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Policy information about studies with human participants or human data. See also policy information about sex, gender (identity/presentation),
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sample size were measured using power calculation excel sheet (https://www.bu.edu/research/ethics-compliance/animal-subjects/animal-
care/research/sample-size-calculations-iacuc/) as determined when we submitted our project for animal ethics approval.

Mice were rejected when tumor did not grow or when tumor growth was in asynchrony for treatment.

Our results were validated using two approaches (a genetic approach using GCV and a pharmacological approach using ABT263). Each in vivo
experiments involving tumor growth were repeated at least 2 time with a minimun of 3 mice per groups. In vitro experiment were repeated at
least 3 times with similar results.

mice distribution was random

Investigators were not blind as tumors size were not determined using unbiased live cell imaging. Similarly, immune cell counts were obtained
using flow cytometry on the entire dissociated tissues leaving no place for interpretation of the data.

Antibodies for flow cytometry:

CD45-BV785: Brilliant Violet 785™ anti-mouse CD45 Antibody, Clone 30-F11, Cat# 103149, Biolegend. Dilution 1/100
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Validation

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

CD3-AF700: Alexa Fluor® 700 anti-mouse CD3 Antibody, Clone 17A2, Cat# 100216, Biolegend. Dilution 1/100

CD4-PE: PE anti-mouse CD4 Antibody, Clone H129.19, Cat#130310, Biolegend. Dilution 1/100

CD8-PercpCy5: PerCP/Cyanine5.5 anti-mouse CD8a Antibody, Clone 53-6.7, Cat# 100734, Biolegend. Dilution 1/100

CD11b-BUV395: BD Horizon™ BUV395 Rat Anti-CD11b, Clone M1/70, Cat#563553, BDBioscience. Dilution 1/100

IFNG-BV785: Brilliant Violet 785™ anti-mouse IFN- Antibody, Clone XMG1.2, Cat#505837, Biolegend. Dilution 1/100

CD11c-APC: APC anti-mouse CD11c Antibody, clone N418, Cat#117310, Biolegend. Dilution 1/100

F4/80-APC-Cy7: APC/Cyanine7 anti-mouse F4/80 Antibody, Clone BM8, Cat# 123117, Biolegend. Dilution 1/100

CD45-PE-Cy7: PE/Cyanine7 anti-mouse CD45 Antibody, Clone 30-F11, Cat#103113, Biolegend. Dilution 1/100

CD8-BV421: Brilliant Violet 421™ anti-mouse CD8a Antibody, Clone 53-6.7, Cat#100737, Biolegend. Dilution 1/100

BUV737 Rat Anti-Mouse CD274 : BD OptiBuild™ BUV737 Rat Anti-Mouse CD274, clone MIH5. Dilution 1/100

BV421 Rat Anti-Mouse Galectin-9: BD Horizon™ BV421 Rat Anti-Mouse Galectin-9, clone RG9-35. Dilution 1/100

PE anti-mouse CD270 (HVEM) Antibody: Clone HMHV-1B18, Biolegend, dilution 1/100

BD Horizon™ BUV395 Rat Anti-Mouse CD86: Clone GL1, dilution1/100

FITC-CD45: FITC anti-mouse CD45 Antibody, clone 30-F11, Cat#103107, Biolegend, dilution 1/100

In vivo treatment:

anti Ly6c: InVivoMAb anti-mouse Ly6C, Clone Monts1, Cat# BE0203, BioXcell

anti PD-L1: InVivoMAb anti-mouse PD-L1 (B7-H1), Clone 10F.9G2, Cat#BE0101, BioXcell

anti CTTLA4: InVivoMAb anti-mouse CTLA-4 (CD152), Clone 9H10, Cat#BE0131, BioXcell

Each antibodies were previously validated by the manufacturer (Biolegend, BD Biosciences and BioXcell). For flow cytometry, all
antibodies were also validated in our cell population by a comparison with control isotype.

In vitro:

CD45-BV785: Mouse reactivity verified by manufacturer. Podd BS, et al. 2006. J. Immunol. 176:6532. (FC, CMCD) PubMed

CD3-AF700: Mouse reactivity verified by manufacturer. Hirai T, et al. 2020. Immunity. 54(1):84-98.e5. PubMed

CD4-PE: Mouse reactivity verified by manufacturer. Lawson H, et al. 2021. Stem Cell Reports. 16:2784. PubMed

CD8-PercpCy5: Mouse reactivity verified by manufacturer. Shih FF, et al. 2006. J. Immunol. 176:3438. (FC)

CD11b-BUV395: Mouse reactivity verified by manufacturer. Driver DJ, McHeyzer-Williams LJ, Cool M, Stetson DB, McHeyzer-Williams
MG. Development and maintenance of a B220- memory B cell compartment. J Immunol. 2001; 167(3):1393-1405. (Clone-specific:
Flow cytometry, Immunofluorescence.

IFNG-BV785: Mouse reactivity verified by manufacturer. Ferrick D, et al. 1995. Nature 373:255. (FC)

CD11c-APC: Mouse reactivity verified by manufacturer.Ramakrishna C, et al. 2019. Nat Commun. 10:2153. PubMed

F4/80-APC-Cy7:Mouse reactivity verified by manufacturer. Rosina M, et al. 2022. Cell Metab. 34:533. PubMed

CD45-PE-Cy7: Mouse reactivity verified by manufacturer. Tran NT, et al. 2019. Cell Rep. 28:3510. PubMed

CD8-BV421: Mouse reactivity verified by manufacturer.Jayachandran R, et al. 2019. Immunity. 50:152. PubMed

BUV737 Rat Anti-Mouse CD274: Ansari MJ, Salama AD, Chitnis T, et al. The programmed death-1 (PD-1) pathway regulates
autoimmune diabetes in nonobese diabetic (NOD) mice. J Exp Med. 2003 July; 198(1):63-69. (Biology).

BV421 Rat Anti-Mouse Galectin-9: Chiba S, Baghdadi M, Akiba H, et al. Tumor-infiltrating DCs suppress nucleic acid-mediated innate
immune responses through interactions between the receptor TIM-3 and the alarmin HMGB1.. Nat Immunol. 2012; 13(9):832-42.
(Clone-specific: In vivo exacerbation)

PE anti-mouse CD270 (HVEM) Antibody:Verma S, et al. 2016. J Virol. 90: 650 - 658.

BD Horizon™ BUV395 Rat Anti-Mouse CD86: Bluestone JA. New perspectives of CD28-B7-mediated T cell costimulation. Immunity.
1995; 2(6):555-559.

CD45-FITC: Podd BS, et al. 2006. J. Immunol. 176:6532. (FC, CMCD) PubMed

In vivo:

anti Ly6c: Rowe, A. M., et al. (2017). "Subclinical Herpes Simplex Virus Type 1 Infections Provide Site-Specific Resistance to an
Unrelated Pathogen" J Immunol. doi : 10.4049/jimmunol.1601310.

anti PD-L1: Grasselly, C., et al. (2018). "The Antitumor Activity of Combinations of Cytotoxic Chemotherapy and Immune Checkpoint
Inhibitors Is Model-Dependent" Front Immunol 9: 2100.

anti CTTLA4: Ariyan, C. E., et al. (2018). "Robust Antitumor Responses Result from Local Chemotherapy and CTLA-4 Blockade" Cancer
Immunol Res 6(2): 189-200.

12-14 weeks old p16-3MR mice on C57bl/6 background were used. Mice were housed in the animal care facility at the CHU Sainte-
Justine Research Center under pathogen-free conditions in sterile ventilated racks. Mice were housed on a 12:12 h light:dark cycle at
21 °C and 40% humidity, and they had free access to food (Harlan Teklad 2918) and tap water.

This study did not involve wild animals.




