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Figure 9A
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Figure 9B

WO 2025/015318

Viabili
* %k

i I I i
=] o < [
w © <t ™

(Anqein) 9,

18/112

PCT/US2024/037938



PCT/US2024/037938

WO 2025/015318

L ]

Aousnbaiy mmwmmmwaxm

VoL anbiy

2Rl %

19/112



Figure 10B
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Figure 11A
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Figure 11B
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Figure 11D
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Figure 14
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Figure 15A
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Figure 15B
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Figure 16A
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Figure 16B
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Figure 17A
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Figure 17B
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Figure 18B
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Figure 21A
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Figure 22A
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Figure 42B

Figure 42A
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Figure 44
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Figure 46

WO 2025/015318

* * * M4”06‘
%,
4> % &
0,;, "Q
% - ™ s, Fy (v}
Yy @
™ + - b T, O
% %
o ‘¢
Yo- %, %
ol 4
r T T T T 2o, (v}
W o o o W O o,
+BN4I+820L00% %

CD8 Reactivity Enrichment Processes vs. GEN2 in NSCLC
&

72/112

PCT/US2024/037938



PCT/US2024/037938

WO 2025/015318

T GH/MOS L£TAD

™D
15981 ZNID

Lt @814

VO R RIS N0

2k

ST

X%

. WONrdd -y BT oD

®wT
©2030D 10 B¢

Los]
*epigoeBug

pi=t1]
[34)

WREONID " BEE ANE ez i

SBOHAD < 56E ANG VI dwen

73/112



PCT/US2024/037938

WO 2025/015318

(+ze100)
1npoig Srug 11151

5533014
7N3D Buisn 11151
pelIses ZET0D 4Ty

s{20
d3Y-94d

Yze=1

(siapaay . :
pajejdap ‘g uBwYpLUg peag ¢ &
-2 1} 1§90 LETQD =1e0iY)
HLETAD Feqrou;

8P 2.n8i4

P —
N4

TZW/STI/ v L
swiig/1se8ig

74/112



PCT/US2024/037938

WO 2025/015318

ﬁﬁaw

ks & %.m K i & 5 % # B i & w ‘ 24 @ N
i s e e, n & B & sl v M . m (NEFSRE W S ¥ ,: Srea s v PN .m?;.
wEé gl sl b
4 i 3 L B
# # i Lo
¢ G £
5 :
F L
B i g
W :
W A x B, W e
4 “ %0 %€°T £
= e & o T &y 2
v E e . e0Ta) €—
: i " P W L s ¥ St o Fs & s #
- S ; b B o
Th & % se it ww%.
i p. 5 e 1 2 e vl s
# o i3
g Ea
3 ] !
| i .
5 b " [
¢ ¥ R e &
! ¢ [}
x4 &; rﬂw ¢ s g 4
%0 w %11 m irer P
o %T'0 %6'L !
$t e 283 i B . [ e 3L
= LN & o8 st b s poigyigr B ) hegagtud

(8@d)
‘sapndad jesna + 1L

PYXL+ UL

Auo it

6y 24n8i4

%I0[q VIH+ISBIP+TIL

1581p Jowiny+1iL

N3O

75/112



PCT/US2024/037938

WO 2025/015318

(%ivan  im)eon

Gosagi 4 iest e
TLD eI ZNIS. .

=00k
BQO PIPMOL SMANS SS3301d YL-SL

BIRD +SPODFETD 10 Y

0§ 24n8i4

kY

Ligirg
PiatA 80 2AB2RY 153B1 $S3201d fIn4 (DTSN

PIRIA UL-81 800 IB30L

+eL0L00+BN A 800%

Lgs
+220L00+6N41 AAnoesy oyoads 1910SN

76/112



WO 2025/015318

Figure 51
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Figure 55
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Figure 57
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Sequence: Ba-EV TR_pCMV-3Tag-4a.dna (Circular/ 5784 bp)
Enzymes: Unique 6+ Cutters (41 of 667 total) Unique Cutters Bold
Features: 14 total

FIGURE 76

(5732) Pcil Ndel (240)

| /

SnaBI (346)

Nhel (597)

BmtI (601)
/ EcoS53KI (653)
/ fSacI (655)

o

/. Sacll (662)

o NotI (668)
- TspMI - Xmal (680)
~o-l Smal - Srfl (682)

" BamHI (687)

__ BsrGI (727)

T PshAI (330)
BStEIL (863)

e BESQT (1026)
. PaqCI (1085)

(4496) BStBI — e PEIMT (1292)

pCMV-BaEV-TR
5784 bp

(4330) RsrIX

T PmIT (1601)

e
(4047) BsrDI

(3932) PAFL - Tth1111~ " Bpui0I (1819)

(3916) Fspl SgrAl (1881)

v

(3673) BsaBI* 7

(3654) BspDI* - Clal*
(3632) BseRL

O\

”\‘m
\ "\, EcoNI (2142)
\\ BgIII (2168)

\ \
AN HincIl (2245)
\\\\.

PspOMI (23838)
Apal (2392)
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(2930) Dralll MIuI (2700)
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Sequence: Kanamycin_plenti-NFAT-TeIL12-EFla-Tell-15.dna (Circular / 11,032 bp)

Enzymes: Unique 6+ Cutters (41 of 667 total) Unique Cutters Bold
Features: 36 total

(1) SgrbI {CMV enhancer}
; Ndel (487)
(10,475) AsiSI - Pvul SnaBI (593)
/ KasI (1018)

Narl (1019)

_SfoT (1020)
'/ PITI (1022)

ji

NotI (1525)

(9270) Pcil \\ . BbvCI (1801)

KA (2311)

/ Nhel (2601)

BmtI (2605)
/ e
(8531) FS@I ~rm..

(8369) SgGrAl ———

(8291) MauBI~ Kanamycin_plLenti-NFAT-TelL12-EF-1a-TelL15

11,032 bp -

(8126) AvrII ~

Xbal (3047)
Afel (3054)
Pacl (3062)

sequ

f - BIpT (3589)
. Scal (3624)
Xemi (3686)

(7078) Pmel =
(7073) Apal /
(7069) PSpOMI

" AhdI (3842)
; N PaqgCI (3875)
) Nl 8 g BsiWI (3980)
(6875) BSpEL . o

o

(6493) Bsu361  /
(6379) PaeR7I - Xhol /'
(6278) Sacll

BamHI (4439)

AclI (5075)

(5514) BsaBI ]
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Figure 78
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Figure 79
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Figure 80
with IL-2 (30 tU/ml) without 1L-2
A B
p=0.089
124 12+ °
=g p=0.087 =a
o Yy oY
Q o B (—3
£S5 £ 5
20 20
£ 8 £8
Q
W £ & €
S0 o0
© g [+ 3
ﬁ Qo -6 ROy
o £ T £
2= L=
IL-2 iL-2  ITARG ITARG -2 IL-2  ITARG ITARG
NAD+ NAD+ NAD+ NAD+
C
100+
*
(¥}
Al
-
el
g
L
£
j2
*

IL-2  IL-2  ITARG ITARG
NAD+ NAD+

107/112



PCT/US2024/037938

WO 2025/015318

upinajold+

SLeL-eLdI-CISL-LVIN =
6LAdFeL43-2L el 1VdIN
paonpsuenun e

L
1

Sl /¥l Aeq

upjnoajosd+
L
]

#* *
39 ¢! 39
=5 ‘ =g
~ =
=8 . g%
m. 8 Glel-el43-¢LTReL-LVIN = e

= 61Aa0relL43-2LT1B1-1V4N 7

paonpsuBiun e ° 00o¢
000V
8/ . keg

18 FdNOId

108/112



WO 2025/015318

Figure 82

o Process 2A: about Zzﬁdays me Stﬁebszf E oo

1. STEP A

Obtain Patient Tumor Sample

2. STEPB

Fragmentation and First Expansion

3 days to 14 days
3. STEPC

First Expansion to Second Expansion Transition
No Storage and Closed System
4. STEPD

Second Expansion
IL-2, OKT-3, and antigen-presenting feeder cells
Closed System
5. STEPE

Harvest TILS from Step D
Closed System
6. STEPF

Final Formulation and/or Transfer to Infusion Bag

(optionally cryopreserve)
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Day 0 -
Tumor Isolation Hg

HBSS + 50 ug/mL
Gentamicin
Sulfate

Tumor tissue in
pothermosol+ 50ug/mL

entamicin + 2.5/ug/mL

Amphotericin B
v

Isolation

Tumor fragments
3x3x3 mm

: cMm1
6,000 IU/mL IL-2 14
1L/flask

Seed =1X

PCT/US2024/037938

Figure 834

Bioburden Sample
Transport Medium

/

G-Rex100MCS
<50 fragments/
flask

!

Day 11 REP Initiation

1L/flask
v
Spent

Medium

Removal

1X G-Rex
100M

BacT Sterility
Sample
10 ml spent
medium
fharvested unit

Remaining Tissue
Sample

¥
Transfer to
1L transfer
pack

7.

Cell Count & 10E06 '

Viability Viable TIL
NC-200 to flow

TVC=40E067, CD3/CD45

Feeder Cells, Irradiated’

TiLs
Voélig]eigeﬂlfe [ <2x108 22 donors, 3 bags
400xg 1omins| \ /ariable volume 2501 39/ bag
, Feeder Thaw
“Cryopreserve excess 35-39°C
TIL 7
1E08 mL in CS10
1 mL/ vial 500mL CM2 ™\ | | Pool Feeders| Cell Count &
3,000 IU/mf IL-2, }» | 5E09 viable Viability
150ug OKT3 cells NC-200
b
45 CM2 Seed 1x G-Rex500MCS
3,000 IU/mL - 5x106 -2x108 TIL | pe—m—mmmom——d
,, IL-2 |5x10° feeder cells/flask
Figure 2B REP PD Process PFD
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Day 16 - Culture Split

*Store Pooled TILs in
incubator when not
needed for sampling

or seeding

PCT/US2024/037938

Figure 83B
Figure 2A
I / BacT Sterility Sample
; Pooled spent medium
Spent Medium 5? mL
ngp!ing I& :
1xeg-OF\{I§x , M%/coplasma PCR
500M ample Diluent
Pooled spent medium
10 ml (x2)
" E g
Transfer cell
suspension to TIL Cell Count
1L transfer NC-200
pack* '

Mycoplasma PCR
sample
1x106 cells (x2)

CM4
3,000 IU/mL IL-2

Remove QC
Samples

|

Continue processing, ™
' Notify client

Split & Seed = 5X
G-Rex 500MCS
< 5L/flask
# Flasks: TVC = (1 x 109 TVC/flask)
rounded up to nearest whole number

REP Cultures
<5
G-Rex 500MCS ,

Figure 2C

REP PD Process
PFD Page 2/3
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Figure 83C

Figure 2B

II'/
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removal < 5x
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¥
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Y PCR

supernate
s
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10L Bioprocess

bag(s) Sample

Diluent

EV3000 or equivalent)

NC-200

v
Cell Count &ViabilitV

4x 1mL sample

Wash Buffer
PL-A+1% »
HSA

Volume Reduction LOVO
2 Cycles, 10:1 concentration
4000 RPM, 75mL/min

Formulate '
1:1 with cold CS10*

Satelllite Vial Prep

Y

IL-2
300 1U/mL

Add IL-2

*Formulate bulk
Product Bag stored
at 2-8°C in between

Remove N processing steps
Cryopreserved QC Release Test Samples
Satellite Vial & Air (Mycoplasma, Endotoxin, Aliquot into CS750
Sample Sterility, Gram Stain, Cell | | cryobags 90-120mL/
10 x 0.5mLvial Count, viability, flow, bag
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Manual' Fill - Con‘gzr)ellggeRate
0.5ml /vial Preset-6 Profile
l'
Visually Inspect
¥
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