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Supplementary Figure 1. Vaccine-induced humoral immune responses wane in 19-
month-old mice at 32 weeks after 2-dose mRNA BNT162b2 immunization 
Three- and 11-month-old BALB/c mice were immunized with 1 µg of mRNA BNT162b2 on 
weeks 0 and 2. Serum samples were collected at weeks 4 and 32 (a). Anti-spike IgG, IgG1, and 
IgG2a were assessed on week 4 (b) and week 32 (c), and (d-e) hACE2-RBD inhibition rate was 
assessed at both timepoints. N=39–40 per group for week 4 and N=28–40 per group for week 
32. Results are presented as median. Each symbol represents an individual sample. Data were 
analyzed by Kruskal-Wallis test corrected for multiple comparisons. *P <0.05, **P <0.01, ***P 
<0.001, **** P <0.0001. Dashed lines represent lower limit of detection. The graphic in 
Supplementary Figure 1a was created with BioRender.com.  



  
Supplementary Figure 2. Ex vivo flow cytometry gating strategy post murine mRNA 
vaccination 
Representative flow cytometry plots showing the gating strategy applied to identify spike-
specific CD4+ and CD8+ T cell responses to peptide pools post murine mRNA vaccination, 
representing wildtype SARS-CoV-2 (WT) or Omicron. 
  



 
 
Supplementary Figure 3. 11-month-old BALBc mice demonstrate similar anti-spike IgG 
responses after primary mRNA vaccination series 
 
3-month-old BALB/c mice acquired from the Jackson Laboratory (Jax) received primary mRNA 
vaccination series at either study week 0 at the age of 3-month (“3M_Jax”) or study week 32 at 
the age of 11-month (“11M_Jax”). 11-month-old BALB/c mice acquired from Taconic and 
received primary vaccination series at study week 0 (“11M_Taconic”). Sera were collected 2 
weeks after primary vaccination series and anti-spike IgG titers were determined. Each symbol 
represents an individual sample and red horizontal lines and numbers represents geometric 
mean titers (GMTs). Dashed lines represent lower limit of detection. N=40, 39 and 19 per group 
for “3M_Jax”, “11M_Jax”, and “11M_Taconic”, respectively. Data were analyzed by Kruskal-
Wallis test corrected for multiple comparisons. **** P <0.0001.  


