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- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy

Research involving human participants, their data, or biological material
Policy information about studies with human participants or human data. See also policy information about sex, gender (identity/presentation),
and sexual orientation and race, ethnicity and racism.
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Ethics oversight

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

The RNA sequencing data generated in this study have been deposited in the National Center for Biotechnology Information (NCBI) Sequence Read Archive (SRA)
database under accession code PRJNA1042652. The 16 s rDNA sequencing data generated in this study have been deposited in the NCBI SRA database under
accession code PRJNA1041940 and PRJNA1041943. The remaining data are available within the Article, Supplementary Information, or Source Data file. Source data
are provided with this paper.

Research did not involve human participants.

Not applicable.

Not applicable.

Not applicable.

Not applicable.

No statistical methods were used to predetermine sample sizes. Instead, sample sizes were established based on prior experimental
experience, which suggested they were sufficient to enable robust statistical analysis. These sample sizes are detailed in the legends of each
figure.

No data were excluded.

All in vitro and in vivo experiments were carried out with at least 3 biological replicates for each experimental group. All attempts to replicate
results are successful.

All samples/organisms were randomly allocated into experimental groups.

Blinding and randomization were applied to all experiments.
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Materials & experimental systems
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Animals and other organisms

Clinical data
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Methods
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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

Field-collected samples

Ethics oversight

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

The antibodies used for FCM were as follows: anti-mouse CD3 (FITC, Catalog number: 100203, Clone: 17A2), anti-mouse CD4 (APC,
Catalog number: 100411, Clone: GK1.5), anti-mouse CD8a (PE, Catalog number: 100707, Clone: 53-6.7), anti-mouse CD11c (FITC,
Catalog number: 117305, Clone: N418), anti-mouse CD80 (PE, Catalog number: 104707, Clone: 16-10A1), anti-mouse CD86 (APC,
Catalog number: 105011, Clone: GL1), anti-mouse CD11b (APC, Catalog number: 101211, Clone: M1/70), anti-mouse Ly-6G (Gr-1)
(FITC, Catalog number: 108405, Clone: RB6-8C5), anti-mouse F4/80 (FITC, Catalog number: 123107, Clone: BM8), anti-mouse CD206
(PE, Catalog number: 141705, Clone: C068C2), anti-mouse CD44 (PE, Catalog number: 103023, Clone: IM7), anti-mouse CD62L (APC,
Catalog number: 104411, Clone: MEL-14), anti-mouse CD4 (PE, Catalog number: 116006, Clone: RM4-4), anti-mouse CD8a (APC,
Catalog number: 100711, Clone: 53-6.7), anti-mouse Foxp3 (PE, Catalog number: 126403, Clone: MF-14), anti-mouse IFN (PE,
Catalog number: 163503, Clone: W18272D), anti-mouse GzmB (PE, Catalog number: 372207, Clone: QA16A02). All antibodies used
for FCM and anti-PD-L1 antibody was purchased from BioLegend.

Validations were conducted by the respective manufacturer as noted on the antibody specification sheet. A validation statement for
each antibody is available on the manufacturer's website.

Biolegend (https://www.biolegend.com/)

Panc-01 (Catalog no. GDC0309), HPSC (Catalog no. GPC0058), and RAW264.7 (Catalog no. GDC0143) cell lines were
obtained from China Center for Type Culture Collection (CCTCC). Panc02 ( CL-0736) were kindly provided by Wuhan Pricella
Biotechnology Co.,Ltd.

Panc02 cell line was authenticated by STR profiling, and other cell lines we used were morphologically confirmed according
to the information provided by CCTCC.

All cell lines were tested for mycoplasma contamination. No mycoplasma contamination was found.

No commonly misidentified cell lines were used.

Six-week-old C57BL/6 female mice (18 ± 2g) were obtained from the Animal Biosafety Level III Lab at Wuhan University. Six-week-
old KPC female mice, expressing mutant intrapancreatic Kras and Trp53, were obtained from Cyagen Biosciences Inc. (Suzhou,
China). All mice were housed at 12-h light-dark cycle within 25-27°C and 45-55% humidity.

The study did not involve wild animals.

The study did not intend to focus on a single sex. To the best of our knowledge, there is no established evidence suggesting that sex
differences in mice influence the impact of intratumoral flora on PDAC immunotherapy.

The study did not involve filed-collection samples.

Experimental protocols were approved by the Institutional Animal Care and Use Committee (IACUC) of the Animal Experiment Center
of Wuhan University (Wuhan, China). All animal experimental procedures were performed in accordance with the Regulations for the
Administration of Affairs Concerning Experimental Animals approved by the State Council of People’s Republic of China.




