WO 2022/109501 PCT/US2021/060667
1128

FIG. 1A

Day O

_INITIAL TIL
CULTURE
~ Day 7-19 :
STIMULATION mmmp 2-40x106 cells
SECONDARY TIL
EXPANSION

— (Optionally split cells
once cells reach high
confluence)

~Day 35-40
~1-100x10° cells

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
2/28

FIG. 1B

Day O

STIMULATION b |_INITIAL TIL
CULTURE
~Day7-19 -
STIMULATION mesp = 106 celis
SECONDARY TIL
EXPANSION

— (Optionally split cells
once cells reach high
confluence)

~Day 35-40
~1-100x10° cells

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
3/28

FIG. 1C

Day O
_INITIAL TIL
CULTURE
~Day7-19
STIMULATION =m0 106 cells
| SECONDARY TIL
EXPANSION
~Day 2126 ]
STIMULATION == 1 107 cells
|_FINALTIL
EXPANSION

~Day 35-40
~1-100x10° cells

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
4/28

FIG. 1D

Day O
STIMULATION mmmp N TAL T
CULTURE
~Day7-19 -
STIMULATION =m0 106 cells
| SECONDARY TIL
EXPANSION
~Day 21-26 :
STIMULATION == 1 107 cells
|_FINALTIL
EXPANSION

~Day 35-40
~1-100x10° cells

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
5/28

FIG. 1E

Day O
INITIAL TIL

__ CULTURE (G-
Rex Closed
System)
STIMULATION mmp ~ Day 7-11 ]

SECONDARY TIL
EXPANSION

— (G-Rex closed
system; optionally
split cells at day 17)

Day 22-28
Cryopreserve or
Administer Cells

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
6/28

FIG. 1F
Day O
INITIAL TIL
STIMULATION mmmp | CULTURE (G-
Rex Closed
System)
STIMULATION mmp ~ Day 7-11 ]
SECONDARY TIL
EXPANSION

— (G-Rex closed
system; optionally
split cells at day 17)

Day 22-28
Cryopreserve or
Administer Cells

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667

7/28
o) .
FIG. 24 Control media
CD8
El:)ki
O
CD4 et o CD4

FIG. 2B Metabolic reprogramming media

F S

T

cDa

ChD4

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667

8/28
FI1G. 2C
R e
100
80
™
£3
o
| 60—
k)
s
&
§§ 40
.
4
0 T 1
Control Metabolic
Media Reprogramming
Media

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667

9/28
Metabolic
Control Reprogramming
Media Media

ong ; ]
3 :

4 3

;:

P T WY

FIG. 3E
80 N
a
S 80+
8
®
o
= 40~
R
¥
RN
o
& 2p-
P
4
Tt
{2
0 ;
Control Re I\cstarg:‘)r::min
Media ' cProgramming
Media

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667

10/28
FIG. 4

100 Fedesk
,.:g'w.
)
£ 80~
£3
oo
S
= .
& SG*
d
[
B
e 404
3
£3
o
?Nf 20+
£
£3

]

Control Re I?gta:'g(r:':lr(r:!in
Media ' cProgramming
Media

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667

WO 2022/109501

11/28

800

»

an

v

200

pd3

a5 "Old

%

%
iz
b

%
iz >
HE PRSPy

8%

4
<
<
<
M
& 3
(T e TR

58

I T Yy Y YR I RS £ ]

V& "OId

£014Q
BEQ

AAASIIE NN NN KRANARAC SISO MN NN KX

eIpaly

Buiwweiboiday

oljoqe)s |y

eIpaly
|oJ3u0)

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
12/28

FIG. 5C

Gated on CD&",CD27°,CD286",103, PDT

-------

MFI

1 — Control
2 — Metabolic Reprogramming
Media

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667
13/28

WO 2022/109501

pesy oo, N b e P g gy gy
PRt e te Bprrssssssssssssssssssessosooons 4 £ 5 » Tels “
e I P48 /5 R — - LT e
4 Y 3 b G v bess: PO 0T SI903 3 ey, 55 i P e .\e\. W 1 . e o
o Y L ey o 7 %
5 7 s e e mw J I
gy 7 P 2 L4t
%% rer AN N
A ..;sm “ P m\\ﬂw t . \u\.V\.
; 3 & b
o 2 eIpSN
£ ] - - Buiwweiboiday
7y j 2 oljogejs N

H9 “Old 99 O 49 “Old q49 Ol

A -
] i s
3 . L 1
: 3 | eIPOIN
] : | lonuo)n

as ‘o J9 "OId 49 Ol V9 'Ol

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667

WO 2022/109501

14/28

{AZ19 /3215 /07io) w/BnT) xiwdad Sy + 30

B 7Y e f 143 A 44 . 24
ratmnsl “ A 208 , m ’ bt ; vt " M . 4 At 2 mﬂm L P "
m 3 ~ m 3

; :
w 1
i
(5657125 nos21%Ls fannziwat :
HL "OIAd OL "OIAd AL _WUE - aL .UE
2 ¢ {oovT}%el
b m. : ;
< m ;
{1visg - {p11}%8 i {0STI%IT v plBEY%BL
aLs ‘O IL "OIA L "Old A/ K |

AT

eIps
Buiwweiboidoy
dllogelo |y

eIpay
|joJ3uo)

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667

WO 2022/109501

15/28

{u/3nT LA SYHEY + D0

Ao G373 * L2683 T £ 4

’ Yoo 20 2 becodbonAd mwm % ! Snrdliend T - m REDRN PRTTet Yol o erd. i “

; :

{30559 (006409 . {ovsize -
HS ‘DI 98 "O1d A8 D14

A 4

-

F 1

(g9l \ {Zvrist , oz ,
as ‘o I8 “OlA a8 ol

8TAB

I

ke

48 "O1d

b M b

i ! [

V8 DA

<3

2

A

eIpay
pulmwelboiday
ollogejay
elpay
|oluo)
¥

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
16/28

FIG. 9A

Control

FIG. 9B

,;- Z B 2
2 2 53
o 3

SUBSTITUTE SHEET (RULE 26)



FC

WO 2022/109501

FIG. 10

PCT/US2021/060667
17/28

1 Control Media

- 2 Metabolic
Reprogramming
Media

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
18/28

Control Metabolic Reprogramming
Media Media

cD8

RN

_ FIG. 11A . FIG. 11B FIG. 11C

CD103—

e

! FIG. 1L

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
19/28

FIG. 12

0.5-

Simpson Clonality
© © ©
» & %

o
-
I

0.0~

Tumor Control MRM

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667

20/28

FIG. 13A

WO 2022/109501

RN RN

Fignifsanee
& Sxe 1008

W R g e e
Y
SO SR UIONL AU NN TUIONY. SOOI o
ks A,
5
o
%5
........................................................ 7 s
P 8k
7

OIABINRE W

R SN RN R RENN
$33

3

-

%

FIG. 13B

SEBULL PN W papUR RS Y

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
21/28

FIG. 13C

08

] Dominant
Clones

5 Rare
Clones

1+

TCR sequence ahundance
2

9%
334..,........W“Wm\_m........ §
Control Matched
Media  Tumor
FIG. 13D
g%
§ ﬁDominant
= Clones
g
%{; N0 200 00N IR Y
R o Rare
m -
¢ Clones
;}aﬁ..
«}a-i.. .................... pseasasassane
MRM Matched
Tumor

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667

WO 2022/109501

22128

1 'ON I OdS, ‘01 :ON dI OdSy ‘6 :ON dI OdS¢ ‘8 :ON dI OdS; ‘L :ON dI OdS: ‘1 :ON dI OdSt ‘9 ‘ON dI OHdS;

G0-3LVE86°C S0-3¥668€'C 0 4 SO-ITVELE'S / 3dADL1IOSVD
G0-3LVE86°C G0-37668€'C 0 4 SO-ITVELE'S 9 41ADASADSSYD _
S0-3L1€86°C LLeYTT000 0 4 S09¢LCT100°0 G 14V3LOH1SSVYD
6€E6TTO000 96¢£9T000°0 0 4 S€998¢000°0 . JAVILOAISSYD
S0-3L1€86°C S0-31¥668€°C 0 4 S0-ITVELE'S ¢ JLADANDSSYD
S0-3L1€86°C €6£98¢000°0 0 4 8¢991€000°0 z JAILND1DYSSYD
S0-3L¥€86'C S60STZ000°0 S0-3€6TS8'C € 6YYELT000°0 . 4A01A1DTSSVD
gyd1 ¥owny NYIN TOHINOD N| LN3S3Hd (Aouanbau4 aA11onpoud) any ONINY
-€0L0L NS
¥1 O

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667
23/28

FIG. 15A
s ted IFNy Secreted IL-2
ecrete :
/mL) A — TILs Generated usin
15000 60 (P9 g
(pg/mL) B control media
%k %k %k %k )
B — TILs Generated using
10000 -
5000 -
TILalone  Autologous tumor line
FIG. 15B
A — TILs Generated using
40 .
B control media
g B — TILs Generated using
= MRM
oY)
=
S
L
=
|_
o
Q
+—
)
| -
O
)
n

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667

24/28
FIG. 15C
*
60 =
S
oo
=
E
)
O
| -
@)
=
3
Control MRM
TIL TIL
FIG. 15D
80007
%k %k
A — TILs Generated using
g 6000~ control media
Y, B — TILs Generated using
o MRM
& 4000
=
|_
ge;
3
= 2000
S
O
v
n

TILalone  Autologous Autologous
TCline TCline +
Class | block

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501 PCT/US2021/060667

% Tumor Cell Lysis

FIG.

=

o

o
|

25/28

16

4:1E/T MRM

2:1 E/T MRM
4:1 E/T Control

1:1 E/T MRM

2:1 E/T Control

TIL added
1:1 E/T Control

Time (hr)

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/060667

WO 2022/109501

26/28

adAjouayd g|jqesoneun I~ 1

L= dJ
adAjouayd ajgeione4
<+« 1¢9dd +“— 1900 «—— 690D «— $Ad
0L O O QO a0 O nGu o 0 o 0 O [0 o 0 aF
N ‘ 70T O A T eor-| Qe
oot Sy N 6'8T 6ol |On vl Dl BE T A A 1
~ pol L © k0
4 ” #0 ¥O
50 . O
- -c0T
0T weoﬁ A
. . RN
40T ) .
. . Sl
TR 69: .01 L8y 0'zgpor o 91 for
HLT "OId OLT "OIA ALT “OIA HLT "OIA
O, 0k, L, O A 0., A O O R E G
cee 080 09°0 ..08S... co
“““ =0T
SaRSS— | quﬁ
VoL 0T T'9¢ “ 01
v \ 4 v
(AN K| OLT "OIA qaL1 "Old VLI "Old

8dD

INHIN

EIp3a
|0Jjuo0D

SUBSTITUTE SHEET (RULE 26)



%CD3*CD8"CD39-CD69"

%CD3*CD8*CD39-CD69"

WO 2022/109501 PCT/US2021/060667

27128
FIG. 18A FIG. 18B
Melanoma NSCLC
15— * 30— %
2
(a]
10— © 204
/ g
o
(@]
%
o
(&)
5- & 104 %
(a]
(@]
2
FIG. 18C
Colorectal cancer
20 - ket
154 O Control Media
@ VRV
10 -
5_
0

SUBSTITUTE SHEET (RULE 26)



WO 2022/109501

FIG.

FIG.

28/28

19A

0.8

o
o
1

Simpson Clonality
o
i

0.0-

NSCLC
19B

1.0

o
©
I

o
o
I

Simpson Clonality
©
¥

o
()
I

Melanoma

PCT/US2021/060667

Bl Control

W MRM
Tumor

Hm Control

W MRM
Tumor

SUBSTITUTE SHEET (RULE 26)



