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B Cell growth during sequential KO
GPB PART  PAR4 HPSt  P2Y12 iTGA2B  COX1
6 | 1 b i 4 | |
\ § \
o VAN N
% 4 \ A \1 \\.‘/ )/” L \ \
sl S L] P
£ v S A 7 T
3 1 o
0
0 5 1 15 20 25
Time {days)
C
%KO %KO %KO %KO %KO  %KO %KO
PG PAR1 PAR4A  HPST  P2Y12 ITGA2B  COX1
GP6 | 100%
PART 1100%  98%
PAR4 1 100%  97% 96%
HPST 1100%  99% 97% 95%
P2Y12 1 100%  99% 96% 96% 95%
TGA2B 1 100%  99% 95% 96% 95% Y6%
COX1 1 100%  9%% 97% 96% 94% 97% 5%%

Single-cell sort & clonal expansion
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A Sequencing round 1;
GP6 {Part [Pard | HPST | P2Y12{ITGCAZB  Cox] GP6 | Part | Pard | HPST {P2Y12 1 ITGAZB

1 99 99 230 971 971 99 991 @ 92
21 100 991 100 g7 L a7 2401000 97 71 % 96
341000 11 491 971 9B 91 %1 2B %] W9 W9y 971 72y 100
401000 %61 111 881 49 91 2611001 o7 91 98 92
51 861 % 1001 9 021 43 2711000 511 991 971 16 28
611007 81 99 9 99 2811001 9% 99| 981 48 89
701000 951 91 9 99 2901000 81 % %1 & 41
8 9% 4 100 011001 9911000 991 W 49
91 521 991 99 100 99 JINW0L 0 73 %91 9 99
1001000 0f 951 971 98 M1 04 32 9%y 8 9% 47 B 40
%) %1 9 471 I W00 337 %] % 21 971 B 99
1201000 %1 471 991 98 9 3 3411007 99 %) @97 9 49
1371001 941 891 96 49 93 B 97 9 67 9 YU 99
1401000 381 991 991 99 94 61001 931 22 897 H 85
1581008 9% 9%¢ 90¢ 9% 10031004 37y 0] 95 %) 99 52 491 43
101007 981 9% 9 49 I 53 P00 11 99 981 8% 48
1701000 38§ 9% 53 W 99 %1 497 9911007 471 9B 51 0
187 51 93¢ 9% 427 15 03 011001 9 26 971 W 991 54
1991001 91 91 % Y 94 M1 11 991100 a8
2001000 %1 17 %) % 9t B 42 2] % 851 48 49
210 % 460 9] %1 % 500 9941 431 49 9% i 5 43
2201001 521 88 97 38 91 04 4411000 9 %] % 91

= Sequencing round 2;

clone IDIGP6 { Part 1 Pard L HPST 1P2Y12 1ITGAZB | Cox! {clone ID{ GP6 | Part | Pard | HPST | P2Y12 1TGAZB
1 0 9% 99 0 60 110041 20 11001 991 201 99t % 94
2 1100 951 991 100 070 9740 23 1 971 971 991 9 9 92
5 1 81 G 1001 95 G0 1 434 26 (1001 97 79 NP B 92
6 21000 897 997 998 100 953 o081 29 11000 121 951 994 901 100
700 %y 99 99 69 4 81000 991 %60 91 9 99
8190 21 9511001 1001 100 3B L9799 671 991 100 49
9 11001 997 991 991 100 48 B 11000 1198 98 89 99
12 11007 % 487 991 &8 61 3§ 40 (100) W9 6] Y 9B 99
14 71000 387 9 991 9 6411004 41 1 200 99100 97 94 48
17 11000 260 %51 991 97 89 44 11001 991100 961 98 99
19 11007 991 9 91 &7 44

FIG. 3
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Day 10 post forward programming
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| A
Unedited (Viable) CD42APC

(Viable) CD41APC H7

Count
(?‘)

(D47 10.60%

100 10t 102 108 100 100 102
CDAARC CD41APC H7

\Gate  Number %Total %Gat

Al 2321 2075 10

X-Med |  |Gate Number %Total %Gated X-Med |
0,
ChD42 246 220 1D,

ad
00 079 Al 2321 2075 10000 4.3
60 2246 CD41 1123 1004 4838 6568

TxKQ Pool
{Viable) CD42APC

(Viable) CD41APC H7

Count

[CD41: 0.77%

103 00 102 103
CDAAPC HT

CD4ZAPC

\Gate  Number %Total %Gated X-Med |  {Gate Number %lotal %Gated X-Med |

Al 3,356 2635 10000  0.83 Al 3,35 2635 10000 043
CD42 531 417 1582 3437 ChD4 26 0200 077 1854

FIG. 4 (Continued)
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Unedited

_ {Viable) CD42APC / CDA1APC HY A {Viable) CDZ35aPECy7 / CDA1APC H7
103 7] 1 103 ] gB_*TJ —
1027
i% ]
5 1014
N
< 100+
S0 0t 1R 108 0 100 10t 102 108
CD42APC CD235aPECY7
\Gate  Number %Total %Gated | |Gate Number %Total %Gated I
Al 2,321 2075 10000 All 2,321 2075 100.00
A~ 1195 1068 5149 B-- 1186 1033 49.81
A-+ 880 787 3791 B-+ 249 223 10.73
At 3 0.03 0.13 B+ 42 .38 1.81
A++ 243 247 1047 B+ g74 781 37.66
TxKO Pool
- {Viable) CD4ZAPC / CDA1APC HY {Viable) CDZ35aPECy7 | CDATAPC H7
07 el 015 ]
1027 1027
= =
SN O ot
o 10 S A0
< r 3
i £
| 0 ”"3?)1 | 1(52 “”;3503 é - 'EEEJO 100 102 103
CD42APC CD235aPECY7
\Gate  Number %Total %Gated | |Gate Number %Total %Gated |
All 3,356 26.35 100.00 Al 3,356 26.35 100.00
A-- 2816 2211 83.91 B-- 2,442 1917 7277
A+ g 007 0.27 B-+ 10 0.08 0.30
At 514 404 1532 B+ 888 697 26.46
A+ 17 013 0.51 B+ 16 013 (.48

FI(s 4 (Continiied)
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“ B
Unedited viabie) CD42APC (Viable) CD41APC H7

73
s

w
0
{

Count

100 1t 102 103
CDA2APC CDA1APC HY

|Gate  Number %Total %Gated X-Med |  |Gate Number %Total %Gated X-Med |
Al 955 17.04 10000 28.47 Al 955 17.04 10000 157.83
CD42 787 1404 8241 39.03 CD41 915 1633 9581 167.18

7xKO Pool
(Viable) CD42APC {Viable) CDATAPC HT

Count

CD41: 4.47%

100 10t 102 108 100 10t 10 103
CDA2APC CDA1APC HY

\Gate  Number %Total %Cated X-Med| |Gate Number %Total %Gated X-Med |

Al 1029 1646 10000 36.32 Al 1,020 1646 10000 140
CD4z 785 1256 7629 7092 CD41 4 074 447 2010

FI1G. 4 (Continued)
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Unedited
. {Viable) CD42APC / CD41APC H _{Viable) CD235aPECy7 / CDA1APC HY
10° ;A"_'i'j A : 109 38+ D
1049 027
IR T T SRR TR |
T ETE TR
2 F o a1 |
[ -
(- 14
0- 0
15 15
100 g0t 102 103 100 100 102 109
CDAZAPC CD235aPECY7
\Gate  Number %Total %Gated | |Gate Number %Total %Gated
Al 855 17.04 100.00 Al 955 17.04 100.00
A-- 3B (.64 3.77 B-- 34 061 3.56
A- 132 236 1382 B- 98 532 .20
At 4 (.07 0.42 B+ 6 0.1 0.63
A+ 783 1397  81.99 B4+ 17 1Mo 6461
TxKO pool
. {Viable) CD4ZAPC / CDA1APC HY {Viable) CD235aPECy7 / CDAMAPC H7
107

i

1034

B+

10°

a0 ot 1@
CD235aPECY7

109

| |Gate Number %Total %Gated

100 10t 102
CDAZAPC
\Gate  Number %Total %Gated
Al 1,029 1646  100.00
A~ 238 381 2313
At 6 010 0.58
At 745 11.92 7240
A+ 40 0.64 3.89

Al
B--
B-
B+

B+

1,029
347

FIG. 4 (Continued)
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A,
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11 Anti-CD19_lgG-Hinge _FCERG
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A
o1 10 - CAR3-2020-10-20-142251-10 10 - CAR3-2020-10-20-142251-10
0 (Viable) CD42APC (Viable) CD41APC H7
100-
Qé; ’ 3: U
01 F L [CDATL05%
R \\\ . ARTP———
100 10t 102 18 100 10t 102 108

CD42APC CD41APC H7

\Gate  Number %Total %Cated X-Med|  |Gate Number %Total %Cated X-Med |

Al 23519 5431 100.00 215310 Al 23519 5431 100.00 151984
CD4z2 9764 2255 4152 1158877 CD41 123 028 (.52 883338

(Viable} CD4ZAPC {Viable) CD41APC HY

00 102 109
CDA2APC CD41APC HT

\Gate  Number %Total %Gated X-Med |  [Gale Number %Total %Gated X-Med |

Al 19,086 4157 10000 111.91 Al 19,086 4157 10000 077
CD42 18871 4110  98.87 1337 D4 244 053 128 668

FI1G. 8 (Continued)
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A 10 - CAR3-2020-10-20-142251-10

D10 (viable) CD41APC H7 / CD42APC _ (Viable) CD235aPECy7 / CDATAPC HT
1{}JA+ . M ?Q"M B_+“J
1027
=
Q N
< 1004
<t 3
3 ,
1GO§

100 100 102 108
CDA1APC HY CD235aPECy7
\Gate  Number %Total %Gated | |Gate Number %Total %Gated |
Al 23519 5431 100.00 Al 23519 5431 10000
A~ 13709 3165 5829 B-- 1420 328 604
A+ 9687 2237 4119 B-+ 3001 001
A 5 041 0.20 B+ 21976 5074 9344
At 77018 0.33 B+ 120 028 051
D16 (viable) CDA1APC H7 / CD42APC . (Viable) CD235aPECy7 / CDA1APC HT
1{}& M g " ’i(}u _5___“?_] _B____'?j_’“_!
102 102+
. =
= S 1]
5 1014 < 101+
[ 3 et 3
2 3 [ ]
D B e
100 1004
S0 ol 02 103
CDA1APC HT CD235aPECY7
\Gate  Number %Total %Gated | |Gate Number %Total %Gated |
Al 19,086 4157 100.00 Al 19,086 4157 10000
A- 480 105 251 B-- 7347 1600 38.49
A+ 18212 3967 9542 B-+ 59 043 0.31
A 0 000 000 B+ 11525 2510  60.38
A+ 394 086 206 B+ 155 034 081

FI(s R (Continned)
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FIG. 8 (Continued)
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B Sample Name Sample Name
—= Samples_2_CAR3+JURKAT fcs —= Samples_6_MK+JURKAT fcs
— Samples_1_CAR3+BJAB fes — Samples_5_MK+BJAB fcs

10! 102 103 104

102 104
PSel-BY421 PSel-BY421
C . |
Fold Change in MF! of P-Selectin
1.4
1.3
170 1.24

1.2
1.1
1.0 0.04 0.97
0.9- /
0.8

Fold change of Bjab  Fold change of Bjab Bjab CAR3 Jurkat CAR3

vs Jurkat - CAR3 vs Jurkat - MK vs BJAB MK vs Jurkat MK

FIG. 9 (Continued)
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Cell Cell
o b o
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FIG. 12(A)
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CDATCDA2MK,
2 days post-transduction

N=3
MK expressing CAR
; [D++] FITC / mCherry
"B B
1024

B TR TRt
FMCB3 FITC

Gate  Number %lofal  %Gated

Al 494 2437 100.00
E-- 19 (.94 3.85
-+ 3 0.15 0.61
B+ 25 1.23 5.06

E+r 447 22.05 90.49

FIG. 20
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PLP expressing CAR

CDATHCDAZPLP,
4 days post-transduction

i FMCG3 FITC / mCherry
109
1A+ A+
1024
2 101
= ! s
1004A-) <A
T T T
FMCBI FITC
Gate  Number %loldl  %Gated
Al 427 3.34  100.00
A 154 1.20 36.07
At 18 0.14 422
Ave 174 1.36 40.75
A+ 81 0.63 18.97

FI1G. 20 (Continued)
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