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Supplementary Figure 1 — Gating strategies for flow cytometric data

SSC-A

.103 0 10’ 10°

10°
Comp-APC-Cy7-A : Live/Dead

Qé
16.8

Comp-BV711-A :: TNFa

Q7
237

-1 ﬂa 0 ma 10‘ 105
Comp-PE-CyT-A

165405 Q6
g 1.35 0.048
g
ERTE |
b
IS
@& 10
s
E o
3 Q8 a7
1031986 0
0% o 10° 10* 10°

Comp-PE-Cy7-A

250k

200k

150K 4

FSC-H

100k

50k

7

Singlet;
61.15%
S

0 50K 100K 150K 200K 250K

FSC-A
100
w0
T 60
< é UNEDITED
w0
o7
o
0 10% 10*
Comp-APC-A :: Lek
0
L ™
s
< 3 KO

100

0

103

10*

Comp-APC-A :: Lek

250k

200k

150k

FSC-H

100k

50k

50K 100K 150K 200K 250K
FSC-A

SSC-A

250k

200k

150k

100kq

50K

200k

150K 4

100k

250k

Single csné

20

sox] f
o

J e e e
50K 100K 150K 200K 250K

FSC-A

o

Comp-APC-A :: CD107a

250K
200K
< 150k
Q
@ 7
LTINS I b
FSC-A, SSC-A subset
50k
o]
050K 100K 150K 200K 250K
FSC-A
<+ e Q
a3
5] 35.3 0.11
< 10*
g
Y
2w
a s
0d
§ S o
13 40.96 63.6
1000 100 10f 10°
Comp-BUV 805-A :: CD§
CD107a+
52.1
_
w0t 0

250
200k
< 150k
> 9
3
100k
sok]
0
050K 100K 150K 200K 250K
FSC-A Comp-APC-Cy7-A :: Live Cells
250k
[
o
200k 5
E 10'y
< 150 S
< 3 <
® ook S i —
= CD45+ cells
50K & o 259
s ~—
0] © 403
a0° o 10° 10* 10° -m3 0 103 10 10°
Comp-FITC-A :: GFP+ Nalmé Comp-PerCP-Cv5-5-A 1: CD45+
¢ CAR+ Statistic
S &
o 1077 g 1054Q1 Q2
g 9 46.1 53.9
< 10'9 < 40t
@ ©
<z 3
>
3 ?
2 0 & 10
% Q
£ o & o
L P i
g 3
10 8 -0
-m3 o 103 104 105 101 102 103 10‘ 105
Comp-BUV 737-A :: CD4 Comp-APC-A :: CAR+
100
804
T 609
3
=
404
0
2 5
g 10°y ]
3 20
2 10" 3CD45+ GFP- o
& 90.6
> el F
] 5 1009
Lo i
E 804
8 ao®
ook 50K 200K 250K W0 w0 w0 5 ]
FSC-A Comp-FITC-A :: Nalmé GFP s

CD69+

3

56.0

@

o o
Comp-BV421-A :: CD69

a, Intracellular cytokine staining of CRISPR/Cas9-edited CAR T Cells (Figures 1c-e, 3h-i, 4h-i;
Extended Data Figures 1c, e-h, Se-f, 6i-j).
b, Detection of CAR" T cells isolated from murine spleen and bone marrow tissue (Figure 3e;
Extended Data Figure 2e-f, 8i).
¢, LINK CAR T cell activation assays measuring CD107a and CD69 (Figure 5d; Extended Data

Figure 7c).
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a, Detection of CAR" memory T cells isolated from murine spleen tissue (Extended Data Figure
8j-k).
b, Detection of CD20+ human B cells isolated from murine spleen tissue (Extended Data Figure
9e-h).
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a-b, Flow cytometric plots of TNF-a x IL-2 (a) and CD107a x IFNy (b) in unstimulated unedited
and edited CD19-4-1BB{ CAR T cells. (Figure 1c-e; Extended Data Figure 1c)

c-d, Flow cytometric plots of TNF-a x IL-2 (¢) and CD107a x IFNy (d) in unstimulated unedited
and edited CD19-28{ CAR T cells. (Extended Data Figures 1e-h)
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a-b, Flow cytometric plots of TNF-a x IL-2 (a) and CD107a x IFNy (b) in unstimulated unedited
and edited B7-H3-ZAP-70%PB CAR T cells. (Figure 3h-i; Extended Data Figure Se-f)

c-d, Flow cytometric plots of TNF-a x IL-2 (¢) and CD107a x IFNy (d) in unstimulated unedited
and edited LINK CAR T cells. (Figure 4h-i; Extended Data Figure 6i-j)
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