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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.
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Methods
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Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

The sample size was chosen based on previous experiment we performed in the lab. By experience, we obtained reproducible data using 3-5
mice per group for the animal studies and only 2 for controls as the background is very low. We have previously published similar analyses
using these sample sizes (Aitken et. al, J. Immunother 2018).

No data was excluded.

All findings were reproducible. Experiments were independently performed the following number of times: Fig. 1b (2), 1c (2), 1d (2), 1e (2), 1f
(2), 1g (2), 2b (2), 2c (4), 2d (3), 2e (1), 2f (1, 2 experiments combined), 3b (2), 3c (2), 3d (2), 3e (2), 3f (2), 3g (2), 3h (2), 3i (2), 4b (4), 4c (2), 3d
(1), 4e (1, 2 experiments combined), 5b (1), 5c (1), 5d (1), 5e (2), 5f (2), 6b (1, 2 experiments combined), 6c (1), 6d (2), 6e (1, 2 experiments
combined), 6f (1), 6g (1), 7b (2), 7c (2), S1 (2), S2a (2), S2b (2), S3 (1), S4 (1), S5 (1), S6 (1), S7 (2), S8a (1), S8b (1), S9 (2).

Given that we inject virus to our animals and to avoid contamination, we keep the different animal groups in separate cages. The cages were
allocated randomly.

The investigators were not blinded because the animals were injected with viruses and not knowing what the user is exposed to is not
recommended.

Rat monoclonal anti-mouse CD62L (Clone MEL-14, APC-Cy7, eBioscience #47-0621-82, 1:300); Rat monoclonal anti-mouse TNF-alpha
(Clone MP6-XT22, APC, eBioscience #17-7321-82, 1:250); Rat monoclonal anti-mouse IFN-gamma (Clone XMG1.2, FITC, eBioscience
#11-7311-41, 1:250); Rat monoclonal anti-mouse CD8 (Clone 53-6.7, PerCPCy5.5, eBioscience #45-0081-82, 1:300); Rat monoclonal
anti-mouse CD127 (Clone A7R34, BV421, BioLegend #135024, 1:100), Hamster monoclonal anti-mouse KLRG1 (Clone 2F1, FITC,
eBioscience #11-5893-82, 1:300); Rat monoclonal anti-mouse CD44 (Clone IM, APC, eBioscience #17-0441-83, 1:300); tetramer
H-2Kb/OVA257 (Tetramer Baylor College of Medicine, PE, 1:100); Fixable Viability Dye eFluor 506 (#65-0866-14, eBioscience, 1:750);
Fixable Viability Dye eFluor 780 (#65-0865-14, eBioscience, 1:1000); Rat anti-mouse CD21/CD35 (clone 7E9, APC, BioLegend
#123411, 1:100); anti-mouse CD23 (clone B3B4, eFluor450, BioLegend #48-0232-82, 1:300); Rat anti-mouse B220 (Clone RA3-6B2,
PE, eBioscience, 1:300); Rat anti-mouse CD19 (Clone ID3, PE-Cy7, eBioscience #25-0193-82, 1:300); Mouse anti myc (Clone 9B11,
cat#2276, Cell signaling technology, 1:1000); Rabbit anti-MRB (Homemade, 1:3000); Rat IgG2ak anti-mouse CD8a (clone 53.67,
Leinco cat# C2848, 100$g/mouse); Peroxydase-coupled goat anti-mouse (Invitrogen, #32230, 1:1000); Peroxydase-coupled goat
anti-rabbit (Invitrogen, #65-6120, 1:1000).

CD8: Staining of C57BL/6 splenocytes with 0.125 µg of Rat IgG2a K Isotype Control PerCP-Cyanine5-5 or 0.125 µg of Anti-Mouse CD8a
PerCP-Cyanine5-5. Cells in the lymphocyte gate were used for analysis.

CD44: Staining of C57BL/6 splenocytes with staining buffer (autofluorescence) or 0.03 µg of Anti- Mouse CD44 APC. Total viable cells
were used for analysis.

KLRG1: Staining of C57Bl/6 splenocytes with Anti-Mouse NK1-1 APC and 0.125 µg of Golden Syrian Hamster IgG Isotype Control FITC
or 0.125 µg of Anti-Mouse KLRG1 FITC. Total viable cells were used for analysis.

CD127: C57BL/6 mouse splenocytes were stained with CD3" FITC and CD127 (clone A7R34) Brilliant Violet 421 or rat IgG2a, # Brilliant
Violet 421™ isotype control.

CD62L: Staining of BALB/c splenocytes with Anti-Mouse CD3e FITC (and 0.06 µg of Rat IgG2a K Isotype Control APC-eFluor 780 or 0.06
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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

Wild animals

Field-collected samples

µg of Anti-Mouse CD62L (L-Selectin) APC-eFluor 780. Total viable cells were used for analysis.

IFNg: Mouse splenocytes were cultured in the presence of Protein Transport Inhibitors (500X) or Cell Stimulation Cocktail (plus
protein transport inhibitors, 500X) for 5 hours. Cells were fixed and permeabilized with the IC Fixation and Permeabilization Buffer
Set and protocol followed by intracellular staining with CD4 (clone RM4-5), NK1.1 (clone PK136) and IFN gamma (clone XMG1.2).
Cells in the CD4+ or NK1.1+ gates were used for analysis.

TNFa: Intracellular staining of Mouse Cytokine Positive Control Cells with Anti-Mouse CD4 PE and 0.125 µg of Rat IgG1 K Isotype
Control APC or 0.125 µg of Anti-Mouse TNF alpha APC.

CD19: Staining of BALB/c splenocytes with Anti-Human/Mouse CD45R (B220) FITC and 0.125 µg of Rat IgG2a K Isotype Control PE-
Cyanine7 or 0.125 µg of Anti-Mouse CD19 PE-Cyanine7. Cells in the lymphocyte gate were used for analysis.

B220: Staining of mouse splenocytes and bone marrow cells. As expected based on known relative expression patterns, CD45R
(B220) clone RA3-6B2 stains subsets in both the splenocytes gate and the bone marrow lymphoid gate but not the bone marrow
myeloid gate. Details: Balb/c bone marrow cells (left) and splenocytes (middle) were surface stained with CD45R (B220, clone
RA3-6B2) followed by staining with 7-AAD. Viable bone marrow cells in the lymphoid and myeloid gates and viable splenocytes were
used for analysis.

CD21/35: C57BL/6 mouse splenocytes stained with 7E9 APC

CD23: Staining of BALB/c splenocytes with Anti-Human/Mouse CD45R (B220) APC and 0.25 µg of Rat IgG2a K Isotype Control eFluor
450 or 0.25 µg of Anti-Mouse CD23 eFluor 450. Total viable cells were used for analysis.

Viability eFluor780: BALB/c thymocytes were uncultured or cultured overnight at 37°C and then stained with Fixable Viability Dye
eFluor 780. Total cells were used for analysis.

Viability eFluor 506: Staining of C57Bl/6 thymocytes cultured overnight with staining buffer (autofluorescence) or Fixable Viability Dye
eFluor506. Total cells were used for analysis.

Ova-tetramer: Staining blood cells from C57Bl/6 vs OT-I (Ova-specific CD8 T cells transgenic) mice.

Mouse anti myc (Clone 9B11, cat#2276, Cell signaling technology): Western blot analysis of cell extracts expressing Myc-tagged
protein or control cell extracts.

Rabbit anti-MRB (Homemade); Western blot analysis of cells infected or not with MRB virus (Bourgeois-Daigneault et. al., Science
Translational Medicine, 2018).

Rat IgG2ak anti-mouse CD8a (clone 53.67, Leinco); Competes with anti-CD8 antibody clone 5H10-1 for binding to thymocytes.

Peroxydase-coupled goat anti-mouse (Invitrogen, #32230, 1:1000); Western blot analysis performed on whole cell extracts (30 µg
lysate) of HeLa and Jurkat probed with Anti-SOD1 Mouse Monoclonal Antibody.

Peroxydase-coupled goat anti-rabbit (Invitrogen, #65-6120, 1:1000); Western blot analysis performed on whole cell extracts (30 µg
lysate) of HeLa and PC-3 probed with Anti-PRDX6 recombinant Rabbit Monoclonal Antibody.

CT26, B16F10, Vero, 293X, U2OS and HeLa cells were purchased from ATCC.

None of the cell lines were authenticated

All cell lines were negative for mycoplasma.

None

6-8 week old female C57BL/6 and BALB/c mice were purchased from Charles River. Mice were housed in a room with controlled
temperature of 22°C and humidity of 45–65% under a 12-h light and 12-h dark cycle.

This study did not involve wild animals.

This study did not involve samples collected from the field.




