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BM-DC/OT-I CD8 T cell coculture experiments
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Supplementary Figure S1. (a) Gating strategy for the BM-DC/OT-I co-culture experiments. (b)
Gating strategy for the in vivo DC-SIINFEKL immunization experiment.
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Supplementary Figure S2. (a) Gating strategy for the identification of CD4 and CD8 Tn cells and Tem
cells for detection of IL-1R1 expression levels. (b) Gating strategy for the phosflow experiment on
PBMCs.
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Supplementary Figure S3. Morbidity of PR8 IAV infection in C57BL/6 mice, assessed by body
weight loss (%) 7 days post-inoculum.
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Supplementary Figure S4. (a) Gating strategy for the identification of antiviral CD8 Teff cells one
week post-infection of WT and KO mice with PR8 IAV. (b) Frequencies of antiviral CD8 Teff cells
within the total intravascular CD8 T cell population in lungs of WT and KO mice one week after PR8
IAV infection. (c) Frequencies of antiviral CD8 Teff cells that adopt an effector and a naive phenotype
based on surface expression of CD44 and CD62L. (d) Expression of T-bet (left), Eomes (middle) and
Bcl-2 (right) in antiviral CD8 Teff cells. The mean+SEM of an experiment with n = 6 mice/group is
shown. **, p <0.01; *, p < 0.05; ns, p = 0.05 by unpaired Student’s t-test.



)P aatie A

9
¢
"
Z
i
g
8
AT
ric.& riraverass CDI FITC Irtravenags COOFIIC
C Survival Change in body weight
125+ 125+
§ s - WT C57BLS
Z 50 g 50- - U1 C57BLIS
@ — WT C57BLS . 0@
25 p=0.3997 £ 25-
1r1°C57BLE £
Ct—T—T—T T T T 7 Otr—T—T—T—T T T
0 2 4 8 8 10 12 14 0 2 4 68 8 10 12 14
Days post-X31 HIN2 AV inoculum Days post-X31 HINZ IAV inoculum

Supplementary Figure S5. (a) Gating strategy for the identification of antiviral CD8 Trm cells six
weeks post-infection of WT and KO mice with PR8 IAV. (b) Gating strategy for the
identification of polyfunctional CD8 Trm cells six weeks post-infection of WT and KO mice

with PR8 IAV.
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Representative image from lung single-cell suspensions stimulated for 6h ex vivo with PR8 IAV NP
peptide pools. (¢) Change in body weight over time of WT and KO mice challenged with a high
inoculum (2xLD50) of X31 (H3N2) IAV. Mice were challenged six weeks after initial PR8 IAV infection
and received a daily treatment with FTY720 (1 mg/kg) starting three days before X31 (H3N2) infection.
Shown is a Kaplan—-Meier curve of two independent experiments with n = 8 — 10 mice combined. ns, p
> 0.05 by log-rank (Mantel-Cox) testing.
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Supplementary Figure S6. Gating strategy for the human moDC/CD8 T cell co-culture experiment.



