification of IHC images;
GraphPad Prism software version 7.0 (GraphPad Software, Inc. USA) for all statistical analysis and P values.
	Note the sampling procedure. Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient.: All data generated or analyzed during this study are included in this published article and its supplementary information files. Figures 1a, 1e-1h, supplementary figure 1a,1b, 2a, 2b, 4a, 4b, 6a and 6b were generated from publicly available databases from TCGA, ICGC, and GTEx by GEPIA2 (http://gepia2.cancer-pku.cn), TISIDB (http://cis.hku.hk/TISIDB), Kaplan-Meier Plotter (http://kmplot.com/analysis), and cBioPortal for cancer genomics (http://www.cbioportal.org). The proteomic data have been deposited in PRIDE database under the accession code PXD026877 [http://www.ebi.ac.uk/pride/archive/projects/PXD026877]. The remaining data are available within the Article, Supplementary Information or Source Data file.
	Note the sampling procedure. Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient.: Sample sizes were determined based on our and other investigators experience with the respective cell lines used (e.g.: Chen et al. 2019 (PMC6889176), Zhang et al. 2017 (PMID: 28705232), Ashutosh et al. 2020 (PMID: 32768595)). All data sets include at least three biological replicates.
	life: 
	behavioural: 
	eee: 
	If no data were excluded from the analyses, state so OR if data were excluded, describe the exclusions and the rationale behind them, indicating whether exclusion criteria were pre-established.: No data was excluded.
	Describe the measures taken to verify the reproducibility of the experimental findings. If all attempts at replication were successful, confirm this OR if there are any findings that were not replicated or cannot be reproduced, note this and describe why.: All data from at least three biological replications are presented as mean ± SD. We confirm that all attempts at replication were successful.
	Describe how samples/organisms/participants were allocated into groups. If allocation was not random, describe how covariates were controlled. If this is not relevant to your study, explain why.: Animals were randomly allocated to each group as described in the form below. For cell culture experiments, individual wells were randomly assigned to treatments.  Randomization does not apply to genetic analysis, since samples were genetically modified.
	Describe the extent of blinding used during data acquisition and analysis. If blinding was not possible, describe why OR explain why blinding was not relevant to your study.: Cellular and biochemical experiments were not performed in a blinding manner, since data is quantitative nature. As for animal experiments, two individual investigators were blind to group allocation during data collection and analysis. The first investigator prepared the drugs and labeled their names with ABCD, and then the second investigator performed drug injection and subsequent measurement and analysis according to the ABCD serial number. 
	Briefly describe the study type including whether data are quantitative, qualitative, or mixed-methods (e.g. qualitative cross-sectional, quantitative experimental, mixed-methods case study). : 
	State the research sample (e.g. Harvard university undergraduates, villagers in rural India) and provide relevant demographic information (e.g. age, sex) and indicate whether the sample is representative. Provide a rationale for the study sample chosen. For studies involving existing datasets, please describe the dataset and source.: 
	Describe the sampling procedure (e.g. random, snowball, stratified, convenience). Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient. For qualitative data, please indicate whether data saturation was considered, and what criteria were used to decide that no further sampling was needed.: 
	Provide details about the data collection procedure, including the instruments or devices used to record the data (e.g. pen and paper, computer, eye tracker, video or audio equipment) whether anyone was present besides the participant(s) and the researcher, and whether the researcher was blind to experimental condition and/or the study hypothesis during data collection.: 
	Indicate the start and stop dates of data collection, noting the frequency and periodicity of sampling and providing a rationale for these choices. If there is a gap between collection periods, state the dates for each sample cohort. Specify the spatial scale from which the data are taken: 
	State how many participants dropped out/declined participation and the reason(s) given OR provide response rate OR state that no participants dropped out/declined participation.: 
	If participants were not allocated into experimental groups, state so OR describe how participants were allocated to groups, and if allocation was not random, describe how covariates were controlled.: 
	Briefly describe the study. For quantitative data include treatment factors and interactions, design structure (e.g. factorial, nested, hierarchical), nature and number of experimental units and replicates.: 
	Describe the research sample (e.g. a group of tagged Passer domesticus, all Stenocereus thurberi within Organ Pipe Cactus National Monument), and provide a rationale for the sample choice. When relevant, describe the organism taxa, source, sex, age range and any manipulations. State what population the sample is meant to represent when applicable. For studies involving existing datasets, describe the data and its source.: 
	Describe the data collection procedure, including who recorded the data and how.: 2
	Describe the measures taken to verify the reproducibility of experimental findings. For each experiment, note whether any attempts to repeat the experiment failed OR state that all attempts to repeat the experiment were successful.: 
	Describe the study conditions for field work, providing relevant parameters (e.g. temperature, rainfall).: 
	State the location of the sampling or experiment, providing relevant parameters (e.g. latitude and longitude, elevation, water depth).: 
	Describe the efforts you have made to access habitats and to collect and import/export your samples in a responsible manner and in compliance with local, national and international laws, noting any permits that were obtained (give the name of the issuing authority, the date of issue, and any identifying information).: 
	Describe any disturbance caused by the study and how it was minimized.: 
	Describe all antibodies used in the study; as applicable, provide supplier name, catalog number, clone name, and lot number.: Antibodies were obtained from the indicated sources: anti-NEK2 (sc-55601, Santa Cruz; 24171-1-AP, Proteintech Group; 610594, BD biosciences), anti-Phospho-NEK2 (Ser170) (PA5-105332, Invitrogen), anti-PD-L1 (13684, Cell Signaling Technology; ab213480, Abcam; ab205921, Abcam; 66248-1-Ig, Proteintech Group), anti-Ubiquitin (3933, Cell Signaling Technology), anti-CD8a (98941, Cell Signaling Technology), anti-GSK-3β (12456, Cell Signaling Technology), anti-Phospho-GSK-3β (Ser9) (5558, Cell Signaling Technology), anti-β-Actin (Ab8226, Abcam), anti-GAPDH (AF5009, Beyotime), anti-α-Tubulin (AF0001, Beyotime), anti-Flag (2368, Cell Signaling Technology), anti-GFP (2956, Cell Signaling Technology), rabbit IgG Isotype Control (8726, Cell Signaling Technology), mouse IgG Isotype Control (sc-2025, Santa Cruz), HRP Goat Anti-Rabbit IgG (A0208, Beyotime), HRP Goat Anti-mouse IgG (A0216, Beyotime), Goat Anti-Rabbit IgG (GTX77061, GeneTex), Goat Anti-Mouse IgG (GTX26708, GeneTex), FITC anti-mouse CD3 (100203, Biolegend), APC/Cy7 anti-mouse CD3 (100329, Biolegend), Brilliant Violet 785 anti-mouse CD45 (304048, Biolegend), PE/Cy7 anti-mouse CD8a (100722, Biolegend), Brilliant Violet 605 anti-mouse CD8a (100744, Biolegend), FITC anti-mouse IFN-γ (505806, Biolegend), Brilliant Violet 421 anti-human/mouse Granzyme B Recombinant (396414, Biolegend), PE anti-mouse Perforin (154306, Biolegend), APC anti-mouse TNF-α (506308, Biolegend), BV785 anti-human CD45 (304047, Biolegend), PE/Cy7 anti-human CD11b (301322, Biolegend), FITC anti-human CD68 (333806, Biolegend), PerCP/Cyanine5.5 anti-human HLA-DR (307616, Biolegend), APC/Cy7 anti-human CD11c (337218, Biolegend), APC anti-human CD15 (301908, Biolegend), PE anti-mouse CD274 (124308, Biolegend), Brilliant Violet 421 anti-human CD274 (329714, Biolegend), PE Rat IgG2b, κ Isotype Ctrl Antibody (400607, Biolegend), Brilliant Violet 421 Mouse IgG2b, κ Isotype Ctrl antibody (400342, Biolegend), PE Rat Anti-Mouse IgG1 (550083, BD biosciences), Trustain FcX anti-mouse CD16/CD32 (101320, Biolegend), Human TruStain FcX (422302, Biolegend), and InVivoMAb anti-mouse PD-L1 (BE0101, BioXcell)
	Describe the validation of each primary antibody for the species and application, noting any validation statements on the manufacturer’s website, relevant citations, antibody profiles in online databases, or data provided in the manuscript.: All antibodies were validated by manufacturers and by extensive use in published work. 
anti-NEK2 (sc-55601, Santa Cruz): https://www.scbt.com/p/nek2-antibody-d-8
anti-NEK2 ( 24171-1-AP, Proteintech Group): https://www.ptglab.com/products/NEK2-Antibody-24171-1-AP.htm
anti-NEK2 (610594, BD biosciences): https://www.bdbiosciences.com/en-us/products/reagents/microscopy-imaging-reagents/immunofluorescence-reagents/purified-mouse-anti-human-nek2.610594
anti-Phospho-NEK2 (Ser170) (PA5-105332, Invitrogen):https://www.thermofisher.cn/cn/zh/antibody/product/Phospho-NEK2-Ser170-Antibody-Polyclonal/PA5-105332
anti-PD-L1 (13684, Cell Signaling Technology): https://www.cellsignal.cn/products/primary-antibodies/pd-l1-e1l3n-xp-rabbit-mab/13684?site-search-type=Products&N=4294956287&Ntt=13684&fromPage=plp&_requestid=2937109
anti-PD-L1 (ab213480, Abcam):https://www.abcam.cn/pd-l1-antibody-epr20529-ab213480.html
anti-PD-L1 (ab205921, Abcam):https://www.abcam.cn/pd-l1-antibody-28-8-ab205921.html
anti-PD-L1 (66248-1-Ig, Proteintech Group): https://www.ptglab.com/products/PD-L1-CD274-Antibody-66248-1-Ig.htm
anti-Ubiquitin (3933, Cell Signaling Technology):https://www.cellsignal.cn/products/primary-antibodies/ubiquitin-antibody/3933
anti-CD8a (98941, Cell Signaling Technology):https://www.cellsignal.cn/products/primary-antibodies/cd8a-d4w2z-xp-rabbit-mab-mouse-specific/98941?site-search-type=Products&N=4294956287&Ntt=98941s&fromPage=plp&_requestid=2937686
anti-GSK-3β (12456, Cell Signaling Technology): https://www.cellsignal.cn/products/primary-antibodies/gsk-3b-d5c5z-xp-rabbit-mab/12456?site-search-type=Products&N=4294956287&Ntt=12456%2C&fromPage=plp&_requestid=2937733
anti-Phospho-GSK-3β (Ser9) (5558, Cell Signaling Technology): https://www.cellsignal.cn/products/primary-antibodies/phospho-gsk-3b-ser9-d85e12-xp-rabbit-mab/5558?site-search-type=Products&N=4294956287&Ntt=5558&fromPage=plp&_requestid=2937751
anti-β-Actin (ab8226, Abcam): https://www.abcam.cn/beta-actin-antibody-mabcam-8226-loading-control-ab8226.html
anti-GAPDH (AF5009, Beyotime): https://www.beyotime.com/product/AF5009.htm
anti-α-Tubulin (AF0001, Beyotime):https://www.beyotime.com/product/AF0001.htm
anti-Flag (2368, Cell Signaling Technology):https://www.cellsignal.cn/products/primary-antibodies/dykddddk-tag-antibody-binds-to-same-epitope-as-sigma-s-anti-flag-m2-antibody/2368?_=1622979448948&Ntt=2368&tahead=true
anti-GFP (2956, Cell Signaling Technology):https://www.cellsignal.cn/products/primary-antibodies/gfp-d5-1-rabbit-mab/2956?site-search-type=Products&N=4294956287&Ntt=2956&fromPage=plp&_requestid=2938069
rabbit IgG Isotype Control (8726, Cell Signaling Technology):https://www.cellsignal.cn/products/wb-ip-reagents/rabbit-da1e-mab-igg-xp-isotype-control-magnetic-bead-conjugate/8726?site-search-type=Products&N=4294956287&Ntt=8726&fromPage=plp&_requestid=2938100
mouse IgG Isotype Control (sc-2025, Santa Cruz): https://www.scbt.com/p/normal-mouse-igg
HRP Goat Anti-Rabbit IgG (A0208, Beyotime): https://www.beyotime.com/product/A0208.htm
HRP Goat Anti-mouse IgG (A0216, Beyotime):https://www.beyotime.com/product/A0216.htm
Goat Anti-Rabbit IgG (GTX77061, GeneTex):https://www.genetex.cn/Product/Detail/Goat-Anti-Rabbit-IgG-antibody/GTX77061
Goat Anti-Mouse IgG (GTX26708, GeneTex):https://www.genetex.cn/Product/Detail/Goat-Anti-Mouse-IgG-antibody/GTX26708
FITC anti-mouse CD3 (100203, Biolegend):https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd3-antibody-45?GroupID=BLG6732
APC/Cy7 anti-mouse CD3 (100329, Biolegend):https://www.biolegend.com/en-us/products/apc-cyanine7-anti-mouse-cd3epsilon-antibody-6070
Brilliant Violet 785 anti-mouse CD45 (304048, Biolegend):https://www.biolegend.com/en-us/search-results/brilliant-violet-785-anti-human-cd45-antibody-9325
PE/Cy7 anti-mouse CD8a (100722, Biolegend):https://www.biolegend.com/en-us/products/pe-cyanine7-anti-mouse-cd8a-antibody-1906
Brilliant Violet 605 anti-mouse CD8a (100744, Biolegend):https://www.biolegend.com/en-us/products/brilliant-violet-605-anti-mouse-cd8a-antibody-7636
FITC anti-mouse IFN-γ (505806, Biolegend):https://www.biolegend.com/en-us/products/fitc-anti-mouse-ifn-gamma-antibody-995
Brilliant Violet 421 anti-human/mouse Granzyme B Recombinant (396414, Biolegend):https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-humanmouse-granzyme-b-recombinant-antibody-17577
PE anti-mouse Perforin (154306, Biolegend):https://www.biolegend.com/en-us/products/pe-anti-mouse-perforin-antibody-15255
APC anti-mouse TNF-α (506308, Biolegend):https://www.biolegend.com/en-us/products/apc-anti-mouse-tnf-alpha-antibody-975
BV785 anti-human CD45 (304047, Biolegend):https://www.biolegend.com/en-us/products/brilliant-violet-785-anti-human-cd45-antibody-9325
PE/Cy7 anti-human CD11b (301322, Biolegend):https://www.biolegend.com/en-us/products/pe-cyanine7-anti-human-cd11b-antibody-3940
FITC anti-human CD68 (333806, Biolegend):https://www.biolegend.com/en-us/products/fitc-anti-human-cd68-antibody-4844
PerCP/Cyanine5.5 anti-human HLA-DR (307630, Biolegend):https://www.biolegend.com/en-us/search-results/percp-cyanine5-5-anti-human-hla-dr-antibody-4246
APC/Cy7 anti-human CD11c (337218, Biolegend):https://www.biolegend.com/en-us/products/apc-cyanine7-anti-human-cd11c-antibody-6949
APC anti-human CD15 (301908, Biolegend):https://www.biolegend.com/en-us/products/apc-anti-human-cd15-ssea-1-antibody-711
PE anti-mouse CD274 (124308, Biolegend):https://www.biolegend.com/en-us/products/pe-anti-mouse-cd274-b7-h1-pd-l1-antibody-4497
Brilliant Violet 421 anti-human CD274 (329714, Biolegend):https://www.biolegend.com/en-us/products/brilliant-violet-421-anti-human-cd274-b7-h1-pd-l1-antibody-7261
PE Rat IgG2b, κ Isotype Ctrl Antibody (400607, Biolegend):https://www.biolegend.com/en-us/products/pe-rat-igg2b-kappa-isotype-ctrl-1856
Brilliant Violet 421 Mouse IgG2b, κ Isotype Ctrl antibody (400342, Biolegend):https://www.biolegend.com/en-us/products/brilliant-violet-421-mouse-igg2b-kappa-isotype-ctrl-7195
PE Rat Anti-Mouse IgG1 (550083, BD biosciences):https://www.bdbiosciences.com/cn/applications/research/b-cell-research/immunoglobulins/mouse/pe-rat-anti-mouse-igg1-a85-1/p/550083
Trustain FcX anti-mouse CD16/CD32 (101320, Biolegend):https://www.biolegend.com/en-us/products/trustain-fcx-anti-mouse-cd16-32-antibody-5683
Human TruStain FcX (422302, Biolegend):https://www.biolegend.com/en-us/products/human-trustain-fcx-fc-receptor-blocking-solution-6462
InVivoMAb anti-mouse PD-L1 (BE0101, BioXcell):https://bxcell.com/product/m-pdl-1/
	State the source of each cell line used.: The KPC cell line, derived from the spontaneous tumor of a KrasLSL-G12D; Trp53LSL-R172H; Pdx1-Cre mouse model, was a kind gift from the laboratory of Prof. Raghu Kalluri (MD Anderson Cancer Center, Houston, TX, USA). SW1990 cell lines were purchased from the ATCC (American Type Culture Collection).
	Describe the authentication procedures for each cell line used OR declare that none of the cell lines used were authenticated.: To authenticate cell lines, we used short tandem repeat profiling method as exhaustively described by Asadi Jahanbakhsh and colleagues (Khosravi Ayyoob et al, Tumor Biol. (2016) 37:3197-3204).
	Confirm that all cell lines tested negative for mycoplasma contamination OR describe the results of the testing for mycoplasma contamination OR declare that the cell lines were not tested for mycoplasma contamination.: All cell lines used for experiments in this study were routinely subjected to examination of mycoplasma contamination using a MycoAlert Mycoplasma Detection Kit purchased from Lonza (Catalog number LT07). All cell lines were tested negative for mycoplasma contamination.
	Name any commonly misidentified cell lines used in the study and provide a rationale for their use.: None of the cell lines used in this work was listed as "Misidentified Cell Line" in the ICLAC database. Furthermore, we have authenticated all the cell lines used in this study.
	Provide provenance information for specimens and describe permits that were obtained for the work (including the name of the issuing authority, the date of issue, and any identifying information).: 
	deposition: 0
	If new dates are provided, describe how they were obtained (e.g. collection, storage, sample pretreatment and measurement), where they were obtained (i.e. lab name), the calibration program and the protocol for quality assurance OR state that no new dates are provided.: 
	datescheck: 0
	Identify the organization(s) that approved the study protocol.: All animal experiments were approved by the Ethics Committee of the First Affiliated Hospital, School of Medicine, Zhejiang University, and the animals’ suffering was minimized to improve their welfare.
	Identify the organization(s) that approved the study protocol.: The protocol was approved by the Institutional Review Board at the First Affiliated Hospital, School of Medicine, Zhejiang University. Written informed consent was obtained from each patient at the time of enrollment.
	For laboratory animals, report species, strain, sex and age OR state that the study did not involve laboratory animals.: 4-6 weeks old male  C57BL/6 and 4-6 weeks old male Balb/c nude mice were purchased from the model animal research center of Nanjing University and maintained in a specific-pathogen-free (SPF) environment in the Experimental Animal Center, the First Affiliated Hospital, School of Medicine, Zhejiang University. Mice were maintained at macroenvironmental temperature of 21-22°C, humidity (48-52%), in a conventional 12:12 light/dark cycle with lights on at 6:00 a.m. and off at 6:00 p.m.
	Provide details on animals observed in or captured in the field; report species, sex and age where possible. Describe how animals were caught and transported and what happened to captive animals after the study (if killed, explain why and describe method; if released, say where and when) OR state that the study did not involve wild animals.: This study did not involve wild animals.
	For laboratory work with field-collected samples, describe all relevant parameters such as housing, maintenance, temperature, photoperiod and end-of-experiment protocol OR state that the study did not involve samples collected from the field.: This study did not involve the sample-collected from field.
	Describe the covariate-relevant population characteristics of the human research participants (e.g. age, gender, genotypic information, past and current diagnosis and treatment categories). If you filled out the behavioural & social sciences study design questions and have nothing to add here, write "See above.": Human pancreatic adenocarcinoma cancer tissue specimens were obtained from male and female PDAC patients. Age and gender were randomly distributed in different groups.
	Describe how participants were recruited. Outline any potential self-selection bias or other biases that may be present and how these are likely to impact results.: Human pancreatic adenocarcinoma cancer tissue specimens were obtained from the Department of Hepatobiliary and Pancreatic Surgery, the First Affiliated Hospital, School of Medicine, Zhejiang University.
	Provide the trial registration number from ClinicalTrials.gov or an equivalent agency.: 
	Note where the full trial protocol can be accessed OR if not available, explain why.: 
	Describe the settings and locales of data collection, noting the time periods of recruitment and data collection.: 
	Describe how you pre-defined primary and secondary outcome measures and how you assessed these measures.: 
	Describe any other significant impacts.: 
	calculatehazards: 
	Please describe the agents/technologies/information that may pose a threat, including any agents subject to oversight for dual use research of concern.: 
	Describe any other potentially harmful combination(s) of experiments and agents.: 
	calculateexperiments: 
	calculatehazardsexperiments: 
	Describe the precautions that were taken during the design and conduct of this research, or will be required in the communication and application of the research, to minimise biosecurity risks. These may include bio-containment facilities, changes to the study design/methodology or redaction of details from the manuscript.: 
	Describe any evaluations and oversight of biosecurity risks of this work that you have received from people or organizations outside of your immediate team.: 
	Describe the benefits that application or use of this work could bring, including benefits that may mitigate risks to public health, national security, or the health of crops, livestock or the environment.: 
	Describe whether the benefits of communicating this information outweigh the risks, and if so, how.: 
	graphfiles: 0
	For "Initial submission" or "Revised version" documents, provide reviewer access links.  For your "Final submission" document, provide a link to the deposited data.: 
	Provide a list of all files available in the database submission.: 
	Provide a link to an anonymized genome browser session for "Initial submission" and "Revised version" documents only, to enable peer review.  Write "no longer applicable" for "Final submission" documents.: 
	Describe the experimental replicates, specifying number, type and replicate agreement.: 
	Describe the sequencing depth for each experiment, providing the total number of reads, uniquely mapped reads, length of reads and whether they were paired- or single-end.: 
	Describe the antibodies used for the ChIP-seq experiments; as applicable, provide supplier name, catalog number, clone name, and lot number.: 2
	Specify the command line program and parameters used for read mapping and peak calling, including the ChIP, control and index files used.: 
	Describe the methods used to ensure data quality in full detail, including how many peaks are at FDR 5% and above 5-fold enrichment.: 
	Describe the software used to collect and analyze the flow cytometry data. For custom code that has been deposited into a community repository, provide accession details.: FlowJo software version 10.4
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	Describe the sample preparation, detailing the biological source of the cells and any tissue processing steps used.: Samples tissues were mechanically dissociated into small pieces using scissors and scalpels, placed in DMEM containing 2% FBS, collagenase IV (1 mg/ml) (17104019, Thermo Fisher Scientific), DNase (10 μg/ml) (D5025, Sigma-Aldrich), Dispase (0.6 mg/ml) (17105041, Gibco) plus CaCl2 (3 mM) (21115, Sigma-Aldrich), and then incubated at 37 °C under shaking at 200 rpm for 40 to 60 min. Digestion was stopped by the addition of RPMI containing 10% FBS, and dissociated tissues were filtered through 40-μm Cell Strainers (08-771-1, Thermo Fisher Scientific) and washed in PBS. Cells were resuspended in 36% Percoll solution (GE Healthcare) containing 4% 10 PBS and 60% serum-free DMEM and subjected to density gradient centrifugation to remove non-immune cells. 
	Identify the instrument used for data collection, specifying make and model number.: Beckman CytoFLEX LX
	Describe the abundance of the relevant cell populations within post-sort fractions, providing details on the purity of the samples and how it was determined.: 1:1000 of LIVE/DEAD Fixable Violet Dead Cell Stain Kit for live/dead discrimination (L34955, Thermo Fisher Scientific).
	Describe the gating strategy used for all relevant experiments, specifying the preliminary FSC/SSC gates of the starting cell population, indicating where boundaries between "positive" and "negative" staining cell populations are defined.: Forward scatter area (FSC-A) vs. side scatter height (SSC-H) with gate 1 to separate grouping cell populations and debris. Side scatter area (SSC-A) vs. side scatter height (SSC-H) with gate 2 to separate single cells from aggregates. Forward scatter area (FSC-A) vs. Viability dyes (LIVE/DEAD Fixable Violet Dead Cell Stain Kit, for 405 nm excitation) with gate 3 to exclude dead cells. Subsetting gates rely on the expression levels of markers in the analysis, and what those markers identify.
	gatingcheck: 1
	Indicate task or resting state; event-related or block design.: 
	Specify the number of blocks, trials or experimental units per session and/or subject, and specify the length of each trial or block (if trials are blocked) and interval between trials.: 
	State number and/or type of variables recorded (e.g. correct button press, response time) and what statistics were used to establish that the subjects were performing the task as expected (e.g. mean, range, and/or standard deviation across subjects).: 
	Specify: functional, structural, diffusion, perfusion.: 
	Specify in Tesla: 
	Specify the pulse sequence type (gradient echo, spin echo, etc.), imaging type (EPI, spiral, etc.), field of view, matrix size, slice thickness, orientation and TE/TR/flip angle.: 
	State whether a whole brain scan was used OR define the area of acquisition, describing how the region was determined.: 
	Specify # of directions, b-values, whether single shell or multi-shell, and if cardiac gating was used.: 
	Provide detail on software version and revision number and on specific parameters (model/functions, brain extraction, segmentation, smoothing kernel size, etc.).: 
	If data were normalized/standardized, describe the approach(es): specify linear or non-linear and define image types used for transformation OR indicate that data were not normalized and explain rationale for lack of normalization.: 
	Describe the template used for normalization/transformation, specifying subject space or group standardized space (e.g. original Talairach, MNI305, ICBM152) OR indicate that the data were not normalized.: 
	Describe your procedure(s) for artifact and structured noise removal, specifying motion parameters, tissue signals and physiological signals (heart rate, respiration).: 
	Define your software and/or method and criteria for volume censoring, and state the extent of such censoring.: 
	Specify type (mass univariate, multivariate, RSA, predictive, etc.) and describe essential details of the model at the first and second levels (e.g. fixed, random or mixed effects; drift or auto-correlation).: 
	Define precise effect in terms of the task or stimulus conditions instead of psychological concepts and indicate whether ANOVA or factorial designs were used.: 
	whole: 
	ROI: 
	both: 
	Describe how anatomical locations were determined (e.g. specify whether automated labeling algorithms or probabilistic atlases were used).: 
	Specify voxel-wise or cluster-wise and report all relevant parameters for cluster-wise methods.: 
	Describe the type of correction and how it is obtained for multiple comparisons (e.g. FWE, FDR, permutation or Monte Carlo).: 
	Report the measures of dependence used and the model details (e.g. Pearson correlation, partial correlation, mutual information).: 
	Report the dependent variable and connectivity measure, specifying weighted graph or binarized graph, subject- or group-level, and the global and/or node summaries used (e.g. clustering coefficient, efficiency, etc.).: 
	Specify independent variables, features extraction and dimension reduction, model, training and evaluation metrics.: 
	NarrowField: 
	MedField: 
	WideField: 
	XWideField: 
	XXWideField: 
	BodyCheckbox: 



