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Figure S1: Systemic immune response in young (3 months) and aged (16 months) mice according to the administration route. Kinetics of anti-HA IgG titers determined after either SC prime (black and blue lines) or  SL prime (grey and green lines). N= 8-10. Data are presented as mean ± SD.
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Figure S2: Frequency of B cells expressing CD27 receptor in the spleen, cervical lymph hnode (cLN) and the bone marrow (BM), 4 weeks after SL boost in absence or presence of CHI (formulated as liquid or patch) in young mice. N=5. Data are presented as mean ± SD and statistically analysed using one-way ANOVA followed by Tukey’s multiple comparison test (ns: p > 0.05).




Fig S3: Systemic (non specific) IgE concentration in the blood of young (3 months) and aged (18 months) animals. Comparison of IgE concentration determined by ELISA at 4 weeks after SC or SL boost. N=8-10. Data are presented as mean ± SD and statistically analysed using one-way ANOVA followed by Tukey’s multiple comparison test (ns: p > 0.05, ****: p < 0.00001).
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Figure S4: T cell response to the sublingual vaccine in young and aged mice. Multifunctionnal non specific Th1 CD4/CD8 cytokine-secreting response (stimulation of cells by PMA/ionomycin), represented by pie charts indicating the expression of cytokine combinations from CD4+ and CD8+ T cells.
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Fig S5: Spleen immunophenotyping after SC or SL boost in young and aged mice. Frequency of marginal zone Bcells (A) and (B) follicular B cells. N=5. Data are presented as mean ± SD and statistically analysed using one-way ANOVA followed by Tukey’s multiple comparison test (ns: p > 0.05, **: p < 0.001).
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Supp Table 1: Flow cytometry antibodies used for immunophenotyping (clone, fluorochrome).
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Antigen Fluorochrome  Clone Antigen Fluorochrome  Clone

CD45 Alexa Fluor 700 30-F11 CD45 Alexa Fluor 700 30-F11

CD11b BV605 M1/70 CD3 BV421 17A2

Ly6C PerCP-Cy5.5 HK1.4 CD4 UV2 RM4-5

Ly6G PE-Cy7 1A8 CD8 BV711 53-6.7

CD3 BV421 17A2 CD44 FITC IM7

CD4 UV2 RM4-5 CD62L PE-Cy7 MEL-14

CD8 BV711 53-6.7 CD25 PE PC61

B220 (CD45R) APC-Cy7 RA3-6B2 PD-1 APC-Cy7 29F.1A12

NK1.1 APC PK136 CXCR5 APC 2G8

CD44 FITC IM7 CXCR3 BV510 CXCR3-173

CD62L BV510 MEL-14 TCRγδ PerCP-Cy5.5 GL3

Antigen Fluorochrome  Clone Antigen Fluorochrome  Clone

CD45 Alexa Fluor 700 30-F11 CD45 APC 30-F11

CD3 BV421 17A2 CD19 Alexa Fluor 700 6D5

CD4 UV2 RM4-5 B220 (CD45R) APC-Cy7 RA3-6B2

CD8 PerCP-Cy5.5 53-6.7 IgM FITC R6-60.2

CD69 APC H1.2F3 IgD PE 11-26c.2a

CD103 BV510 M290 CD21 PE-Cy7 7G6

CD11b BV711 M1/70 CD23 BV711 B3B4

F4/80 PE BM8 CD24 PerCP-Cy5.5 M1/69

CD62L PE-Cy7 MEL-14

LIVE/DEAD APC-Cy7 /

Panel A Panel B

Panel C Panel D

Blood, spleen, lymph node Spleen, lymph node

Lung, spleen, lymph node, tongue Spleen
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