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ABSTRACT
◥

Purpose: In clinical trials, the expansion and persistence of
chimeric antigen receptor (CAR) T cells correlate with therapeutic
efficacy. However, properties of CART cells that enable their in vivo
proliferation have still to be consistently defined and the role of CAR
T bag content has never been investigated in a real-life setting.

Experimental Design: Residual cells obtained after washing 61
anti-CD19 CAR T product bags were analyzed to identify tisagen-
lecleucel/Tisa-cel and axicabtagene ciloleucel/Axi-cel phenotypic
features associated with postinfusion CAR T-cell in vivo expansion
and with response and survival.

Results:While Tisa-cel was characterized by a significant enrich-
ment in CARþCD4þ T cells with central memory (P < 0.005) and

effector (P < 0.005) phenotypes and lower rates of CARþCD8þwith
effectormemory (P < 0.005) and naïve-like (P < 0.05) phenotypes as
compared with Axi-cel, the two products displayed similar expan-
sion kinetics. In vivo CAR T-cell expansion was influenced by
the presence of CAR T with a CD8þ T central memory signature
(P < 0.005) in both Tisa-cel and Axi-cel infusion products and
was positively associated with response and progression-free sur-
vival (P < 0.05).

Conclusions: Our data indicate that despite the great heteroge-
neity of Tisa-cel and Axi-cel products, the differentiation status of
the infused cells mediates CAR T-cell in vivo proliferation that is
necessary for antitumor response.

Introduction
Following promising results in clinical trials, the CD19-targeted

chimeric antigen receptor (CAR) T-cell products tisagenlecleucel
(Tisa-cel) and axicabtagene ciloleucel (Axi-cel) have been approved
for third-line treatment of relapsed/refractory (R/R) large B-cell
lymphoma (LBCL; refs. 1–10).

A number of pretreatment patient clinical features includingmainly
parameters of lymphoma burden and levels of inflammatory cytokines
were used to predict clinical response to CART-cell therapy (5, 11–13)
but were not able to discriminate the outcome at the single patient
level. On the other hand, in vivoCART-cell proliferation after infusion
was found of central importance to clinical response and toxicities in
acute lymphoblastic leukemia (ALL) and within clinical trials (4, 14)
but has been less investigated in patients with lymphoma receiving
Tisa-cel and Axi-cel as standard-of-care therapy. In addition, there are

no data correlating properties of Tisa-cel and Axi-cel infusion bag
content and CAR T-cell expansion.

These infusion products differ in several aspects including the type
of CAR construct used, the manufacturing process, the dose, the
primary container and the fill volume. These characteristics, together
with the quality of the T cells harvested from patients for genetic
manipulation, the tumor burden and tumor microenvironment might
all contribute to CAR T cells’ fate in vivo. Recent evidence suggest that
cellular and molecular features of infused CAR T-cell products are
major factors accounting for the variability in efficacy among Axi-cel–
treated lymphoma patients of the ZUMA-1 trial (15) and among
patients with chronic lymphocytic leukemia (CLL) receiving CTL019
therapy (16). Of note, these data have been generated mainly as part of
exploratory analysis of clinical trials using comprehensive and chal-
lenging methodologic approaches to identify predictive biomarkers in
patients treated with specific products. Real-life evaluations assessing
the phenotypic composition of the CAR T-cell infusion products and
analyzing how these features affect CAR T-cell fate in vivo and
outcome are scanty. Besides, no studies directly comparing Tisa-cel
andAxi-cel characteristics and their impact on expansion kinetics have
been reported yet.

In this single-center prospective study, we aimed at identifying key
phenotypic Tisa-cel and Axi-cel CAR T-cell product characteristics
associated with improved in vivo expansion and therefore tumor
responses.

Materials and Methods
Patients

This single-center, prospective observational study conducted at the
Hematology Division of the Fondazione IRCCS Istituto Nazionale dei
Tumori (Milano, Italy) included 61 patients with R/R LBCL who
received standard-of-care Tisa-cel or Axi-cel between December 2019
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and October 2021. All patients received lymphodepletion according to
manufacturers (3, 17). The study (INT180/19) was approved by the
local ethics committee and was carried out in accordance with the
Helsinki Declaration and patients provided written informed con-
sent. Patients were assigned to either Tisa-cel or Axi-cel based on
slot production availability and histology, because patients with
primary mediastinal B-cell lymphoma (PMBCL) can receive Axi-cel
only. Disease status was assessed as per Lugano 2014 classifica-
tion (18) by CT scan and PET/CT scan at day 30 (PET1) and at day
90 (PET3), or when clinically indicated. Total metabolic tumor
volume (TMTV) was computed both by the 41% maximum stan-
dardized uptake value threshold and by an automatic delineation
with the estimated threshold algorithm supplied with PET-Volume
Computer Assisted Reading (VCAR) software (GE Healthcare).
Immune effector cell associated neurotoxicity syndrome (ICANS)
and cytokine release syndrome (CRS) related to CAR T cells were
graded according to the American Society for Transplantation and
Cellular Therapy Consensus Grading (19).

Identification of CAR T cells by flow cytometry
ForCART-cell identification, cells were stainedwith theCD19CAR

detection reagent (Miltenyi Biotec) following the manufacturer’s
instructions. For infusion products, 50 mL from bag leftovers were
used. For in vivo longitudinal CAR T-cell monitoring, 100 mL of
peripheral blood samples (PB; refs. 20–22) collected at day 5, 7, 10, 14,
21 and monthly after infusion were used. After staining with the CAR
detection reagent, for PB only, red blood cells (RBC) were lysed using
the Ammonium Chloride Lysing solution (BD Biosciences). Then, for
both PB and infusion products, cells were labeled with the following set
of antibodies: biotin-PE (clone REA746, catalog no. 130–110–951),
CD45-VioBlue (clone REA747, catalog no. 130–110–637, RRID:
AB_2658243), CD3-FITC (clone REA613, catalog no. 130–113–
138), CD4-VioGreen (clone REA623, catalog no. 0130–113–230),
CD8-APC-Vio770 (clone REA734, catalog no. 130–110–681),
CD14-APC (clone REA599, catalog no. 130–110–520), and 7-AAD
(catalog no. 130–111–568) staining solution (all fromMiltenyi Biotec).
Additional information on CAR T-cell identification strategy are
reported in Supplementary Fig. S1. For PB CAR T-cell detection, the
protocol was optimized to eliminate the background signals generated

by the biotin–PE antibody used to label the CD19 CAR Detection
Reagent, which affected absolute CARþ cell enumeration. To assess the
level of nonspecific background, 100 mL of PB were processed with RBC
lysis, washed, and stained with: biotin-PE, CD45-VioBlue, CD3-FITC
and 7-AADstaining solution. The amount of nonspecific signal detected
was substracted to avoid the possible overestimation of circulating
CARþ cells. Control samples were obtained from healthy volunteers
who provided written informed consent.(Supplementary Figs. S2–S4).
Data acquisition was performed with a MACSQuant Analyzer or a
MACSQuant Analyzer MQ10 (Miltenyi Biotec); data were analyzed
with the MACSQuantify software for absolute quantification of cells
with customanalysis protocols (ExpressModeMaster Package,Miltenyi
Biotec) or with predefined optimized settings for CAR T-cell analysis.

Differentiation of CAR T cells by flow cytometry
For CAR T-cell differentiation, at least 106 cells from infusion

product leftovers were used. Cells were incubated with the CD19
CAR detection reagent (Miltenyi Biotec). After wash, the following
antibodies were added: biotin-PE, CD3-FITC, CD4-VioGreen, CD8-
APC-Vio770, CD45RO-APC (clone REA611, catalog no. 130–115–
556), CD62L-Pe-Vio700 (clone 145/15, catalog no. 130–113–621)
and CD197-VioBlue (clone REA546, catalog no. 130–117–353; all
from Miltenyi Biotec). Data were acquired on BD FACSCanto II
(BD Biosciences) or MACSQuant Analyzer MQ10 (Miltenyi Biotec)
and analyzed using FlowJo software (RRID:SCR_008520), version
10. Additional information on differentiation status of CAR T cells
within infusion products are reported in Supplementary Fig. S5.

Statistical analyses
Time of CAR T-cell administration was used as the origin in all

time-to-event analyses. For progression-free survival, overall survival,
and duration of response (PFS, OS, and DoR), Kaplan–Meier curves
and the log-rank test were used. For group comparison of categorical
data Fisher exact test or x2 test were used. Mann–Whitney test was
performed for comparison of continuous variables. Multivariable
logistic regression was used to study the association between different
covariates to disease response. All the reported P values (P) are two-
sided and were considered statistically significant when P < 0.05. Plots
and statistical analysis were performedwith the use ofGraphPadPrism
v.9.00 (RRID:SCR_002798), RAWGraph website and Adobe Illustrator
(RRID:SCR_010279).

Data availability statement
The data generated in this study are available upon request from the

corresponding author.

Results
Patient characteristics and clinical course

To rule out the possibility that the two groups of patients receiving
either Tisa-cel or Axi-cel were significantly different, patient char-
acteristics have been analyzed and are listed in Table 1. Axi-cel and
Tisa-cel patients are comparable with the only difference being the
presence of PMBCLs among Axi-cel recipients that explains a higher
proportion of patients treated with check-point inhibitors (CPI) and a
lower International Prognostic Index (IPI). As a whole, the population
studied is similar to those described in other published real-life CAR
T cells experiences except for a better performance status as a
consequence of the fact that in Italy, Axi-cel and Tisa-cel can only
be prescribed in performance status-Eastern Cooperative Oncology
Group (PS-ECOG) 0 and 1 patients (5, 11, 23, 24).

Translational Relevance

Tisa-cel and Axi-cel showed exciting efficacy in relapsed/
refractory B-cell lymphoma, but relapses are frequent and pre-
dictors of outcome are still inconsistently defined. Although CAR
T-cell proliferation after infusion predicted response in clinical
trials, Tisa-cel andAxi-cel kinetics have been poorly investigated in
real-life settings and properties of CAR T cells that enable their
expansion are unknown. Results of this single-center prospective
study suggest that despite Tisa-cel and Axi-cel infusion products
being different, their in vivo expansion kinetics are similar and are
mediated by CD8þCARþ T cells with central memory phenotypes
within infused cells. In addition, for both products, numbers of
circulating CAR T cells can be used as biomarkers of response.
These observations indicate that Tisa-cel and Axi-cel product
characteristics can be interrogated early to gain insight into the
in vivo expansion capability of CAR T cells that is necessary for
ultimate CAR T-cell efficacy and could prompt early intervention
strategies.

Infused CAR T-Cell Phenotype Predicts Expansion and Response
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Safety
Any grade and grade≥3CRS occurred, respectively, in 74% (95%CI,

62%–83%) and 2% (95% CI, 0.1%–9%) of patients. Any grade and
grade ≥3 neurotoxicity occurred in 13% (95% CI, 7%–24%) and 2%
(95% CI, 0.1%–9%) of patients, respectively. Tocilizumab and steroid
were used in 39% and 28% patients, respectively. No difference in
terms of CRS and ICANS between Axi-cel and Tisa-cel reached
statistical significance although a trend to higher neurotoxicity can
be highlighted in Axi-cel recipients who in fact were characterized by
higher use of steroids (Supplementary Table S1).

Response to therapy
All 61 patients were valuable for response at day 30 after infusion

and 58 were valuable at day 90. Median follow-up from infusion was
9 months. The best overall response rate (ORR) and CR rate were 69%
(95% CI, 56%–79%) and 52% (95% CI, 40%–64%) respectively.
Median time to response was 30 days, and no patients achieved a
response after day 90. Although there was a trend in response rates in
favor of Axi-cel, we did not observed statistically significant differences

in terms of best ORR and CR rates between Axi-cel and Tisa-cel
(Supplementary Table S1).

Outcomes
Of the 61 recipients, the median PFS was 10.1 months (not reached

for Axi-cel and 6.4 months for Tisa-cel). PFS at 1 year was 49% (56%
for Axi-cel and 41% for Tisa-cel). Relapses after 6 months were rare.
The median OS was not reached, OS at 1 year was 80%. According to
the log-rank (Mantel–Cox) test, PFS and OS curves are not signifi-
cantly different between Axi-cel and Tisa-cel (Fig. 1).

Collectively, there were no significant differences in terms of safety,
response to therapy and outcomes between patients treated with Axi-
cel and Tisa-cel (Supplementary Table S1).

Phenotypic composition of Tisa-cel and Axi-cel infusion
products

Left-over cells collected after washing 61 infusion product bags [29
Tisa-cel (47.5%) and 32 Axi-cel (52.5%)] were analyzed by flow
cytometry (FCM). In the infusion products analyzed, CD3þ cells were

Table 1. Patient characteristics.

No. of patients Total ¼ 61 pts Axi-cel ¼ 32 pts Tisa-cel ¼ 29 pts P

Age (median) 56 55 56
Males 36 (59%) 20 (62%) 16 (55%) 0.61
Histotypes

DLBCL 31 (51%) 12 (37%) 19 (65%) 0.47
tFL 8 (13%) 3 (9%) 5 (17%) 0.46
HGBL 9 (15%) 4 (12%) 5 (17%) 0.72
PMBCL 13 (21%) 13 (41%) 0 (0%) <0.001 �

Prior lines
Prior lines ≥3 24 (39%) 11 (34%) 13 (45%) 0.44
Prior ASCT 18 (29%) 8 (25%) 10 (34%) 0.57
Prior CPI 9 (15%) 8 (25%) 1 (3%) 0.03 �

Primary refractory 46 (75%) 24 (75%) 22 (76%) 0.13
ECOG

0 46 (75%) 27 (84%) 19 (65%) 0.13
1 13 (21%) 4 (12%) 9 (31%) 0.11

Stage
≤II 14 (23%) 10 (31%) 4 (14%) 0.13
>II 45 (74%) 22 (69%) 23 (79%) 0.39

Extra-nodal sites ≥2 16 (26%) 7 (22%) 9 (31%) 0.06
IPI

0–2 42 (69%) 26 (81%) 16 (55%) 0.05
3–5 13 (21%) 3 (9%) 10 (34%) 0.03a

TMTVb (median) 27.6 (0.7–389) 29.4 (1.35–256) 21.1 (0.7–389) 0.6
Bulky disease (>5 cm) 16 (26%) 10 (31%) 6 (21%) 0.39
ALC apheresis (median) 800 (230–3900) 810 (310–3900) 800 (230–2200)
CRP at day 0 >ULN 30 (49%) 12 (37%) 18 (62%) 0.07
LDH at day 0 >ULN 18 (29%) 6 (19%) 12 (41%) 0.09
Ferritin at day 0 >ULN 37 (60%) 19 (59%) 18 (62%) >0.99
Bridging therapy 48 (79%) 24 (75%) 25 (86%) 0.34
Status at infusion

CR 7 (11%) 5 (16%) 2 (7%) 0.42
PR 11 (18%) 8 (25%) 3 (10%) 0.19
SD 4 (7%) 3 (9%) 1 (3%) 0.61
PD 36 (59%) 15 (47%) 21 (72%) 0.07

Abbreviations: ALC, all lymphocyte count; ASCT, autologous stem cell transplant; CPI, check-point inhibitors; CRP, C-reactive protein; DLBCL, diffuse large B-cell
lymphoma; ECOG, Eastern Cooperative Oncology Group; HGBL, high grade B-cell lymphoma; IPI, International Prognostic Index; LDH, lactate dehydrogenase;
PMBCL, primarymediastinal B-cell lymphoma; tFL, transformed follicular lymphoma; TMTV, total metabolic tumor volume; ULN, upper level normality; CR, complete
response; PR, partial response; SD, stable disease; PD, progressive disease.
aIndicates that a value reaches statistical significance.
bPre-lymphodepletion TMTV (41% threshold) data were available for 38 patients (22 Axi-cel and 16 Tisa-cel).
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73.2% of CD45þ cells (median; range 25.2%–99.7%), CARþ cells were
55.2% of CD3þ cells (median; range 5.8%–92.7%) and the CD4þ/
CD8þ ratio among CARþ cells was 1.94 (median; range 0.38–15.8).

When comparing Tisa-cel and Axi-cel infusion products, Tisa-cel
was characterized by a lower fraction of CD3þ among CD45þ cells
(median CD45þ/CD3þ: 63.8% vs. 78.5% for Tisa-cel and Axi-cel,
respectively; P < 0.005) and of CARþ among CD3þ cells as compared
with Axi-cel (median CD3þ/CD45þ: 27.3% vs. 72.9% for Tisa-cel and
Axi-cel, respectively; P < 0.001). On the contrary, Tisa-cel displayed a
higher CD4þ/CD8þ ratio amongCARþ cells as comparedwithAxi-cel
(median ratio CD4þ/CD8þ: 2.86 vs. 1.37 for Tisa-cel and Axi-cel,
respectively; P < 0.005; Fig. 2A–C). The presence of different CARþ

cell differentiation subsets in infusion products was then asses-
sed (25–27). We analyzed the frequency of T central memory [TCM

(CD45ROþ/CD197þ/CD62Lþ)], T naïve-like [TN-like (CD45RO�/
CD197þ/CD62Lþ)], T effector [TE (CD45RO�/CD197�/CD62L�)]
and T effector memory [TEM (CD45ROþ/CD197�/CD62L�)] subsets
among CD4þ and CD8þ CARþ cells within Tisa-cel and Axi-cel
infusion products (n ¼ 46).

Collectively CAR T-cell infusion products were largely composed of
differentiated T-cell subsets such as CD4þ TEM (21.9%), CD8þ TEM

(12.4%) and of CD4þ TCM (18.4%), CD8þ TCM (11.4%), whereas TN-like

and TE cells were less represented (CD4þ TE 0.01%, CD8þ TE 0.03%,
CD4þ TN-like 0.04%, CD8þ TN-like 0.09%).

In Tisa-cel (n ¼ 19), CARþ cells were enriched in CD4þ cells with
central memory and effector phenotypes (median CARþ/CD4þ TCM:
37.7% in Tisa-cel vs. 14.1% in Axi-cel; P < 0.005 and median CARþ/
CD4þ TE: 0.056% in Tisa-cel vs. 0.005% in Axi-cel; P < 0.005) while

Axi-cel (n ¼ 27) displayed an enrichment in CD8þ cells with effector
memory and naïve-like phenotypes (median CARþ/CD8þTEM: 6.07%
in Tisa-cel vs. 23% in Axi-cel; P < 0.005 and median CARþ/CD8þ

TN-like: 0.04% vs. 0.15%; P < 0.05). Of note, no significant differences
were found when comparing the frequencies of the other T-cell
populations (CARþ/CD4þ TEM, CAR

þ/CD4þ TN-like, CAR
þ/CD8þ

TCM and CARþ/CD8þ TE; Fig. 2D–K). All data are reported in
Supplementary Table S2.

Infusion products phenotypic signatures associated with
CAR T-cell expansion

To evaluate whether quantitative or qualitative features of CAR
T-cell infusion products could affect in vivoCART-cell fate, expansion
kinetics data of 53 patients with available longitudinal in vivo CAR
T-cell records were analyzed. Cellular parameters, including concen-
tration of CARþ cells at day 7 (C7) and at day 10 after infusion (C10),
time to maximal expansion (Tmax), concentration of CARþ cells at
Tmax (Cmax) and the magnitude of expansion up to 30 days (calculated
as the area under the curve, extended, AUC0–30) were evaluated.
Overall, the kinetics curves displayed an initial increase in CAR T-
cell numbers within the first 2 weeks of infusion, followed by a
progressive decrease in all treated patients (Fig. 3A). Median Tmax

was 10 days for both products. Of note, both Cmax and C10 were found
to be strongly correlated with the AUC0–30 (Pearson correlation 95%
CI; r ¼ 0.9588; P < 0.0001 and r ¼ 0.8774; P < 0.0001, respectively).

On the basis of this observation, theC10was selected as the surrogate
measure to quantify CAR T-cell expansion and the median C10

(24.5 CAR T cells/mL) was used as a cutoff to dichotomize the
cohort of patients into “expanders” (patients with a C10 ≥ 24.5 CAR
T cells/mL) and “poor-expanders” (patients with a C10 < 24.5 CAR
T cells/mL). When looking for possible differences in the infusion
products administered to these two groups, we established that
expanders had received infusion products significantly enriched in
CARþCD8þ cells with a central memory phenotype as compared with
poor-expanders (median CARþ/CD8þ TCM: 13.8% in expanders vs.
4.5% in poor-expanders; P < 0.005) thus suggesting that CARþ/CD8þ

TCM have the highest ability to expand (Fig. 3B–I; Supplementary
Table S3). Of note, in our cohort totalmetabolic tumor volume (TMTV)
values did not differ between expanders and poor-expanders (Supple-
mentary Fig. S6). Similarly, the use of tocilizumab and steroids did
not affectCART-cell expansion (OR, 2.301;x2 test 95%CI, 0.804–6.561;
P ¼ ns; OR, 2.929; x2 test 95% CI, 0.670–7.400; P ¼ ns, respectively).

The fact that the CARþ/CD8þ TCM population was the only
population among all the tested ones positively associated with CAR
T-cell expansion, but not differentially present in Tisa-cel and Axi-cel
infusion products, is consistent with Tisa-cel– and Axi-cel–treated
patients displaying similar expansion kinetics (Fig. 3J and K). In fact,
no discrepancy in the number of CAR T cells/mL either at day 10 or at
the Tmax was observed (median C10: 34 CAR T cells/mL for Tisa-cel vs.
22.9 CAR T cells/mL for Axi-cel; P ¼ ns and median Cmax: 59.6 CAR
T cells/mL for Tisa-cel vs. 54 CAR T cells/mL for Axi-cel; P ¼ ns); the
magnitude of expansion was also similar in patients receiving the two
products (median AUC0–30: 128.8 for Tisa-cel and 113.3 for Axi-cel;
P ¼ ns; Fig. 3L). Notably, CAR T-cell persistence was similar in
Tisa-cel- and Axi-cel–treated patients (Supplementary Fig. S7A) and
was not associated with a prolonged DoR (Supplementary Fig. S7B).

Association of CAR T cell in vivo expansion with response and
survival

As CAR T-cell expansion after infusion has been correlated with
clinical response in other studies (4, 14), we set to analyze whether this

Figure 1.

Patients’ survival. Kaplan–Meier curve showing PFS (A) and OS (B) according
to the product infused. Overall, median PFS was 10.1 months, median PFS for
Tisa-cel was 6.4 and not reached for Axi-cel. Overall, median OS was not
reached, median OS for Tisa-cel was 19.4 and not reached for Axi-cel. According
to the Log-rank test data were not statistically different.

Infused CAR T-Cell Phenotype Predicts Expansion and Response
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was true also in our real-life setting. Patients who achieved complete
response (CR) or partial response (PR) by day 90 after CAR T-cell
infusion were defined as responders (RE); patients with stable, pro-
gressive disease (SD, PD) and patients who died for progression before
day 90 were defined as nonresponders (NR). Accordingly, among the
53 patients with available longitudinal expansion assessment and
clinical evaluation, 31 (59.1%) were RE (28 CR, 15 Tisa-cel and 13

Axi-cel; 3 PR, all Axi-cel) and 22 (40.9%) were NR (all PD, 11 Tisa-cel
and 11 Axi-cel).

Consistent with previous reports, responders showed a superior
expansion ofCART cells as comparedwithNR,who exhibited reduced
peak levels and amore rapid contraction (Fig. 4A andB). In detail, C7,
C10, Cmax, and AUC0–30 were detected in REwhen compared with NR.
In particular median C7 was 22.8 CART cells/mL in RE versus 6.6 CAR

Figure 2.

Comparison of Tisa-cel and Axi-cel infusion products phenotypes by flow cytometry. Violin plots showing the comparison of CD3þ rates among CD45þ cells (A),
CD19þCARþ rates among CD3þ cells (B), and CD4þ/CD8þ ratios (C) between Tisa-cel (n ¼ 29) and Axi-cel (n ¼ 32) infusion products. Violin plots showing
the comparison of frequency distribution of T centralmemory (TCM), T effectormemory (TEM), T effector (TE), and T naïve-like (TN-like) cells gated onCD4

þCARþ cells
(D–G) and on CD8þ CARþ cells (H–K) between Tisa-cel (n¼ 19) and Axi-cel (n¼ 27) infusion products. Exact median values are reported. P values were calculated
applying the Mann–Whitney test; � , P < 0.05; �� , P < 0.01 or 0.005; ��� , P < 0.001; ���� , P < 0.0001.
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Figure 3.

In vivo CAR T-cell expansion by flow cytometry and association with infusion products phenotypes. A, Line chart of overall CAR T-cell expansion kinetics (n¼ 53).
Violin plots showing the comparison of frequencydistribution of T centralmemory (TCM), T effectormemory (TEM), T effector (TE), and T naïve-like (TN-like) cells gated
on CD4þ CARþ cells (B–E) and on CD8þ CARþ cells (F–I) between infusion products from expanders (n ¼ 21) or poor-expanders (n ¼ 18). Exact median values
are reported. P valueswere calculated applying theMann–Whitney test; �� , P <0.01. J andK,CAR T-cell expansion kinetics in patients receiving Tisa-cel (blue curves,
N¼ 26) andAxi-cel (orange curves,N¼ 27). L,Box-and-whiskers plots showing the comparison of expansion parameters, namely concentration of CART cells at day
10 after infusion (C10), peak concentration of CAR T cells (Cmax) and magnitude of expansion by day 30 after infusion expressed as area under the curve (AUC0–30)
between patients receiving Tisa-cel or Axi-cel. Exact median values are reported. Comparison was made by the Mann–Whitney test; ns, P > 0.05, not significantly
different.
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T cells/mL in NR (P ns), C10 was 67.3 CAR T cells/mL in RE versus 13.7
CART cells/mL inNR (P< 0.01),medianCmaxwas 89.9CART cells/mL
in RE versus 25.3 CAR T cells/mL in NR (P < 0.005) and median
AUC0–30 was 202.4 in RE versus 61.1 in NR (P < 0.001; Fig. 4C). Of
note, we observed that among expanders, 21 (77.8%, 95% CI,
59.2%–89.4%) patients were RE, in contrast to 10 (38.5%; 95% CI,
22.4%–57.5%) in the poor-expander group. On the basis of these
data, we found that expansion was significantly positively associated
with response (OR, 5.600; x2 test 95% CI, 1.681–18.65; P < 0.005;
Fig. 4D). This association remained significant even after correcting
for other parameters linked with outcome in a multiple logistic
regression analysis (C10 OR, 1.268; 95%CI, 1,062–1,676; P < 0.05;
Supplementary Table S4; Supplementary Fig. S8). Consistently,
expanders had significantly longer survival rates when compared
with poor-expanders (PFS median, not reached vs. 3.7 months,
respectively; P < 0.05; Fig. 4E).

Discussion
To the best of our knowledge, this is the first study performing

correlative analysis of the T-cell immunophenotypic features of

Tisa-cel and Axi-cel infusion products and in vivo CAR T-cell
expansion and efficacy. CAR T-cell expansion dynamics have been
indicated as surrogate markers for tumor response and disease
control in exploratory analysis of clinical trials involving patients
with R/R lymphoma but properties of CAR T cells that enable their
proliferation in vivo have still to be consistently defined in real-life
settings. In the ZUMA-1 trial, peak CAR T-cell levels correlated
with outcome but expansion of CARþ cells was not relevant (4).
These findings were further confirmed after normalizing peak
CARþ cells to tumor burden (28). In this study, poorly differen-
tiated CAR T cells with a T naïve-like phenotype were enriched in
expanders and early CAR T-cell expansion was associated with
efficacy. In another retrospective analysis of biomarker data from
Axi-cel–treated patients, cells from the infusion products of patients
with ongoing CR at 3 months had an enrichment of CD8 central
memory T-cell phenotypes compared with patients with PR/
PD (15). This is in line with a previous study that evaluated CAR
T cells with CD3z and 4–1BB signaling domains in the setting of
CLL, in which a memory CD8 phenotype was associated with
superior responses (16). In the Juliet trial, Tisa-cel expansion
was positively correlated with the duration of response but no

Figure 4.

In vivoCART-cell expansion by flow cytometry and associationwith response and survival.A andB,CART-cell expansion kinetics in responders to therapy by day90
after infusion (RE, dark green curves, n ¼ 31) and nonresponders (NR, dark red curves, n ¼ 22). C, Box-and-whiskers plots showing the comparison of expansion
parameters, namely concentration of CAR T cells at day 10 after infusion (C10), peak concentration of CAR T cells (Cmax), andmagnitude of expansion by day 30 after
infusion expressed as area under the curve (AUC0–30) between RE and NR. Exact median values are reported. Comparison is made applying the Mann–Whitney test;
�� , P <0.01 or 0.005; ��� , P <0.001.D,Alluvial plot representing how patients are distributed into the different groups analyzed. Tisa-cel (n¼ 26) andAxi-cel (n¼ 27)
patientswere equally divided into expanders [14 out of 26 Tisa-cel (53.8%) and 13out of 27Axi-cel (48.1%)] or poor-expanders [12 out of 26 Tisa-cel (46.2%) and 14out
of 27 Axi-cel (51.9%)], whereas themajority of expanders were RE by day 90 after therapy (21 RE out of 27 expanders, 77.8%) comparedwith poor-expanders (10 RE
of 26 poor-expanders, 38.5%). E, Kaplan–Meier curve showing PFS according to CAR T-cell expansion. Median PFS for expanders was not reached, compared with
3.7 months for poor-expanders. Comparison is made applying the log-rank test; P < 0.05.

Monfrini et al.

Clin Cancer Res; 28(15) August 1, 2022 CLINICAL CANCER RESEARCH3384



correlative analysis on infusion product CAR T-cell characteristics
and proliferation was reported (3).

In our study, we highlighted that an enrichment of CD8þ TCM

phenotypes inCART-cell products is associated with improved in vivo
CAR T-cell expansion. This is true for both Tisa-cel and Axi-cel and is
consistent with what observed by Deng and Fraietta, but in contrast to
Locke and colleagues who defined the CARþ T stem cell memory
(TSCM) population in infusion products as the one with the highest
ability to expand (15, 16, 28). Of note, even in our cohort expanders
have higher frequencies of CD8þCARþ naïve-like memory cells
expressing CD45RA, CD197, and CD62L when compared with
poor-expanders although the difference did not reach statistical
significance. Interestingly, transcriptomic analyses revealed that TSCM

cells are similar to TCM and CD45ROþCCR7þ TCM cells are known to
play a key role in antitumor immunity. The frequency of TCM cells in
blood was in fact a positive predictor for both response to anti–PD-1
immunotherapy and survival.

Collectively previous data and our current analyses point to the
essential role of CARþ cells with a central memory phenotype in
mediating in vivo CAR T-cell expansion which is required for their
clinical efficacy. In fact, in our study cohort, the improved prolif-
eration of circulating CARþ cells in vivo correlated with clinical
outcome and progression free survival. Similarly Ayuk and collea-
gues have used the median CAR T-cell peak concentration to define
“weak expanders” and “strong expanders” and showed a signifi-
cantly increased survival of “strong expanders” among 21 patients
treated with Axi-cel (10).

While estimating the AUC could be considered a valid tool to
describe andquantify aspects of the concentration–time profile ofCAR
T cells in PB, for AUC0–30 to be calculated but also for the peak
concentration to be defined, a number of longitudinal assessments
within the first month postinfusion are needed. On the other hand, the
C10 can be more conveniently used as a surrogate measure of CAR T-
cell expansion. Given the high correlation we established among all the
estimates of expansion analyzed (namely the AUC0–30, Cmax and C10),
in our study expanders and poor-expanders have been dichotomized
based on the CAR T-cell concentration at day 10 post infusion which
represents an early parameter of expansion that can be easily mon-
itored in routine clinical practice.

Although target cell manipulation could provide better quality CAR
T cells, to date, autologous cells from leukapheresis remain the most
common starting material for CAR T-cell production as manufactur-
ing defined composition of CAR T cells is difficult, costly and
challenging (29). This is probably the reason why very limited infor-
mation is provided when commercial products are released. These
include the safety requirements and cell viability and cell dose for Tisa-
cel but only the range of CARþ viable cells for Axi-cel (0.4–2 � 108

cells). Nevertheless the use of out-of-specification products, designated
as such because of viability <80%, were reported to be similarly
effective and safe when compared with products with viabilities
≥80% (30). The dose range of Tisa-cel and Axi-cel was approved
based on the pivotal trials, in the absence of formal dose finding first-
in-human studies and there is no clear understanding either on the
minimum effective CAR T-cell dose required or on the subtypes of
infused CAR T cells mediating effective in vivo proliferation and
efficacy.

The significantly different composition of Tisa-cel and Axi-cel
infusion products we describe, with Tisa-cel being characterized by
fewer CARþ cells among CD3þ lymphocytes and less CD8þCARþ

cells, is surprising given their similar expansion kinetics in our

cohort of patients. Notably, CD8þCARþ central memory cells are
among the few T-cell populations that were equally represented in
Tisa-cel and Axi-cel infusion products, consistent with their role in
mediating CAR T-cell expansion. In fact, another interesting find-
ing of our study is that CARþ cells dynamics were similar in patients
treated with Tisa-cel and Axi-cel, in line with their similar efficacy,
despite the different manufacturing processes and costimulatory
domains that are thought to induce CAR T-cell proliferation with
distinctive kinetics (31, 32).

In conclusion, our study describes for the first time the clinical
utility of characterizing the T-cell composition of commercial
infusion products and of real-time enumeration of expanding CAR
T cells in patients with lymphoma. Our results suggest that despite
the fact that Tisa-cel and Axi-cel infusion products are significantly
different, Tisa-cel and Axi-cel expansion kinetics are similar and are
mediated by the presence of CAR T cells with central memory
phenotypes in infusion products. Consistently, for both Tisa-cel and
Axi-cel, the number of circulating CAR T cells, a surrogate of
expansion, can be used as predicting biomarker of response. Despite
requiring validation in a larger series of patients, these observations
indicate that Tisa-cel and Axi-cel infusion product characteristics
can be interrogated early to gain insight into the expansion capa-
bilities of CAR T cells in vivo that are necessary for ultimate CAR
T-cell efficacy.

Authors’ Disclosures
C. Monfrini reports grants from Alleanza Contro il Cancro (ACC), Associazione

Italiana contro le Leucemie-Linfomi e mieloma (AIL), the Italian Ministry of Health,
and Associazione Italiana Ricerca sul Cancro (AIRC) during the conduct of the study.
F. Stella reports grants from ACC, AIL, AIRC and the Italian Ministry of Health
during the conduct of the study. V.Aragona reports grants fromACC,AIL, AIRC, and
the Italian Ministry of Health during the conduct of the study. M. Magni reports
grants fromACC,AIL, AIRC, and the ItalianMinistry ofHealth during the conduct of
the study. S. Ljevar reports grants from ACC, AIL, AIRC, and the Italian Ministry of
Health during the conduct of the study. C. Vella reports grants fromACC, AIL, AIRC,
and the ItalianMinistry of Health during the conduct of the study. E. Fardella reports
grants fromACC,AIL, AIRC, and the ItalianMinistry ofHealth during the conduct of
the study. A.Chiappella reports grants fromACC,AIL, AIRC, and the ItalianMinistry
of Health during the conduct of the study and personal fees from Celgene-BMS,
Clinigen, Gilead Sciences, Janssen, Roche, Takeda, AstraZeneca, Incyte, and Novartis
outside the submitted work. F. Nanetti reports grants from ACC, AIL, AIRC, and the
Italian Ministry of Health during the conduct of the study. M. Pennisi reports grants
from ACC, AIL, AIRC, and the Italian Ministry of Health during the conduct of the
study. A. Guidetti reports personal fees from Gilead during the conduct of the study;
personal fees fromGSK, nonfinancial support from Janssen, and nonfinancial support
from Roche outside the submitted work. P. Corradini reports personal fees from
Gilead, Novartis, Celgene BMS, Sanofi, Incyte, and Takeda outside the submitted
work. C. Carniti reports grants from ACC, AIL, AIRC, and the Italian Ministry of
Health during the conduct of the study. No disclosures were reported by the other
author.

Authors’ Contributions
C. Monfrini: Data curation, formal analysis, investigation, visualization,

methodology, writing–original draft, writing–review and editing. F. Stella: Data
curation, formal analysis, validation, investigation, writing–original draft, writ-
ing–review and editing. V. Aragona: Formal analysis, writing–original draft.
M. Magni: Data curation, validation, investigation, visualization, writing–original
draft, writing–review and editing. S. Ljevar: Data curation, formal analysis.
C. Vella: Methodology. E. Fardella: Writing–review and editing. A. Chiappella:
Clinical data collection. F. Nanetti: Writing–review and editing. M. Pennisi:
Writing–review and editing. A. Dodero: Clinical data collection and analysis.
A. Guidetti: Clinical data collection and analysis. P. Corradini: Conceptualiza-
tion, resources, supervision, funding acquisition, writing–review and editing.
C. Carniti: Conceptualization, supervision, validation, writing–original draft,
project administration, writing–review and editing.

Infused CAR T-Cell Phenotype Predicts Expansion and Response

AACRJournals.org Clin Cancer Res; 28(15) August 1, 2022 3385



Acknowledgments
This work has been supported by Alleanza Contro il Cancro, Associazione Italiana

contro le Leucemie-Linfomi e mieloma, Associazione Italiana Ricerca sul Cancro,
and the Italian Ministry of Health (Ricerca Finalizzata). The authors would like to
thank the patients who made this research possible; Filippo Bagnoli and Vincenzo
Marasco for critical revision of themanuscript; Paolo Longoni for technical assistance;
Ilaria Lo Russo and Chiara Ghidoli for the collection of blood samples; and the study
coordinators Debora Degl’Innocenti and Anisa Bermema.

The publication costs of this article were defrayed in part by the
payment of publication fees. Therefore, and solely to indicate this fact,

this article is hereby marked “advertisement” in accordance with 18 USC
section 1734.

Note
Supplementary data for this article are available at Clinical Cancer Research Online
(http://clincancerres.aacrjournals.org/).

Received January 17, 2022; revised March 11, 2022; accepted May 16, 2022;
published first May 18, 2022.

References
1. Halim L,Maher J. CAR T-cell immunotherapy of B-cell malignancy: the story so

far. Ther Adv Vaccines Immunother 2020;8:2515135520927164.

2. Schuster SJ, Svoboda J, Chong EA, Nasta SD, Mato AR, Anak €O, et al. Chimeric
antigen receptor T cells in refractory B-cell lymphomas. N Engl J Med 2017;377:
2545–54.

3. Schuster SJ, Bishop MR, Tam CS, Waller EK, Borchmann P, McGuirk JP, et al.
Tisagenlecleucel in adult relapsed or refractory diffuse large B-cell lymphoma.
N Engl J Med 2019;380:45–56.

4. Locke FL, Ghobadi A, Jacobson CA, Miklos DB, Lekakis LJ, Oluwole OO, et al.
Long-term safety and activity of axicabtagene ciloleucel in refractory large B-cell
lymphoma (ZUMA-1): a single-arm, multicentre, phase 1–2 trial. Lancet Oncol
2019;20:31–42.

5. Nastoupil LJ, Jain MD, Feng L, Spiegel JY, Ghobadi A, Lin Y, et al. Standard-of-
care axicabtagene ciloleucel for relapsed or refractory large B-cell lymphoma:
Results from the US lymphoma CAR T consortium. J Clin Oncol 2020;38:
3119–28.

6. Roberts ZJ, Better M, Bot A, Roberts MR, Ribas A. Axicabtagene ciloleucel, a
first-in-class CAR T cell therapy for aggressive NHL. Leuk Lymphoma 2018;59:
1785–96.

7. Abbasi A, Peeke S, ShahN,Mustafa J, Khatun F, LombardoA, et al. Axicabtagene
ciloleucel CD19 CAR-T cell therapy results in high rates of systemic and
neurologic remissions in ten patients with refractory large B cell lymphoma
including two with HIV and viral hepatitis. J Hematol Oncol 2020;13:1.

8. Awasthi R, Pacaud L, Waldron E, Tam CS, J€ager U, Borchmann P, et al.
Tisagenlecleucel cellular kinetics, dose, and immunogenicity in relation to
clinical factors in relapsed/refractory DLBCL. Blood Adv 2020;4:560–72.

9. Pasquini MC, Hu ZH, Curran K, Laetsch T, Locke F, Rouce R, et al. Real-world
evidence of tisagenlecleucel for pediatric acute lymphoblastic leukemia and non-
Hodgkin lymphoma. Blood Adv 2020;4:5414–24.

10. Ayuk FA, Berger C, Badbaran A, Zabelina T, Sonntag T, Riecken K, et al.
Axicabtagene ciloleucel in vivo expansion and treatment outcome in aggressive
B-cell lymphoma in a real-world setting. Blood Adv 2021;5:2523–7.

11. Jacobson CA, Hunter BD, Redd R, Rodig SJ, Chen PH, Wright K, et al.
Axicabtagene ciloleucel in the non-trial setting: outcomes and correlates of
response, resistance, and toxicity. J Clin Oncol 2020;38:3095–106.

12. Dean EA, Mhaskar RS, Lu H, Mousa MS, Krivenko GS, Lazaryan A, et al. High
metabolic tumor volume is associated with decreased efficacy of axicabtagene
ciloleucel in large B-cell lymphoma. Blood Adv 2020;4:3268–76.

13. Vercellino L, Di Blasi R, Kanoun S, Tessoulin B, Rossi C, D’Aveni-Piney M, et al.
Predictive factors of early progression after CAR T-cell therapy in relapsed/
refractory diffuse large B-cell lymphoma. Blood Adv 2020;4:5607–15.

14. Ghorashian S, Kramer AM, Onuoha S, Wright G, Bartram J, Richardson R, et al.
Enhanced CAR T cell expansion and prolonged persistence in pediatric patients
with ALL treated with a low-affinity CD19 CAR. Nat Med 2019;25:1408–14.

15. Deng Q, Han G, Puebla-Osorio N, Ma MCJ, Strati P, Chasen B, et al.
Characteristics of anti-CD19 CAR T cell infusion products associated with
efficacy and toxicity in patients with large B cell lymphomas. Nat Med 2020;26:
1878–87.

16. Fraietta JA, Lacey SF, Orlando EJ, Pruteanu-Malinici I, Gohil M, Lundh S, et al.
Determinants of response and resistance to CD19 chimeric antigen receptor
(CAR) T cell therapy of chronic lymphocytic leukemia. Nat Med 2018;24:
563–71.

17. Neelapu SS, Locke FL, Bartlett NL, Lekakis LJ, Miklos DB, Jacobson CA, et al.
Axicabtagene ciloleucel CART-cell therapy in refractory large B-Cell lymphoma.
N Engl J Med 2017;377:2531–44.

18. Cheson BD, Fisher RI, Barrington SF, Cavalli F, Schwartz LH, Zucca E, et al.
Recommendations for initial evaluation, staging, and response assessment of
hodgkin and non-hodgkin lymphoma: the lugano classification. J Clin Oncol
2014;32:3059–68.

19. Lee DW, Santomasso BD, Locke FL, Ghobadi A, Turtle CJ, Brudno JN, et al.
ASTCT consensus grading for cytokine release syndrome and neurologic toxicity
associated with immune effector cells. Biol Blood Marrow Transplant 2019;25:
625–38.

20. Demaret J, Varlet P, Trauet J, Beauvais D, Grossemy A, H�ego F, et al. Monitoring
CAR T-cells using flow cytometry. Cytometry B Clin Cytom 2020;100:218–24.

21. Ayuk F, Fehse B, Janson D, Berger C, Riecken K, Kr€oger N. Excellent prolif-
eration and persistence of allogeneic donor-derived 41-BB based CAR-T cells
despite immunosuppression with cyclosporine A. Haematologica 2020;105:
322–4.

22. BadbaranA, BergerC, RieckenK,KruchenA,GeffkenM,M€uller I, et al. Accurate
in-vivo quantification of CD19 CAR-T cells after treatment with axicabtagene
ciloleucel (Axi-Cel) and tisagenlecleucel (Tisa-Cel) using digital PCR. Cancers
2020;12:1970.

23. Casadei B, Argnani L, Guadagnuolo S, Pellegrini C, Stefoni V, Broccoli A, et al.
Real world evidence of CAR T-cell therapies for the treatment of relapsed/
refractory B-cell non-hodgkin lymphoma: a monocentric experience. Cancers
2021;13:4789.

24. Iacoboni G, Villacampa G, Martinez-Cibrian N, Bail�en R, Lopez Corral L,
Sanchez JM, et al. Real-world evidence of tisagenlecleucel for the treatment of
relapsed or refractory large B-cell lymphoma. Cancer Med 2021;10:3214–23.

25. ZhangH, Zhao P, HuangH. Engineering better chimeric antigen receptor T cells.
Exp Hematol Oncol 2020;9:34.

26. Lugli E, Gattinoni L, Roberto A, Mavilio D, Price DA, Restifo NP, et al.
Identification, isolation and in vitro expansion of human and nonhuman
primate T stem cell memory cells. Nat Protoc 2013;8:33–42.

27. Finney OC, Brakke HM, Rawlings-Rhea S, Hicks R, Doolittle D, Lopez M, et al.
CD19 CAR T cell product and disease attributes predict leukemia remission
durability. J Clin Invest 2019;129:2123–32.

28. Locke FL, Rossi JM, Neelapu SS, Jacobson CA, Miklos DB, Ghobadi A, et al.
Tumor burden, inflammation, and product attributes determine outcomes of
axicabtagene ciloleucel in large B-cell lymphoma. Blood Adv 2020;4:4898–911.

29. Turtle CJ, Hanafi LA, Berger C, Gooley TA, Cherian S, Hudecek M, et al. CD19
CAR-T cells of defined CD4þ:CD8þ composition in adult B cell ALL patients.
J Clin Invest 2016;126:2123–38.

30. Chong EA, Levine BL, Grupp SA, Davis MM, Siegel DL, Maude SL, et al. CAR T
cell viability release testing and clinical outcomes: is there a lower limit? Blood
2019;134:1873–5.

31. Kawalekar OU, O’Connor RS, Fraietta JA, Guo L, McGettigan SE, Posey AD Jr,
et al. Distinct signaling of coreceptors regulates specific metabolism pathways
and impacts memory development in CAR T cells. Immunity 2016;44:380–90.

32. Salter AI, Ivey RG, Kennedy JJ, Voillet V, Rajan A, Alderman EJ, et al.
Phosphoproteomic analysis of chimeric antigen receptor signaling reveals
kinetic and quantitative differences that affect cell function. Sci Signal 2018;
11:eaat6753.

Clin Cancer Res; 28(15) August 1, 2022 CLINICAL CANCER RESEARCH3386

Monfrini et al.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 0
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 200
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 200
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 900
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on '[High Quality Print]'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides true
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        18
        18
        18
        18
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 18
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [792.000 1224.000]
>> setpagedevice


