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Supplementary figure S1: Clusters of peripheral blood CD8+ T cell subsets in NPC patients with and without post RT plasma EBV DNA clearance.
Analyses of clusters identified by uniform manifold approximation and projection (UMAP) scatter plot of random data points of CD8+ T-cells obtained following

flow cytometric staining of PBMCs for expression of (A and B) maturation markers; (C and D) co-stimulatory receptors; and (E and F) chemo-attractant receptors
split according to EBV titers and timepoints. Analyses focussed on (A, C and E) differential abundance and (B, D, and F) intensities of such clusters.
Details regarding display of patient groups, time points and statistical analyses are described in legend to Figure 2.
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Supplementary figure S2: NPC patients with post RT plasma EBV DNA clearance demonstrate an increase in frequency of LAG3
expressing CD4+ T cells. Boxplots displaying frequency of CD4+ T-cells expressing (A-D) a single type and (E-J) two different types of co-
inhibitory receptors. Details regarding display of patient groups, time points and statistical analyses are described in legend to Figure 2.
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Supplementary figure S3: NPC patients with post RT plasma EBV DNA clearance demonstrate steep drop in frequency of naive CD4+
T cells and increase in frequency of effector memory CD4+ T cells

and statistical analyses are described in legend to Figure 2.

Boxplots displaying frequency of CD4+ T-cells in different stages of maturation. Details regarding display of patient groups, time points



AN 100
80
60
40
20
0
PRE ON POST PRE ON POST PRE ON POST PRE ON POST
" CD4oL 4-1BB
% 70 A . 60
o . o
|_ 60 I 50
%—_ 50 o o e 40
8 40 I 30 .
30 E 20 I
£ I o3 A
< 20 . 10 . E A
+ £ °
§ T . & @ @ ¥ %
10
© PRE ON POST PRE ON POST PRE ON POST PRE ON POST
(=)
OX40
175 —
15.0
12.5
10.0
7.5
5.0 B .
25 ,
g. 0%k
0. -
" PRE ON POST PRE ON POST

B No EBV clearance

> Timepoints

M EBV clearance

% within CD4+ T cells

F CD281COS G CD28 CD40L H CD28 4-1BB I CD28 OX40
— — 35 . .
80 70
30 8
70 60 o
60 3 0 N ol 25 6
50 20
s > E 40 I . 2
40 o
30 : ﬁ I ¥ ! E A T 10
20 R ¢ 20 > B 2
10 10 ° e ﬁ
: o ®8EYT 0
PRE ON POST PRE ON POST N PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST
J 0OX401COS K 0X40 CD40L L 0OX404-1BB
10 : 14 c 16 —
12 14
8 12
10
6 8 10
8
4 6
° 4 o 4 4 ’ o
st : SR
o ° ° 0 o @ @ %
PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST
4-1BB ICOS 4-1BB CD40L
35 . 50 ¢
30 40
25
30
20 -
15 20 ’ o °
10 .
o - é é
5 - . N
of T B3 ° B o B
PRE ON POST PRE ON POST PRE ON POST PRE ON POST
0 CD40L ICOS
50
40
30
20
10

PRE ON POST PRE ON POST

> Timepoints

Supplementary figure S4: NPC patients with post RT plasma EBV DNA clearance demonstrate an increase in frequency of 0X40
expressing CD4+ T cells. Boxplots displaying frequency of CD4+ T-cells expressing (A) single type and (B) two different types of co-
stimulatory receptors. Details regarding display of patient groups, time points and statistical analyses are described in legend to Figure

2.




A CCR1 B ™~ F CCR1 CXCR4 G CCR1 CXCR3 H CCR1 CCR5 CCR1CCR4
- = 100 - = = . - = - =
~ P 50 P o —_—— 35 P,
1 50 c o 20 20 o o o
° 80 40 ° o 30
40
15 15 . 25 X
30 B 60 30 ° o 20 R
20 Q ‘ 40 20 o . 10 o 15
it . 10 s 0
10 0 20 2 10 5 ! 5 B -F E E N
= Q B ., . @ % s g -
. 2 ! , ol o . - U L. I @ - -4 s
PRE ON POST PRE ON POST PRE ON POST PRE ON POST = PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST
+
C D ol K L
(%]
3 CCRS CXCR3 O CCR4 CXCR4 CCRA CXCR3 CCR4 CCR5
o *¥ . == 80 ’ £ 100 [—— . —— sof . =
| so ° ° e c 25 -
+ ki N = 80 50 .
< 25 60 ;
o : ° 5 § 40 20
U 20 O\ 60 Bl o
B 40 i &l 30 15
E 15 20 .
=] 10 J E E 2 - 20 ) o
3 5 G % é % 20 10 R m 2 [ 5 E % o
X o . - : 0 - 0 i o B - @ % @ @ c - -
PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST
E CXCR4 M CCR5 CXCR4 N CCR5 CXCR3
100 -« +' @ g 30 — : 7 —
. % ? 25 ° 7 6
80 o o °
of 5 < °
20 °
60 E 4
15 o
3
40 10 o !
20 5 . =2l 1 é ! g
o o ° Bl - e &
o 2 ; 3
° PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST PRE ON POST
> Timepoints
(0] CXCR4 CXCR3
80
60
B No EBV clearance B EBV clearance .
40
20 !
LLITY
0 s
PRE ON POST PRE ON POST

> Timepoints

Supplementary figure S5: NPC patients with post RT plasma EBV DNA clearance demonstrate an increase in frequency of chemoattractant receptor
CCR1 expressing CD4+ T cells. Boxplots displaying frequency of CD4+ T-cells expressing (A) single type and (B) two different types of chemo-attractant
receptors. Details regarding display of patient groups, time points and statistical analyses are described in legend to Figure 2.



80000

*
60000+ ° © NC: non recurrent
40000- 8 s O RC: Recurrent
o
20000+ 6o . 2
E i.a. o °_
D 4000
o T o
3000
o
2000- © o
o
1000- e 'i' o
. (] . 1] [] . [] . . ] . (]
H 1o H H ' H H H H H H
. t v : ; t ; : v : e —— : - — : —
CCL2iCCL3} CCL4i CCL5iCCLBICCL11}CCL13} CCL143 CCL15% CCL17} CCL22} CCL23i CXCL9 }CXCL10 § CXCL11} CXCL13
A ' ' : ' : ' : : :
. H ' ] ] H v . H H ' ' '
[ H ] H [ [ ]
H ! H ! H ' '
CCR1 -t L L oL Lt -1 L &+ L L & - - L & - - - -
. H [ H » [ H H »
R ' ' ' : : '
CCR4 -1 L -1 Lo - - - -1 Lo+ L - - - - -
: ' ' ' '
CCR5 L L+ L L L3 L L ! Loy - - - R T T
] 1] . . 1] . ] [} [} [} [}
H H : : H : H H : : :
CXCR3 - - R T T - - 6 - H - - - H L 3 L i L L
: : : : : : : : : : :

Supplementary figure S6: Higher pre-treatment levels of CCL14 and CCL15 in plasma in non-recurrent NPC patients. Pre-treatment
plasma levels for various ligands for CCR1, CCR4, CCR5 and CXCR3 receptor in non-recurrent and recurrent NPC patients and healthy
controls. See Materials and Methods for details. Blue: Non recurrent

(n =20 patients) and pink: recurrent (n = 8)
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Supplementary table S1: Summary of peripheral CD8+ T-cells subsets with differential frequencies in blood
in NPC patients with or without post RT plasma EBV DNA clearance.

Table summarizing significant differences regarding frequencies of CD8+ T cell subsets between
patient groups (plasma EBV DNA clearers vs non-clearers) at different timepoints (pre, on and post-RT) as
well as during RT within different patient groups. Statistical analyses were performed using the Mann
Whitney U test (between groups) or the Wilcoxen signed rank test (within groups) for T cell subsets
according to markers of maturation, co-inhibition, co-stimulation, and chemotaxis. Arrows in upward or
downward direction indicate an increase or decrease compared to non-clearers or compared to pre-RT.

Underlined markers indicate involvement of a single marker as well as combination of that markers with the
other markers mentioned between brackets.
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Supplementary table S2: Summary of peripheral CD4+ T-cells subsets with differential frequencies in
blood in NPC patients with or without post RT plasma EBV DNA clearance.

Table summarizing significant differences regarding frequencies of CD4+ T cell subsets between
patient groups (clearers vs non-clearers) at different timepoints (pre, on and post-RT) as well as during RT
within different patient groups. Statistical analyses were performed using the Mann Whitney U test
(between groups) or the Wilcoxen signed rank test (within groups) for T cell subsets according to markers of
maturation, co-inhibition, co-stimulation, and chemotaxis. See legend of supplementary table 1 for details.
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Supplementary table $S3: Summary of peripheral CD8+ T-cells subsets with differential frequencies in blood
in recurrent and non-recurrent NPC patients at different timepoints. Table summarizing significant
differences regarding frequencies of CD8+ T cell subsets between patient groups (non-recurrent vs
recurrent) at different timepoints (pre, on and post-RT) as well as during RT within different patient
groups. Statistical analyses were performed using the Mann Whitney U test (between groups) or the
Wilcoxen signed rank test (within groups) for T cell subsets according to markers of maturation, co-
inhibition, co-stimulation, and chemotaxis. See legend of supplementary table 1 for details.






