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Supplemental figure 1. The proportion of cytokine producing V 2 cells does not
significantly vary across the subsets identified by PD-1 and CD56 expression. Sixteen days
after stimulation, CBMC or infant PBMC were assessed for expression of cytotoxic mediators and for
cytokine production following TCR-mediated restimulation. A-B) The scatter plots depict,
respectively, the proportion of TNF " and IFN * V 2 cells in each of the four subsets identified by
CD56 and PD-1, showing mean, standard deviation and individual values for each subset. B) The
panel contains pseudocolor plots showing TNF and IFN production for each of the V 2 cell

subsets identified by CD56 and PD-1 (numbered from 1 to 4 as in A and B). D) The scatter plot



11 displays the proportion of granulysin®™ V 2 cells across the four subsets identified by CD56 and
12 PD-1, showing mean, standard deviation and individual values for each subset.
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Supplemental Figure 2. The subsets identified by CD56 and PD-1 differentially express CD4

and CD8. After expansion, CB V 2 cells were assessed for expression of CD4 and CD8 relative to

CD56 and PD-1. A) The pseudocolor plots show the expression of CD4 and CD8 in the

PD-1"CD56" (left) and PD-1"CD56" (right) subset of total V 2 cells (middle dot plot). B) The scatter

plots summarize the results for 5 specimens, displaying mean, SD and individual values of the

proportion of CD8" (left), CD4" (center) and CD8CD4 (right) V2 cells 16 days after ZOL

PD1*CD56"
ol
Q|
Ol
A
0 80+ ' '
8o
B
a < 601
On
Y— C
2 8 401
oo O
$6 —
=& 201 .
b °b
O L] L]
B PD1- PD1*
CD56* CD56"
stimulation.



25

27

28

29

30

31

32

33

34

35

36

Ex vivo Day 16 Day 16
_ p =0.0007 = <0.0001
p =0.0005 ‘ :
® 60y , 1007 & ' . 100,
3% B 8= 8o
-3 3 B °3
2 10d
g NF 601 3 60{ *Ce®
> 'S > b > £ °
= § 20- =g 40 £g 40
ee €< 20 £ £ 20
[0) o o o
e T C T T 0 L y
A NKG2A+ NKG2A- NKG2A+ NKG2A- B CD16+ CD16-
Total V2 PD1*CD56" PD1CD56*
10.078 10.33 30.8
ol
A s E
O ] ]
] ]
182.4 18.93
C ' — ' ' — — ' —

Perforin

Supplemental figure 3. The proportion of perforin* cells is enriched in the NKG2A* and
CD16" subset of V 2 lymphocytes ex vivo and after expansion. Before and after stimulation,
CBMC were assessed for expression of cytotoxic mediators relative to NK receptors. In A) the plots
show the proportion of perforin® V 2 cells in the NKG2A* and NKG2A" subset ex vivo (left) and 16
days after ZOL stimulation (right). Paired values for individual specimens and means are
displayed. B) The scatter plot shows the proportion of perforin® V 2 cells in the CD16" and CD16
subsets 16 days after ZOL stimulation, displaying mean, SD and individual values. C) The
pseudocolor plots highlight the expression of CD16 relative to perforin in total V 2 cells, in

PD-1"CD56" cells and in PD-1'CD56" cells (from left to right).
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Supplemental figure 4. The proportion of CD107a* V 2 cells after expansion with BCG is higher in
female than male neonates. CBMC were cultured for 16 days after ZOL or BCG stimulation, then
restimulated for 6 hours with plastic-immobilized anti- TCR. The box plots show mean, median, IQR and
outliers for the proportion of CD107a"V 2 cells after restimulation in cultures expanded with ZOL (left) or

BCG (right), comparing female and male neonates.
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Supplemental figure 5. Sorting of neonatal V 2 cell subsets based on CD56 and PD-1
expression yields highly purified fractions. Fourteen days after ZOL stimulation CBMC were
stained with anti V 2 (clone B6), anti-CD56 and anti-PD-1 for sorting. Cells for bulk RNA
sequencing were sorted on a FACS Aria Il directly in trizol. A small aliquot of cells was sorted in
FBS-coated tubes for purity assessment. The pseudocolor plots show the pre-sorting V 2
population (first row) and the purity of PD-1"CD56" (second row) and PD-1'CD56" (third row)

fractions after sorting for a representative specimen.
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