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One of the current challenges in oncology is to develop imaging tools to early detect the
response to conventional chemotherapy and adjust treatment strategies when necessary.
Several studies evaluating PET imaging with 2-deoxy-2-['®F]fluoro-D-glucose (['®F]FDG)
as a predictive tool of therapeutic response highlighted its insufficient specificity and
sensitivity. The ["®F]FDG uptake reflects only tumor metabolic activity and not treatment-
induced cell death, which seems to be relevant for therapeutic evaluation. Therefore, to
evaluate this parameter in vivo, several cell death radiotracers have been developed in the
last years. However, few of them have reached the clinical trials. This systematic review
focuses on the use of ['®FIML-10 (2-(5-['®F]fluoropentyl)-2-methylmalonic acid) as
radiotracer of apoptosis and especially as a measure of tumor response to treatment. A
comprehensive literature review concerning the preclinical and clinical investigations
conducted with ["®FIML-10 was performed. The abilities and applications of this
radiotracer as well as its clinical relevance and limitations were discussed. Most studies
highlighted a good ability of the radiotracer to target apoptotic cells. However, the increase
in apoptosis during treatment did not correlate with the radiotracer tumoral uptake,
even using more advanced image analysis (voxel-based analysis). ['®FIML-10 PET
imaging does not meet current clinical expectations for early detection of the
therapeutic response to conventional chemotherapy. This review has pointed out the
challenges of applying various apoptosis imaging strategies in clinical trials, the current
methodologies available for image analysis and the future of molecular imaging to assess
this therapeutic response.
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INTRODUCTION

One of the current challenges in the management of cancer
patients is the early evaluation of response to therapies in order
to adjust treatment strategies when necessary. To date, there is no
consensus on the nature of the best method to be used in
this setting.

Several approaches are currently explored, particularly in the
field of functional imaging with the development of non-invasive
tools for the prediction and evaluation of therapeutic response.
Limited sensitivity and specificity of clinical evaluation has been
highlighted and sequential tissue biopsies are not ethically feasible
(1). Furthermore, no circulating biomarkers such as cell free DNA
are currently clinically validated. In this context, functional and
molecular imaging modalities, such as Positron Emission
Tomography (PET) or Single-Photon Emission Computed
Tomography (SPECT), are under investigation. These imaging
modalities can assess vascular, metabolic, biochemical and
molecular events in cancer cells, which occur upstream of
morphological changes, allowing an early assessment of the
therapeutic response. In oncology, the most commonly used
radiopharmaceutical is the 2-[ISF]-ﬂu0r0-2-deoxy-D-glucose
(['"®F]FDG), whose uptake is regulated by glucose metabolism (2).
The value of PET imaging with ["FIFDG during the diagnostic
phase but also for the follow-up of treatments in many cancers has
already been demonstrated. Several studies have explored biological
parameters correlated with tumor response. For example, Groheux
et al. demonstrated, in 78 Triple Negative Breast Cancer (TNBC)
patients, that reduction of the ["*F]EDG uptake (ASUVmax),
assessed by PET/CT, performed after only 2 cycles of neoadjuvant
therapy (NAT), reliably predicts pathological complete response
(pCR). However, the optimal ASUVmax for prediction of pCR was
therapy-specific, being almost 2-fold higher in a dose-dense
regimen than in the classical anthracycline-taxane sequence
(-68% vs. -35%, respectively) (3). These trials have shown
promising results confirming the interest of this radiotracer as a
tool for the early selection of responder patients.

However, the number of false positive (FP) and false negative
(FN) cases is still too high to redirect the therapeutic strategy
only based on ['*F]JFDG PET imaging findings. These artefacts
can be due to the incapacity of ["®F]FDG to detect cancer cells in
low number or with low glucose metabolism (FN), turn-oft of
glycolysis without subsequent cell death (FN) or presence of
intense inflammatory infiltrate with high metabolism (FP) (4, 5).
In addition, one limitation is the inability of ['8E]FDG to
discriminate dead cells from metabolically inactive cells in
response to chemotherapy.

Consequently, several other radiotracers have been investigated
to complement the biological information provided by the ['*F]
FDG and thus improve the performance of functional imaging for
the early evaluation of therapeutic response. For example, ['*F]
fluoro-3’-deoxy-3'-L-fluorothymidine ([*®F]FLT) was evaluated for
the visualization of cell proliferation or [**™T¢]Annexin V for the
measurement of apoptosis (6, 7). Apoptosis or programmed cell
death is a physiological process by which supernumerary
or dysfunctional cells are eliminated from the body.

Apoptosis plays a key role in several biological phenomena such
as embryonic development, cell homeostasis, ageing, the body’s
defense against tumor cells and viral and bacterial infections.
Apoptosis is an “orderly” cell death, resulting from a highly
regulated programme that induces the destruction of the cell
while preserving the surrounding cellular integrity, without
inducing any mesenchymal reaction typically seen to fibrosis. It is
also described as a silent death which, unlike necrosis, does not
cause an inflammatory reaction. It is a very rapid phenomenon
(within 48 h following treatment initiation) defined by a highly
characteristic set of cellular events, including among others, an
initiation stage, which is reversible at the beginning (8). Various
stimuli can initiate apoptosis, notably the action of cytotoxic drugs.
This stage leads to the activation of a family of proteases called
caspases. Finally, the execution phase occurs, involving the
mitochondria, proteins of the Bcl-2 family, and caspases. The last
stage is irreversible, and allows the degradation of intracellular
constituents, by fragmentation and formation of apoptotic bodies.
By preserving the integrity of the plasma membrane, this process
generates early no inflammation, and the apoptotic cell is rapidly
phagocyted thanks to the externalisation of phosphatidylserins (PS)
residues. During this last step, the apoptotic cell undergoes
numerous morphological changes.

Apoptosis can mainly be triggered by two different pathways: via
death receptors (extrinsic pathway) expressed at the surface of cells
or by the mitochondria through internal signals (intrinsic pathway)
(9). The extrinsic apoptotic pathway is triggered by the activation of
cell death receptors such as tumor necrosis factor (TNF) which,
through its receptor (TNFR), stimulates the initiating procaspases
to form the death-inducing signalling complex (DISC). This
triggers the proteolytic cascade, which will simulate effector
caspases to produce lysis of cellular proteins. The intrinsic
pathway is activated by cellular stressors, which cause the release
of cytochrome c and other proteins from mitochondria into the
cytosol. Cytochrome ¢ induces the formation of the so-called
apoptosome complex which activates caspase 9 and the protease
hydrolysis cascade. Apoptosis is regulated by the Bcl family of
proteins. These include pro-apoptotic agents, such as Bax and Bak,
and anti-apoptotic agents, such as Bcl proteins. Various stimuli can
initiate apoptosis, notably the action of cytotoxic drugs. Indeed, is
currently recognized as the major form of cell death induced by
chemotherapies, such as etoposide, dexamethasone, paclitaxel, 5™
fluoro-deoxyuridine, 5’-fluorouracil, and adriamycin (10-14). The
literature review shows that the induction of apoptosis by
conventional chemotherapy treatments is triggered by the
expression of death receptor ligands, particularly the Fas ligand
(FasL), but also by inducing the release of cytochrome ¢ from the
mitochondria (15). Their apoptotic effect has been demonstrated in
several cancer cell lines in vitro, but also in vivo, in mouse models of
mammary adenocarcinoma following treatment with
cyclophosphamides (16). Currently, histological examinations are
not suitable to detect early apoptosis during therapy protocols.
However, this parameter may be monitored by nuclear imaging, a
non-invasive and sensitive method allowing assessment of either of
the tumor or the putative metastatic sites. Many radiotracers have
been developed for in vivo imaging of apoptosis such as PS exposure
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using Annexin V radiolabeled with technetium-99m, fluorine-18 or
gallium-68, activation of caspases with isatins radiolabelled with
fluorine-18 or mitochondrial outer membrane permeabilization
using [ISF]ﬂuorobenzyl triphenylphosphonium cation (17-21)
(Table 1). Indeed, one of the most extensively studied approaches
for imaging apoptosis relies on the high affinity of annexin V for PS
present on the membrane surface of apoptotic cells. The [**™Tc]
hydrazinonicotinamide-annexin V ([®™Tc]HYNIC-annexin V)
has been used for assessment of therapeutic responses in many
solid tumors and hematologic cancers (62). The results of these
clinical trials revealed a high tracer affinity for the PS, and a
correlation between tracer accumulation in cancer cells and
number of dying cells. Nevertheless due to its poor ability to
predict treatment response in various tumor types and the
difficulty to distinguish apoptotic cells from necrotic cells, the
clinical use of [*™Tc]HYNIC-annexin V remained very limited
(22). The second major radiotracer family that has been widely
studied for imaging apoptosis in vivo are inhibitors or substrates of
caspases 3. Caspases represent attractive targets because of their
central role in the apoptotic pathway including the death receptor
pathway and the mitochondrial pathway that converge on effector
caspases, particularly the executive enzymes caspase-3/7 that
recognise and cleave the DEVD peptide sequence. Although the
radiotracers targeting caspases are promising, Spires-et al. found
that caspase 3 activation was not necessarily restricted to apoptosis
(31). These authors showed that caspase 3 was required for the full
activation of several important physiological cellular functions,
including platelet aggregation and enzyme secretion from

pancreatic acinar cells. The 2-(5-fluoropentyl)-2-methylmalonic
acid radiolabelled with fluorine-18 ([**F]ML-10) is part of a new
family of low molecular weight derivatives developed by ApoSense.
This radiotracer was first validated in several preclinical models and
has been further tested in several clinical trials.

In this review, an overview of the current state of preclinical
and clinical ['"®*F]ML-10 development is provided and its value
and limitations as an apoptosis radiotracer are discussed.

['®F]ML-10 AS AN APOPTOSIS
RADIOTRACER

['"®F]ML-10 is an organic molecule, with a low molecular weight
(205 daltons), composed of a malonic acid scaffold bearing a
methyl group and a fluoropentyl chain. As the malonic group
allows the recognition with apoptotic cells, fluorine-18 is
advantageously incorporated on the aliphatic side chain.

["®FIML-10 shows selective accumulation within apoptotic
cells compared to healthy or necrotic cells in response to a set of
cellular changes, characteristic of apoptotic-specific membrane
alterations that occur early in the apoptosis process, at stages
where membrane integrity is still preserved. The selectivity of
['"*FIML-10 for apoptotic cells can be partly attributed to the
detection of permanent and irreversible molecular changes
during the apoptotic phenomena (63).

- Exposure of phosphatidylserins to the cell surface leading to
acidification of the extracellular medium in contact with the

TABLE 1 | Example of radiotracers under evaluation for the scintigraphic imaging of apoptosis.

Molecular Radionuclide Target Development Advantages (+) or d disadvantages (-) Reference
type phase
Annexin V eF PS Clinical trials +: Allows assessment of early therapeutic response. (18, 22—
%8Ga (I -: Non-specific binding in necrotic cells. High digestive clearance preventing 30)
9omTe visualisation of abdominal and pelvic metastases.
ICMT-11 8¢ Inhibitors/substrates ~ Clinical trials (I)  +: Absence of toxicity. Favourable dosimetry. Rapid biodistribution. (31-40)
CP18 of caspase 3 -2 High renal, hepatic, intestinal and urinary clearance. Caspase 3 not specific for
MICA-302 apoptosis.
Synaptotagmin 9omTe PS Preclinical +: Higher affinity compared to annexin V. (41, 42)
N studies - Sames disadvantages as Annexin V
Annexin B1 8 PS Preclinical -: Induces an immune response. Affinity comparable to annexin V. (43, 44)
9omTe studies
Zn-DPA probe 99T PS Preclinical -1 Affinity comparable to annexin V. (45)
eF studies
Lactadherin 9OMTe PS Preclinical +: Higher affinity compared to annexin V. (46)
studies -: Important uptake of radioactivity in the liver and intestine.
Bavituximab 124) beta-2 glycoprotein-  Clinical trials (I)  +: Absence of toxicity. (47)
1 (B2-GP1) -1 Low tumor uptake.
Duramycin 9omTe PE Preclinical -: Cellular uptake mechanism not elucidated yet. (48-50)
studies
FBnTP 9omTe Transmembrane Preclinical -: Negative contrast tracer of dying cells, Complicated analysis of results. Cellular (51, 52)
sestaMIBI potential studies uptake not always correlated with apoptotic fraction.
PARPI 8 PARP Preclinical +: High gastrointestinal clearance. Binding in a few immune cells. (53-56)
Olaparib studies
Anti-yH2AX- 897¢ YH2AX Preclinical +: Allows assessment of early therapeutic response. (57-59)
TAT studies -2 Induces an immune response.
Low signal-to-noise contrast.
Apopep-1 24 Histone Preclinical -1 Low in vivo metabolic stability. (60, 61)
CQRPPR studies
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outer membrane. This change in pH enables the capture of
protons by the malonate group resulting in increased
hydrophobicity and charge dispersion, facilitating the
penetration of the radiotracer into the membrane. Indeed, at
physiological pH, the di-anionic form of the carboxylic acid
functions predominates (pKa: 5.78 and 3.07) and explains its
high solubility in aqueous media. After mono-protonation,
favored by the phenomenon of apoptosis, the radiotracer
becomes a mono carboxylate derivative. Consequently, the
remaining negative charge can be distributed over the four
oxygen atoms and this dispersion of charge promotes
interaction of the molecule with the membrane interface (63).

- Alteration of the mitochondrial transmembrane potential
leading to the irreversible depolarization of the membrane.
Hence, the diffusion of the radiotracer towards the inner
membrane of the apoptotic cell is facilitated by the loss of the
plasma membrane asymmetry.

- The irreversible loss of control of the intracellular pH, leading
to acidification of the cytosol and sequestration of the radiotracer
in the apoptotic cell, due to the binding via electrostatic and
hydrophobic interactions to cytoplasmic proteins.

Cohen et al. have shown that the behavior of [’H]ML-10 is
modified during alterations of membrane potential or pH of
healthy cells (63). Depolarization followed by repolarization of a
viable cell results in the uptake and subsequent exclusion of [*H]
ML-10 from the cell. On one hand, the radiotracer uptake by the
viable cell, subsequent to the acidification of the medium, is only
transient. On the other hand, the phenomenon of apoptosis is
associated with the permanent loss of these vital regulatory
functions and lead to the uptake of ["®FIML-10 (64). To date,
the mechanism of uptake of the ['*F]ML-10 remains challenging
and warrants further investigations. Therefore, the interpretation
of some of the in vitro and in vivo results obtained in the various
preclinical and clinical studies is difficult and conclusions remain
speculative. Nevertheless, several advantages of [*®F]ML-10 have
led to its transfer and use in clinical research. Among them, we
can highlight: i) its favourable biodistribution profile with no
radioactive signal in viable cells, ii) its rapid urinary clearance
and iii) its specificity for apoptotic cells.

AUTOMATED ['8F]ML-10 RADIOLABELING

['®F]ML-10 radiosynthesis was typically performed according to
a two-step procedure: radiofluorination by nucleophilic
substitution of a sulfonate precursor using the classical '"*F/
K,CO;/K;,, complex followed by hydrolysis of the protective
groups to obtain ['*F]ML-10 after purification and formulation
steps (Figure 1).

The first automated radiosynthesis of ["®F]ML-10 was
described in 2008 by Reshef et al. starting from a mesylate
precursor 1 protected by tert-butyl esters (65) (Table 2). After
radiofluorination at 90°C in acetonitrile for 15 min, esters were
cleaved by hydrolysis under acidic conditions (TFA/H,O) at
room temperature for 15 min. ['**F]ML-10 was then obtained in
30-40% decay-corrected radiochemical yield (d.c. RCY) with a

radiochemical purity (RCP) greater than 99% and a molar
activity (A,,) higher than 40.7 GBq/pmol, after semi-
preparative RP-HPLC purification and SPE (Sep-pak CI18
cartridge) formulation.

Several attempts were then performed to optimize this
automated radiosynthesis process by varying the nature of the
leaving group (tosylate vs. mesylate group), protecting groups
(ethyl vs. tert-butyl esters) or purification method (RP-HPLC
followed by SPE or SPE only). During these experiments,
radiofluorination conditions remained similar (typically
heating at 90-120°C in acetonitrile) and started from the same
amount of precursor (4-5 mg).

After the radiofluorination step on precursor 1 at 90°C or
120°C for 15-20 min, hydrolysis was performed under acidic
conditions using 2M or 3M HCI instead of TFA (66-68).
Contrary to the previous method, heating at 115-120°C was
necessary to achieve a full deprotection of the radiofluorinated
intermediate. After purification by semi-preparative RP-HPLC
and formulation by SPE (Sep-pak C18 or Oasis Plus HLB
cartridge), d.c. RCY (26-39.8%) and RCP (> 99%) were finally
similar to Reshef’s method. Despite comparable operating
conditions, A,, were not homogeneous (25.3 - 235 GBq/pmol).
This point could be due to the absence of UV-active
chromophore of the chemical scaffold of the ML-10 compound
leading to its challenging UV detection via analytical HPLC.

A second method started by a nucleophilic substitution at
110°C for 15 min of the tosylate precursor 2 (69). After cleavage
of tert-butyl esters using 2 M HCl at 110°C for 15 min, ['*F]ML-
10 was obtained in good d.c. RCY (60%) and RCP greater than
98% after semi-preparative RP-HPLC purification and SPE
formulation (Sep-pak C18 cartridge).

Similar results (d.c. RCY: 66%, RCP: 98%) were obtained
starting from mesylate precursor 3 with a radiofluorination step
performed at 115°C for 15 min followed by saponification of
ethyl esters using 3 M NaOH at 80°C for 15 min (70). In this case,
no RP-HPLC purification was performed and ['*F]ML-10 was
directly formulated via SPE. The authors demonstrated the SPE
purification was more efficient when using a C18 cartridge
instead of an alumina one (RCY: 60% vs 50% respectively).
However, the use of ethanol was advantageously avoided for the
elution of ["*F]ML-10 from the alumina cartridge. Interestingly,
this radiosynthesis was performed with a commercially available
module used for ['**F]JFDG production, which is generally widely
spread in nuclear medicine departments, and could facilitate the
clinical production of ["*F]ML-10.

Finally, Dewkar et al. developed an alternative radiosynthesis of
["®*F]JML-10 using a microfluidic system from tosylate precursor 4.
Such methodology usually requires very high reaction temperature
(190°C) for the radiofluorination step, but allowed to produce the
radiotracer with high d.c. RCY (60%) after a convenient SPE (Sep
pak C18 cartridge) purification (71). Nevertheless, this faster
methodology (50 min overall radiosynthesis duration) is still not
used for daily radiopharmaceutical production of ['*F]ML-10
in clinic.

In most cases, high d.c. RCY (60%) were obtained when the
purification of ['*F]ML-10 was performed by SPE only contrary to
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o\ 18-
RO,C_ M€ )R RO,C_ M€ 2°) Hydrolysis ~ HO,C_ ¢
X 18 > 18
CO,R KoCO4/Kaso CO,R CO,H
acetonitrile
1 R=1tBu, X=0Ms
2 R=1Bu, X =OTs ['®F]-5 R = Et BELMLAO
3 R=Et X=OMs ['8F]-6 R=1Bu [
4 R=Et X=0Ts
FIGURE 1 | Automated radiosyntheses of ["®FIML-10.
TABLE 2 | Automated radiosyntheses of ["®FIML-10.
Precursor Automate Conditions Purification method (conditions) Radiotracer Reference
1 nd 1°) 90°C 15 min Semi preparative RP-HPLC? (H,O/CHsCN/TFA 80:20:1 10 mL/min)  RCY : 30-40% (65)
2°) TFA/H,0 rt, 15 min and SPE RCP > 99%
An: 40.7 GBg/umol
t=75min
TRACERIab FX-FN  1°) 90°C 15 min Semi preparative RP-HPLCP (H,O/CHsCN/AcOH 70:30:0.5 16 mL/min)  RCY: 39.8 + 8.7% (66)
2°) 3M HCI, 115°C,15 min RCP > 99%
An: 235 + 85 GBo/
pmol
t=70-75 min
TRACERIab FX-FN  1°) 120°C Semi preparative RP-HPLC® (H,O/CHsCN/TFA 65:35:0.01 5 mL/min) RCY: 26-31% (67)
20 min RCP > 99%
2°) 2 M HCI, 120°C, 20 min Am: 25.3 GBg/umol
t =80 min
SynChrom R&D 1°) 90°C Semi preparative RP-HPLC? (H,O/CHzCN/ACOH 70:30:0.5 3 mL/min) RCY : 23.3 + 10.8% (68)
EVOI 15 min RCP > 99%
2°) BM HCI, 115°C, 15 min Ay i nd
t=110 min
2 Siemens Explora 1°) 110°C, 15 min Semi preparative RP-HPLC® (H,O/CH;CN/TFA 80:20:0.1 8 mL/min) RCY : 60% (69)
GN 2°) 2 M HCI, 110°C, 15 min RCP > 98%
A 114 + 60 GBo/
pmol
t =90 min
3 FDG synthesizer 1°) 115°C, 15 min SPEf RCY 60 + 5% (70)
2°) 3 M NaOH, 80°C, 5 min RCP: 98%
Am: 65.8 £ 10 GBo/
pmol
t =35 min
4 Microfluidic 1°) 190°C, 50 pl/min SPE? RCY : 60% (71)
(Advion) 2°) 3 M NaOH/MeOH/ RCP > 98%
CH.Cl, Ay nd
45°C, 20 min t =50 min
4octyldecyl silane column (Phenomenex).
PNucleosil 100-7 C18 column, 250 x 16 mm (Macherey-Nagel).
“uBondapak C18 column, 10 um, 300 x 7.8 mm (Waters).
9XBridge® Prep C18 column, 5um, 10 x 250 mm (Waters).
®Prodigy ODS-prep column, 10 um, 10 x 250 mm (Phenomenex).
'C18 cartridge or Al,O; cartridge and SCX cartridge.
9C18 Sep-Pak cartridge.
RCY obtained after HPLC purifications which were generally PRECLINICAL STUDIES

lower (23-60%). Moreover, overall radiosynthesis duration was
shorter when no HPLC purification step was required (35-50 min
vs 75-110 min respectively). It should be noted that, even if this
HPLC purification step is time consuming, this method can lead to
higher chemical purity and molar activity of the final radiotracer,
which is an important criteria for radiopharmaceutical quality.

Specificity of ['®F]ML-10

The ability of ApoSense molecules, particularly ML-10, to detect
apoptotic cells has been demonstrated in a series of in vitro
experiments. The increased uptake of tritiated ML-10 was
evaluated using cultured Jurkat cells (human T-cell leukemia
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lineage) treated with an anti-Fas antibody (63). A 9.2-fold
increase in [PH]ML-10 uptake was detected compared to
untreated cells. In addition, the radiotracer uptake was
completely blocked by zZVAD, a pan-caspase inhibitor, blocking
the apoptotic process and demonstrating the direct relationship
between ML-10 cell uptake and apoptosis.

For the radiofluorinated tracer, a 53% increase in radioactivity
accumulation was demonstrated for cells treated with the anti-
Fas antibody compared to untreated cells (72). In addition, it is
interesting to note the selectivity of ['*F]ML-10 for apoptotic
cells compared to the radiotracer developed from the annexin V
family, [**Ga]-Cys2-AnxA5, which shows a two-fold higher
uptake into treated necrotic cells.

Finally, after in vitro validation of apoptosis induced by
paclitaxel and epirubicin, a strong correlation between ['*F]
ML-10 cell uptake and the increase in the apoptotic fraction
on two TNBC cell lines (MDA-MB-468 and MDA-MB-231) was
evidenced, demonstrating the ability of this radiotracer to target
cells in early apoptosis.

Potential for In Vivo Imaging of Apoptotic Cells
Several preclinical studies were conducted in mouse and rat
models to evaluate the ability of ['*F]ML-10 PET imaging to
detect apoptotic cells (Table 3).

In a first study, ["*FJML-10 PET imaging was performed 24
hours after occlusion of the middle cerebral artery in a mouse
model of experimental cerebral stroke (73). The images
highlighted an increased radiotracer uptake in areas of ischemia
correlating with loci of DNA fragmentation, an important
characteristic of apoptotic cells (TUNEL). Biodistribution studies
also evidenced a fast radiotracer clearance from the blood, absence
of radioactivity uptake in normal tissues and rapid renal
elimination (65).

A second study, conducted in a rat model of pulmonary
fibrosis, aimed at evaluating the potential of ['*F]ML-10 PET
imaging to follow the progression of pulmonary fibrosis after
injection of bleomycin (5mg/kg). The authors showed that the
accumulation of ['®F]ML-10 in lung tissue increased
proportionally with the level of apoptotic cells measured by

flow cytometry (Annexin V-FITC; r* = 0.9863; p < 0.0001) and
fibrotic activity (r* = 0.9631; p < 0.0001) (74).

Evaluation of ['®FJML-10 PET Imaging for
the Evaluation of Early Response During
Chemotherapy in Murine Models

Several preclinical studies have evaluated ['8F]ML-10 PET
imaging as a biomarker of early response to cancer
therapy (Table 3).

Different studies of human nasopharyngeal carcinoma
xenografts models (CNE-1 and CNE-2) have evaluated the
potential of ["®)F]ML-10 to predict xenograft radiosensitivity
(75). After irradiation (15 Gy/mouse), CNE-2 xenografts
showed a significant decrease in tumor volume four days after
irradiation compared to the control group, which was not the
case for the second model (CNE-1). PET imaging with ["*F]ML-
10 revealed an increase in the tumor uptake of radioactivity with
a difference in tumor/muscle ratios (T/M) for the CNE-2 model
after irradiation compared with the baseline. In contrast, the
radiotracer uptake in the CNE-1 model was not altered.

Evaluation of the radiotracer was then carried out following
treatment combining radiotherapy (15 Gy/mouse) and cetuximab
administration (1 mg/mouse) (76). PET/CT scans showed a
marked increase in the ['*F]ML-10 tumor uptake 24 and 48
hours after these combined therapies. T/M ratio and SUVmax
were significantly higher than those of the other three groups and
the T/M ratio of ['*F]ML-10 imaging showed a positive
correlation of 0.926 with the apoptotic fraction (p < 0.001). The
results of these two studies are encouraging as they demonstrate,
in nasopharyngeal carcinomas, a high sensitivity and specificity of
the radiotracer to predict early therapeutic response.

Demirci et al. evaluated the potential of ['®F]ML-10 PET
imaging in a subcutaneous UM-SCC-22B xenograft model
receiving chemotherapy treatment (77). Mice received two
doses of doxorubicin (10 mg/kg) with a 48 hours interval. PET
imaging with ['*F]ML-10 was performed 1, 3, and 7 days after
treatment (5 control and 13 treated mice). PET imaging results
showed a heterogeneous distribution of the radiotracer in the
tumor. Tumor/liver ratio (T/L) analysis revealed an increase in

TABLE 3 | Preclinical studies of the use of ["®F]ML-10 as apoptosis radiotracer or as tool for monitoring the therapeutic response.

Tumor type Therapy Delay before imaging Images ['®F]ML-10 uptake, correlation with  Reference
analysis therapy
Experimental cerebral Occlusion of middle cerebral artery 24h after induction of % Al/g Correlation with apoptotic fraction in (65, 73)
stroke cerebral ischemia ischemic territory
Pulmonary fibrosis Bleomycin 21 and 28 d after SUVmean Uptake of ['®F]ML-10 was proportional to (74)
treatment the apoptotic fraction
Nasopharyngeal Radiotherapy or combination of Before, 24 and 48 h /M Uptake of ['®FIML-10 was proportional to (75, 76)
carcinoma radiotherapy and cetuximab after treatment the apoptotic fraction
Increased T/M ratio after 24 and 48 h of
irradiation or combination
Head and neck squamous Doxorubicin Before, 1, 3and 7 d T/L, %Al/g Increased T/L ratio after 3 and 7 d of (77)
cell carcinomas after treatment treatment
Non-Hodgkin’s lymphoma  Cyclophosphamide Before and 24 h after SUVmean, No increased uptake of [18F]ML—1O after (72)
treatment SUVmax treatment
Triple negative breast Paclitaxel Before, 1, 3and 6 d SUVmean, No increased uptake of ['®FIML-10 after (68)
cancer after treatment SUVmx, T/M treatment
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the radiotracer uptake for the treated group compared to pre-
treatment imaging on days 3 and 7 post-treatment (p < 0.05), but
not on the day after treatment. T/L ratio in control mice did not
evidence significant radiotracer uptake compared to baseline (p >
0.05). TUNEL analysis of tumor slices revealed a higher
percentage of apoptotic cells in tumors from mice that received
one or two treatments compared to control mice (p < 0.01). This
study showed the potential of ['**F]ML-10 PET imaging for early
assessment of response. Nevertheless, further investigations seem
mandatory, specially to ameliorate the acquisition and analysis of
the images.

Another team evaluated ['"*F]ML-10 PET imaging, in
comparison with two other radiotracers targeting apoptotic cells:
[°®Ga] -Cys2-AnxA5, and the iodinated analogue, ['**I]ML-10,ina
mouse lymphoma model (72). PET/MRI imaging using ["*F]ML-
10 was performed 24 hours after cyclophosphamide treatment
(125 mg/kg). It is important to note that the tumor accumulation
of ["®F]ML-10 was low, so the volumes of interest were segmented
on magnetic resonance imaging (MRI) and transferred to PET
imaging. No significant increase in SUVmean and SUVmax was
highlighted following treatment compared to pre-treatment
imaging. However, autoradiography of tumor sections showed a
specific uptake of ['*F]ML-10 in the regions containing apoptotic
cells following treatment. TUNEL analysis of the tumor slices
evidenced a two-fold increase in the number of apoptotic cells
measured 24 hours after treatment. The authors concluded that
['®F]ML-10 was able to detect apoptotic cells at the tumor level in
their model. However, ['*FJML-10 PET imaging before and after
treatment failed to detect an apoptotic response following
cyclophosphamide treatment. The authors explained this failure
by the pH of the tumor microenvironment, which is inherently
more acidic, and the insufficient number of apoptotic cells to cause
a significant increase in ["*F]ML-10 uptake.

Finally, we evaluated the tumor uptake of ['*F]ML-10 in a
mouse model of triple negative breast cancer (MDA-MB-468 and
MDA-MB-231) (68). The main objective of this study was to
confirm the ability of the ['8F]ML-10 radiotracer to demonstrate
the increase in the apoptotic fraction following treatment with
paclitaxel. In vivo PET imaging of “untreated” xenografts then
showed a significant correlation between tumor apoptotic
fraction and radiotracer uptake in this tumor model harboring
basal apoptotic fraction (non-treatment-induced). In addition,
no binding of the radiotracer was reported on healthy tissues.
Nevertheless, tumor apoptosis induced by paclitaxel treatment
did not result in a significant increase in the ['*F]ML-10 tumor
uptake after one or two doses of paclitaxel (20 mg/kg), while
["*F]EDG uptake, reflecting tumor metabolism, decreased over
time. Several hypotheses were then formulated, the main one
being the sensitivity of the radiotracer uptake to pH variations,
which may be significant at the tumor level during chemotherapy
treatment. The demonstration of a correlation between hypoxia
and ["®*F]ML-10 accumulation and the influence of extracellular
pH on in vitro radiotracer uptake supported this hypothesis.
Evaluations were conducted on apoptotic MDA-MB-468 cells
(TNBC) after 72 hours of treatment (10-fold ICs, dose of
paclitaxel) and incubation with ['*F]JML-10. Acidification of

the pH of the culture medium (pH 5.9 - 8.0) increased the
uptake of ['8F]ML-10. Therefore, the predictive value of [*F]
ML-10, could be influenced by the level of tumor hypoxia in the
model and by the capacity of the different chemotherapies to
impact the extracellular pH.

Voxel-Based Analysis

A new approach called quantitative voxel-by-voxel method and
initially developed by Moffat and Ross, for MRI analysis, has been
used for ['*F]ML-10 PET imaging analyses. This algorithm
considers the observed spatial heterogeneity in tumor response
and may be an early indicator of response to tumor treatment (78).
Thus, for the voxel-by-voxel parametric of ['®F]ML-10 PET
analysis, the change in the apoptotic signal (ie. the fixation of
each pixel belonging to a region of interest) within a tumor after
treatment can be compared to the signal before treatment. To
ensure that each voxel corresponds to the same anatomical region,
an optimal resetting of the images, called spatial normalization, is
mandatory. This subtraction of the signal intensity for each voxel
allows the production of a statistical parametric map representing
the changes that occurred voxel by voxel as a result of the treatment.
The average percentage change of all voxels is then plotted to classify
the voxels into three categories:

- voxels with a positive signal, defined as an increase in the
radiotracer uptake of more than 12.5% from baseline.
Biologically, these values represent cells in the early stages of
apoptosis, thus showing an increased uptake of ['*FJML-10.

- voxels with a negative value, defined as a decrease in
radioactivity uptake greater than 12.5%.

- voxels showing no change, defined as a change in the signal
not exceeding 12.5%. The concept of a threshold value,
distinguishing between these three zones was adapted from the
studies of Moffat et al. (78).

The uptake of ['®F]ML-10 by the tumor thus leads to a
characteristic variance in the voxel-to-voxel signal, corresponding
to a specific “signature” of each tumor. This “signature” is expected
to change when an effective treatment is administered to the
patient, whereas no significant change should be noticed if case
of treatment failure. The measurement of the variance of tumor
uptake of ["®F]ML-10 induced by treatment, based on variations
within voxels, may allow early discrimination between sensitive
and non-sensitive tumors, and thus be predictive of subsequent
changes (decrease in tumor volume), normally observed only after
several weeks.

CLINICAL STUDIES USING PET IMAGING

Initially, ApoSense’s plan was to develop ['*F]ML-10 as a
diagnostic PET radiotracer for the detection of active lesions in
relapsing-remitting multiple sclerosis, via the targeting their
characteristic apoptotic cells. Then, ApoSense shifted its
research interest on the study of ['*F]ML-10 in oncology as a
potential radiotracer of apoptosis for the early detection of
patients treated with radiations or chemotherapy. Clinical trials
using ['"*F]ML-10 are listed in Table 4. Many of them were
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TABLE 4 | Clinical studies of the use of ['®FJML-10 for apoptosis tracer or monitoring therapeutic response.

Indications Clinical Therapy Delay before imaging Images anal- ['®F]ML-10 uptake, correlation with Reference
study ysis therapy
Healthy humans Phase | none - SUVmean Uptake of ['®FIML-10 in apoptotic cells in (79)
testicular tissue

Acute ischemic Phase Il none 2 at 6 d after acute ischemic - Uptake of ['®FIML-10 in ischemic territory (80)

cerebral stroke cerebral stroke

Brain metastases Phase lla Radiotherapy Before and after 9 or 10 fractions of Voxel-based Correlation with tumor response 81)

radiotherapy analysis NCT00791063

Brain metastases Phase llb  Radiosurgery Before and 48 h after therapy Voxel-based Correlation with tumor response (82)
Aposense analysis NCT00696943
Ltd.

initiated in cancers with unmet clinical need, as glioblastoma or
brain metastases, for which conventional imaging failed to detect
recurrence or asses therapeutic response with high accuracy.

Physiological Distribution of ['®FJML-10 in
Humans

In a Phase I trial on healthy volunteers, ['*F]ML-10 showed high
in vivo stability with favorable biodistribution and dosimetry
profiles (EudraCT 2006-001288-4) (79). This non-randomized
open study included eight subjects (four men and four women)
who received a single dose of ["®F]ML-10. Administration was
followed by a PET/CT imaging sequence up to 220 minutes post-
injection to assess the in vivo stability of the radiotracer (ie.
search for metabolites) and a dosimetry study using OLINDA/
EXM 1.0 software to estimate the radiation doses absorbed by the
various organs. ['®*FJML-10 was very stable in vivo with more
than 97.5% of the unchanged radiotracer detected in plasma after
150 minutes post injection. Evaluation of the biodistribution of
the radiotracer showed a rapid distribution of ['®F]ML-10 in the
extracellular space, an absence of uptake in non-target organs,
and a rapid urinary clearance.

The dosimetry study indicated that the doses delivered to the
organs were comparable to other well-known fluorinated PET
radiotracers. No tracer-related adverse effects were observed
throughout the study. In addition, the behavior of the
radiotracer for the detection of apoptotic cells was observed in
the four men enrolled in the clinical trial. Indeed, apoptosis is
known to play an important role in testicular physiology,
ensuring the elimination of defective germ cells. Histological
studies carried out on sections of young adult male testes showed
that 5-10% of the cells were apoptotic (83). The accumulation
profile of ['**F]ML-10 in the testes highlighted an increase in the
radiotracer uptake following injection, peaking around 25 min
(SUV max = 2), then a plateau up to 90 min before a slow uptake
decrease. The signal intensity in the testis was five-fold higher
than in the muscle.

Acute Ischemic Cerebral Stroke

In an open-label Phase II study, ['8F]ML-10 was evaluated as a
radiotracer for PET imaging of apoptosis in patients with acute
ischemic stroke (80). A total of eight patients received a single
intravenous dose of ['*F]ML-10 administered 2.5 to 6 days after
the onset of stroke. Three consecutive PET/CT scans were
performed within 220 minutes of radiotracer administration,

each lasting 30-45 minutes. All these images showed a selective
uptake of ["*F]ML-10 in the regions of the infarction. Follow-up
of these patients did not reveal any side effects caused by the
radiotracer injection.

Brain Metastases

In a Phase Ila clinical study (NCT00791063) in subjects with
brain metastases treated with radiotherapy, ['*F]ML-10 uptake
was evaluated by PET/CT imaging in 8/10 patients (81). The
initial histological diagnosis of these metastatic patients was non-
small cell lung cancer, small cell lung cancer, uterine sarcoma,
melanoma, and breast cancer. These patients received a dose of
30 Gy in 10 fractions over 2 weeks. PET/CT imaging was
performed before the radiotherapy and 9 to 10 days after the
start of the treatment. Analysis of the images revealed
heterogeneity in the ['*F]ML-10 uptake, corresponding to the
diversity of cellular responses. Voxel-based analysis of the PET
images showed a radiotracer uptake change of approximately
69.9% (36.3% - 100%), highlighting a significant correlation
(Pearson’s analysis r = 0.9) between the change in radiotracer
uptake and the decrease in the tumor volume observed two
months after treatment.

The objective of a second phase II trial was to evaluate the
potential of ['*F]ML-10 for imaging apoptosis in 29 patients with
brain metastases treated with stereotactic radiosurgery (82).
Analysis of the raw images, registered 48 hours post-treatment,
revealed a significant increase in the uptake of ['8F]ML-10. To
complete this analysis, the authors used a subtraction analysis of
“post-radiotherapy”-“pre-radiotherapy” images and revealed a
larger central apoptotic zone compared to the periphery of the
tumor for these patients.

However, subtraction analysis did not evidence the
heterogeneity and overall changes in radiotracer uptake. A
quantitative analysis based on voxel-by-voxel changes was used
to further investigate apoptotic changes within the tumor. The
signal variation in each voxel within the volume of interest was
plotted on a scatter plot and a higher number of “apoptotic”
voxels in responder patients was evidenced. In addition, the
analysis revealed a strong correlation between the change in the
['8F]ML-10 uptake and the change in the estimated tumor
volume 2 to 4 months after the end of treatment (Pearson r* =
0.862; p < 0.05). The authors concluded that voxel-based analysis
of ['"®*F]ML-10 PET/CT images allowed early assessment of the
therapeutic response after radiation therapy.
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Glioblastoma
In a case study published by the Oborski’s team, a glioblastoma
patient treated with radiation therapy combined with
temozolomide (75 mg/m?) underwent two ['*FJML-10 PET
scans before and 3 weeks after the start of the treatment (84).
Analysis of the images showed an increase in the radiotracer
uptake compared to the start of treatment. Histological analyses
of the tumor tissue confirmed the presence of apoptotic cells
correlating with the location of the ['8F]ML-10 uptake.
Subsequently, Oborski’s team evaluated a novel approach to
study the response to therapy with ['*FJML-10 PET imaging of
apoptosis supported by MRI follow-up in four patients with
glioblastoma. Images were acquired before and 2 to 3 weeks after
baseline (85, 86). The results of these two studies did not show
the expected results. ['**FJML-10 uptake could not clearly be
related to the disease progression. The authors believe that the
aggressiveness of glioblastoma was responsible for this failure
because proliferation and cell death were simultaneous.

DISCUSSION

For several years, molecular imaging has been increasingly used
in the field of oncology, particularly ['*F]JFDG PET imaging to
evaluate glucose metabolism mainly during the diagnostic phase
but also for the follow-up of treatments in many cancers, in
particular lymphoma. However, the sensitivity and specificity of
['*FIFDG remains insufficient and complementary imaging
techniques, such as apoptosis imaging, would be of value. This
would allow the discrimination of apoptotic cells (24 - 48 hours
post-treatment) from metabolically inactive cells (a few weeks
post-treatment) to reduce the number of “false positive” ['8F]
FDG PET findings. In such context, the development of a novel
PET radiotracer specific of apoptosis will be of great interest.
In recent years, several new radiotracers have been developed
as apoptosis imaging agents. One of them, ['*F]ML-10, presented
interesting results especially regarding its specificity in
distinguishing apoptotic from necrotic cells and its very rapid
clearance from non-target organs. The advantage of ['*F]ML-10,
compared to other radiotracers targeting apoptosis (radiolabeled
Annexin V and radiolabeled Caspase-3), is a rapid biodistribution
due to its low molecular weight and hydrophilicity which allows
early tumor imaging including brain cancer. In this review, we
examined the current state of research data available on ['*F]ML-
10. Several research groups have investigated the feasibility of
using this radiotracer through preclinical and clinical studies.

Early Assessment of the Response to
Chemotherapy Using ['®F]ML-10

Three different aspects of the ['*F]ML-10 PET imaging were
reported the literature. Firstly, the ability of the ["*FIML-10 to
visualize apoptotic cells. Initial preclinical and clinical results
highlighted a good correlation between radiotracer uptake and
the proportion of apoptotic cells. Moreover, this radiotracer can
specifically accumulate in apoptotic cells compared to necrotic cells
(72). However, some research groups have reported difficulties in

interpreting the uptake of ['®*F]ML-10 in tumors, showing a weak
accumulation which can highly complicate the interpretation of
obtained images. To circumvent this problem, a voxel-based
analysis has been developed during clinical trials (81) and allowed
to visualize the variation of the voxel by voxel signal between pre-
treatment and post-treatment imaging and to build a classification
in three categories: increase, decrease or stability of the signal.
Responder patients had a statistically higher number of voxels with
increased radiotracer accumulation. The voxel-based analysis was
developed to discriminate some images of patients to address the
spatial heterogeneity observed in tumor responsiveness. This
method of analysis has never been used in preclinical studies
because it requires a high quality image registration and
resolution of the acquisition devices. One of the negative points
of all the studies carried out is the non-uniformity of the image
acquisition parameters (post-injection imaging time, etc.) and their
interpretation (SUVmean, T/M, %Al/g, voxel-based analysis, etc).
Finally, another interesting point to be discussed concerns the
radiotracer ability to predict the complete histological early
response to therapy. Indeed, the results found in the literature are
controversial. Clinical and preclinical studies concerning
radiotherapy treatments alone or in combination with
chemotherapy have revealed promising results with a strong
potential of the radiotracer for PET imaging of apoptosis and its
use in clinical routine. However, the results of two other preclinical
studies showed no correlation between tracer uptake and the
apoptotic fraction measured in the tumor in a mouse lymphoma
model treated with cyclophosphamide and in a TNBC model
treated with paclitaxel (68, 72). Several hypotheses were raised by
the authors. The first one is that ["®*F]ML-10 is unable to detect a
low increase in the number of apoptotic cells. In view of the various
in vitro studies concerning cell uptake assays, this hypothesis is
unlikely. The second hypothesis is related to the variation in the
extracellular pH during chemotherapy which can highly influence
the tumor uptake of [**F]ML-10 (80, 81, 87, 88). At physiological
pH, the di-anionic form of malonate predominates (pKa values of
5.78 and 3.07). A decrease in extracellular pH favors the formation
of the mono-protonated carboxylic acid form and facilitates its
interaction with the membrane of apoptotic cells [183]. Hypoxia
and apoptosis in solid tumors can lead to acidification of the
extracellular medium. In addition, some studies have
demonstrated the ability of cancer cells to reverse the pH gradient
across the membrane cell, which induces a decrease in extracellular
pH and facilitates the uptake of ["®F]ML-10 (88-91). This
hypothesis is supported by the correlation between the fixation of
[**FIML-10 and [**F]EMISO observed in the TNBC model (68). In
vitro experiments studying the impact of extracellular pH variation
on radiotracer uptake, reported in our paper, support this
mechanism. In addition, the study showed that chemotherapy
treatment leads to an increase in tumor pH (92), that could
explain the decrease in cell uptake of ['"*F]ML-10 in this model.
However, this phenomenon was not observed in the orthotopic
model. Zhang’s team was able to show that orthotopic tumor
implantation resulted in a more favorable and homogeneous
tumor growth and an increase in the density of the microvessels
(87). Probably, better tumor vascularization then allows better
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elimination of necrotic cells and therefore less variation of the pH.
However, even in this model, no significant increase in tumor
uptake of ['F]ML-10 was observed during treatment with
paclitaxel. These results showed that ["F]ML-10 is not enough
sensitive to assess the therapeutic response to chemotherapy in vivo,
probably due to the change in extracellular pH values. However, the
ability of ["*FJML-10 to predict the therapeutic response has been
confirmed in several studies when used in combination with
radiotherapy (82, 84). Radiotherapy treatment is known to
induce, in addition to the “cell death” effect, inflammation in the
tumor, which changes extracellular pH via: (i) activation of the
immune system, resulting in an increased blood flow, and (ii)
acidification of the microenvironment due to the presence of
immune cells and cytokines (93). The tumor uptake of [**F]ML-
10 during radiotherapy treatment is thus favored in such
microenvironment. In summary, the Table 5 lists the few clinical
indications for performing ['*F]JML-10 PET imaging and the
imaging conditions.

Apoptosis, an Interesting Biological
Target?

Numerous radiotracers targeting apoptosis have been developed,
but none of them are used in clinical practice. The apoptosis
phenomenon is a rapid biological mechanism, influenced by
many parameters that may explain the disappointment of
current radiotracers. During therapy, several changes occur at
the vascular and cellular level within the tumor:

- an alteration in the permeability of the vessels that can
influence the intratumoral biodistribution of the radiotracer,

- a change in the microenvironment influencing the pH,

- the appearance of inflammatory areas that may alter the
radiotracer’s ability to target apoptotic cells.

In addition, tumor phenotypic heterogeneity favors variations
in tumor response to various stimuli. This heterogeneity can be
found at different levels: between cancers of the same subtype,
between the primary tumor and related metastases. Finally,
depending on the therapeutic regimen used, the time to
apoptosis onset and the proportion of apoptosis among other
types of cell death are variable. All these parameters must be
considered to define the optimal time for imaging of apoptosis.
Due to these considerations, the relevance of apoptosis as a target
for the early evaluation of the therapeutic response can be called
into question (94).

Concerning the imaging of “dead cells”, the question to ask is:
should only apoptosis be targeted, with all the constraints
previously stated, or should we find a cell death radiotracer
capable of targeting all types of cell deaths? Taking into
consideration the different mechanisms of cell death, it does

not seem possible to develop such a tracer able to challenge all
death process. Therefore, additional studies are necessary in
order to identify, in a first step, a sensitive and specific
radiotracer of apoptosis. Then, in a second step, it is necessary
to determine a threshold of the number of apoptotic cells from
which it would be possible to predict the complete histological
response in a neoadjuvant situation. Nevertheless, several
questions remain whatever the parameter under study is. What
is the detection threshold allowing the therapeutic regimen to be
modified? Is the variation in cellular metabolism the right
parameter? What is the best time to perform intermediate
imaging? Is it necessary to carry out intermediate PET imaging
with 1 or 2 cures?

What Is the Best Analysis Method to
Evaluate the Therapeutic Response

With PET Imaging?

Many strategies, ranging from visual reading to complex
approaches such as textural, radiomics or deep learning strategies
have been investigated to evaluate the therapeutic response.

The visual analysis method comparing baseline and interim
PET has proven its robustness and prognostic value for
lymphoma. The Deauville 5PS scale was the first PET method
to have such a high impact on the management of cancer (95). It
was a long step by step process of validation with a final end-
point to readapt therapy according to PET results. It is quite
obvious that this success story is not transposable to solid
tumors. Assessment of the therapeutic response using PET
imaging still remains in research phase. Guidelines advising
visual and SUV analysis have been published since 1999,
however they are still not recommended for clinical practice
(5, 96). Even if concepts have recently evolved, solid tumors are
more heterogeneous than hematology disease (97). This cellular
heterogeneity could contribute to explain the difficulty to
differentiate responders from non-responders when conducting
a visual or quantitative standard method. For instance, a voxel-
based parametric approach had to be performed in order to
accurately separate the responders in a population of cancers
treated with chemotherapy and assessed with ['8F]ML-10
apoptotic tracer (79). Before and after therapy, tumor is made
of necrotic, apoptotic and living (i.e. resistant) cells. A standard
parameter such as SUV could not accurately sort out cells going
from one state to another. Considering clonal heterogeneity, a
radiomic approach with textural features of images or a deep
learning algorithm seems to be more efficient (98). Artificial
intelligence will possibly offer the opportunity to stratify patients
whatever the tracer and type of treatment used, including
emergent therapies.

TABLE 5 | Clinical use of ['®F]ML-10 PET imaging.

Applications

['®FIML-10 PET imaging Requirements

Assessment of acute ischemic cerebral stroke.
Assessment of the early response to radiotherapy in brain metastasis.

Assessment of the early response to chemotherapy in solid tumor.

Yes 2,5 to 6 days after onset.
Yes 48 hours post-treatment.

Voxel-based analysis.
No
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Alternative Strategies to Overcome the
Limited Applicability of ['®F]ML-10 PET
Imaging Is Not the Right Candidate for
Early Assessment of Therapeutic
Response in Solid Tumors

For the imaging ofliving cells, several strategies can be used. Among
them, the first and most studied one is the imaging of glucose
metabolism using ["®F]FDG. As mentioned above, there are some
limitations regarding the lack of consensus on the optimal time for
intermediate imaging as well as the metabolic criteria to use in order
to define the tumor response. In addition, the metabolic response is
strongly influenced by the phenotype of the tumor cells. Thus, the
evaluation criteria must be adapted to each clinical situation
(phenotype and treatment). Other tracers for the imaging of
living cells have been developed such as ['®F]fluorocholine used
clinically in prostatic adenocarcinoma (French Marketing
Authorisation). This radiopharmaceutical metabolism is identical
to the one of choline. Compared to ["*FIFDG, ['®F]fluorocholine
advantageously accumulates in cells with low proliferation rates.
Nevertheless, this radiotracer presents a strong hepatic and
digestive elimination making the interpretation of some images
difficult and can induce false positives in inflammatory areas.
Moreover, in the case of some cancer such as TNBC, the use of
['®F]fluorocholine is limited as these highly proliferative tumors
efficiently capture ['*F]JFDG. Another metabolism tracer is ['°F]
fluciclovine, a leucine analogue, which is transported across
mammalian cell membranes by amino acid transporters such as
LAT-1 and ASCT2. This molecule has recently obtained the French
Marketing Authorisation for the evaluation of recurrence in
prostate cancer. A pilot study on invasive ductal and invasive
lobular breast cancer patients has shown a strong correlation
between variations in the radiotracer accumulation and
therapeutic response (99). Finally, imaging of living cells can be
carried out using a radiotracer of cell proliferation such as the 3’-
deoxy-3"-["*F]fluorothymidine (['*F]FLT). Its main advantage over
["®F]FDG is the absence of binding to inflammatory areas, which
are often significant at the start of the treatment (100). A recent
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clinical study has shown the potential of ['*F]FLT PET imaging as
an early marker of response to the neoadjuvant therapy (101).
Considering this, it would be interesting to conduct studies to assess
the potential of ["®F]FLT and ['®F]-fluciclovine compared to [¥F]
FDG in solid tumors. Phase II and III studies will be necessary to
confirm the interest of early therapeutic assessment by molecular
imaging. An innovative approach to evaluate early response would
be to study the mechanisms of early tumor chemoresistance. The
identification of predictive and explanatory molecular signatures of
tumor chemoresistance would allow the development of predictive
tracers of tumor chemoresistance. Therefore, the identification of
the biomarker(s) representative of this resistance is still challenging.

Finally, a new radiotracer named [8Ga]-labeled fibroblast
activation protein inhibitor (FAPI) has made a breakthrough in
nuclear medicine. This promising PET radiotracer has shown
great potential in many types of cancers (102, 103). Whether this
tracer would be able to detect early and accurately the response to
conventional chemotherapy has to be explored.

CONCLUSION

In conclusion, several research groups have investigated different
aspects of ["®F]JML-10, and the published reports highlighted
conflicting results summarized in this review article, particularly
the inability of the radiotracer to image in vivo apoptosis induced
by chemotherapy treatments. Hence, future developments
should be focused on the identification of more specific PET
imaging radiotracers for the early assessment of therapeutic
response in oncology.

AUTHOR CONTRIBUTIONS

This review was drafted by EJ and SS, and critically revised by
EC, AM-B, FP-L, and FC. All authors contributed to the article
and approved the submitted version.

5. Wahl RL, Jacene H, Kasamon Y, Lodge MA. From RECIST to PERCIST:
Evolving Considerations for PET Response Criteria in Solid Tumors. J Nucl
Med (2009) 50 (Suppl 1):122S-50S. doi: 10.2967/jnumed.108.057307

6. Rottey S, Slegers G, Van Belle S, Goethals I, Van de Wiele C. Sequential
99mtc-Hydrazinonicotinamide-Annexin V Imaging for Predicting
Response to Chemotherapy. ] Nucl Med (2006) 47(11):1813-8.

7. Sanghera B, Wong WL, Sonoda LI, Beynon G, Makris A, Woolf D, et al. FLT
PET-CT in Evaluation of Treatment Response. Indian ] Nucl Med (2014) 29
(2):65-73. doi: 10.4103/0972-3919.130274

8. Norbury CJ, Hickson ID. Cellular Responses to DNA Damage. Annu Rev
Pharmacol Toxicol (2001) 41:367—401. doi: 10.1146/annurev.pharmtox.
41.1.367

9. Blanco A, Blanco G. Chapter 32 - Apoptosis. In: Medical Biochemistry
(2017). Academic Press. Available at: https://www.sciencedirect.com/
science/article/pii/B978012803550400032X (Accessed 19 Nov 2021).

10. Tiezzi DG, De Andrade JM, Candido dos Reis FJ, Marana HRC, Ribeiro-
Silva A, Tiezzi MG, et al. Apoptosis Induced by Neoadjuvant Chemotherapy
in Breast Cancer. Pathol (Phila) (2006) 38(1):21-7. doi: 10.1080/
00313020500465315

Frontiers in Oncology | www.frontiersin.org

December 2021 | Volume 11 | Article 789769


https://doi.org/10.1245/s10434-011-1919-5
https://doi.org/10.1007/BF00172667
https://doi.org/10.1016/j.ejca.2014.04.020
https://doi.org/10.2967/jnumed.108.057307
https://doi.org/10.4103/0972-3919.130274
https://doi.org/10.1146/annurev.pharmtox.41.1.367
https://doi.org/10.1146/annurev.pharmtox.41.1.367
https://www.sciencedirect.com/science/article/pii/B978012803550400032X
https://www.sciencedirect.com/science/article/pii/B978012803550400032X
https://doi.org/10.1080/00313020500465315
https://doi.org/10.1080/00313020500465315
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Jouberton et al.

["®FIML-10 PET Imaging

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

Huschtscha LI, Bartier WA, Ross CE, Tattersall MH. Characteristics of
Cancer Cell Death After Exposure to Cytotoxic Drugs In Vitro. Br ] Cancer
(1996) 73(1):54-60. doi: 10.1038/bjc.1996.10

Shinomiya N, Shinomiya M, Wakiyama H, Katsura Y, Rokutanda M.
Enhancement of CDDP Cytotoxicity by Caffeine Is Characterized by
Apoptotic Cell Death. Exp Cell Res (1994) 210(2):236-42. doi: 10.1006/
excr.1994.1035

Walker PR, Smith C, Youdale T, Leblanc ], Whitfield JF, Sikorska M.
Topoisomerase II-Reactive Chemotherapeutic Drugs Induce Apoptosis in
Thymocytes. Cancer Res (1991) 51(4):1078-85.

Kaufmann SH. Induction of Endonucleolytic DNA Cleavage in Human
Acute Myelogenous Leukemia Cells by Etoposide, Camptothecin, and Other
Cytotoxic Anticancer Drugs: A Cautionary Note. Cancer Res (1989) 49
(21):5870-8.

Milner AE, Palmer DH, Hodgkin EA, Eliopoulos AG, Knox PG, Poole CJ,
et al. Induction of Apoptosis by Chemotherapeutic Drugs: The Role of
FADD in Activation of Caspase-8 and Synergy With Death Receptor
Ligands in Ovarian Carcinoma Cells. Cell Death Differ (2002) 9(3):287
-300. doi: 10.1038/sj.cdd.4400945

Meyn RE, Stephens LC, Hunter NR, Milas L. Apoptosis in Murine Tumors
Treated With Chemotherapy Agents. Anticancer Drugs (1995) 6(3):443-50.
doi: 10.1097/00001813-199506000-00013

Smith BA, Smith BD. Biomarkers and Molecular Probes for Cell Death
Imaging and Targeted Therapeutics. Bioconjug Chem (2012) 23(10):1989
—2006. doi: 10.1021/bc3003309

Belhocine T, Steinmetz N, Hustinx R, Bartsch P, Jerusalem G, Seidel L, et al.
Increased Uptake of the Apoptosis-Imaging Agent (99m)Tc Recombinant
Human Annexin V in Human Tumors After One Course of Chemotherapy
as a Predictor of Tumor Response and Patient Prognosis. Clin Cancer Res
(2002) 8(9):2766-74.

Toretsky ], Levenson A, Weinberg IN, Tait JF, Uren A, Mease RC. Preparation of F-
18 Labeled Annexin V: A Potential PET Radiopharmaceutical for Imaging Cell
Death. Nucl Med Biol (2004) 31(6):747-52. doi: 10.1016/j.nucmedbio.2004.02.007
Nguyen Q-D, Smith G, Glaser M, Perumal M, Arstad E, Aboagye EO. Positron
Emission Tomography Imaging of Drug-Induced Tumor Apoptosis With a
Caspase-3/7 Specific [18F]-Labeled Isatin Sulfonamide. Proc Natl Acad Sci USA
(2009) 106(38):16375-80. doi: 10.1073/pnas.0901310106

Madar I, Huang Y, Ravert H, Dalrymple SL, Davidson NE, Isaacs JT, et al.
Detection and Quantification of the Evolution Dynamics of Apoptosis Using
the PET Voltage Sensor 18F-Fluorobenzyl Triphenyl Phosphonium. J Nucl
Med (2009) 50(5):774-80. doi: 10.2967/jnumed.108.061283

Kartachova MS, Verheij M, van Eck BL, Hoefnagel CA, Olmos RAV.
Radionuclide Imaging of Apoptosis in Malignancies: Promise and Pitfalls
of 99mtc-Hynic-Rh-Annexin V Imaging. Clin Med Oncol (2008) 2:319-25.
doi: 10.4137/CMO.S349

Boersma HH, Kietselaer BLJH, Stolk LML, Bennaghmouch A, Hofstra L,
Narula J, et al. Past, Present, and Future of Annexin A5: From Protein
Discovery to Clinical Applications. ] Nucl Med (2005) 46(12):2035-50.
Munoz LE, Frey B, Pausch F, Baum W, Mueller RB, Brachvogel B, et al. The
Role of Annexin A5 in the Modulation of the Immune Response Against
Dying and Dead Cells. Curr Med Chem (2007) 14(3):271-7. doi: 10.2174/
092986707779941131

Stratton JR, Dewhurst TA, Kasina S, Reno JM, Cerqueira MD, Baskin DG,
et al. Selective Uptake of Radiolabeled Annexin V on Acute Porcine Left
Atrial Thrombi. Circulation (1995) 92(10):3113-21. doi: 10.1161/
01.CIR.92.10.3113

Blankenberg FG, Katsikis PD, Tait JF, Davis RE, Naumovski L, Ohtsuki K,
et al. In Vivo Detection and Imaging of Phosphatidylserine Expression
During Programmed Cell Death. Proc Natl Acad Sci USA (1998) 95(11):6349
—54. doi: 10.1073/pnas.95.11.6349

Belhocine TZ, Blankenberg FG, Kartachova MS, Stitt LW, Vanderheyden J-
L, Hoebers FJP, et al. (99m)Tc-Annexin A5 Quantification of Apoptotic
Tumor Response: A Systematic Review and Meta-Analysis of Clinical
Imaging Trials. Eur ] Nucl Med Mol Imaging (2015) 42(13):2083-97. doi:
10.1007/500259-015-3152-0

Zeng W, Wang X, Xu P, Liu G, Eden HS, Chen X. Molecular Imaging of
Apoptosis: From Micro to Macro. Theranostics (2015) 5(6):559—-82.
doi: 10.7150/thno.11548

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Blankenberg FG. In Vivo Detection of Apoptosis. ] Nucl Med (2008) 49
(Suppl 2):815-95S. doi: 10.2967/jnumed.107.045898

Yang TJ, Haimovitz-Friedman A, Verheij M. Anticancer Therapy and
Apoptosis Imaging. Exp Oncol (2012) 34(3):269-76.

Spires-Jones TL, de Calignon A, Matsui T, Zehr C, Pitstick R, Wu H-Y, et al.
In Vivo Imaging Reveals Dissociation Between Caspase Activation and
Acute Neuronal Death in Tangle-Bearing Neurons. ] Neurosci (2008) 28
(4):862-7. doi: 10.1523/J]NEUROSCI.3072-08.2008

Podichetty AK, Wagner S, Schréer S, Faust A, Schifers M, Schober O, et al.
Fluorinated Isatin Derivatives. Part 2. New N-Substituted 5-
Pyrrolidinylsulfonyl Isatins as Potential Tools for Molecular Imaging of
Caspases in Apoptosis. ] Med Chem (2009) 52(11):3484-95. doi: 10.1021/
jm8015014

Challapalli A, Kenny LM, Hallett WA, Kozlowski K, Tomasi G, Gudi M,
et al. 18F-ICMT-11, a Caspase-3-Specific PET Tracer for Apoptosis:
Biodistribution and Radiation Dosimetry. ] Nucl Med (2013) 54(9):1551
—6. doi: 10.2967/jnumed.112.118760

Dubash SR, Merchant S, Heinzmann K, Mauri F, Lavdas I, Inglese M, et al.
Clinical Translation of [18F]JICMT-11 for Measuring Chemotherapy-
Induced Caspase 3/7 Activation in Breast and Lung Cancer. Eur ] Nucl
Med Mol Imaging (2018) 45(13):2285-99. doi: 10.1007/s00259-018-4098-9
Su H, Chen G, Gangadharmath U, Gomez LF, Liang Q, Mu F, et al.
Evaluation of [(18)F]-CP18 as a PET Imaging Tracer for Apoptosis. Mol
Imaging Biol (2013) 15(6):739-47. doi: 10.1007/s11307-013-0644-9

Rapic S, Vangestel C, Elvas F, Verhaeghe J, den Wyngaert TV, Wyffels L,
et al. Evaluation of [18F]CP18 as a Substrate-Based Apoptosis Imaging
Agent for the Assessment of Early Treatment Response in Oncology. Mol
Imaging Biol (2017) 19(4):560-9. doi: 10.1007/s11307-016-1037-7

Doss M, Kolb HC, Walsh JC, Mocharla V, Fan H, Chaudhary A, et al.
Biodistribution and Radiation Dosimetry of 18F-CP-18, a Potential Apoptosis
Imaging Agent, as Determined From PET/CT Scans in Healthy Volunteers.
J Nucl Med (2013) 54(12):2087-92. doi: 10.2967/jnumed.113.119800

Elvas F, Berghe TV, Adriaenssens Y, Vandenabeele P, Augustyns K, Staelens
S, et al. Caspase-3 Probes for PET Imaging of Apoptotic Tumor Response to
Anticancer Therapy. Org Biomol Chem (2019) 17(19):4801-24. doi: 10.1039/
C90B00657E

Blum G, von Degenfeld G, Merchant MJ, Blau HM, Bogyo M. Noninvasive
Optical Imaging of Cysteine Protease Activity Using Fluorescently
Quenched Activity-Based Probes. Nat Chem Biol (2007) 3(10):668-77.
doi: 10.1038/nchembio.2007.26

Rosado JA, Lopez JJ, Gomez-Arteta E, Redondo PC, Salido GM, Pariente JA.
Early Caspase-3 Activation Independent of Apoptosis Is Required for
Cellular Function. J Cell Physiol (2006) 209(1):142-52. doi: 10.1002/
jcp.20715

Alam IS, Neves AA, Witney TH, Boren J, Brindle KM. Comparison of the
C2A Domain of Synaptotagmin-I and Annexin-V as Probes for Detecting
Cell Death. Bioconjug Chem (2010) 21(5):884-91. doi: 10.1021/bc9004415

Neves AA, Xie B, Fawcett S, Alam IS, Witney TH, de Backer MM, et al.
Rapid Imaging of Tumor Cell Death In Vivo Using the C2A Domain of
Synaptotagmin-I. | Nucl Med (2017) 58(6):881-7. doi: 10.2967/
jnumed.116.183004

Luo Q-Y, Wang F, Zhang Z-Y, Zhang Y, Lu H-K, Sun S-H, et al. Preparation
and Bioevaluation of (99m)Tc-HYNIC-Annexin Bl as a Novel Radioligand
for Apoptosis Imaging. Apoptosis Int ] Program Cell Death (2008) 13(4):600
—8. doi: 10.1007/s10495-008-0189-6

Wang M-W, Wang F, Zheng Y-J, Zhang Y-J, Zhang Y-P, Zhao Q, et al. An In
Vivo Molecular Imaging Probe (18)F-Annexin Bl for Apoptosis Detection
by PET/CT: Preparation and Preliminary Evaluation. Apoptosis Int ]
Program Cell Death (2013) 18(2):238-47. doi: 10.1007/s10495-012-0788-0

Aoki M, Odani A, Ogawa K. Development of Radiolabeled Bis(Zinc(II)-
Dipicolylamine) Complexes for Cell Death Imaging. Ann Nucl Med (2019)
33(5):317-25. doi: 10.1007/s12149-019-01339-8

Poulsen RH, Rasmussen JT, Ejlersen JA, Flg C, Falborg L, Heegaard CW,
et al. Pharmacokinetics of the Phosphatidylserine Tracers 99mtc-
Lactadherin and 99mtc-Annexin V in Pigs. EINMMI Res (2013) 3(1):15.
doi: 10.1186/2191-219X-3-15

Laforest R, Dehdashti F, Liu Y, Frye J, Frye S, Luehmann H, et al. First-in-
Man Evaluation of 124I-PGN650: A PET Tracer for Detecting

Frontiers in Oncology | www.frontiersin.org

December 2021 | Volume 11 | Article 789769


https://doi.org/10.1038/bjc.1996.10
https://doi.org/10.1006/excr.1994.1035
https://doi.org/10.1006/excr.1994.1035
https://doi.org/10.1038/sj.cdd.4400945
https://doi.org/10.1097/00001813-199506000-00013
https://doi.org/10.1021/bc3003309
https://doi.org/10.1016/j.nucmedbio.2004.02.007
https://doi.org/10.1073/pnas.0901310106
https://doi.org/10.2967/jnumed.108.061283
https://doi.org/10.4137/CMO.S349
https://doi.org/10.2174/092986707779941131
https://doi.org/10.2174/092986707779941131
https://doi.org/10.1161/01.CIR.92.10.3113
https://doi.org/10.1161/01.CIR.92.10.3113
https://doi.org/10.1073/pnas.95.11.6349
https://doi.org/10.1007/s00259-015-3152-0
https://doi.org/10.7150/thno.11548
https://doi.org/10.2967/jnumed.107.045898
https://doi.org/10.1523/JNEUROSCI.3072-08.2008
https://doi.org/10.1021/jm8015014
https://doi.org/10.1021/jm8015014
https://doi.org/10.2967/jnumed.112.118760
https://doi.org/10.1007/s00259-018-4098-9
https://doi.org/10.1007/s11307-013-0644-9
https://doi.org/10.1007/s11307-016-1037-7
https://doi.org/10.2967/jnumed.113.119800
https://doi.org/10.1039/C9OB00657E
https://doi.org/10.1039/C9OB00657E
https://doi.org/10.1038/nchembio.2007.26
https://doi.org/10.1002/jcp.20715
https://doi.org/10.1002/jcp.20715
https://doi.org/10.1021/bc9004415
https://doi.org/10.2967/jnumed.116.183004
https://doi.org/10.2967/jnumed.116.183004
https://doi.org/10.1007/s10495-008-0189-6
https://doi.org/10.1007/s10495-012-0788-0
https://doi.org/10.1007/s12149-019-01339-8
https://doi.org/10.1186/2191-219X-3-15
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Jouberton et al.

["®FIML-10 PET Imaging

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

Phosphatidylserine as a Biomarker of the Solid Tumor Microenvironment.
Mol Imaging (2017) 16:1536012117733349. doi: 10.1177/1536012117733349
Iwamoto K, Hayakawa T, Murate M, Makino A, Ito K, Fujisawa T, et al.
Curvature-Dependent Recognition of Ethanolamine Phospholipids by
Duramycin and Cinnamycin. Biophys ] (2007) 93(5):1608-19. doi:
10.1529/biophys;j.106.101584

Elvas F, Boddaert J, Vangestel C, Pak K, Gray B, Kumar-Singh S, et al.
99mtc-Duramycin SPECT Imaging of Early Tumor Response to Targeted
Therapy: A Comparison With 18F-FDG PET. ] Nucl Med (2017) 58(4):665
—70. doi: 10.2967/jnumed.116.182014

Elvas F, Vangestel C, Pak K, Vermeulen P, Gray B, Stroobants S, et al. Early
Prediction of Tumor Response to Treatment: Preclinical Validation of 99mtc-
Duramycin. ] Nucl Med (2016) 57(5):805-11. doi: 10.2967/jnumed.115.168344

Urbano N, Scimeca M, Bonfiglio R, Mauriello A, Bonanno E, Schillaci O.
[99mtc]Tc-Sestamibi Bioaccumulation can Induce Apoptosis in Breast
Cancer Cells: Molecular and Clinical Perspectives. Appl Sci (2021) 11
(6):2733. doi: 10.3390/app11062733

Kao A, Shiun SC, Hsu NY, Sun SS, Lee CC, Lin CC. Technetium-99m
Methoxyisobutylisonitrile Chest Imaging for Small-Cell Lung Cancer.
Relationship to Chemotherapy Response (Six Courses of Combination of
Cisplatin and Etoposide) and P-Glycoprotein or Multidrug Resistance
Related Protein Expression. Ann Oncol (2001) 12(11):1561-6.
doi: 10.1023/A:1013133801173

Sander Effron S, Makvandi M, Lin L, Xu K, Li S, Lee H, et al. PARP-1
Expression Quantified by [18F]Fluorthanatrace: A Biomarker of Response to
PARP Inhibition Adjuvant to Radiation Therapy. Cancer Biother
Radiopharm (2017) 32(1):9-15. doi: 10.1089/cbr.2016.2133

Carney B, Carlucci G, Salinas B, Di Gialleonardo V, Kossatz S, Vansteene A, et al.
Non-Invasive PET Imaging of PARP1 Expression in Glioblastoma Models. Mol
Imaging Biol (2016) 18(3):386—92. doi: 10.1007/s11307-015-0904-y

Wilson TC, Xavier M-A, Knight J, Verhoog S, Torres JB, Mosley M, et al.
PET Imaging of PARP Expression Using 18F-Olaparib. | Nucl Med (2019)
60(4):504-10. doi: 10.2967/jnumed.118.213223

Michel LS, Dyroff S, Brooks FJ, Spayd KJ, Lim S, Engle JT, et al. PET of Poly
(ADP-Ribose) Polymerase Activity in Cancer: Preclinical Assessment and
First in-Human Studies. Radiology (2017) 282(2):453—63. doi: 10.1148/
radiol.2016161929

Cornelissen B, Kersemans V, Darbar S, Thompson J, Shah K, Sleeth K, et al.
Imaging DNA Damage In Vivo Using Gammah2ax-Targeted
Immunoconjugates. Cancer Res (2011) 71(13):4539-49. doi: 10.1158/0008-
5472.CAN-10-4587

Knight JC, Topping C, Mosley M, Kersemans V, Falzone N, Fernandez-
Varea JM, et al. PET Imaging of DNA Damage Using (89)Zr-Labelled Anti-
Yh2ax-TAT Immunoconjugates. Eur J Nucl Med Mol Imaging (2015) 42
(11):1707-17. doi: 10.1007/500259-015-3092-8

Knight JC, Mosley MJ, Bravo LC, Kersemans V, Allen PD, Mukherjee S, et al.
89Zr-Anti-yh2ax-TAT But Not 18F-FDG Allows Early Monitoring of
Response to Chemotherapy in a Mouse Model of Pancreatic Ductal
Adenocarcinoma. Clin Cancer Res (2017) 23(21):6498-504. doi: 10.1158/
1078-0432.CCR-17-0664

Ohsawa S, Hamada S, Yoshida H, Miura M. Caspase-Mediated Changes in
Histone H1 in Early Apoptosis: Prolonged Caspase Activation in Developing
Olfactory Sensory Neurons. Cell Death Differ (2008) 15(9):1429-39.
doi: 10.1038/cdd.2008.71

Wang K, Purushotham S, Lee J-Y, Na M-H, Park H, Oh S-J, et al. In Vivo
Imaging of Tumor Apoptosis Using Histone H1-Targeting Peptide. ] Control
Release (2010) 148(3):283-91. doi: 10.1016/j.jconrel.2010.09.010

Kuge Y, Zhao S, Takei T, Tamaki N. Molecular Imaging of Apoptosis With
Radio-Labeled Annexin A5 Focused on the Evaluation of Tumor Response
to Chemotherapy. Anticancer Agents Med Chem (2009) 9(9):1003-11.
doi: 10.2174/187152009789377736

Cohen A, Shirvan A, Levin G, Grimberg H, Reshef A, Ziv I. From the Gla
Domain to a Novel Small-Molecule Detector of Apoptosis. Cell Res (2009) 19
(5):625-37. doi: 10.1038/cr.2009.17

Bortner CD, Gomez-Angelats M, Cidlowski JA. Plasma Membrane
Depolarization Without Repolarization is an Early Molecular Event in
Anti-Fas-Induced Apoptosis. J Biol Chem (2001) 276(6):4304—14.
doi: 10.1074/jbc.M005171200

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

Reshef A, Shirvan A, Waterhouse RN, Grimberg H, Levin G, Cohen A, et al.
Molecular Imaging of Neurovascular Cell Death in Experimental Cerebral Stroke
by PET. J Nucl Med (2008) 49(9):1520-8. doi: 10.2967/jnumed.107.043919
Sobrio F, Médoc M, Martial L, Delamare J, Barré L. Automated
Radiosynthesis of [(18)F][ML-10, a PET Radiotracer Dedicated to
Apoptosis Imaging, on a Tracerlab FX-FN Module. Mol Imaging Biol
(2013) 15(1):12-8. doi: 10.1007/s11307-012-0574-y

Kadirvel M, Fairclough M, Cawthorne C, Rowling EJ, Babur M, McMahon
A, et al. Detection of Apoptosis by PET/CT With the Diethyl Ester of ['°F]
ML-10 and Fluorescence Imaging With a Dansyl Analogue. Bioorg Med
Chem (2014) 22(1):341-9. doi: 10.1016/j.bmc.2013.11.019

Jouberton E, Schmitt S, Chautard E, Maisonial-Besset A, Roy M, Radosevic-
Robin N, et al. [18F]ML-10 PET Imaging Fails to Assess Early Response
to Neoadjuvant Chemotherapy in a Preclinical Model of Triple
Negative Breast Cancer. EINMMI Res (2020) 10(1):2. doi: 10.1186/s13550-
019-0587-5

Reiley RR, Huiban M, Bennacef I, Passchier J. Use of LC-MS for the Quality
Control of Radiopharmaceuticals: Example of [(18)F]ML10. J Label Compd
Radiopharm (2013) 56(6):330-3. doi: 10.1002/jlcr.3023

Liu S, Nie D, Jiang S, Tang G. Efficient Automated Synthesis of 2-(5-[18F]
Fluoropentyl)-2-Methylmalonic Acid ([18F]ML-10) on a Commercial Available
[18F]FDG Synthesis Module. Appl Radiat Isot Data Instrum Methods Use Agric
Ind Med (2017) 123:49-53. doi: 10.1016/j.apradiso.2017.02.030

Dewkar GK, Sundaresan G, Lamichhane N, Hirsch ], Thadigiri C, Collier T,
et al. Microfluidic Radiosynthesis and Biodistribution of [18 F] 2-(5-Fluoro-
Pentyl)-2-Methyl Malonic Acid. J Label Compd Radiopharm (2013) 56
(5):289-94. doi: 10.1002/jlcr.3016

Bauwens M, De Saint-Hubert M, Cleynhens J, Vandeputte C, Li J, Devos E.
In Vitro and In Vivo Comparison of 18F and 123I-Labeled ML10 With
68Ga-Cys2-Anxa5 for Molecular Imaging of Apoptosis. Q J Nucl Med Mol
Imaging Off Publ Ital Assoc Nucl Med AIMN Int Assoc Radiopharmacol IAR
Sect Soc Of (2013) 57(2):187-200.

Guegan C, Sola B. Early and Sequential Recruitment of Apoptotic Effectors
After Focal Permanent Ischemia in Mice. Brain Res (2000) 856(1-2):93—100.
doi: 10.1016/S0006-8993(99)02347-1

Xiong Y, Nie D, Liu S, Ma H, Su S, Sun A, et al. Apoptotic PET Imaging of
Rat Pulmonary Fibrosis With Small-Molecule Radiotracer. Mol Imaging Biol
(2019) 21(3):491-9. doi: 10.1007/s11307-018-1242-7

Bao X, Yang Z, Wang S, Zheng Y, Wang M, Gu B, et al. The Preclinical Study
of Predicting Radiosensitivity in Human Nasopharyngeal Carcinoma
Xenografts by 18F-ML-10 Animal- PET/CT Imaging. Oncotarget (2016) 7
(15):20743-52. doi: 10.18632/oncotarget.7868

Gu B, Liu S, Sun Y, Zhang J, Zhang Y, Xu X, et al. Predictive Value of [18F]
ML-10 PET/CT in Early Response Evaluation of Combination Radiotherapy
With Cetuximab on Nasopharyngeal Carcinoma. Mol Imaging Biol (2019)
21(3):538-48. doi: 10.1007/s11307-018-1277-9

Demirci E, Ahmed R, Ocak M, Latoche J, Radelet A, DeBlasio N, et al.
Preclinical Evaluation of 18F-ML-10 to Determine Timing of Apoptotic
Response to Chemotherapy in Solid Tumors. Mol Imaging (2017)
16:1536012116685941. doi: 10.1177/1536012116685941

Moffat BA, Chenevert TL, Lawrence TS, Meyer CR, Johnson TD, Dong Q,
et al. Functional Diffusion Map: A Noninvasive MRI Biomarker for Early
Stratification of Clinical Brain Tumor Response. Proc Natl Acad Sci USA
(2005) 102(15):5524-9. doi: 10.1073/pnas.0501532102

Hoglund J, Shirvan A, Antoni G, Gustavsson S-A, Langstrom B, Ringheim
A, etal. 18F-ML-10, A PET Tracer for Apoptosis: First Human Study. J Nucl
Med (2011) 52(5):720-5. doi: 10.2967/jnumed.110.081786

Reshef A, Shirvan A, Akselrod-Ballin A, Wall A, Ziv I. Small-Molecule
Biomarkers for Clinical PET Imaging of Apoptosis. ] Nucl Med (2010) 51
(6):837-40. doi: 10.2967/jnumed.109.063917

Allen AM, Ben-Ami M, Reshef A, Steinmetz A, Kundel Y, Inbar E, et al.
Assessment of Response of Brain Metastases to Radiotherapy by PET
Imaging of Apoptosis With '"*F-ML-10. Eur | Nucl Med Mol Imaging
(2012) 39(9):1400-8. doi: 10.1007/s00259-012-2150-8

Sun L, Zhou K, Wang W, Zhang X, Ju Z, Qu B, et al. [18F]ML-10 Imaging
for Assessment of Apoptosis Response of Intracranial Tumor Early After
Radiosurgery by PET/CT. Contrast Media Mol Imaging (2018)
2018:9365174. doi: 10.1155/2018/9365174

Frontiers in Oncology | www.frontiersin.org

December 2021 | Volume 11 | Article 789769


https://doi.org/10.1177/1536012117733349
https://doi.org/10.1529/biophysj.106.101584
https://doi.org/10.2967/jnumed.116.182014
https://doi.org/10.2967/jnumed.115.168344
https://doi.org/10.3390/app11062733
https://doi.org/10.1023/A:1013133801173
https://doi.org/10.1089/cbr.2016.2133
https://doi.org/10.1007/s11307-015-0904-y
https://doi.org/10.2967/jnumed.118.213223
https://doi.org/10.1148/radiol.2016161929
https://doi.org/10.1148/radiol.2016161929
https://doi.org/10.1158/0008-5472.CAN-10-4587
https://doi.org/10.1158/0008-5472.CAN-10-4587
https://doi.org/10.1007/s00259-015-3092-8
https://doi.org/10.1158/1078-0432.CCR-17-0664
https://doi.org/10.1158/1078-0432.CCR-17-0664
https://doi.org/10.1038/cdd.2008.71
https://doi.org/10.1016/j.jconrel.2010.09.010
https://doi.org/10.2174/187152009789377736
https://doi.org/10.1038/cr.2009.17
https://doi.org/10.1074/jbc.M005171200
https://doi.org/10.2967/jnumed.107.043919
https://doi.org/10.1007/s11307-012-0574-y
https://doi.org/10.1016/j.bmc.2013.11.019
https://doi.org/10.1186/s13550-019-0587-5
https://doi.org/10.1186/s13550-019-0587-5
https://doi.org/10.1002/jlcr.3023
https://doi.org/10.1016/j.apradiso.2017.02.030
https://doi.org/10.1002/jlcr.3016
https://doi.org/10.1016/S0006-8993(99)02347-1
https://doi.org/10.1007/s11307-018-1242-7
https://doi.org/10.18632/oncotarget.7868
https://doi.org/10.1007/s11307-018-1277-9
https://doi.org/10.1177/1536012116685941
https://doi.org/10.1073/pnas.0501532102
https://doi.org/10.2967/jnumed.110.081786
https://doi.org/10.2967/jnumed.109.063917
https://doi.org/10.1007/s00259-012-2150-8
https://doi.org/10.1155/2018/9365174
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Jouberton et al.

["®FIML-10 PET Imaging

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

Martincic DS, Virant Klun I, Zorn B, Vrtovec HM. Germ Cell Apoptosis in
the Human Testis. Pflugers Arch (2001) 442(6 Suppl 1):R159-160.
doi: 10.1007/s004240100007

Oborski MJ, Laymon CM, Lieberman FS, Drappatz J, Hamilton RL, Mountz
JM. First Use of (18)F-Labeled ML-10 PET to Assess Apoptosis Change in a
Newly Diagnosed Glioblastoma Multiforme Patient Before and Early After
Therapy. Brain Behav (2014) 4(2):312-5. doi: 10.1002/brb3.217

Oborski MJ, Laymon CM, Qian Y, Lieberman FS, Nelson AD, Mountz JM.
Challenges and Approaches to Quantitative Therapy Response Assessment
in Glioblastoma Multiforme Using the Novel Apoptosis Positron Emission
Tomography Tracer F-18 ML-10. Transl Oncol (2014) 7(1):111-9.
doi: 10.1593/tl0.13868

Oborski MJ, Laymon CM, Lieberman FS, Qian Y, Drappatz J, Mountz JM.
[18F]ML-10 PET: Initial Experience in Glioblastoma Multiforme Therapy
Response Assessment. Tomogr Ann Arbor Mich (2016) 2(4):317-24.
doi: 10.18383/j.tom.2016.00175

Zhang Y, Zhang G-L, Sun X, Cao K-X, Ma C, Nan N, et al. Establishment of
a Murine Breast Tumor Model by Subcutaneous or Orthotopic
Implantation. Oncol Lett (2018) 15(5):6233-40. doi: 10.3892/01.2018.8113
Bauwens M, De Saint-Hubert M, Cleynhens J, Brams L, Devos E, Mottaghy
FM, et al. Radioiodinated Phenylalkyl Malonic Acid Derivatives as Ph-
Sensitive SPECT Tracers. PloS One (2012) 7(6):e38428. doi: 10.1371/
journal.pone.0038428

Zhang X, Lin Y, Gillies RJ. Tumor Ph and Its Measurement. ] Nucl Med
(2010) 51(8):1167-70. doi: 10.2967/jnumed.109.068981

Webb BA, Chimenti M, Jacobson MP, Barber DL. Dysregulated Ph: A
Perfect Storm for Cancer Progression. Nat Rev Cancer (2011) 11(9):671-7.
doi: 10.1038/nrc3110

Lagadic-Gossmann D, Huc L, Lecureur V. Alterations of Intracellular Ph
Homeostasis in Apoptosis: Origins and Roles. Cell Death Differ (2004) 11
(9):953-61. doi: 10.1038/sj.cdd.4401466

Li SJ, Wehrle JP, Rajan SS, Steen RG, Glickson JD, Hilton J. Response of
Radiation-Induced Fibrosarcoma-1 in Mice to Cyclophosphamide
Monitored by In Vivo 31P Nuclear Magnetic Resonance Spectroscopy.
Cancer Res (1988) 48(17):4736—42.

Jeong H, Bok S, Hong B-J, Choi H-S, Ahn G-O. Radiation-Induced Immune
Responses: Mechanisms and Therapeutic Perspectives. Blood Res (2016) 51
(3):157-63. doi: 10.5045/br.2016.51.3.157

Médoc M, Dhilly M, Matesic L, Toutain J, Krause-Heuer AM, Delamare J,
et al. In Vivo Evaluation of Radiofluorinated Caspase-3/7 Inhibitors as
Radiotracers for Apoptosis Imaging and Comparison With [18F]ML-10 in
a Stroke Model in the Rat. Mol Imaging Biol (2016) 18(1):117-26. doi:
10.1007/s11307-015-0865-1

Meignan M, Gallamini A, Meignan M, Gallamini A, Haioun C. Report on
the First International Workshop on Interim-PET Scan in Lymphoma. Leuk
Lymphoma (2009) 50(8):1257-60. doi: 10.1080/10428190903040048
Young H, Baum R, Cremerius U, Herholz K, Hoekstra O, Lammertsma AA,
et al. Measurement of Clinical and Subclinical Tumour Response Using

[18F]-Fluorodeoxyglucose and Positron Emission Tomography: Review and
1999 EORTC Recommendations. Eur J Cancer (1999) 35(13):1773-82.
doi: 10.1016/50959-8049(99)00229-4

Varela I, Menendez P, Sanjuan-Pla A. Intratumoral Heterogeneity and
Clonal Evolution in Blood Malignancies and Solid Tumors. Oncotarget
(2017) 8(39):66742—6. doi: 10.18632/oncotarget.20279

Oriuchi N, Sugawara S, Shiga T. Positron Emission Tomography for Response
Evaluation in Microenvironment-Targeted Anti-Cancer Therapy. Biomedicines
(2020) 8(9):371. doi: 10.3390/biomedicines8090371

Ulaner GA, Goldman DA, Corben A, Lyashchenko SK, Gonen M, Lewis JS,
et al. Prospective Clinical Trial of 18F-Fluciclovine PET/CT for Determining
the Response to Neoadjuvant Therapy in Invasive Ductal and Invasive
Lobular Breast Cancers. ] Nucl Med (2017) 58(7):1037-42. doi: 10.2967/
jnumed.116.183335

Kenny LM, Al-Nahhas A, Aboagye O. Novel PET Biomarkers for Breast
Cancer Imaging. Nucl Med Commun (2011) 32(5):333 doi: 0.1097/
MNM.0b013e32834471f

Ueberroth BE, Lawhorn-Crews JM, Heilbrun LK, Smith DW, Akoury J, Ali-
Fehmi R, et al. The Use of 3’-Deoxy-3’-18F-Fluorothymidine (FLT) PET in
the Assessment of Long-Term Survival in Breast Cancer Patients Treated
With Neoadjuvant Chemotherapy. Ann Nucl Med (2019) 33(6):383-93. doi:
10.1007/512149-019-01345-w

Kratochwil C, Flechsig P, Lindner T, Abderrahim L, Altmann A, Mier W,
et al. 68Ga-FAPI PET/CT: Tracer Uptake in 28 Different Kinds of Cancer.
J Nucl Med (2019) 60(6):801-5. doi: 10.2967/jnumed.119.227967

Giesel FL, Kratochwil C, Lindner T, Marschalek MM, Loktev A, Lehnert W,
et al. 68Ga-FAPI PET/CT: Biodistribution and Preliminary Dosimetry
Estimate of 2 DOTA-Containing FAP-Targeting Agents in Patients With
Various Cancers. J Nucl Med (2019) 60(3):386-92. doi: 10.2967/
jnumed.118.215913

97.

98.

99.

100.

101.

102.

103.

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Jouberton, Schmitt, Maisonial-Besset, Chautard, Penault-Llorca
and Cachin. This is an open-access article distributed under the terms of the Creative
Commons Attribution License (CC BY). The use, distribution or reproduction in other
forums is permitted, provided the original author(s) and the copyright owner(s) are
credited and that the original publication in this journal is cited, in accordance with
accepted academic practice. No use, distribution or reproduction is permitted which
does not comply with these terms.

Frontiers in Oncology | www.frontiersin.org

December 2021 | Volume 11 | Article 789769


https://doi.org/10.1007/s004240100007
https://doi.org/10.1002/brb3.217
https://doi.org/10.1593/tlo.13868
https://doi.org/10.18383/j.tom.2016.00175
https://doi.org/10.3892/ol.2018.8113
https://doi.org/10.1371/journal.pone.0038428
https://doi.org/10.1371/journal.pone.0038428
https://doi.org/10.2967/jnumed.109.068981
https://doi.org/10.1038/nrc3110
https://doi.org/10.1038/sj.cdd.4401466
https://doi.org/10.5045/br.2016.51.3.157
https://doi.org/10.1007/s11307-015-0865-1
https://doi.org/10.1080/10428190903040048
https://doi.org/10.1016/S0959-8049(99)00229-4
https://doi.org/10.18632/oncotarget.20279
https://doi.org/10.3390/biomedicines8090371
https://doi.org/10.2967/jnumed.116.183335
https://doi.org/10.2967/jnumed.116.183335
https://doi.org/0.1097/MNM.0b013e32834471ff
https://doi.org/0.1097/MNM.0b013e32834471ff
https://doi.org/10.1007/s12149-019-01345-w
https://doi.org/10.2967/jnumed.119.227967
https://doi.org/10.2967/jnumed.118.215913
https://doi.org/10.2967/jnumed.118.215913
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	Interest and Limits of [18F]ML-10 PET Imaging for Early Detection of Response to Conventional Chemotherapy
	Introduction
	[18F]ML-10 As an Apoptosis Radiotracer
	Automated [18F]ML-10 Radiolabeling
	Preclinical Studies
	Specificity of [18F]ML-10
	Potential for In Vivo Imaging of Apoptotic Cells
	Evaluation of [18F]ML-10 PET Imaging for the Evaluation of Early Response During Chemotherapy in Murine Models
	Voxel-Based Analysis

	Clinical Studies Using Pet Imaging
	Physiological Distribution of [18F]ML-10 in Humans
	Acute Ischemic Cerebral Stroke
	Brain Metastases
	Glioblastoma

	Discussion
	Early Assessment of the Response to Chemotherapy Using [18F]ML-10
	Apoptosis, an Interesting Biological Target?
	What Is the Best Analysis Method to Evaluate the Therapeutic Response With PET Imaging?
	Alternative Strategies to Overcome the Limited Applicability of [18F]ML-10 PET Imaging Is Not the Right Candidate for Early Assessment of Therapeutic Response in Solid Tumors

	Conclusion
	Author Contributions
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /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 [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


