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Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

RNA-seq data generated in this study have been deposited in the GSA database under accession code CRA008825 (https://ngdc.cncb.ac.cn/gsa/browse/
CRA008825). Functionally related GO terms for biological processes were analyzed by GOSeq (v1.34.1), while Kyoto Encyclopedia of Genes and Genomes (KEGG)
enrichment analysis used the database (http://en.wikip edia.org/wiki/KEGG).

Sample size was determined based on previous publications containing similar procedure to maintain the balance between reaching the

statistical significance and minimizing the number of animal/reagents use. Published papers was used as references (PMID: 35013574;

34233949; 31185213; 35058589)

No data were excluded from the analyses.

All experiments and in vitro assays were repeated in at least three independent experiments. RNA-seq was from one experiment and key
discoveries were validated with other assays.

The samples were randomly grouped.

No blinding. Blinding was not needed in the study because conditions were well controlled with syngenic mice. Blinding is not typically used in

the field.

Flow cytometry: Antibodies to CD11c (N418, FITC, 117306), CD11c (N418, PE, 117308), CD80 (16-10A1, APC, 104714), CD86 (GL-1,
PE, 105008), CD8a (53-6.7, PerCP/Cyanine5.5, 100734), CD103 (2E7, PE, 121406), CD3 (500A2, FITC, 152304), PD1 (29F.1A12, APC,
135210), CD4 (GK1.5, PE, 100408), CD8a (53-6.7, APC, 100712), CD25 (PC61, FITC, 102006), CD69 (H1.2F3, PE/Cyanine7, 104512),
CD4 (GK1.5, PE/Cyanine7, 100422), CD25 (PC61, APC, 102012), FoxP3 (MF-14, PE, 126404), CD44 (IM7, PE, 103008), CD62L (MEL-14,
PE/Cyanine7, 104418), CD11b (M1/70, APC, 101212), F4/80 (BM8, PE/Cyanine5, 123112), CD206 (C068C2, PE, 141706), CD134
(OX-86, APC, 119414), CD49b (DX5, PE, 108908), CD135 (A2F10, APC, 135310), IFN-# (XMG1.2, APC, 505810) were purchased from
Biolegend. Anti-CD8 (Mouse) mAb-Alexa Fluor® 647 (KT15) was obtained from MBL. All antibodies were diluted 1:100. H-2Kb OVA
Tetramer-SIINFEKL (TS-5001-1C) was purchased from MBL and performed according to the instructions. Intracellular staining for
FoxP3 was performed using the True-Nuclear™ Transcription Factor Buffer Set (Biolegend).

For histology: CD8 (EPR21769, Abcam) and PD-1 (EPR20665, Abcam) were purchased from Abcam company.

For treatments: anti-PD1 (clone 29F.1A12, BioXCell) were used at 100 ug per i.p. dose. Depletions of immune cells were done using
antibodies against anti-mouse CD8 (clone 2.43, BioXCell, 400 %g per injection twice weekly), anti-mouse CD4 (GK1.5, BioXCell, 200 %g
per injection weekly), anti-mouse CSF1R (CD115, BioXCell, 300 %g per injection every other day) and anti-ASGM1 (anti-mouse Asialo-
GM1, 50 %l per injection twice weekly) .

For western blot, anti-Flt3L antibody (Abcam ab231192) and anti-His antibody (Cell Signaling Technology #12698S) were used to
analyze peotein expressed by the engineered bacteria. Proteins of stimulated BMDCs were confirmed by WB analysis using an anti-
TLR1 antibody (Abcam, ab37068), anti-TLR2 antibody (Abcam, ab209216), anti-TLR6 antibody (Cell Signaling Technology #12717), "-
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Validation

actin antibody (Cell Signaling Technology #4967), anti-Phospho-NF-$B p65 (Cell Signaling Technology #3033S) and anti-Histone H3
(Cell SignalingTechnology #4499S). All antibodies were diluted 1:1000.

All antibodies are from commercial companies and are well validated by manufacturer and widely used in researches. Their validation

data are available on the manufacturer's websites.

CD11c (N418, FITC, 117306) https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd11c-antibody-1815

CD11c (N418, PE, 117308) https://www.biolegend.com/en-us/products/pe-anti-mouse-cd11c-antibody-1816

CD80 (16-10A1, APC, 104714) https://www.biolegend.com/en-us/products/apc-anti-mouse-cd80-antibody-2340

CD86 (GL-1, PE, 105008) https://www.biolegend.com/en-us/products/pe-anti-mouse-cd86-antibody-256

CD8a (53-6.7, PerCP/Cyanine5.5, 100734) https://www.biolegend.com/en-us/products/percp-cyanine5-5-anti-mouse-cd8a-
antibody-4255

CD103 (2E7, PE, 121406) https://www.biolegend.com/en-us/products/pe-anti-mouse-cd103-antibody-3574

CD3 (500A2, FITC, 152304) https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd3epsilon-antibody-13685

PD1 (29F.1A12, APC, 135210) https://www.biolegend.com/en-us/products/apc-anti-mouse-cd279-pd-1-antibody-6497

CD4 (GK1.5, PE, 100408) https://www.biolegend.com/en-us/products/pe-anti-mouse-cd4-antibody-250

CD8a (53-6.7, APC, 100712) https://www.biolegend.com/en-us/products/apc-anti-mouse-cd8a-antibody-150

CD25 (PC61, FITC, 102006) https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd25-antibody-422

CD69 (H1.2F3, PE/Cyanine7, 104512) https://www.biolegend.com/en-us/products/pe-cyanine7-anti-mouse-cd69-antibody-3168

CD4 (GK1.5, PE/Cyanine7, 100422) https://www.biolegend.com/en-us/products/pe-cyanine7-anti-mouse-cd4-antibody-1919

CD25 (PC61, APC, 102012) https://www.biolegend.com/en-us/products/apc-anti-mouse-cd25-antibody-420

FoxP3 (MF-14, PE, 126404) https://www.biolegend.com/en-us/products/pe-anti-mouse-foxp3-antibody-4660

CD44 (IM7, PE, 103008) https://www.biolegend.com/en-us/products/pe-anti-mouse-human-cd44-antibody-2206

CD62L (MEL-14, PE/Cyanine7, 104418) https://www.biolegend.com/en-us/products/pe-cyanine7-anti-mouse-cd62l-antibody-1922

CD11b (M1/70, APC, 101212) https://www.biolegend.com/en-us/products/apc-anti-mouse-human-cd11b-antibody-345

F4/80 (BM8, PE/Cyanine5, 123112) https://www.biolegend.com/en-us/products/pe-cyanine5-anti-mouse-f4-80-antibody-4069

CD206 (C068C2, PE, 141706) https://www.biolegend.com/en-us/products/pe-anti-mouse-cd206-mmr-antibody-7424

CD134 (OX-86, APC, 119414) https://www.biolegend.com/en-us/products/apc-anti-mouse-cd134-ox-40-antibody-8305

CD49b (DX5, PE, 108908) https://www.biolegend.com/en-us/products/pe-anti-mouse-cd49b-pan-nk-cells-antibody-234

CD135 (A2F10, APC, 135310) https://www.biolegend.com/en-us/products/apc-anti-mouse-cd135-antibody-6284

IFN-# (XMG1.2, APC, 505810) https://www.biolegend.com/en-us/products/apc-anti-mouse-ifn-gamma-antibody-993
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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

Anti-CD8 (Mouse) mAb-Alexa Fluor® 647 (KT15) http://www.mbl-chinawide.cn/search012?keyword=anti-CD8

H-2Kb OVA Tetramer-SIINFEKL (TS-5001-1C) http://www.mbl-chinawide.cn/search012?keyword=TS-5001-1C

CD8 (EPR21769, Abcam) https://www.abcam.cn/cd8-alpha-antibody-epr21769-ab217344.html

PD-1 (EPR20665, Abcam) https://www.abcam.cn/pd1-antibody-epr20665-ab214421.html

anti-PD1 (clone 29F.1A12, BioXCell) https://bxcell.com/product/invivoplus-anti-mouse-pd-1-cd279/

anti-mouse CD8 (clone 2.43, BioXCell, 400 %g per injection twice weekly) https://bxcell.com/product/invivoplus-anti-m-lyt-2-2-cd8a/

anti-mouse CD4 (GK1.5, BioXCell, 200 %g per injection weekly) https://bxcell.com/product/invivoplus-anti-m-cd4/

anti-mouse CSF1R (CD115, BioXCell, 300 %g per injection every other day) https://bxcell.com/product/invivoplus-anti-mouse-csf1r-
cd115/

anti-ASGM1 (anti-mouse Asialo-GM1, 50 %l per injection twice weekly) Asialo GM1 Polyclonal Antibody, Functional Grade
(16-6507-39) (thermofisher.cn)

anti-Flt3L antibody (Abcam ab231192) https://www.abcam.cn/flt3-ligandflt3l-antibody-ab231192.html

anti-His antibody (Cell Signaling Technology #12698S) https://www.cellsignal.cn/products/primary-antibodies/his-tag-d3i1o-xp-
rabbit-mab/12698?site-search-type=Products&N=4294956287&Ntt=%2312698s&fromPage=plp&_requestid=8743203

anti-TLR1 antibody (Abcam, ab37068) https://www.abcam.cn/tiltlr1-antibody-ab37068.html

anti-TLR2 antibody (Abcam, ab209216) https://www.abcam.cn/tlr2-antibody-epr20302-119-ab209216.html

anti-TLR6 antibody (Cell Signaling Technology #12717) https://www.cellsignal.com/products/primary-antibodies/toll-like-receptor-6-
d1z8b-rabbit-mab/12717?site-search-type=Products&N=4294956287&Ntt=tlr6&fromPage=plp

"-actin antibody (Cell Signaling Technology #4967) https://www.cellsignal.cn/products/primary-antibodies/b-actin-antibody/4967?
site-search-type=Products&N=4294956287&Ntt=%234967%29&fromPage=plp&_requestid=8743422

anti-Phospho-NF-$B p65 (Cell Signaling Technology #3033S) https://www.cellsignal.cn/products/primary-antibodies/phospho-nf-kb-
p65-ser536-93h1-rabbit-mab/3033?site-search-type=Products&N=4294956287&Ntt=%
233033s&fromPage=plp&_requestid=8743573

anti-Histone H3 (Cell Signaling Technology #4499S) https://www.cellsignal.cn/products/primary-antibodies/histone-h3-d1h2-xp-
rabbit-mab/4499?site-search-type=Products&N=4294956287&Ntt=%234499s&fromPage=plp&_requestid=8743728

Cell lines B16F10, 4T1 and CT26 cells were obtained from the Cell Bank of Shanghai Institute of Biochemistry and Cell Biology,
and cultured following vendor instructions. 4T1-GFP-Luc cells were generated by transfection of the 4T1 cell line with
pGreenFire lentiviral vector (System Biosciences). CT26-GFP-Luc cells were generated by transfection of the CT26 cell line
with pGreenFire lentiviral vector (System Biosciences). MC38-GFP-Luc cells were generated by transfection of the MC38 cell
line with pGreenFire lentiviral vector (System Biosciences). B16F10-OVA cell line was generated by lentivirus-based infection
of a vector encoding OVA protein in B16F10 tumor cells.

Each cell line was maintained separately and stocked in early passages, to minimize contamination and to preserve cell

identity. No further authentication was performed before use.

Our laboratory peformed mycoplasma testing on all cells cultured every month and all cell lines used tested negative for
mycoplasma contamination.

No misidentified cell lines listed by ICLAC were used.

BALB/c male/female mice and C57BL/6 male mice aged 5-6 weeks were purchased from Shanghai Sippr-BK laboratory animal Co. Ltd.
(Shanghai, China) and kept in the specific pathogen-free (SPF) Laboratory Animal Center of Affiliated Nanjing Drum Tower Hospital of




