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Antibodies
Antibodies used

Sample sizes are provided in each figure legend, and we chosen the sample size based on the previous studies:

1) Nat Commun. 2020 Apr 20;11(1):1913;

2) Nat Commun. 2018 Jul 16;9(1):2745;

3) Nat Immunol. 2016 May;17(5):583-92.

No data were excluded.

All data presented has been replicated. Most graphs display the collective data from several independent experiments and the number of
replicate experiments included are given in the figure legends.

Genetic mouse experiment: Different genotypes from the same litter were compared. Wild-type mice were randomly divided into control
treatment or treatment groups. Other experiments are not relevant to the application of randomization.

During assessment of the tumor size and mice survival, the assessor did not know the genotypes or treatments the mice received. For the flow
cytometry experiments of Figure 2a, 2b, 2c, 4a, 4b, 4c, 4d, 4e, 4f, 4g, 4j, 4k and 5e, the person who analyzed the data by flow cytometry was
blinded to the genotypes or treatments.

1. A rat-anti-mouse BTNL2 monoclonal antibody (clone: mAb-2) was made by Atagenix company (this is an antibody customized from
the Atagenix company, so it doesn't have a catalog number). Isotype control rat IgG1 antibody was bought from R&D Systems (Clone
43414R, cat no. MAB005R).

2. Anti-human BTNL2 pAb for western blot was bought from Proteintech (1:1000, cat no. 25110-1-AP). Anti-BTNL2 polyclonal
antibody for IHC and IF was bought from Sigma (1:100, cat no. HPA039844). Anti-!-Tubulin (1:1000, clone 11H10, cat no. 2125) and
Anti-PD-L1 antibodies for IHC were bought from CST (1:200, clone (E1L3N®) XP®, cat no. 13684). Anti-human PD-L1 antibody for
western blot was bought from Proteintech (1:2000, clone 2B11D11, cat no. 66248-1-Ig). Anti-Na/K ATPase (1:5000, cat no. 14418-1-
AP) polyclonal antibody were bought from Proteintech. Anti-"-Actin (1:1000, clone C4, cat no. sc-47778) and anti-HSP90 (1:1000,
clone F-8, cat no. sc-13119) antibodies were bought from SANT CRUZ. Anti-Napsin A antibody was bought from Proteintech (1:500,
clone 2D12A2, cat no. 60259-1-Ig).

3. Anti-PD-1 (clone RMP1-14, cat no. BE0146), anti-V#1 TCR (clone 2.11, cat no. BE0257), anti-IL-17A (clone 17F3, cat no. BE0173),
anti-CD8a (clone 2.43, cat no. BE0061), anti-CD11b (clone M1/70, cat no. BE0007), Polyclonal Armenian hamster IgG (cat no.
BE0091), anti-keyhole limpet hemocyanin (clone LTF-2, cat no. BE0090) for the neutralization were bought from BioXcell.

4. Flow antibodies of anti-CD4 (clone RM4-5, cat no. 100510), anti-CD8a (clone 53-6.7, cat no. 100708), anti-IL-17A (clone of
TC11-18H10.1, cat no. 506904), anti-IFN-# (clone XMG1.2, cat no. 505810), anti-IL-17A (clone of TC11-18H10.1, cat no. 506916), anti-
IFN-# (clone XMG1.2, cat no. 505806), anti-IFN-# (clone XMG1.2, cat no. 505829), anti-#$ TCR (clone UC7-13D5, cat no. 107504), anti-
#$ TCR (clone UC7-13D5, cat no. 107512), anti-#$ TCR (clone GL3, cat no. 118116), anti-#$ TCR (clone GL3, cat no. 118124), anti-
V#1.1TCR (2.11, cat no. 141103), anti-V#4 TCR (clone UC3-10A6, cat no. 137703), anti-CD45 (clone of 30-F11, cat no. 103108), anti-
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Validation

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

CD45 (clone of 30-F11, cat no.103116), anti-GR-1 (clone RB6-8C5, cat no. 108407), anti-Ly6G (clone 1A8, cat no. 127608), anti-F4/80
(clone BM8, cat no. 123115), anti-CD11b (clone M1/70, cat no. 101212), anti-CD11b (clone M1/70, cat no. 101207), anti-Ly6C (clone
HK1.4, cat no. 128017), anti-CD11c (clone N418, cat no. 117310), anti-CD16/32 (clone 93, cat no. 101302), anti-Asialo GM1 (clone
Poly21460, cat no. 146007) anti-CD3% (clone 17A2, cat no. 100236), anti-I-A/I-E (clone M5/114.15.2, cat no. 107607) and anti-CD27
(clone LG.3A10, cat no. 124211) were bought from Biolegend. True-Nuclear™ Mouse Treg Flow™ Kit was bought from Biolegend (cat
no. 320029). Antibodies of anti-human CD3% (clone HIT3a, cat no. 300306), anti-human #$ TCR (B1, cat no. 331222), anti-human
IL-17A (clone BL168, cat no. 512306) and anti-human IFN-# (clone B27, cat no. 502512) were bought from Biolegend. Anti-mouse V#7
TCR antibody was kindly provided by Dr. Pablo Pereira at Institut Pasteur in France. Antibodies of anti-mouse CD3% (clone 145-2C11,
cat no.100340) and anti-mouse CD28(clone 37.51, cat no.102116) were bought from Biolegend.

Anti-BTNL2 mAb-2 is working for blocking, western blot and flow cytometry analysis for mouse BTNL2, as shown in supplementary
figure1a, 1c, 1d, 1e, 2a, 2d, 2g, 6c, 6d, and we didn't test whether this mAb work for human BTNL2 or not.

All the commercial antibodies were validated by the suppliers, and the validation information can be found on the company's
websites.

Anti-human BTNL2 polyclonal antibody (Proteintech , cat no. 25110-1-AP).

Validation: https://www.ptgcn.com/products/BTNL2-Antibody-25110-1-AP.htm

Anti-BTNL2 polyclonal antibody (Sigma, cat no. HPA039844).

Validation: PMID: 25489103(IHC)

Anti-!-Tubulin (CST, Cat No: 2125)

Validation: https://www.cellsignal.cn/products/primary-antibodies/a-tubulin-11h10-rabbit-mab/2125?site-search-
type=Products&N=4294956287&Ntt=2125&fromPage=plp&_requestid=3237937

Anti-PD-L1 (CST, cat no. 13684)

Validation: PMID: 34178637(IHC)

Anti-human PD-L1 antibody (Proteintech, cat no. 66248-1-Ig).

Validation: PMID: 30979816(WB)

Anti-Na/K ATPase : (Proteintech, Cat No: 14418-1-AP)

Validation: PMID: 32574956 (WB)

Anti-"-Actin (SANT CRUZ, cat no. sc-47778)

Validation: https://www.scbt.com/p/beta-actin-antibody-c4?requestFrom=search

Anti-HSP90 (SANT CRUZ, cat no. sc-13119)

Validation: https://www.scbt.com/p/hsp-90alpha-beta-antibody-f-8?requestFrom=search

Anti-Napsin A (Proteintech , cat no. 60259-2-Ig)

Validation: https://www.ptgcn.com/products/NAPSA-Antibody-60259-2-Ig.htm

HEK293T, B16F10,LLC, MC38, CT26, A20,4T1,THP-1 and 293F cell lines were bought from ATCC.

Cell lines were authenticated by short tandem repeat profiling.

All cell lines are negative for mycoplasma.

No commonly misidentified cell lines were used in this study.

BTNL2-KO mice were made by Cyagen Biosciences Inc by Crispr-cas9. BTNL2-KO mice were C57BL/6 background. Six to eight weeks
old female C57BL/6 and BALB/c mice were obtained from Beijing Vital River Laboratory Animal Technology Co., Ltd. OT-1 transgenic
mice were kindly provided by Prof. Zhengfan Jiang at Peking University and six to eight weeks old male OT-1 transgenic mice were
used in our experiments. These mice were housed in SPF condition, the ambient temperature is between 20-25°C, the humidity is
between 40-70%, and the environmental light/dark cycle is 12h light, 12h dark. Laboratory animals used are described in the Method
section.

The study did not involve wild animals.

The study did not involve samples collected from the field.




