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Antibodies
Antibodies used

The RNA sequencing data generated in this study have been deposited in the Gene Expression Omnibus database under accession code GSE197250 [https://
www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE197250]. The remaining data are available within the Article, Supplementary Information or Source Data file.

Sample sizes were chosen based on the historical data of the variability of tumor growth and treatment response observed and determined to
be adequate based on the consistency of measurable differences within and between groups. Additionally, our previous publication was used
as a reference: DOI: 10.1038/s41467-019-13471-0

No data were excluded from these analyses.

Every experiment was replicated at least twice with near-identical results.

For in vivo tumor studies - based on the tumor volumes on the first day of treatment, tumor bearing mice were randomly assigned to
treatment groups such that each treatment group or time point/treatment group had the same average tumor volume.

For all other experiments, animal treatment groups or samples were randomly assigned.

Investigators were blinded to group allocation during data collection.

Anti-PD-1 antibody (clone J43, BE0033-2), anti-CTLA4 (clone 9H10, BP0131), anti-Ly6G (clone 1A8, BE0075-1) and IFNAR depleting
antibodies (Clone MAR1-5A3, BE0241) were purchased from Bio X Cell (West Lebanon, NH).

Cell surface staining was performed for 30min at 4°C with the following mouse antibodies (biolegend antibodies): CD45 (30-F11)
(1:100), CD3 (17A2) (1:200), CD8a (53-6.7) (1:100), CD4 (RM4-4) (1:100), Slamf6 (330AJ) (1:100), PD-1 (29F.1A12) (1:100), CD44 (IM7)
(1:100), CD19 (6D5) (1:100), CXCR3 (S18001A) (1:100), Tim3 (RMT3-23) (1:100), NK1.1 (PK136) (1:100), CD69 (H1.2F3) (1:100), CD62L
(MEL-14) (1:100), BST2 (129C1) (1:100), Ly6C (HK1.4) (1:100), CD11b (M1/70) (1:100), CD11c (N418) (1:100), Siglec H (551) (1:100),
XCR1 (ZET) (1:100), CD64 (X54-5/7.1) (1:100), CD103 (2E7) (1:100), SIRPa (P84) (1:100), MHCII (M5/114.15.2) (1:200), CD80
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Eukaryotic cell lines
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(16-10A1) (1:100), CD86 (GL-1) (1:100), Ep-CAM (G8.8) (1:100) and H-2Kb-SIINFEKL (25-D1.16) (1:100).

Intracellular antibodies used: IL-2 (JES6-5H4) (1:100) and IFNg(XMG1.2) (1:100).

For Cytof, Cells were stained with the following antibodies from Fluidigm: B220 (RA3-6B2), CD117(2B8), CD11c (N418), CD25 (3C7),
CD4 (RM4-5), CD45 (30-F11), CD8a (53-6.7), MHC-II (M5/114.15.2), NKP46 (29A1.4), CD169 (3D6.112), CD206 (C068C2), and TCRb
(H57-597); or from BioLegend: CD103 (2E7), CD115 (AFS98), CD11b (M1/70), CD19 (6D5), CD3 (145-2C11), CD64 (X54-5/7.1), F4/80
(BM8), FR4 (TH6), Ly6C (HK1.4), Ly6G (1A8), and NK1.1 (PK136); or from eBioscience (ThermoFisher Scientific): Siglec-F (1RNM44N).
All antibodies were used at a 1:100 dilution.

Immunohistochemistry on formalin fixed paraffin embedded lymph node samples or tumor samples was performed using anti-wide
spectrum cytokeratin antibody (Abcam, ab9377, 1:200 dilution, overnight at 4 degrees C), CD8 (Abcam ab22378, 1:400 dilution
overnight at 4 degrees C) or CD4 (ab183685, 1:400 dilution overnight at 4 degrees). Tissues were then counterstained with
biotinylated anti-rabbit secondary (Vector Labs, BA-1000, 1:400 dilution, 30 minutes at room temperature) or Goat Anti-Rat IgG H&L
(HRP) (ab205720, 1:400, 30 minutes at room temperature).

For multiplex immunofluorescence: Rabbit anti-CD11c (D1V9Y, Cell Signaling Technology, 1:250) , anti-rabbit secondary HRP (Vector
Labs, MP-7451-15), rat anti-CD8 (4SM15, ThermoFisher, 14-0808-82, 1:1750), anti-CD103 (Abcam, ab224202, 1:1500), rabbit anti-
CD3 antibodies (SP7, Abcam, ab16669, 1:75),

All antibodies were validated by the supplier and were checked in the lab by comparing to the manufacturer's or in-house results.

Statement from BioLegend: BioLegend antibodies undergo an extensive series of testing to ensure quality at every step in the
manufacturing process, as well as maintaining quality after the sale. Statement from Bio X Cell: Our InVivoPlus™ antibodies feature all
the great qualities of our InVivoMab™ antibodies.

Statement from Bio X Cell: Our InVivoPlus™ antibodies feature all the great qualities of our InVivoMab™ antibodies. The InVivoPlus™
versions of our products are structurally and functionally identical to the InVivoMab™ versions with the added benefit of additional
QC measures. InVivoPlus™ antibodies are screened for murine pathogens using ultrasensitive qPCR, screened for protein aggregation
via dynamic light scattering, feature advanced binding validation via flow cytometry, ELISA, and/or Western blot, and are guaranteed
to contain less than 1 endotoxin unit per milligram. Our InVivoPlus™ line of antibodies are designed to exceed the strict demands and
rigorous standards required for in vivo work at any research organization.

Statement from Cell Signaling Technology: https://www.cellsignal.com/contents/our-approach-antibody-validation-principles/
antibody-validation-for-immunofluorescence/ourapproach-validation-if

Statement from ThermoFisher Scientific: Thermo Fisher Scientific is committed to adopting validation standards for our Invitrogen
antibody portfolio. The Advanced Verification badge is applied to products that have passed application and specificity testing. This
badge can be found in the search results and at the top of the product specific webpages. Data supporting the Advanced Verification
badges can be found in product specific data galleries.

Statement from Fluidigm: please see antibody information from this link: https://www.fluidigm.com/citations/antibody-validation,
and antibody titration information from this link: https://www.fluidigm.com/citations/titration-of-mass-cytometry-reagents.

Statement from abcam: Antibody specificity is confirmed by looking at cells that either do or do not express the target protein within
the same tissue. Initially, our scientists will review the available literature to determine the best cell lines and tissues to use for
validation. We then check the protein expression by IHC/ICC to see if it has the expected cellular localization (Figure 3). If the
localization of the signal is as expected, this antibody will pass and is considered suitable for use in IHC/ICC. We use a variety of
methods, including staining multi-normal human tissue microarrays (TMAs), multi-tumor human TMAs, and rat or mouse TMAs
during antibody development. These high-throughput arrays allow us to check many tissues at the same time, providing uniformly as
all tissues are exposed to the exact same conditions.

Statement from ThermoFisher Scientific: Thermo Fisher Scientific is committed to adopting validation standards for our Invitrogen
antibody portfolio. The Advanced Verification badge is applied to products that have passed application and specificity testing. This
badge can be found in the search results and at the top of the product specific webpages. Data supporting the Advanced Verification
badges can be found in product specific data galleries.

4MSOC1 syngeneic cell lines were generated in-house and manipulated according to our previous publicatoin: DOI: 10.1038/
s41467-019-13471-0. MOC1 cells were generously provided by Dr. R. Uppaluri lab. 293T cells (ATCC CRL-3216) were cultured
in Dulbecco’s Modified Eagle’s Medium (DMEM) supplemented with 10% Fetal Bovine Serum, 2mM L-glutamine (ATCC
30-2214) and 1% antibiotic/ antimycotic solution.

DNA authentication of cell lines was confirmed by multiplex STR profiling (Genetica DNA Laboratories, Inc. Burlington, NC) to
ensure the consistency of cell identity.

All cell lines are frequently tested for mycoplasma contamination. No presence of mycoplasma was found according to
Mycoplasma Detection Kit-QuickTest from Biomake (Houston, TX, USA).




