CAR T cell growth
(Fold Increase)

- CD8 CART Cells

B MR232 IGROV-1 BV1T73 PMA/IONO
60 Ay
2t
50+
6+ g
-9 NWL 2 a0l
= NWN2 g 307
-+ NMS E
=% NWL-CD19 g . e
g LY " Dt 4
= n L i A
10{ = - —_ +
L ]
| A
+
c T T T #‘% T T T ‘.‘:I%: ':.-U T T T T T T
o~ N o @ o N o o N T o Y 9 &
& 2 s Fy
§§56 £5§56 £556 55556

- CD4 CART Cells

L T L] L 1

10 11 12 13 14 15 MR232 IGROV-1 BV173 PMA/IONO
Culture days 807

50+

404

=
2 o7 )
8 _._"
E 4
e -
[}
S 204 &
?. [ ]
z
i
10 . -
. - A
“* ..4 u
H A & -+
-
[V R SR« SR < SN s
o N9 o S N D & S N o & < N 9 &
FL & S & S J< S &
§§§6 §§56 §§56 §5586

Supplementary Figure 3. Impact of spacer region on T cells proliferation and activation.
(A) Activation of the three CD44v6.CAR T (NWL, NWN2, and NMS) and NWL-CD19.CAR T
cells (CTR) was analysed by co-culture with MR232, IGROV-1, and the CD44v6 BV173 (E:T
ratio 1:1), or after PMA/lonomycin stimulation (5 hours of incubation). Percentage of IFN-
y positive CAR T cells was analyzed, by FACS analysis. Points, representing independent
donors and mean are shown in the graphs.



