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Although statistical methods were not used to predetermine sample size, sample sizes were chosen on the basis of estimates from pilot

experiments. Sample sizes are similar to those generally employed and accepted in the field. All

sample sizes are shown in the figures legends or in the Methods section of our manuscript, respectively. In the in vivo experiments, numbers
of animals are similar to those generally used in similar studies, and were sufficient to support our conclusions with statistical significance.

No data were excluded from analysis.

All results obtained in this study were successfully replicated. We have performed the experiments shown in our manuscript at least twice, in
most cases even more than twice. Exact numbers of biologically independent repetitions are stated in the manuscript.

To collect unbiased data, animals were randomly asigned to the mock or SCFA-treated group. Mice of the same sex and age were used to
control for covariates. Blood samples from healthy donors were obtained randomized from the University Hospital Würzburg and were not
allocated into experimental groups.

In vivo experiments were performed unblinded due to the requirements and regulations of the animal facility BMFZ and the
Regierungspräsidium Gießen, Germany. However, at least two scientists performed the experiments and analyzed the described data
independently. In in vitro experiments, blinding was not necessary since all the samples were analyzed in the same way.

All antibodies used for cytometry are from commercial sources and were purchased from Biolegend, eBioscience, BD

Pharmingen/ Bioscience, Invitrogen or Miltenyi Biotech.

Anti-mouse:

CD3, clone 145-2C11 (Cat# 100312 - Biolegend, Cat# 100306 - Biolegend, Cat# 100302 - Biolegend)

CD28, clone 37.51 (Cat# 102116 - Biolegend)

CD4, clone RM4-5 (Cat# 100510 - Biolegend, Cat# 100538 - Biolegend, Cat# 560468 - BD)

CD8, clone 53-6.7 (Cat# 100706 - Biolegend, Cat# 100712 - Biolegend, Cat# 560776 - BD)

CD45.1, clone A20 (Cat# 110726 - Biolegend)

CD25, clone PC61.5 (Cat# 102012 - 110726, Cat# 102016 - 110726)

CD19, clone 1D3/CD19 (Cat# 152406 - Biolegend)

IFN-gamma, clone XMG1.2 (Cat# 505810 - Biolegend, Cat# 16-7311-85 - Invitrogen)

TNF-alpha, clone MP6-XT22 (Cat# 506304 - Biolegend, Cat# Biolegend)

Granzyme B, clone QA16A02 (Cat# 372208 - Biolegend)

Eomes, clone Dan11mag, (Cat# 48-4875-82 - eBioscience)
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Validation

T-bet, clone eBio4B10 (Cat# 12-5825-82 - eBioscience)

phospho-STAT5 (Tyr694), clone SRBCZX (Cat# 12-9010-42 - eBioscience)

phospho-mTOR (ser2448), clone MRRBY (Cat# 12-9718-42 - eBioscience)

phospho-S6 (Ser235/236), clone cupk43k (Cat# 17-9007-42 - eBioscience)

Anti-human:

IFN-gamma, clone 4S.B3 (Cat# 502512 - Biolegend)

Granzyme B, clone QA16A02 (Cat# 372208 - Biolegend)

CD25, clone M-A251 (Cat# 356106 - Biolegend)

CD69, clone FN50 (Cat# 310914 - Biolegend)

CD8, clone SK1 (Cat# 561618 - BD)

For the analysis of secreted cytokines, following commercial kits were used:

BioLegend ELISA MAX Deluxe Set Human IFN-y (Cat# 430104)

BioLegend ELISA MAX Deluxe Set Human IL-2 (Cat# 431804)

BioLegend ELISA MAX Deluxe Set Human TNF-a (Cat# 430204)

Invitrogen Murine TNF-alpha ELISA Kit (Cat# 88-7324-76)

Biolegend Max Standard Set Mouse IL-2 (Cat# 431001)

No customized antibodies were used. Validation data of the antibodies purchased from commercial vendors are available on

the manufactures' website and datasheets.

Anti-mouse:

CD3, clone 145-2C11 (Cat# 100312 - Biolegend, Cat# 100306 - Biolegend, Cat# 100302 - Biolegend)

https://www.biolegend.com/en-us/products/apc-anti-mouse-cd3epsilon-antibody-21

https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd3epsilon-antibody-23

https://www.biolegend.com/en-us/products/purified-anti-mouse-cd3epsilon-antibody-28?GroupID=BLG6744

CD28, clone 37.51 (Cat# 102116 - Biolegend)

https://www.biolegend.com/en-us/products/ultra-leaf-purified-anti-mouse-cd28-antibody-7733

CD4, clone RM4-5 (Cat# 100510 - Biolegend, Cat# 100538 - Biolegend, Cat# 560468 - BD)

https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd4-antibody-480?GroupID=BLG4745

https://www.biolegend.com/en-us/products/percp-anti-mouse-cd4-antibody-4229?GroupID=BLG4211

https://www.bdbiosciences.com/eu/applications/research/stem-cell-research/hematopoietic-stem-cell-markers/mouse/negative-
markers/v450-rat-anti-mouse-cd4-rm4-5-also-known-as-rm45/p/560468

CD8, clone 53-6.7 (Cat# 100706 - Biolegend, Cat# 100712 - Biolegend, Cat# 560776 - BD)

https://www.biolegend.com/en-us/products/fitc-anti-mouse-cd8a-antibody-153?GroupID=BLG2559

https://www.biolegend.com/en-us/search-results/apc-anti-mouse-cd8a-antibody-150

https://www.bdbiosciences.com/eu/reagents/research/antibodies-buffers/immunology-reagents/anti-mouse-antibodies/cell-
surface-antigens/v500-rat-anti-mouse-cd8a-53-67/p/560776

CD45.1, clone A20 (Cat# 110726 - Biolegend)

https://www.biolegend.com/en-us/global-elements/pdf-popup/percp-anti-mouse-cd45-1-antibody-4268?GroupID=BLG1933

CD25, clone PC61.5 (Cat# 102012 - Biolegend, Cat# 102016 - Biolegend)

https://www.biolegend.com/fr-ch/products/apc-anti-mouse-cd25-antibody-420

https://www.biolegend.com/en-gb/sean-tuckers-tests/pe-cyanine7-anti-mouse-cd25-antibody-1929?GroupID=BLG10428

CD19, clone 1D3/CD19 (Cat# 152406 - Biolegend)

https://www.biolegend.com/en-us/products/percp-cyanine5-5-anti-mouse-cd19-antibody-13640?GroupID=BLG15527

IFN-gamma, clone XMG1.2 (Cat# 505810 - Biolegend, Cat# 16-7311-85 - Invitrogen)

https://www.biolegend.com/en-us/search-results/apc-anti-mouse-ifn-gamma-antibody-993

https://www.thermofisher.com/antibody/product/IFN-gamma-Antibody-clone-XMG1-2-Monoclonal/16-7311-81

TNF-alpha, clone MP6-XT22 (Cat# 506304 - Biolegend, Cat# 506306 - Biolegend)

https://www.biolegend.com/en-us/search-results/fitc-anti-mouse-tnf-alpha-antibody-976

https://www.biolegend.com/en-us/products/pe-anti-mouse-tnf-alpha-antibody-978

Granzyme B, clone QA16A02 (Cat# 372208 - Biolegend)

https://www.biolegend.com/en-us/products/pe-anti-human-mouse-granzyme-b-recombinant-antibody-14431?GroupID=GROUP28

Eomes, clone Dan11mag, (Cat# 48-4875-82 - eBioscience)
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Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

https://www.thermofisher.com/antibody/product/EOMES-Antibody-clone-Dan11mag-Monoclonal/48-4875-82

T-bet, clone eBio4B10 (Cat# 12-5825-82 - eBioscience)

https://www.thermofisher.com/antibody/product/T-bet-Antibody-clone-eBio4B10-4B10-Monoclonal/12-5825-82

phospho-STAT5 (Tyr694), clone SRBCZX (Cat# 12-9010-42 - eBioscience)

https://www.thermofisher.com/antibody/product/Phospho-STAT5-Tyr694-Antibody-clone-SRBCZX-Monoclonal/12-9010-42

phospho-mTOR (ser2448), clone MRRBY (Cat# 12-9718-42 - eBioscience)

https://www.thermofisher.com/antibody/product/Phospho-mTOR-Ser2448-Antibody-clone-MRRBY-Monoclonal/12-9718-42

phospho-S6 (Ser235/236), clone cupk43k (Cat# 17-9007-42 - eBioscience)

https://www.thermofisher.com/antibody/product/Phospho-S6-Ser235-Ser236-Antibody-clone-cupk43k-Monoclonal/17-9007-42

Anti-human:

IFN-gamma, clone 4S.B3 (Cat# 502512 - Biolegend)

https://www.biolegend.com/en-gb/products/apc-anti-human-ifn-gamma-antibody-1012

Granzyme B, clone QA16A02 (Cat# 372208 - Biolegend)

https://www.biolegend.com/en-us/products/pe-anti-human-mouse-granzyme-b-recombinant-antibody-14431?GroupID=GROUP28

CD25, clone M-A251 (Cat# 356106 - Biolegend)

https://www.biolegend.com/en-us/products/fitc-anti-human-cd25-antibody-8390

CD69, clone FN50 (Cat# 310914 - Biolegend)

https://www.biolegend.com/en-gb/products/apc-cyanine7-anti-human-cd69-antibody-1917

CD8, clone SK1 (Cat# 561618 - BD)

https://www.bdbiosciences.com/us/reagents/research/antibodies-buffers/immunology-reagents/anti-non-human-primate-
antibodies/cell-surface-antigens/v500-mouse-anti-human-cd8-sk1/p/561618

K562 (ATCC, Manassas, VA, USA)

K562_ROR1 were generated by lentiviral transduction with the full-length human ROR1 gene. All tumor cell lines were
transduced with a lentiviral vector encoding firefly luciferase (ffluc) enhanced green fluorescent protein (GFP) to enable
detection by flow cytometry (GFP), bioluminescence-based cytotoxicity assays (ffluc), and bioluminescence imaging (ffluc) in
mice. PancOVA and B16OVA cells were kindly provided by the lab of Prof. M. Huber.

K562 used in this study were authenticated in our lab, as they

were directly purchased from the internationally credible vendors. PancOVA and B16OVA cell lines were authenticated by in
vitro experiments.

In our laboratory, the contamination of mycoplasma was regularly examined by

PCR. No contamination was detected while we conducted

experiments related to this project.

No commonly misidentified cell lines were used.

As laboratory animals we used mice (Mus musculus).

Summary of mouse strains, mean age plus range, genetic background, sex:

CD45.1 WT (Bl6.C57 background), 10 weeks (range: 8 - 12), females

CD45.2 WT (Bl6.C57 background), 10 weeks (range: 8 - 12), females

CD45.1 OT-I (Bl6.C57 background), 10 weeks (range: 8 - 12), females

CD45.2 Ffar2/Ffar3/mice (on a C57BL/6 background), 10 weeks (range: 8 - 12), females

CD45.2 FIR×tiger (Bl6.C57 background), 10 weeks (range: 8 - 12), females

Rag1-/- (Bl6.C57 background), 10 weeks (range: 8 - 12), females

General mouse work, such as daily animal care, breeding and offspring separation, was carried out under SPF or GF conditions at the




