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Validation

All data included in this publication has been provided in the Source data file. Additional data support the findings of this study are available from the corresponding
author upon reasonable request. NanoString gene expression profile has been deposited in the Gene Expression Omnibus (GEO) database (www.ncbi.nlm.nih.gov/
geo, accession no. GSE149882).

No statistical method was used to predetermine sample size. The minimum number of animals used per treatment group was three, though
six to eight animals were used per treatment group whenever mice were available.

No data was excluded.

Experiments were successfully replicated, as specified in the figure legends.

Mice were randomized into control or treatment groups when their tumor volume exceeded 150mm3 or 200mm3.

Blinding was not possible due to the obvious phenotypic differences between wild-type and Sirpa-/- mice. However, each experiment was
designed with appropriate controls and samples were collected under the same conditions for comparative analysis.

All antibodies used in this study were obtained from commercial vendors. Their details (Supplier, conjugate, catalogue number) are
described in Supplementary Table 1.

All antibodies were validated by their manufacturers for the application (flow cytometry, western blotting and
immunohistochemistry). The validation data are available in the antibody data sheet on the vendor's websites. All antibodies were
further validated in our lab by staining positive cells using protocols recommended manufactory.
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Eukaryotic cell lines
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Animals and other organisms
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Wild animals
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Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

MC38 and Pan02 were from obtained from NCI. Luciferase-expressing KPC was a generous gift from Dr. Edmund Waller
(Emory University)

Mc38 and Pan02 were authenticated by the supplier. Luciferase-expressing KPC was authenticated by the expression of
luciferase.

All cell lines used in the study were negative for mycoplasma contamination.

None of the cell lines used in this study were commonly misidentified lines listed in ICLAC.

Age- and sex-matched male and female adult (8-16-week-old) Sirp!-deficient or Sirp!-deficient-GFP mice and their wild-type (WT)
littermates were used in each independent experiment. The generation and characterization of Sirp!-/- mice have been described in
our previous study. Sirp!-deficient-GFP mice were generated by crossing Sirp!-deficient mice with C57BL/6-Tg (UBC-GFP) 30Scha/J
(The Jackson Laboratory). Mouse were housed in an institutional pathogen-free facility on a 12-h reverse light/dark cycle (7PM-7AM).
The animal facility was maintained at a temperature of 23 ± 2°C with 55 ± 5% humidity.

No wild animals were used in this study

No field-collected samples were used in this study.

All experiments using animals and procedures of animal care and handling were carried out following protocols approved by the

Institutional Animal Care and Use Committee (IACUC) of Georgia State University.

To analyze tumor-associated leukocytes, excised tumors were minced with sterilized scissors and were dissociated using the
GentleMACS Dissociator with Mouse Tumor Dissociation Kit (Miltenyi Biotech) according to the manufacturer’s instructions
with modifications. Briefly, after digestion with the provided enzyme mixture (45 min, 37°C) and harvesting dissociated cells,
the remaining tissues were further digested with 10% (v/v) trypsin containing 5 mM EDTA in Hank’s balanced salt solution
without calcium and magnesium for 15 min at 37°C to improve recovery of macrophages and other myeloid leukocytes. The
dissociated cells in suspension were then filtered through a 70#m nylon strainer, treated with red blood cell lysis buffer and
were counted by a cell counter. For flow cytometric analyses, cells were blocked with anti-FcR (clone 2.4G2; Bio X Cell) before
incubating with a mix of fluorophore-conjugated antibodies (4°C, 30min) to detect different populations of tumor-associated
leukocytes (gated as CD45+) that included macrophages (gated as CD45+CD11b+F4/80highLy6C-), monocytes (CD45+CD11b
+F4/80+ Ly6Chigh), granulocytes/PMN (CD45+CD11b+ Ly6Ghigh), dendritic cells (DC, CD45+CD11c+F4/80-), CD4 Th (CD45
+CD4+), CD8 Tc (CD45+CD8+), NK (CD45+NK1.1+) and B cells (CD45+CD19+). Dead cells were excluded by 7AAD staining
(Gating strategy also see Extended Data Fig. 7). Antibodies were from BioLegend, eBioscience and BD Pharmingen. CD8 Tc
that recognize the tumor-specific antigens p15E and ADPGK were detected by H-2Kb MuLV p15E Tetramer and H-2Db ADPGK
Neoepitope Tetramer (both from MBL Life Science), respectively. Effector memory T cells within CD8 Tc population were
gated as CD44+CD62L-. Treg and Th1 cells within CD4 Th were gated as Foxp3+ and IFN"+, respectively, after intracellular
staining (Intracellular Cytokine Staining kit from BD Pharmingen was used for detecting IFN"). CD8 Tc and NK cells expressing
granzyme B (GranzB) were detected by intracellular staining with a mouse anti-human/mouse granzyme B antibody
(BioLegend). To detect PMN expressing ROS, total dissociated cells were treated with 1#M PMA (4 h, 37°C) in the presence of
oxidation-sensitive dye DCFDA (5#M, Invitrogen) followed by washing and flow cytometry48,49. To detect macrophage
expression of cytokines, total dissociated cells were treated with brefeldin A (BioLegend, 5 µg/ml) for 4 h at 37°C and cell
surface staining for cell type gating, followed by fixation and permeabilization and intracellular staining using cytokine-
specific fluorophore-conjugated antibodies or biotin-conjugated primary antibodies in combination with streptavidin-PE.




