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Figure 1

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)



WO 2025/101484
2/17

Day0- Tumor tissue in

Tumor Isolation ngothermosol*r 50ug/mL
entamicin + 2.5/ug/mL
Amphotericin B

HBSS + 50 ug/mL
Gentamicin
Sulfate

Isolation

Tumor fragments
3x3x3 mm
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Bioburden Sample
Transport Medium

CM1 G Eee?omcs
-Re
6,000 U/l IL-2 <50 f:(agments/ Remamlng Tissue
1L/Mask flask Sample
1LfMask
" v
Day 11 REP Initiation Spent BacT Sterilty
Medium Sample
Removal 10ml spent
1X G-Rex medium
100M /harvested unit
¥
Cell Count & 10E06
Transfer #
1L trangfer Viabili Viable TIL
pack NC-20 to flow
TVC=240E067, CD3/CD45

TILs Feeder Cells, Irradiated
Voelgx(rcneesgeﬂlige <2x108 22 donors, 3 bags
400xg f0mins |\ Vanable volume 2-5x139/ bag
Feeder Thaw
Cryopres?_rlte excess 35-39°C
1E08 mL in CS10 y
1 mL/ vial 500mL CM2 Pool Feeders Cell Count &
3,000 1U/ml IL-2, 5E09 viable Viabili
150ug OKT3 cells NC-20
\ 4
45L CM2 Seed 1x G-Rex500MCS
3,000 1U/mL 5x106 -2x108 TIL | [e—————mmmed
IL-2 5x10° feeder cells/flask

T
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Day 16 - Culture Split

*Store Pooled TILs in
incubator when not
needed for sampling

or seeding
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Figure 2A

v

BacT Sterility Sample /

Spent Medium Soort Pooled sgﬁ?ﬁ medium
ampling & Medium
%eé”f’é’é’l Samples Mycoplasma PCR
500M 25mL ample Diluent
Pooled spent medium
10 ml (x2)
A4
Transfer cell
suspension to TIL Cell Count
1L transfer NC-200
pack*

Mycoplasma PCR
sample
1x108 cells (x2)

CM4
3,000 [U/mL IL-2

Remove QC

Continue processing,
Notify client

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

v
REP Cultures
<5
G-Rex 500MCS
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Figure 2B

o

Spent Medium | | supemnate | | Pool supemate Mycgglssma
removal < 5x »| |10L Bioprocess Samole
G-Rex 500MCS bag(s) Dilugnt
v
3L Cell culture Bag (Origen
EV3000 or equivalen’g
Cell Count & Viability
NC-200
4x 1mL sample
Wash Buffer Volume Reduction LOVO Formulat
PL-A + 1% 2 Cycles, 10:1 concentration| - |, TOMUER
HSA 0 4000 RPM, 75mbL/min 1:1 with cold CS10
\ 4
IL-2
Qoo U/mL AddIL-2
*Formulate bulk
Y Product Bag stored
Satelllite Vial Pre at 2-8°C in between
Remove processing steps
Cryopreserved QC Release Test Samples y
Satellite Vial & Air (Mycoplasma, Endotoxin, Aliguot into CS750
Sample Sterility, Gram Stain, Cell cryobags 90-120mL/
10 x 0.5mLvial Count, viability, flow, bag
l INF-g, Retain) (20mL) ‘
Manual Fill R Con}:r?gggeRate
0.5 ml /vial Preset-6 Profile

v

Visually Inspect

v

Store in vapor
phase LN

v

Ship*
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Figure 5

1. STEP A 1. STEP A
Obtain Patient Tumor Sample Obtain Patient Tumor Sample
2. STEPB 2. STEEB
Fragmentation and First Expansion Fragmentation and First Expansion
11 daysto 21 days 3 days to 14 days
3. STEPC 3, STEPC
First Expansion to Second Expansion Transition; First Expansion to Second Expansion Transition
Optional Storage until Selection No Storage and Closed System
4. STEPD 4. STEP D
Second Expansion Second Expansion
IL-2, OKT-3, antigen-presenting feeder cells | IL-2, OKT-3, and antigen-presenting feeder cells
Optionally repeat one or more times Closed System
5. STEPE > BIELE
T Harvest TILS from Step D
Harvest TILS from Step D
Closed System
6. STEPF 6. STEEF

Final Formulation and/or Transfer to Infusion
Bag

Final Formulation and/or Transfer to Infusion Bag
(optionally cryopreserve)
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Increased tumor fragments per flask

4 fragments per 10 ® 40 fragments per 1
Pre-REP GREX-10 flasks GREX-100M flask Shortened culture time
Reduced ber of st
11-21 day duration 11 day duration ueec Mumober o1 Sieps
Amenable to closed system
Pre-REP TIL are Shortened pre-REP-to-REP process
frozen until
Pre-REP to phenotyped for * Pm'REP TIL
. directly move to
REP selection then REP on day 11 Reduced number of steps
Transition thawed to proceed to
the REP (~day 30)
REP requires REP requires 25- Eliminated phenotyping selection
>40x10° TIL 200x10° TIL Amenable to closed system
6 GREX-100M 1 GREX-500M
flasks on REP day 0 flask on day 11 Rednced mumber of steps
5x10° TIL and 5x10® 25-200x10° TIL
REP PBMC feeders per and 5x10° PBMC Shorter REP duration
flask on REP day 0 feedersonday 11
Split to 18-36 flasks ?gg:;ﬁsis(}on i Closed system transfer of TIL
on REP day 7 dayzl 6 between flasks
14 day duration 11 day duration Closed system media exchanges
har g Reduced number of steps
TIL harvested via hi
Harvest TIL harvested via LOVO automated Automated cell w g
centrifigation cell washing Closed system
system’ Reduced loss of product during
wash
Cyropreserved
. product in
il Frosh product fn Plasmalyte-A + Shipping flexibility
na P 1% HSA and CS10
Formulation stored in LN>
Single infusion bag Multiple aliquots Flexible patient scheduling
Isdt:llalﬁftg shipping ;‘;g%?;smwmg More timely release testing
Overall
Estimated
Process 43-55 days 22 days Faster turnaround to patient

Time
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Figure 7

Shusiure 1B
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