WO 2021/095013 PCT/1IB2020/060723

Activation Markers

100 3 - CD250%
80 5 CPeg+%
‘ CDES+CD2S
80
40
20
o
1{f 2 3 4 5

FIG. 1A

200000+
R%*=0.92
150000+
.
=
100000+
o~
0
9 50000-
{} T T 1
0 5 10 15
Fold Expansion at Day 6
FIG. 1B

1/52



WO 2021/095013 PCT/1IB2020/060723

TCRa -
1690 4
o 04 o £ P
S 85 .
8 s0- < Flask
R 754 ~# \pssel
« T
2 40-
%)
P 204
0 - st L 3
8 3 § a 12
Day Posl Editing
FIG. 2A
feM-
1848 -
951 - 1T
8 ;
© 854 - £
& 80+ — B 2 -+ Flask
O ;
3 ?§' - Yassel
= 40+
fe N
204
8 * » v )
8 3 8 8 i

Day Post Ediling
FIG. 2B

2/52



WO 2021/095013 PCT/1B2020/060723

DKO
308
954 - T
83
ges] = Fe—pe——sev  WEP
£ 804 B - Tw T Flask
g7l -+~ Vessel
g v
g 40+
o
28-
8 & + * ¥
g 3 8 8§ 12
Day Fost bditing
FIG. 2C
CARICD4S
80+ _
- UT
60- "= EP
-~ Flask
- \fessel

CARY/CDAS
S
&

Day Post kditing

FIG. 2D

3/52



WO 2021/095013 PCT/1B2020/060723

Fold Expansion

B2M(-)/CD45+

0 -
’ a3
@ Flask
B \essel
Y T H 1
0 3 8 g 12
Day Post Editing
FIG. 3
B2M(-)
100 - N3
A
AO* A* AO* Aom "

80+ TR | \ o 3 D6

m ey DS
80

* D12
40+
20+

*
0- ] A® 1

N+ ] ] A
& & & & 3
&8 & F

FIG. 4A

4/52



WO 2021/095013

TCOR{-JCDA45+

CARHCD45+

PCT/1B2020/060723
TCR(-)
100+ A Rk AGRL. ASRA AN
80+ o D8
ob ey D8
3 D2
40-
20-
£
100+ )
Amm D3
80 e 2 o ® ey D6
| A A A
H * * PN
60- Al x 2 Hia mEs D9
*E1 D12
40+ il
20-
| aom*
0 i RANE

° L & & &
& O "N A
& S

FIG. 4C

5/52



PCT/1B2020/060723

WO 2021/095013

B2M(-)

- D2

3 D6

P

1001

L4
o g o
0 1= b

+SPaoi-inza

- 03
£ D6

G

TCR(-)

i

160~
54

+5y 00101

FIG. 4E

6/52



WO 2021/095013 PCT/IB2020/060723

CAR+ Expression
80~
- 03
o D6
&
!
Q |
O 40 .
¥ .
& .
% .
8
G 201 .
.
.
§ ey .
> N N S
%‘3\@ é‘@ &&
& ® &
P £ ¥
FIG. 4F
. .
CAR+ Expression . D3
80- PEE S
o a D10
§\\\., {:}13
&N
2 0]
S
20+
9 \'

30K MO 40K MOI 20K MOl 10K MOl  SKMO! 125KMOI  UT

FIG. S5A

7/52



WO 2021/095013 PCT/1B2020/060723

CAR%

CARW%ICDAS

8/52



PCT/IB2020/060723

WO 2021/095013

N it
HOOL e
HOOE A
AQOE e
HODG -

£t &

i

V9 *Old

Bunipg 1s0d Aeg

9

BQUUNN 1180

104 72

-ald ) 7P

o1 28

BN a0

9/52



PCT/IB2020/060723

WO 2021/095013

4
REE % ]

AL
AOU%
A00E

H00S

sl

A G

q9 ‘o1
Bunipy 3504 Aeg
1] 1A 1)
{3
o
-0z &
oo
i@
rm"
Loy &
Ly
=
b
.09

Aysuaq 1180

10/52



PCT/IB2020/060723

WO 2021/095013

AOOL o
AL o
NO0E e
HODG -

09 Ol
Bunipy 3so0d Aeg
A & g € 0
* ol (

-05
-001
-0G1
- (07
-062

uoisuedxy piod

Piod

uoisuedxs

11/52



WO 2021/095013

PCT/IB2020/060723

T Cell Enrichment

NZ
T Cell
Cryopreservation
NZ

T Cell Thawing and
Activation

N

Dilution

v

Electroporation and
Transduction

v

| Cell Expansion

N

TCRap Depletion

N

| Cell Recovery

N2

Cell Culture
Harvest (Drug
substance)

Enrich for appropriate T cells using anti-CD4 and
anti-CD8 magnetic beads

Store T cells until needed

Activate T cells with CD3 and CD28 agonists

Dilute activation agent to reduce activation,
allow cells to recover

Disrupt TRAC and B2M genes, insert anti-CD19
CAR gene into the TRAC locus

Expand the cells

Remove TCRap* cells using antibody and
magnetic beads

Allow cells to recover
Harvest cells in preparation of manufacture drug

product,
Sample cells for safety testing

FIG. 7A

12/52



PCT/1B2020/060723

WO 2021/095013

L
o
&

T T T
o e Lo
@w < ™~

SYQAD/+HVYO%

1
<

FIG. 7B

60

T T
o 3
=¥ €

SYADHUVYI%

13/52



PCT/1B2020/060723

WO 2021/095013

p2M- DKO

TCRa §3-

Ui,
D

Uimkyidiiddd

TA-1 sgRNA {ug/ml)

FIG. 7D

g
iy,
iy
Dy,

100+

80+
80+
40+
20+
0

Yo

B2M-1 sgRNA {ug/ml)

FIG. 7E

14/52



WO 2021/095013

PCT/1B2020/060723

Leukopheresis uni
Ant-OD4 Miorobasdds
Anti-CE8 Microbeads
PESEDTA Bufter with H3A

Cryostor CSH

Supplemented X-Vwvold
Activating Agent

Supplemented X-Vivold

Casl Nuglsase

TA-1 sgRNA

BT sgRNA

rAAY Vedtor
Electroporation Buller
KAolh

Suppleranted X-Vivols

Biotnylated TCRaf Antifsxdy
Anti-biotin Migroheads
PEYEDTA baller with HSA

Supplemented X-Vivo1s

-3

-

-2

-

__}v

T Celt Emichment

,4',,

T Celt Cryopresenvation

T

¥ Cell Thawing and
Activation

¥

Ditution

e

Electroporation sad
Transduction

e

Gell bxpansion

\i’(v

TCRop Depletion

Cell Recovery

3

Cell Coliure Havvesl

{Drug substance}

FIG. 8A

15/52

Cell count
Cell viability
T cell purity
Sterdity

Cell count
Cell wiahibty

el gount
Cell wiabulity

Cell sount
Celt wabilty

Cell count
Cell viabilty
T cell purity

Celt sount
Cell wiabilty
%UAR Cells

Release festing
{Secton 84 4



WO 2021/095013 PCT/IB2020/060723

CAR%ICDAS

8 ¥ ¥ Y Y %

8 20408 40000 60000 80006 100000
MOI

FIG. 8B

T J 000000
FERANE oo 5500550055550 004555500005

AN 00 0000005050055
BN 8000850050585

A0H8

YAV E AR

ase A M oM Wawi
v & A | | A_ -.,- [ |

T3

16/52



PCT/IB2020/060723

WO 2021/095013

Qi&z‘?ﬁ

ANCTXEIAT ONCTRIEGAS B ST

FIG. 8D

€:§‘>“§\=

\\\\\\\\\\\\\\.\\\\\\\\\\\\\\\\\\%

SRS

¥
A

AN ITXIZHLL ONOTRIGES BTy

17/52



WO 2021/095013 PCT/IB2020/060723

CTX120 PN~y production

1000000+
-
T 100000~
g 10000 ’
& 1000+
i
b= PP
8 100
& 1€
3
1 i i ¥ i
3 4 5 & 7
# of effector Celis {log)
FIG. 8F

MM18, 4 Hours

2 00 ~o CTX120-18-02
-3
3 - OTX120-18-03
§ 754 v PR2TO80 (LD-4)
b
T 504
o
§ 25+
2
3 o . .
6.1 1 10

T-Lell : MM1S Ratio

FIG. 8G

18/52



WO 2021/095013 PCT/IB2020/060723

cell concentration

_ §x1p%-
= 4x108- - D5 replated
foa §o7 “ i Y
L e DB
S ;
% 1 -S- 08 replated
§ e QT
8 W D7 replated
g'i & CTX110 reference
B'QI H H ¥ H
] § 10 15 20
Days Expansion/Post-Editing
FIG. 9A
cell concentration
5% 10%-

& 110 Reference
W 110 188K
W

= 4x10%~ 110 128K

£ X 11083K

f‘é - 110 03 replated
z g 1104

§ 2x10% = -f 110 DIR replated
S 110 DER

3 406 - 110 DSR repiated

% 110 DBR
<10 DER replated

f} T oot o T S ?%O }:}?
¢ § 10 13 20
. . S 116 D7 replated
Expansionfpost Editing

FI1G. 9B

19/52



WO 2021/095013

Calculated cell number

kRS T

Coll number

2.5%10%m

2%10% -

1.5%10°%=

fx10¥~

§x108m

{rays Expansion/Post-Editing
FIG. 10A

Celi number

A

PCT/IB2020/060723

- OTX110 D8
A OTX110 D8

‘%
7

Expansion/post Editing
FIG. 10B

20/52

20

-~ CTXHO D7
- CTX110 raference

%

4% 110 Reference
% 110 186K

o 110 125K

¥ 110 83K

g 110 D3R

& 110 D4R

48 110D5R

N 110 DER

W 110 D7R



WO 2021/095013 PCT/IB2020/060723

Viability
gitisly .
Vg Sy o CTX110D8
G ; \\{& R N CTX10 D8
-~ N
2 ) & CTXI10D7
B -
§ e OTX110-Reforance
2 85+
=
80,
75 f ! 1 Y 1
4] 8 10 18 28
Days Expansion/Post-Editing
FIG. 11A
Viability
100 = .
4% 110 Reference
w110 166K
95 e 110 125K
A\ g 5
110 83K
2 90+ - 110 D3R
& & 110 D4R
g 85 4 110D5R
> N 110D6R
A 110DIR
S0~
?5 | | 3 ¥ 1
{ & 40 15 20
Expansion/post Editing
FIG. 11B

21/52



WO 2021/095013

)

CAR+%ICD45+

TRAC-%/CD45+

80+

80

43

PCT/IB2020/060723

CAR+%

S\
L r

I
Gk
é’z‘é\\% m"ﬁ-*~ AR
A K
STEE G SO

<

100+

885 -

H

N
‘i*q;gi“

FIG. 12A
TRAC-%

sl 0

FIG. 12B

22/52



WO 2021/095013 PCT/IB2020/060723

B2M-%
100
a 80 -
Y
§ 80 o4 oiis Sy ply BN %
Q 704 NS
3 60
= .
0 40~
30 { ;! H i ¥
e‘}&\‘b@‘{g{* @E‘n@&@
&0 0w o o8
FLr LS
ad AT AT OO VY o
N GG & ADT NN
. RaP O NS
& AT NG
FIG. 12C
Ch4:CD8
1909 N 3 CDB
afe Ty F
80~ § § - CD4
1
_ 60 § §
" sl § §
§ P
20
g_ _
2 & Qe 5
,\&i@“’i@’i@‘?’}’
C;(i.& *::«g« *}’\ {’t}\
LS A

FIG. 13A

23/52



PCT/IB2020/060723

CD4 CD8

WO 2021/095013

che
o CD4

mE Naive

Q

TE
EM
oM

4@,@
¢
gt

AF
«“’*Q

&‘b
KO3

’ﬁg’»& &
A&
S &
FIG. 13B
Subset in CAR+

&
TS

il
&
&
,Q‘?»‘

&Q

2 2
& F
‘@?Q (@Q
&

e p
Q's‘s {)ssi Qe\s*

&
;g'

1 3 i 1
o3 o3 el Q%
m ] w b

20—
(} ool
o
NS
»*,
6\

%

24/52

FIG. 14A



PCT/1IB2020/060723
Subset in CD4+ CAR+

WO 2021/095013

2]
=
HES 2 e
iy 1t
+ Z
o
<
| O .
s | S s i
T S 8 Na——"
o 7 0
T s e, R OE m—— 2
S T %y G v o *
%, @%ﬁ@&««.&@ - —————— % o 4
TTTITEITITL R0, % 8 8 8 8 % R O° R
8T @ © ¥ w© .%Q A&.Q % Q\\%
LA \\A.\AU <

25/52

FIG. 14C



PCT/IB2020/060723

SUBSET IN CAR+

WO 2021/095013

CM
e Naive

R

By EM

=
0

EM
By CM
MR Naive

=3 TE

v

&
&
*

&
®

\*‘@ K
NG
Q \&ﬁ

Gy
N

gr

&Er
S
1&
K
FIG. 14D

&
ol

B/
3]

&

e Q\%”
&

ot o

R
(1
& &

&
SUBSET IN CD4+ CAR+

W& R
@‘Q

N\

FIG. 14E

26/52

H [} i ] 1
[l L 4 < < <
m @ & =t £~

%

&
&
o
3

¢
Q’&

i ¥ 1 ] 1
e o o < Lo <
2 o« 0w b o ©od
a...

Yo

1)
!\'&Q.
N



PCT/1B2020/060723

WO 2021/095013

SUBSET IN CD8+ CAR+

FIG. 14F

27/52



PCT/1IB2020/060723

WO 2021/095013

V&I O

LIRS IR 3.5 .9 SIS
FIRXRP PRIP IR
ORISR
W OB A OO0 o
R IS
V9.8 8% Voo ¥ Vo s
PR PP PP
FEFP PP SN
=
1Gd em
€OV Em
SNLL .
- 001

+4yD Ul uoysneyxy

28/52



PCT/1B2020/060723

WO 2021/095013

as1 "D

33 3335

> 2.0 0
@x{‘%z{l.mc( () 1*(4%»\*( oy ;uf(l.wv‘b*v\ o

S NN 4y
F Qe 0.,..:,.* S QY a/..w.
WY PR R
£y 2 Y 92 YO O @

@ 2 D 2 P
& BT BT
oao. R R P

)

(S,

WV By
bl -
Q@/@}&f f@f

&

1Qd ea

£OvV Em
SN .

+HVD +p(0O ul uoisneyxy

29/52



PCT/IB2020/060723

WO 2021/095013

IS "OIA

PRI IRD 3.5
IPFL FIX
SOOI
YD Y Y K
NI IC IR
PR B
0%/&@;&%/&0& &%f@%/&@sso,v B % 3% 7

w
m
m
\
m
\

10d e
€OV Em
CINLL -

+4V9O +8QD Ul uoysneyxy

30/52



PCT/IB2020/060723

WO 2021/095013

dasi ‘Ol
b 'S
;mv@ ewswu Sv\,w
x 3260, QRQR (@ D ANRRR
, 5 425
:.um%%m m%w@%&g&& m« S owﬁ,@ 3 an = :w, P ,&&@x &@
PR ARG RN 5 @;va @,fs& a %% ¢ J@o %
& Cx o
% s&/ @/@%M@ﬁ&?&@ ¢ W%@% &w/@)@fwx o &%%wa&;& @%f& &g,v
AU HHY o
TIYiwa v
. 0
oy
L4
&=
_ 09
ciL .
OV B2 08
i(0d ea
001

+dVO Nj uochsneyxy

31/52



PCT/IB2020/060723

WO 2021/095013

ST "OIA

>

!
nmwA» QQ@O; OQ/M ? ,.M« &O A,VAV?/« % Q,w A4 QAV@AV
o y@,@%%ﬁ%ww O @?w SR

2 % ..u &...m ‘mwe v ..M. .\\
ARG %00 w R PR PP PP R LD %%a;
&?@ox@ ¥ &%&, ‘,(%\@} &m % %%@@f&@f@%@.ﬁ.@ > @@x ?v &/ @ &%@ @w\f 5
; &3 m N
00
- (1
CiLL .
o {35}
ey v
(d e k08
ud 114

+AVO +9PQ0 Ni Uohsneyxy

%

32/52



PCT/IB2020/060723

WO 2021/095013

AST "OIA
-
( ; v N
Di %@&%ﬁ@ " S PPETRARNT @ Lo 1eleN°
sw, ,a,v? .w,;.wx wﬂm«\,w\ ;W/:w,:w//,,q%«&,m
P % &,ﬁ%&v%wsu O o o a4
& @f@f@a@ovo %%@@@/@@/& cm/&a%*@@@@,@
@v@ e s ot «ov&s PR ST
1 1 1 1 1
j 0
%
\ .
/% m 1Y
oy
@
Chill TR &

08
COvl &3

10d Ex:

- 001

+4VO +800 N] uosneyx=

33/52



WO 2021/095013 PCT/IB2020/060723

CTX110 CAR-T Cytotoxicity (24hr) in Raji Cells

60+ g CTX110 reference

-8 CTX110 Day 5 replated
s CTX110 Day 6 replated
2 40 -8~ CTX110 Day 7 replated
% <&+ CTX110 Paositive Control
@
£
=
* 20+
0 L] L] T L] 1 L]
A N KN N N N
> v NP Q"ig Qtiﬁ’
Effector CAR-T cell : Target Cel ratio
FIG. 16A
CTX110 CAR-T Cytotoxicity (24hr) in Raji Cells
{plate 1)
100+ W= A. Day 7 - Unreplated CTX110
-~ B. UT conirol
~g& C. Day 3 — Replated CTX110
801 S < D. Day 4 — Replated CTX110
$N ~s E. Day 5 — Replated CTX110
uﬂ) 0 ~¢~ F. Day 6 ~ Replated CTX110
En -~ G. Day 7 - Replated CTX110
T ~e CTX110 control_LF
S 4
20
] T T T T
o R .f.)':\ f}f’;’\
Y “_S"’
Effector CAR-T cell : Target Celi ratio
FIG. 16B

34/52



WO 2021/095013 PCT/IB2020/060723

CTX110 CAR-T Cytotoxicity (24hr) in Raji Cells
{plate 2)
4% A Day 7 ~ Unreplated CTX110

100~
-~ B. UT control
- H. Low Density Sead - 166k/cm
80 -¥- | Low Density Seed - 125k/cm
==} Low Density Seed - 83k/cm
@8 504 =g GTX110 control_ZF
[
>
)
3
= 404
204
]

Effector CAR-T cell : Target Cell ratio

FIG. 16C

35/52



PCT/IB2020/060723

WO 2021/095013

VLI *DIA
uoemoouy 1s0d sAep
oy 0t 0z 112 0
L k., i : 0

ﬁ@wﬁ@wwﬁﬁ <w .......... e
YD 987 S0USIBIBI DLIXLID T v x
YO 9oz Bugeidas g Aep g v

Fﬁ!‘l(ﬂ!&“lli!‘&!‘!
L
3

My oe7 Bugeidei g Aep g v @
wyo geg Buneidal £ ABD L1 v m 001

SHO3 1 V0 997

JRAIAINS JU8DIed

36/52



PCT/IB2020/060723

WO 2021/095013

polEsIun “ |
UV gBy 80uBBBI OLIX]D ¢

.1 "OlA
HoRIooul 1s0d sAep
1454 1134 1A 14
mnmaﬂ. »wunmian»&n.mn»-mm»»numnmn
«, % &
.......... . M

My ooy Buneidsi c ABD G - v

YO gop Bugeidsi g Aep g -

H»yO 9ep Buneidss / Aep 2L

agren .

lt'!lﬂ‘f!x‘l!“ll"
s
W3

5199 1 4O 999

12

k3

[BAIAINS JURDIRY

37/52



PCT/IB2020/060723

WO 2021/095013

ILT "OIA
uoenoous Jsod sAep
08 09 H 4 0z

o

odesac
-

psjeanun o

HYD 9901 2oUBIRIBI OLIXLIO b e ¥
Wy 980l Bunedsi G ABD 4 - ¥
§UYD oop) Bupedal gABp gL - @ %w ..,w e o

Gt

!E‘ll!"!!ﬁ!!!ﬂt!!‘
ol
Wy

Hyo gl Buneidsl 2 ABp gL - W

SHe0 L +dVY0 9301

004

L3

IBAIAINS Juanlad

38/52



PCT/IB2020/060723

WO 2021/095013

pajeasjun
8y OLE AH
XE AH '
Xy AH”
X3 AH°
€A AH”
¥a AH®
SO AH-

ot R

(VAR |
uonenooul 3sod sAep
09 ov 0c

—-uusn-nnum--n-,nnnmunnu.nmnn

0

!lllll‘ll’lllll(lll
o
0

001

i i
—— rs i
..... . |
..... e . .
M 2ame 4
X ¥ :

[BAIAINS

E

JUD2IB Y

.

BAIAINS

39/52



PCT/IB2020/060723

WO 2021/095013

My geg Bugeidss £ Aep
v o 9oz Bunedas g Aep
YD

geg Bunedss g Aep ¢

YD 987
POUSIBISI OLIXID T

V81 "OId

UOREASIURLPY 150d
81

5190 L +dVD 992

b 11 L %Z

- 3l xp

11 B %G

-1 3L %8

g

40/52



PCT/IB2020/060723

WO 2021/095013

481 "Old
UoRBLSILIUIPY 1504
¢ 8¢ 8L Wb ¥
¢ i1 0
w24
Wy ey Bugedss 7 Aep o
YD gy Bunedas g Aep 4 -1 DXy
YD gop Buneidai g Aep e 0150
yvo oy
souBRBlBI OLIXID - 0L %8
peyganun | @
- iy kxl
8j{83 L +¥VYO 98y

id

41/52



PCT/IB2020/060723

WO 2021/095013

wyD gel Bupedss £ Aep
wyD 9801 Bugeides g Aep
w0 920} Buneidss g Aep £

YD
GB0L BOUBISIR QLIX1TD Y

pBIESHUN 'L

ool

B9 €% By O Z¥ 42 8F i)

-,

I8I "OIA
HOBEASIURUDY 1504

%

>
3.\\\\\\\\\“@\

8l180 L +dVv0O 9801

d TR R T
-1 B %Y
~ 11 3L %G

11 31 %8

- 3%l

42/52



PCT/IB2020/060723

WO 2021/095013

asi "Nid
UOIIBNO0U| }S04
€5 9y 6& €€ &2 8L i v

i = sxo
paieadiuf ._‘”r
SO AH ¥ 0kt
v AH B ¢
€0 AH @ -1, 04x2
XQAH %~ 17
Xp AH s
P ’ g 1)
XC AH - 4
i -1 O %9
94 0L AH -, 0bxZ
b1 O L %8
11 OL%6
-z QL% 1L

43/52

ng



WO 2021/095013

PCT/IB2020/060723

| T Cell Enrichment

N

T Cell
Cryopreservation

v

T Cell Thawing and
Activation

N

| Dilution

v

Electroporation and

Transduction

N

| Cell Expansion

v

| TCRaf Depletion

N

| Cell Recovery

N

Cell Culture Harvest
(Drug substance)

Enrich for appropriate T cells

Store T cells until needed

Activate T cells with CD3 and CD28 agonists

Dilute to reduce activation, allow cells to recover

Disrupt TRAC and B2M genes, and insert CAR expression
cassette into the TRAC locus

Expand the cells
Remove TCRaf™ cells
Allow cells to recover

Harvest cells in preparation of manufacture drug product,

Sample cells for safety testing

FIG. 19

44/52



PCT/IB2020/060723

WO 2021/095013

0¢ 'Oid

iy %
3P
o Bl %
A e G A
7 P %
7 | # .
o 5% o 1415 o 0%
- % .
P % %
; % %t i #
; # P s %
F3 Rt
H
m 1L o S2r ne 5
7
H .
7
pessinirassesssesesrs £
3 7 %
.............................................................. o 1% S DO a4 Z & o051
\ o
\ 4
\ ok %
% o,
\ s
% ; “yy
Z *
L7,
7 i %
&
2 %
% %
% i
[ 4 # #
; 3 \\
% %4
7 A
2 7
P o 7
4
ez 14 % 3
P Fs

45/52



WO 2021/095013 PCT/IB2020/060723

Anti-C018 CAR T Cell : Raji Coll Toxicity

{24hr}
W~
\\‘\\\\\\
\\\_\\
80+ N,
\\_
\_\
© AN
& 04
= A
S 4 h
NS ’ AN
Y
\'\
20 N
8 3 ¥ ¥ ’ * :
», AN & N N ’\
N o N 3 NG Nel
% N o &
oF

ENector CAR-T eell ; Target Cell ratio

FIG. 21A

IFNg Production in Culture Medium
108600 -

80800 -
HO80H
40000
20000 -
-~ Y l{  —
41 &% fei

851 a2ht184200

IMF-g {pg/ml)

Effector CAR-T cell | Target Ceall ratio

FIG. 21B

46/52



WO 2021/095013

PCT/IB2020/060723

IL2 Production in Culture Medium

8000+
6000+
-
£
\8-_: 4000+
N
=
2000- I
0- I I|_
41 : 051 025101251
FIG. 21C
DONOR 1 (~64% CAR)
= UT control
- 1
100- - X
Wi “\\\\ e
80- S\ | s HY Dayd split
- Assay control
R
@ 60+
wd
3
= 40
20+
G

Effector CAR-T call : Target Cell ratio

FIG. 22A

47/52



WO 2021/095013 PCT/IB2020/060723

DONOR 2 (~35% CAR)
180
80 AR
2
¢ $04
-3
3
= 40+
20+
g
Efector CAR-T cell . Target Cell ratio
DONOR 3 {~86% CAR}
300
3
o
i
8

Effector CAR-T ol - Target Cell ratio

FIG. 22C

48/52



WO 2021/095013 PCT/IB2020/060723

1X Culture Conditions
100 w~ Donor 1 {~64% CAR+)
~# Donor 2 {~35% CAR+}
80+ - Dornor 3 (~85% CAR*)
R’
2 804
:f
»
G
= 40
20+
G R T T T T T
N N N & “
W W N & Q.:ﬁ) Q@p
Qo
Effector CAR-T celi | Target Cell ratio
FIG. 23A
2X Culture Conditions
1080+
804
8
@ 604
=
8 4l
®
20+
g ¥ 1] v L} 1
N N N N A N
, e &
™ 5 N Q% er Q&
Q.
Effector CAR-T cell ; Target Cell ratio

FIG. 23B

49/52



WO 2021/095013

PCT/IB2020/060723

4X Culture Condition
100+
\\\m“m\m\\\\
80+ N
8
% 69
3
" 40
3
20+
Q ) 1 1 ¥
» N A N
W 4 N o8
Effector CAR-T cell : Target Celf ratio
FIG. 23C
2X Culture Conditions
100+
80
0
f% 80
§
= 40
204
0

Effecter CAR-T cell : Target Cell ratio

FIG. 24A

50/52



WO 2021/095013 PCT/IB2020/060723

4X Culture Conditions

108

80+

60+

% Celf Lysis

40+

Effector CAR-T cell  Target Cel ratio

FIG. 24B

Survival of Survival 4767: Donor #1

100 : o O - 1. Untreated

B ] m— | A O - 2. Donor #1, 1x
> J

T N A -+ 3. Donor #1, 2x
§ 0. O s 4. Donor #1, 4x
g 1 O Yo -+ 5. Donor #1, HY 4x, D4
5 ]

a

0 ] H i ‘-' i { 1
0 10 20 30 40 50
Time

FIG. 25A

51/52



WO 2021/095013 PCT/1IB2020/060723

Survival of Survival 4767: Donor #2

100-] - A — O-— 1. Untreated

& ] o O~ 6. Donor #2, 1x
Z ] o
& ] i A 7 Donor #2, 2X
§ ; O~ 8. Donor #2, 4x
5 0
g
m e
SO

0 ] i i l 1 1 i

0 10 20 30 40 50
Time

Survival of Survival 4767: Donor #3

?00: l 5 <> O~ 1. Untreated
® i ‘A O -+ 9. Donor #3, 1x
>
2 A -+ 10, Donor #3, 2x
L. &+ 11. Donor #3, 4
5 0
g
O
a
0 : i 1 E i i i
0 10 20 30 40 50
Time

52/52



