
Appendix A: Supplementary data

Supplementary Table 1. Ex vivo expression of differentiation markers and inhibitory receptors across 

age groups.

Ex vivo    

(% in V2 T 

cells)  

Median 

(IQR)

Mean ± SD 

(n=13-28)

One-way ANOVA 

*Kruskal-Wallis

CD45RA Neonate 61.5 (54.33 - 71.43) 62.81 ± 9.891  

Infant 59.48 (45.3 - 68.48) 58.16 ± 16.39 p=0.0024

Adult 35.4 (14.5 - 52.95) 39.18 ± 28.46

CD27 Neonate 90.66 (86.49 - 93.97) 88.47 ± 8.927  

Infant 89.1 (84.05 - 92.85) 86.11 ± 10.87 p=0.0001*

Adult 55.2 (39.38 - 79.01) 55.73 ± 25.32

NKG2A Neonate 5.05 (3.34 - 6.84) 5.4 ± 3.19  

Infant 45.71 (31.93 - 48.48) 41.83 ± 15.94 p < 0.0001

Adult 72.94 (59.75 - 83.72) 70.2 ± 16.81

CD16 Neonate 10.38 (9.555 - 29.05) 17.46 ± 11.9  

Infant 11.35 (5.395 - 21.81) 15.16 ± 12.07 p < 0.0001

Adult 34.82 (10.03 - 67.2) 40.02 ± 29.99

PD-1 Neonate 27.8 (21.08 - 36.05) 29.89 ± 11.68  

Infant 17.86 (13.33 - 21.54) 18.52 ± 8.767 p = 0.0002*

  Adult 10.9 (3.9 - 24.45) 14.75 ± 13.22  
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Supplementary Figure 1.  The proportion of V9 chains in the 990-996 nucleotide range after 

stimulation mirrors the frequency of total V2 T cells. Two weeks after stimulation, CBMC were 

lysed for RNA extraction and the CDR3 length distribution was determined by run off analysis for 

TCR gamma chains using a V9 segment. The bar graph shows the relative proportion of V9 chains 

of different length (mean + SD) after each treatment, with a focus on the proportion of V9 chains in 

the 990-996 nucleotide range. * p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001.
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Supplementary Figure 2. Stimulation-induced differentiation of V2 T cells into memory subsets 

differs based on age. Two weeks after stimulation, V2 T cell expression of membrane markers was 

assessed by flow cytometry. The scatter plot depicts the frequency of central memory  (CM) and 

effector memory (EM) V2 T cells after ZOL stimulation for individual donors, with mean + SD for 

each group of specimens. * p<0.05, ** p<0.01, *** p<0.001, **** p<0.0001.
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Supplementary Figure 3. Perforin+ and granulysin+ V2 T cells are enriched in the PD-1- and CD16+ 

subsets. Sixteen days after stimulation with ZOL or live BCG, the frequency of cells storing cytotoxic effector 

molecules was assesses by intracellular staining. A) The scatter plot depicts the frequency of perforin+ V2 T 

cells in the PD-1+ subset, the PD-1- subset and the total V2 population after BCG stimulation. B) The scatter 

plot shows the frequency of perforin+ V2 T cells in the CD16+ subset, the CD16- subset and the total V2 

population after BCG stimulation. C) The scatter plot compares the frequency of granulysin+ V2 T cells in 

the CD16+ subset, the CD16- subset and the total V2 population after ZOL stimulation. * p<0.05, ** p<0.01, 

*** p<0.001, **** p<0.0001.
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