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Fig.S1: GPI-ecto-TGFBRII does interfere with TGFB induced SMAD2/3 signalling in ATCs and Jurkat cells
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Fig. S1: A) Whole WB of pSMAD2/3 from Fig. 2. B) WB of strongly inhibited TGFB-dependent SMAD and ERK signalling
in Jurkat cells expressing TGF3-decoy receptors. No changes in Src signaling was observed. C) Flow cytometric analysis
of p-SMAD2/3 and 1/8 and ERK1/2 in Jurkat cells gated for either high or low expression of TGFBR2 (decoy or WT).
D+E) Readings of calcium flux in the presence of TGFp in either stimulated GFP-ctrl. or HA-GPIl-ecto-TBRII expressing
Jurkat cells.



Fig. S2: GPI-ecto-TGFbRII in ATCs does not affect stimulation, exhaustion or differentiation in TGFB low
culture conditions

A. Stimulation (CD69)

. - WT
5 100 total 100 naive 1004 Tam 100 Tem 100 TEMRA
k] -= GFP ctrl.
3_ 80 80 B0+ 80 80
CD4+ 2 w0 60 604 60 60 == DN
Tcells & f ¢ 40 — 40 40 40 - HA-GPI-TBRII
g- 20 20 20+ — 20 — 20
b
® 5 10 15 20 25 0 & 10 15 20 25 5 10 15 20 25 5 1 15 20 25 %
§ 10 100 100- 100 100
g 80 80 80 80
Q -
CD8+ 2 e 604 i 60 _— — 60
Tcells €
o 40 404 \ 40 - 40
g 204 20 20
3 0 0
B 0 5 10 15 20 25 ] 5 10 15 20 25 5 10 15 20 25 5 10 15 20 25 5 10 15 20 25
|-
>
) Days post-transduction
B. PD1 expression
total naive Tem Tem TEMRA
50 50 50 60
40 40 40 404
CD4+ 30 30 20 20
T cells E 2 20 20 20
E 10- &\ 10 10 104 —
° 5 &A — ; — i W
= 5 10 15 20 25 é Ib 1‘5 {0 2‘5 25 5 10 15 20 25
S 50 50 50 e
40 a0 a0 404
CD8+ 2 20 30 30
T cells ‘5 2 20 20 201
g' 10 10 10 10
’S — 0 0 0 V
® 5 10 15 20 25 5 10 15 20 26 25 5 10 15 20 25
>
. Days post-transduction
C. CD57 expression ysp
total naive Tem Tem TEMRA
100 100 100 100 100
80 80 80 80 80
CD4+ 50 60 60
Tcells § « s a0 <
g- 20 20 20 74
] M
B ‘n 25 é 1‘0 1‘5 2r0 2‘5 5 10 15 20 25
S 100 100 100 100 100
80 8O- 80 80 80
CD8+ 60 60 60 60 60
T cells E 40 40 _ 40 40 a0
g 2 20 N 20 M 20 20 Z
5 ) %&M -
® ] 5 10 15 20 25 d 5 10 15 20 25 ] 5 10 15 20 25 5 10 15 20 25 5 10 15 20 25
»
»
) Days post-transduction
D. KLRG1 expression
total naive Tem Tem TEMRA
100 100 100 100 100
80 80 801 80 80
CD4+ &0 &0
T cells “ o

% of parent
o 8
o 8

100- 100

80 80
CD8+ &0 60
T cells

% of parent
8 8
8 8

v

E Days post-transduction

CD4+Tregs NKT cells

% of parent population
a
:
3 k
]
3
mi

Days post-transduction

Fig. S2: Expression of TGFB-decoy receptor does not affect primary T cell marker expression for stimulation, exhaustion
or differentiation per se. A) Line graphs representing the expression of CD69 as a marker for T cell stimulation, B) PD1
as a marker for exhaustion, and C) CD57 and D) KLRG1 as marker for T cell differentiation. E) the ratio of CD4+ T cells
as well as NKT cells is not affected either. Line graphs display the mean and SEM of at least 6 biological replicates. 5



Fig. S3: HA-GPI-ecto-TGFbRII has no effect on stimulation or exhaustion or the expression of the chosen marker

for differentiation in ATCs in the presence of recombinant TGFb
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Fig. S3: Expression of TGFB-decoy receptor does not affect primary T cell marker expression for stimulation, exhaustion
or differentiation in the presence of different concentrations of TGFB. A) Line graphs representing the expression of
CD69 as a marker for T cell stimulation, B) PD1 as a marker for exhaustion, and C) CD57 and D) KLRG1 as marker for T
cell differentiation. E) the ratio of CD4+ T cells is not affected whereas the proliferation of NKT cells seems slightly
enhanced in cells expressing HA-GPI-ecto-TBRII. Line graphs display the mean and SEM of at least 6 biological

replicates.



Fig S4: HA-GPI-ecto-TBII transduced ATCs maintain cytokine production in the presence of TGFb
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Fig. S4A) Heat map presentation of concentrations of IL10 and sCD40L measured in cell culture supernatants after ATC
culture in the presence of different concentrations of TGF(. B) Statistical analyses of cytokine concentrations measured in
culture supernatants of GFP ctrl. and TGFB-decoy receptor expressing ATCs. Heat maps display the data of 6 biological

replicates.





