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Supplementary Figures 

Supplemental Figure 1. Gating strategy for immunophenotyping the peritoneal cavity, bone 

marrow, and spleen of TET2-KO and WT mice. Representative plots are displayed from a peritoneal 

sample. B cells were defined as CD45+ CD19+; T cells were defined as CD45+ CD5+ CD19-; 

Macrophages (Macs) were defined as CD45+ CD5- CD19- F4-80+ CD11b+; and NK cells were 

defined as CD45+ CD5- CD19- NK1.1+. 
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Supplemental Figure 2. Purity checks for B-1a (top) and B-1b cell (bottom) FAC-sort. We used the 

following gating strategy: live → scatter → singlets → total B cells → CD23lo IgDlo B-1 cells → 

B220hi B-1 cells → CD5+ B-1a cells or CD5- B-1b cells.   
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Supplemental Figure 3. Differentially expressed genes in B-1a cells from TET2-KO and WT mice. 

(A) Scaled expression of all differentially expressed in B-1a cells from TET2-KO and WT mice. 

Each column corresponds to a gene, and each row represents a sample from WT or TET2-KO. The 

expression was scaled for each gene (from -2 to 2) and is represented by red for high and blue for low 

expression values. (B) Scaled expression of differentially expressed genes related to sensory 

perception of smell/sensory perception of chemical stimulus/olfactory receptor activity pathways.   
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Supplemental Figure 4. Pathway analysis on differentially expressed genes in B-1b cells from 

TET2-KO and WT mice. Plot of enrichment scores from Gene Set Enrichment Analysis on 

differentially expressed genes in B-1b cells from TET2-KO and WT mice. The axis represents the 

enrichment score (ES). Higher scores indicate greater enrichment of the gene set at one end of the 

ranked list of genes. ES measures the degree to which a gene set is overrepresented at the extremes of 

the entire ranked list. Enrichment scores are colored based on FDR-adjusted p-values.  
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Supplemental Figure 5. Differentially expressed genes in B-1b cells from TET2-KO and WT mice. 

Scaled expression of differentially expressed in B-1b cells from TET2-KO and WT mice. Each 

column corresponds to a gene, and each row represents a sample from WT or TET2-KO. The 

expression was scaled for each gene (from -2 to 2) and is represented by red for high and blue for low 

expression values.   
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Supplemental Figure 6. Flow cytometry analysis of splenic Marginal Zone B-2 (MZB) cell 

population from TET2-KO and WT mice. (A, B) Density scatterplots display MZB cells from the 

spleens of TET2-KO (B) and WT mice (A). The gate percentage displayed on the plot is from the 

total B-2 cell population. (C) Bar chart displaying the total number of MZB cells from the spleens of 

TET2-KO and WT mice. Blue and orange represent WT (n = 6) and TET2-KO mice (n = 6), 

respectively. Statistical significance was assessed using the Mann Whitney Signed Rank Test 

between WT and KO conditions (* p < 0.05).  
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Supplemental Figure 7. Light chain CDR3 sequence analysis in B-1a and B-1b cells from TET2-

KO and WT mice. (A) The number of unique CDR3 sequences identified by TRUST4 in B-1a and B-

1b cells from TET2-KO and WT mice. (B) Contingency tables derived to assess the association 

between the number of unique CDR3 amino acid sequences (left) and total number of unique CDR3 

amino acid sequences (right) with the mutant status of the mice (i.e., WT or TET2-KO) in B-1a (top) 

and B-1b cells (bottom). Chi-squared test was used to assess the significance of these associations. 

(C, D) Annotated pie charts depicting the proportion of CDR3 sequences that are unique and the 

sequence and proportion of the replicated sequences in B-1a (C) and B-1b (D) cells from WT (top) 

and TET2-KO mice (bottom). Statistical significance was assessed using the Mann Whitney Signed 

Rank Test between WT and KO conditions (* p < 0.05).  
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Supplemental Figure 8. VH - DH - JH analysis of B-1a and B-1b cells from TET2-KO and WT mice. 

(A-F) The percentage of CDR3 sequences identified by TRUST4 utilizing V segments is displayed 

for B-1a (A) and B-1b cells (B), D segments for B-1a (C) and B-1b cells (D), and J segments for B-

1a (E) and B-1b cells (F) from TET2-KO and WT mice. Each pair of bars represents the distribution 

of frequency values for a specific V, D, or J gene based on pooled gene frequencies from mice from 

the same cell type and condition. Blue and orange represent WT and TET2-KO mice, respectively.  
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Supplemental Figure 9. VK/L – JK/L and kappa/lambda analysis of B-1a and B-1b cells from TET2-

KO and WT mice. (A-D) The percentage of CDR3 sequences identified by TRUST4 utilizing V 

segments is displayed for B-1a (A) and B-1b cells (B) and J segments for B-1a (C) and B-1b cells 

(D) from TET2-KO and WT mice. (E) Bar chart showing the distribution of kappa and lambda usage 

identified by TRUST4 in B-1a and B-1b cells from TET2-KO and WT mice. Each pair of bars 

represents the distribution of frequency values for a specific V or J gene based on pooled gene 

frequencies from mice from the same cell type and condition. Blue and orange represent WT and 

TET2-KO mice, respectively.  


