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We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
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Validation

Supplementary Fig. 2c, 2d, 2e, 2f, 2h, 2j, 2k, 2l, Supplementary Fig. 3b, Supplementary Fig. 7a, 7b, 7c, 7d, 7e, 7f, Supplementary Fig. 10a, 10b, Supplementary Fig.
11a, 11b, Supplementary Fig. 12a, 12b, 12c, Supplementary Fig. 13b, 13c, Supplementary Fig. 14b are provided as a Source Data file. Any other data are available
from the authors upon reasonable request.

Group sizes for experiments were chosen on the basis of prior experience and literature precedence, so that sufficient numbers were used to
ensure reproducibility and determine standard deviations. The number of animals was at least 3. For each sample, two technical replicates
were carried out. If there was 20% or greater variation between technical replicates, an additional two technical replicates were carried out. .
Sample sizes employed in this study were referenced previously published studies (Nature Communications 2022, 13: 1255).

No data were excluded from the analyses.

All experimental findings were reliably reproduced. At least three independent samples were performed for each experiment. All experiments

were performed as technical or biological replications as appropriate for the experiment design. Details of experimental replicates are given in

the figure legends

Samples were organized into groups according to date of collection. Microorganisms were cultured and maintained in the same environment

and randomly allocated to each group.

All the data collection and analysis were from blinded with randomized samples.

Antibodies for flow cytometry are described in detail in Supplementary Table 1. All other antibodies were described in detail in
Materials and Methods. The details of antibodies are as follow, anti-CD11c-FITC (BioLegend, clone: N418, catalog no. 117306, lot:

B331570),anti-MHCII-PerCP(Elabscience, clone: M5/114 ,catalog no. E-AB-F0990F, lot:212271）anti-CD45-PercP(Bioscience, clone:
30-F11,catalog no. E-AB-F1136F, lot:225050), anti–CD3-FITC (BioLegend, clone: 145-2C11, catalog no. 100306, lot: B241616), anti-
CD4-APC (BioLegend, clone: GK1.5, catalog no. 100411, lot: B332955), anti-CD8a-PE(Elabscience, clone: 53-6.7, catalog no. E-AB-
F11041, lot: 224571), anti-NK1.1-PE(Elabscience,clone: PK136,catalog no. E-AB-F0987D, lot:225122), anti-F4/80-FITC

(Biolegend,clone:BM8, catalog no. 123107,lot:B320936), anti-CD11b-PE（Biolegend, clone:M1/70,catalog no. 101207,lot:B323633),
anti-HIF-1! (Merck, clone: H1!67, catalog no. MAB5382).

All primary antibodies were mouse-specific as per the company's data sheet. All used antibodies have been previously published

and the references can be found on data sheets
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Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

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

Population characteristics

Recruitment

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

HBMEC, bEnd.3, U87MG, 4T1, GL261, HeLa, G422 and (Luc)-G422 cells were sourced form Shanghai Zhong Qiao Xin Zhou
Biotechnology Co., Ltd (China)

Cell lines were used from the source without authentication.

Cells were tested monthly and found to be negative for mycoplasma contamination.

No commonly misidentified cell lines were used.

The housing conditions for the mice (female, 10-12 weeks old) were 25°C and 65% humidity adjusted by the ventilation equipment
and air filtration system. All animals are provided with 12 h of light and 12 h of darkness daily. Weekly cleaning of the cages and
changing of the corn cob bedding are carried out by specialized staff. The animals are fed with irradiated feed and water, and the
animals are fed with autoclaved tap water.

no wild animals were used in the study.

no field collected samples were used in the study.

all animal experimental procedures were performed according to the Guideline for Animal Experimentation with the approval of the
animal care committee of Soochow University.

Human blood samples were provided by a healthy volunteer.

Human blood samples were provided by a healthy volunteer following written informed consent.

The study protocols using human blood samples were approved by the ethics committee of Soochow University. The authors
state that all human blood experiments were performed in strict accordance with the relevant laws and institutional
guidelines.

Tumors, spleen and the carotid lymph nodes were harvested from sacrificed mice. The tumors and lymph nodes were cut
into small pieces and resuspended in DMEM. The supernatant from the clipped lymph nodes was collected, centrifuged at
490 x g for 5 min, and resuspended. The tumour pieces were incubated with digestive enzyme for 1 h at 37°C on a shaker (90
rpm) and then filtered through a cell strainer. The supernatant from the digested tumor tissues was collected, centrifuged at
490 x g for 5 min, and resuspended. The spleen was mechanically dissociated and resuspended in DMEM. The suspension
was filtered through a cell strainer, centrifuged and resuspended. Lymphocytes were stained with anti-CD11c-FITC, anti- MHC
II-PerCP for DC maturation analysis, while the single tumour cell suspensions labeled with anti-CD45-PercP, anti-CD3-FITC,
anti-CD4-APC and anti-CD8a-PE was used to examine CD8a+ T cell response. And single tumour cell suspensions labeled with
labeled with anti-CD45-PercP, anti-CD3-FITC, anti-NK1.1-PE was used to examine NK cell response. Meanwhile to examine
macrophage cell response, single tumour cell suspensions were labeled with anti-CD11b-PE, anti-F4/80-FITC. The cells were
then washed twice and analysed using flow cytometer.




