
Results
Figure 1. Viable Cell Dose, Purity, Identity, and Potency of TIL Product
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*Sample did not meet the acceptance criteria.
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	• All Frozen products met the release criteria for total dose (Figure 1A), viability (Figure 1B), and 
potency (Figure 1D). All Frozen tumors except M1211 met the prespecified release criteria for 
identity (Figure 1C) 

	– M1211 (Frozen) had a higher proportion of natural killer (NK) cells in the final product (8%) 

	• Time to ship Fresh tumors from Australia was ≥ 3 days, which is longer than the usual Gen 2 
process tumor shipping time. Three of four Fresh products met the prespecified release criteria. 
Failure of M1211 Fresh product could be due to longer exposure of the tumor to Hypothermosol 
medium or exposure to conditions outside of our established shipment stability standards

	• No statistically significant differences were observed between Fresh and Frozen samples in terms 
of dose, purity (% viability), identity, and IFNɣ release

Figure 2. T-Cell Content, TIL Memory, and Differentiation Markers by 
Multicolor Flow Cytometry
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	• Frozen tumor TIL exhibited comparable purity, identity, memory, and differentiation phenotype 
relative to Fresh control

	– Non–T-cell contaminants such as NK cells, B cells, and monocytes were < 8% (Figure 2A)
	– Both Fresh and Frozen samples were predominantly T-cell receptor α/β+ (TCRα/β+) 

(Figure 2B) with variable CD4+ and CD8+ populations. No statistically significant difference 
was observed between the 2 conditions for the CD4+/CD8+ ratio (Figures 2C and 2D)

	– TIL from both conditions highly expressed CD28 co-receptors and moderately expressed other 
differentiation markers such as CD27, CD57, and KLRG1; no statistically significant difference 
was observed between Fresh and Frozen samples regarding expression of differentiation 
markers (Figure 2E)

	– Naïve (TN), central memory (TCM), effector memory (TEM), and effector memory 
RA+(TEMRA) T-cell subsets were defined using CD45RA and CCR7. A majority of the TIL lots 
displayed predominantly effector memory phenotype (Figure 2F)

Figure 3. TIL Activation and Exhaustion Status
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	• Multicolor flow cytometry was used to characterize TIL activation and exhaustion status of CD4+ 
(Figure 3A) and CD8+ TIL (Figure 3B). Activation and exhaustion were comparable between the 
Fresh and Frozen samples, and comparable to prior results in multiple tumor types (data on file) 

Figure 4. Late-Stage Apoptotic Cells, CD107a Degranulation, and 
Granzyme B Release of TIL Product 
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	• Both Fresh and Frozen TIL product showed very low late-stage apoptotic cells and comparable 
CD107a degranulation and Granzyme B release   

	– Final TIL product produced from both conditions had <17% late-stage apoptotic cells 
(Figure 4A)  

	– CD4+CD107a+ and CD8+CD107a+ levels for Fresh and Frozen tumor TIL were comparable 
(Figure 4B)

	– Granzyme B release for Fresh and Frozen tumor TIL product was comparable except for 
M1219 (Figure 4C)

	– No statistically significant differences were observed between Fresh and Frozen tumor TIL 
product in terms of late-stage apoptosis, CD4+/CD8+ CD107a secretion, and Granzyme B 
release

Figure 5. Summary of Final Product TCR V-Beta Clonotype and 
Frequency Distribution 

110,000
100,000

60,000
70,000

50,000
40,000
30,000
20,000
10,000

0

N
um

be
r o

f 
U

ni
qu

e 
C

D
R

3

FrozenFreshHistorical Gen 2
Melanoma

15

10

5

0

15

10

5

0

15

10

5

0
0 5 10
Clonal Frequency in 

Fresh Sample

15

C
lo

na
l F

re
qu

en
cy

 in
 

Fr
oz

en
 S

am
pl

e

0 5 10
Clonal Frequency in 

Fresh Sample

2015

C
lo

na
l F

re
qu

en
cy

 in
 

Fr
oz

en
 S

am
pl

e

0 5 10
Clonal Frequency in 

Fresh Sample

M1213 M1219M1214
R2=0.2581 R2=0.3817R2=0.4951

Historical Gen 2

Fresh

Frozen

13,415

1686

13,944

(3574-110,797)

(1613-7027)

(3535-24,346)

Melanoma
Resected Tumor

Median Number of 
Unique Clones

Range
(Min-Max)

15

C
lo

na
l F

re
qu

en
cy

 in
 

Fr
oz

en
 S

am
pl

e

Results shown in graph are median 
(min-max) of total number of unique clones.

Common Clones in Representative Samples

 A

 B

	• The median number of unique complementarity-determining region 3 (uCDR3) clones from 
Frozen samples was similar to those from historical Gen 2 melanoma cryopreserved samples4 
(Figure 5A)

	• Fewer uCDR3 clones were observed in Fresh samples than in Frozen samples, which could 
possibly be due to the longer exposure of Hypothermosol medium (Figure 5A)

	• 48%–93% of the uCDR3 clones in the TIL produced from Fresh samples were also present in the 
TIL produced from Frozen samples (Figure 5B)
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Background
	• Lifileucel, an investigational adoptive cell therapy utilizing tumor-infiltrating lymphocytes (TIL), has 
demonstrated safety and activity in treating patients with advanced melanoma (objective response rate of 36% 
and duration of response not reached at a median follow-up of 33.1 months) using fresh (non-cryopreserved) 
tumors shipped to a central Good Manufacturing Practice (GMP) facility1,2

	• Australia has the highest incidence rate of melanoma in the world3; however, shipping duration from Australia to 
the US can be lengthy and may impact the ability to manufacture TIL from a fresh tumor sample

	• The current study was designed to (1) determine the feasibility of receiving fresh tumors from Australia versus 
freezing tumors at the clinical site ​prior to shipment, and (2) determine whether TIL can be manufactured from 
tumors in each of these conditions using a proprietary tumor cryopreservation process
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Methods
Manufacturing​

	• Tumors were resected from 4 patients with metastatic melanoma treated at Melanoma Institute Australia (MIA). 
Tumor samples were shipped fresh (2ºC–8ºC) (“Fresh”) or cryopreserved prior to shipment (“Frozen”) 

	– Fresh tumor fragments were processed using a Gen 2 (22-day) manufacturing process, including an 11-day 
pre-Rapid Expansion Protocol (pre-REP) and 11-day REP duration 

	– Frozen tumor manufacturing process was executed with a pre-REP duration of 7 days and REP duration of 
14 days 

Dose (Total Viable Cells) and Purity
	• Final harvested REP and in-process samples were assayed for total nucleated cells, total viable cells, and 
purity (% viability) determined by acridine orange/ 4’,6-diamidino-2-phenylindole (DAPI) counterstain using the 
NucleoCounter® NC-200™ (ChemoMetec, Lillerød, Denmark) automated cell counter​

Identity​ 
	• Final harvested REP and in-process samples were assayed for identity by immunofluorescent staining. 
Percentage of T cells was determined as the CD45+CD3+ (double-positive) population of viable cells

Potency
	• The ability of the harvested REP product to secrete interferon-ɣ (IFNɣ) and Granzyme B upon reactivation 
was measured following co-culture with antibody-coated beads (IFNɣ: anti-CD3, anti-CD28, and anti-CD137; 
Granzyme B: anti-CD3 and anti-CD28; ThermoFisher, Walther, MA, USA). After 24 hours of co-culture, culture 
supernatants were harvested, frozen, thawed, and assayed by ELISA. Quantikine® IFNɣ ELISA kit (R&D 
Systems, Minneapolis, MN, USA) was used to measure IFNɣ in the supernatant ​

Phenotype
	• Final harvested REP and in-process samples were assayed for extended phenotypic markers using 2 flow 
cytometry panels 

	• The following flow cytometry antibodies were used to characterize T-cell content, TIL memory subset, 
activation, and exhaustion status:

	– CD3, CD62L, CD57, CD11c, CD28, CD19, CCR7, CD123, CD27, CD14, TCRɣ/δ, CD45, CD45RA, CD56, 
CD8, CD4, and CD16

	– CD3, PD-1, 2B4/CD244, CD8, CD25, BTLA, KLRG1, TIM-3, CD194/CCR4, CD4, TIGIT, CD183, CD69, 
CD95, CD127, CD103, and LAG-3

	• Stained sample products were acquired on the FACS Canto II™ (BD Biosciences, Franklin Lakes, NJ, USA) 
cell analyzer

Statistical Analysis
	• Differences in phenotype, late-stage apoptosis, CD107a granulation, and Granzyme B were analyzed by the 
unpaired Student t-test, and P < 0.05 was considered statistically significant
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Conclusions
	• Long shipment times may limit the feasibility of manufacturing TIL cell therapy 
using fresh tumors​, but tumors frozen locally prior to shipping can overcome 
shipping constraints related to geography

	– Tumors frozen locally in Australia using a proprietary cryopreservation process 
prior to shipment consistently produced sufficient doses for TIL treatment 
(4/4 samples) 

	– TIL manufacturing using fresh tumors shipped from Australia was less reliable 
for TIL treatment (3/4 samples) compared with tumors frozen locally (4/4 
samples)

	– Final TIL product generated from the frozen samples did not differ significantly 
in dose, viability, or phenotype compared with TIL produced from the fresh 
samples

	– 48%–93% of the unique clones in the TIL produced from fresh samples were 
composed of clones also present in the TIL produced from frozen samples

	• Product characteristics of frozen tumor products were similar to those of fresh 
tumors per prior US and European experiences

	• These data support further evaluation of TIL expansion from frozen tumor 
fragments to allow for greater manufacturing flexibility and suggest the potential 
for clinical manufacturing of TIL product for Australia at the US facility
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