O AAVS17 KO Donor1
0 EGR2 KO Donor1
0 AAVS17 KO Donor2
® EGR2 KO Donor2

10

o

IL7R

Expression Level

CTLA4
CD4

IL7R*
CD4

CTLA4
CD4

Cell Type

ENTPD1

H /IL7R*CD4 @B CTLA4'CD4
Cell Cycle

0 G1
o G2M
oS

m

Expression Level

Expression Level

Figure 54

CD4 6 CD8A
3
0 -
S pm3
3 Ak
g
-6 w 0
-5 0 5 10 -5 0 5 10
UMAP_1 UMAP_1
KLF2 CD96
5
4
3
2
1
J 0
GZMA 4 MKI67
3
2
1
0
KLF2* CD96* GZMA* MKI6T* KLF2* CD96* GZMA* MKI6T*
CcD8 CcD8 CDs8 CD8 CcD8 CD8 CD8 CD8
Sample
Cell Type
"'ﬂ,ﬁ"ﬂ,.u (it KLF2
g IL7R
i s cD69
¥ |."."'.'|'|"|”\ i "m'...'”'|| b CD28
fh ‘ FOXO1
o { FOS
R
A b 'i‘f ”"!I'.;i‘ it CcD96
o]t 'H'.“.'.”'”u' MR ITGA1
"""r'."'.'."'l' UdrRnA e """I‘.}.I' '.,..“‘;‘If“..l || ‘. CBLEB
' b ZBTB20
FYN
S GZMA Sampl
. (T coL5 ample

i

#.'.r

'm 1 "m

NKG7 O AAVS7 KO Donor1

GZMB H EGR2 KO Donor1
LAG3 O AAVS1 KO Donor2
GNLY @ EGR2 KO Donor2
Igggjz Cell Type

CDK1 B KLF2*CD8

cDKN3 0O CD96*CD8
CDKN2D W GZMA*CD8

CDK19 B MKI67+CD8



Supplementary Figure 4. Marker gene expression in CAR T-cell clusters. A, Uniform
manifold approximation and projection (UMAP) plot of A4VSI and EGR2 knockout (KO) CAR
T-cell samples is shown. B, UMAP plots showing expression levels of CD4 and CD8. C, Violin
plot depicting expression of cluster-defining markers in CD4" T-cells. D, Differentially expressed
genes in IL7R" versus CTLA4" CD4" T-cells. E, Violin plots showing expression levels of cluster-
defining markers in CD8" T-cells. F, Heatmap displaying differentially expressed genes between
CD8" cell clusters. G, Cell cycle scores mapped on UMAP plots.





