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Supplementary Materials: The following are available online at www.mdpi.com/xxx/s1, Figure
S1:Gating strategy used for analysis of flow cytometry data. S2: Red pulp macrophages, cDC1 and
B cells exhibit minimal liposome uptake. Figure S3: CD169* macrophages, red pulp macrophages,
DCs and B cells express CD1d on their surface. Figures S4: Treatment with DT depletes CD169-
expressing macrophages in CD169-DTR mice. Figure S5: cDC1 are depleted in Batf3KO animals.
Figure S6: GM3-aGC liposomes trigger NKT cell-mediated DC maturation and NK cell activation
16h p.i.
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Figure Supplementary 1. Gating strategy used for analysis of flow cytometry data. (A) Gating strategy employed to identify
CD169*macrophages, red pulp macrophages (AF*F4/80), B cells (B220*) and DCs (MHCII*CD11c*CD8+). (B) Gating strategy em-
ployed to identify NKT (CD1d PBS-57*CD3i"t) and NK cells (CD3-NK1.1%). (C-E) Gating strategy employed to identify SIINFEKL*

CD8* T cells (C), IFNy-producing CD8* T cells (D) and CD4* T cells (E) and OVA* germinal center B cells.
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Figure Supplementary 2. Red pulp macrophages, cDC1 and B cells exhibit marginal liposome uptake. (A-B) Liposome uptake at 2h
p.i. by red pulp macrophages, cDC1 and B cells from WT mice illustrated by (A) frequency of DiD* cells and (B) DiD fluorescence
signal (gMFL upper panels) and histogram overlays (lower panels) determined by flow cytometry. Data are mean + SEM from one
experiment, each symbol represents one mouse (one-way ANOVA with Tukey’s test: *p <0.05, **p <0.01, **p < 0.001,***p < 0.0001).
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Figure Supplementary 3. CD169* macrophages, red pulp macrophages, DCs and B cells express CD1d on their surface. Representa-
tive histogram overlays showing expression of CD1d per cell population, determined by flow cytometry. Black peaks illustrate
CD1d FMO (fluorescence minus one) control and red peaks illustrate fully stained sample.
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Figure Supplementary 4. Treatment with DT depletes CD169-expressing macrophages in CD169-DTR mice. (A) Representative flow
cytometry plots of showing CD169* macrophages in WT and DT-treated CD169-DTR mice. DT, diphtheria toxin (B) Quantification
of the CD169* macrophage population in WT and DT-treated CD169-DTR mice. Data are mean + SEM from one experiment, each
symbol represents one mouse (one-way ANOVA with Tukey’s test: *p < 0.05, **p < 0.01, **p < 0.001,***p < 0.0001).
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Figure Supplementary 5. cDC1 are depleted in Batf3KO animals. (A) Representative flow cytometry plots of showing cDC1 (gated
on MHCII*CD11c*) in WT and Batf3KO mice. (B) Quantification of the frequency of cDC1 in WT and Batf3KO mice. Data are mean *
SEM from one experiment, each symbol represents one mouse (one-way ANOVA with Tukey’s test: *p < 0.05, **p < 0.01, **p <
0.001,****p < 0.0001).
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Figure S6
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Figure Supplementary 6. GM3-aGC liposomes trigger NKT cell-mediated DC maturation and NK cell activation 16h p.i.. GM3+adj
represents GM3 liposome co-injected i.v. with aCD40/poly I:C. (A) Activation of NK cells illustrated by frequency and IFNy produc-
tion, determined by flow cytometry. (B-C) Representative histogram overlays showing expression of MHCII, CD40, CD86, CD80 and
CD70 on ¢DC1 (B) and ¢DC2 (C) at 16h p.i. with liposomes, determined by flow cytometry. Data are mean + SEM from one experi-

ment, each symbol represents one mouse (one-way ANOVA with Tukey’s test: *p < 0.05, **p < 0.01, **p < 0.001,****p < 0.0001).



