
 

Supplementary figure 1. Binding of vaccine protein to MHCII. Binding of vaccine 

proteins to L-cell transfectants expressing relevant [CA36.2.1 (EβdEαk)}, or irrelevant 

[CA25.8.2 (Dd)] MHCII haplotypes measured in flow cytometry. 

 

 

Supplementary figure 2. Antigen specific T and B cells. Negatively enriched anti-Id B cells 

from anti-IdDKI mice and Id-specific T cells from TCR transgenic mice. (a) Anti-Id BCR 

binds the Id+ M315 1. (b) Transgenic TCR (αTβT) is detected by the GB113 clonotype specific 

mAb 2. About 25% of T cells in TCR transgenic mice express an endogenous TCR α chain 

(αE). αEβT and αTβT TCR CD4+ cells are detected by anti-TCRvβ8 mAb. 

 

 



 

Supplementary figure 3. Phosphorylation after B cell ligation with vaccine proteins. 

Negatively enriched anti-Id B cells were incubated with the indicated vaccine proteins for the 

indicated periods of time. Cells were lysed and the amounts of phosphotyrosine measured in a 

Western Blot. The intensity of the bands was quantified from the blot. Relative 

phosphotyrosine represents the area under the peaks normalized to loading control, analyzed 

in ImageJ. The blots are from the same experiment and are processed in parallel. 

 

 

 

Supplementary figure 4. Anti-Id IgG levels in serum at day 14 in groups receiving 

different amounts of vaccine proteins. BALB/c mice received 4x105 anti-Id B and Id-sp T 

cells i.v. and were vaccinated with indicated proteins 24h later. (a) Levels of anti-Id IgG after 

transfer of 0.05µg of vaccine protein. (b) IgG3 levels in serum after transfer of indicated 

doses of vaccine proteins. Data points and error bars are mean±SEM, n=4mice/group. 
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Supplementary figure 5. Vaccine protein binding to DCs from NSG and BALB/c mice. 

Splenocytes from NSG (I-Ag7) or BALB/c (I-Ad and I-Ed) mice were stained with vaccine 

proteins and binding to DCs (Lin- CD11chi) were characterized in flow. 

 

 

Supplementary figure 6. Exemplified gating strategy. (a) All flow cytometry samples were 

gated on size and single cell scatter as exemplified. (b) Exemplified gating strategy and 
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identification of Id-specific T cells and anti-Id B cells transferred to CD45.1 congenic hosts, 

identified as CD45.2+ CD4+, and CD45.2+ B220+, respectively. This gating was used in figure 

5 and figure 6 b), d), and e). (c) Gating strategy for identification of B cells, T cells, non B or 

T cells, CD3- cells (dashed line), and macrophages. This gating was used in figure 1 e), figure 

2 e), and f).  (d) Gating strategy for identification of DCs. This gating was used in figure 1 e), 

figure 2 f). (e) Gating strategy to identify B and T cells and CD4+ GB113+ T cells used in 

figure 3 i). (f) Gating strategy for identification of CD45.2+ CD3- cells used in figure 6 c). (g) 

Gating strategy for identification of B220+ cells used in figure 7 b). 

 

 

Supplementary figure 7. Abolished binding to sialic acid receptors in HA probe. MDCK 

cells were treated with neuraminidase or PBS for 1h at 37℃ and stained with recombinant 

HA (PR8). rHAY98F has a Tyr98-Phe98 substitution, involved in the receptor binding site to 

sialic acid 3. Binding of the HA probe to MDCK cells was detected with anti-6xhistidine-APC 

mAb. 
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Supplementary figure 8. Uncropped gels and blots. Left lanes in the gel in (a) is shown in 

figure 1b. Blots in (b) are shown in figure 2c. Top blot is stained with anti p-Tyr and lower 

blot is stained with anti-actin (loading control). The blots are derived from the same 

experiment and were processed in parallel. Blots in (c) are shown in supplementary figure 3. 

Top blot is stained with anti p-Tyr and lower blot is stained with anti-actin (loading control). 

The blots are derived from the same experiment and were processed in parallel. 
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