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Synthesis and biological evaluation of PET tracers
designed for imaging of calcium activated
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Expression of the Ca®" activated potassium channel 3.1 (Kc,3.1) channel (also known as the Gardos channel)
is dysregulated in many tumor entities and has predictive power with respect to patient survival. Therefore,

a positron emission tomography (PET) tracer targeting this ion channel could serve as a potential diagnostic
tool by imaging the Kc,3.1 channel in vivo. It was envisaged to synthesize [*®Flsenicapoc ([*®F]1) since
senicapoc (1) shows high affinity and excellent selectivity towards the Kc,3.1 channels. Because problems
occurred during *8F-fluorination, the [*Flfluoroethoxy senicapoc derivative [*®F128 was synthesized to
generate an alternative PET tracer targeting the Kc;3.1 channel. Inhibition of the Kc;3.1 channel by 28
was confirmed by patch clamp experiments. In vitro stability in mouse and human serum was shown for

28. Furthermore, biodistribution experiments in wild type mice were performed. Since [*®Flfluoride was
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Accepted 5th September 2021 detected in vivo after application of [*°FI28, an in vitro metabolism study was conducted. A potential

degradation route of fluoroethoxy derivatives in vivo was found which in general should be taken into

DOI: 10.1039/d1ra03850h account when designing new PET tracers for different targets with a [*®FIfluoroethoxy moiety as well as
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1. Introduction

Dysregulation of the Kc,3.1 channel is directly associated with
many different diseases such as asthma,'? sickle cell anemia,*?
coronary restenosis after angioplasty,® kidney fibrosis™® and
atherosclerosis.>' It has a a place in corneal™ and conjunctival
fibrosis'> and was shown to be vastly overexpressed in Alzheimers
disease.®™* Furthermore, the K,3.1 channel is a modulator in
hepatic injury.® The K¢,3.1 channel plays an important role in
cancer diseases: Along with other ion channels it contributes to
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when using the popular prosthetic group [*®FIfluoroethyl tosylate for the alkylation of phenols.

features of essential “cancer hallmarks”, such as proliferation,
migration, invasion and extravasation."”” Consequently, the ion
channel plays a critical role in the metastatic cascade. Inhibition of
the Kc,3.1 channel reduces proliferation, migration and metas-
tasis in different tumor entities.**** The direct correlation between
overexpression of the Kg,3.1 channel and tumor grade as well as
metastatic status highlights the importance of this ion channel in
cancer diseases.” Furthermore, overexpression of K¢,3.1 channels
is often related to poor prognosis of tumor patients and high
lethality rates.*** Therefore, the Kc,3.1 channel could serve as
predictive marker with respect to patient survival.**** Additionally,
pro-tumor functions of endogenously expressed Kc,3.1 channels
have been shown in a mouse model.****

The impact of the potassium channel on various diseases is
rather outstanding, please also refer to the available compre-
hensive reviews.””*

Our aim is to enable in vivo visualization of the K¢,3.1 channel
via PET technology to offer the opportunity of a potential diag-
nostic tool in different diseases. We decided to focus on K¢,3.1
channels in cancer diseases since essentially all cells of the tumor
stroma express Kc,3.1 channels.* A signal from a potential PET
tracer binding to this ion channel should therefore be very robust.
Thus, Kc,3.1 channels in tumor cells are particularly suitable as
a first model for testing PET tracers targeting this ion channel.

Herein, we present the design and radiosynthesis of poten-
tial PET tracers for imaging of the Kc,3.1 channel in vivo.
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Fig. 1 Structures of senicapoc (1) and [*®F]senicapoc ([*®F]1).
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Scheme 1 Synthesis of the uronium salt precursor 10 from phenol 9:
reagents and reaction conditions: (a) 2-chloro-1,3-bis(2,6-diisopropyl-
phenyl)-1H-imidazol-3-ium chloride (8), Ag,COs, CH,Cl,, 60 °C, 4 h, 68%.

The K¢,3.1 channel inhibitor senicapoc (1) served as starting
point for the development of PET tracers for in vivo imaging of
the ion channel. Senicapoc (1) shows a high affinity towards the
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Kca3.1 channel with an ICs, value of 11 &+ 2 nM (measured on
human erythrocytes) and excellent selectivity over related ion
channels.®® These properties are promising for selective
imaging of the K¢,3.1 channel in vivo. Senicapoc (1) contains
two fluorine atoms. Replacement of one fluorine atom by
fluorine-18 results in ['®F]senicapoc (['®F]1) bearing an
authentic label (Fig. 1). Moreover, senicapoc (1) was already
evaluated in phase III clinical trials for potential therapy of
sickle cell anemia, so data regarding toxicity and tolerability are
available reducing the effort for first in vivo studies using the
new tracer in humans. Herein, different strategies for the
radiosynthesis of ['®F]senicapoc, the synthesis of suitable
precursors as well as advantages and disadvantages of the
chosen routes are presented.

2. Synthesis

To identify the ['*FJlabeled compounds by co-injection on the
radio-HPLC system after radiosynthesis, non-radioactive ['°F]1
reference compound had to be synthesized first. Therefore, seni-
capoc (1) was prepared on the basis of previously described
procedures.®* (see ESI, Scheme S1f). The literature-known
synthesis of senicapoc (1) is not suitable for radiosynthesis as
a multi-step protocol is following the introduction of the fluorine
atoms. In PET tracer synthesis the fluorine has to be introduced in
the last steps due to the short half-life of [**F]fluorine.

In 2016, Neumann et al. published the deoxyfluorination of
phenols via concerted nucleophilic aromatic substitution
(CSNAr), which was also performed with ['®F]fluoride.** Uro-
nium salts were used as precursors for the radiosynthesis. We
started our efforts to prepare [**F]senicapoc ([**F]1) using this
method, which required the uronium salt 10 via the phenolic
derivative 9. (Scheme 1): Synthesis of the uronium salt precursor
10 from phenol 9: reagents and reaction conditions: (a) 2-
chloro-1,3-bis(2,6-diisopropylphenyl)-1H-imidazol-3-ium chlo-
ride (8), Ag,CO3, CH,Cl,, 60 °C, 4 h, 68%. The phenol 9 was
synthesized in five steps as recently published in connection
with the synthesis of fluorescently labeled probes for in vitro
imaging of Kc,3.1 channels.?*”
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Scheme 2 Radiosythesis of [*®Flsenicapoc ([*°F]1). Reagents and reaction conditions: (a) [*®FIF~, butan-2-one : EtOH : BusN (100 : 10 : 1),

130 °C, 20 min. RCY (d.c.) = 0.4% (n = 1).
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Table 1 Reagents and reaction conditions for the *8F-labelling of trimethylarylammonium salt precursor 18

Eluent solution (in CH3CN/H,0) Solvent Temperature [°C] Time [min] Product
K,CO; (aq), Kyas Acetonitrile (CH;CN) 120 15 —
K,CO; (aq), Kazo Dimethylformamide (DMF) 150 15 —
K,CO; (aq), Kpzz DMF 155 15 —
K.CO; (aq), Koo Dimethylsulfoxide (DMSO) 165 30 —
K,C20, (aq), Koz, DMF 155 30 —
Bu,NHCO; (aq) DMF 150 15 ?
Bu,NHCO; (aq) DMSO 150 15 ?
Bu,NHCO; (aq) DMSO 140 15 ?

Neumann et al. used the uronium salts prepared by this
method directly for '®F-deoxyfluorination without further puri-
fication.*® Since the purity of the prepared uronium salt 10 was
only 78% (HPLC), we decided to purify 10 by column chroma-
tography. Thus, uronium salt 10 was isolated with 99.2% purity
(HPLC) and was fully characterized. The purified as well as the
unpurified uronium salts 10 were used in radiosynthesis test
reactions in order to obtain [**F]senicapoc ([**F]1) (Scheme 2).

The radiosynthesis was performed semiautomatically
according to Neumann et al*® An aqueous solution of ['°F]
fluoride was flushed through an anionic exchange cartridge.
Different cartridges were used during evaluation, starting with
Chromabond® PS-HCO; cartridges containing 45 mg or 10 mg
sorbent identical with the sorbent of the Chromafix PS-HCO;
cartridges used in the original publication.*® After trapping of
[*®F]fluoride, the cartridge (45 mg) was flushed with butan-2-
one: ethanol (1:1, 1 mL). Thereafter, the cartridge was
reversed manually using a luerlock® system as suggested in the
original procedure. Since this step is highly critical in terms of
radiation protection, we only used maximum starting activities
of <1 GBq. After reversing the cartridge it was eluted with 5 +
1 mg of the wuronium salt 10 in butan-2-
one:ethanol:tributylamine (100:10:1, 1 mL). In an average
synthesis 40 + 10% of the starting activity remained on the
cartridge. After a reaction time of 20 min at 130 °C, only a small
fraction of the theoretical activity was found in the reactor
solution. This is a second critical step in the protocol, as the
only explanation for this reproducible result is the formation of
volatile *®F-labeled compounds. The protocol led to [**F]seni-
capoc ([**F]1). Unfortunately, the yield was much lower than in
comparable published labelling approaches (0.4% RCY d.c.).
Moreover, the radiochemical purity was insufficient (87%) (for
chromatogram see ESI: Fig. S17).

The very low radiochemical yield in combination with the
very low starting activity (due to radiation protection regula-
tions) and the technical problems mentioned above rendered in
vivo experiments impossible. The use of cartridges with lower
sorbent amounts (10 mg) resulted in even lower elution efficacy
combined with considerably lower radiochemical yields (<0.1%
RCY d.c.). The use of our standard cartridges Sep-Pak® Light
QMA Fa. Waters® produced even worse results. However, in
these experiments the cartridges were not reversed in the
elution process to avoid the risk of contamination. 67% of the
starting activity remained on the cartridge and it was not

© 2021 The Author(s). Published by the Royal Society of Chemistry

possible to isolate [*®F]senicapoc ([*®F]1). Further experiments
combining the elution with potassium hydrogencarbonate
(KHCO3) (5 mg) as well as different elution solutions did not
improve the initial result. For these reasons, the synthesis of
[*®F]senicapoc ([**F]1) using the uronium salt precursor 10 was
no longer pursued.

Another strategy is the direct nucleophilic substitution of
a suitable precursor with [**F]fluoride to produce [**F]senicapoc
(["®F]1). A well-established leaving group to achieve aromatic
nucleophilic substitution is the trimethylammonium group.*®**°
Although the aromatic system is not specially activated by
electron withdrawing functional groups, the '®F-labelling of the
trimethylammonium precursor 18 was envisaged. The synthesis
of such a precursor is similar to the synthesis of senicapoc (1)
itself (see ESI, Scheme S37).**

Radiosynthesis by nucleophilic aromatic substitution with
[*®F]fluoride was performed using various conditions summa-
rized in Table 1 (Scheme 3 and Table 1).

The investigated reaction conditions using carbonate or
oxalate as base did not lead to [**F]senicapoc ([**F]1). The use of
tetrabutylammonium hydrogen carbonate as base led to the
formation of tetrabutylammonium-['®F]-fluoride ([**F]TBAF) as
fluorination agent. All reactions with ['®*F]TBAF provided
a product with very similar polarity compared to [**F]senicapoc
(["®F]1). The retention times on the semipreparative as well as
on the analytical radio-HPLC were very similar to those

J J

0 ['*FIF° )
Q — > Q
I NH, (@) I NH,
® |1 ©
,N\ 18F
|
H,C CH(;H3
18 ['8F)1

['8F]Senicapoc

Scheme 3 Radiosynthesis of [*®Flsenicapoc ([*®F]1). Reagents and
reaction conditions: (a) cartridge: Sep-Pak® Light QMA Fa. Waters®,
conditions see Table 1.
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Fig. 2 Chromatograms of the analytical radio-HPLC. Traces for 18

labelled (y-detector [cpml], bottom) compound and co-injection of
[*Flsenicapoc (1) as reference compound (UV-detector [mAul, top).

determined for senicapoc (1) (Fig. 2). Due to the high similarity,
we initially assumed a successful transformation.

In order to prepare a solution for injection after HPLC
purification, the solvents were removed under reduced pres-
sure. Afterwards, only a small fraction of the theoretical radio-
activity was left. It was postulated that the reduced amount of
radioactivity is due to removal of a volatile '®F-labelled
compound. As [**F]senicapoc ([**F]1) should not be able to
release a volatile '®F-species, the result of the synthesis was
questioned. To get a better insight into the decomposition of
the '®F-labelled compound obtained during radiosynthesis,
samples were taken during the removal of the solvent and
analyzed by analytical radio-HPLC and radio-TLC (Fig. 3; for
further chromatograms see ESI: Fig. S2 and S37).

It was shown that decomposition occurred leading to a less
polar compound. The peak with a retention time of 3 min
(analytical radio-HPLC; Fig. 3), which increased over time, as
well as the baseline peak in the radio-TLC (see ESI: Fig. S47) are
a strong hint towards the formation of [**F]fluoride. Since
senicapoc (1) is stable even at high temperature and under
reduced pressure, it was suggested that a different product had
been formed. To get an idea of the formed product, the fluori-
nation of the quaternary ammonium compound 18 was per-
formed with ["’F]fluoride under the conditions of the
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Scheme 4 Decarboxylation and demethylation of trimethylar-
ylammoninium precursor 18. Reagents and reaction conditions: (a)
TBAF, DMF, 155 °C, 10 min, 78%.

radiosynthesis. Indeed, the reaction of 18 with TBAF in DMF at
155 °C for 10 min resulted in the less polar compound 19, which
was purified and fully characterized. Spectroscopic analysis
showed the formation of triarylmethane 19, which was formed
by decarboxylation and demethylation of the quaternary
ammonium precursor 18 (Scheme 4).

The same reaction occurred in dry DMF used in the radio-
synthesis. The formation of [*®*F]fluoride during radiochemistry
may be explained by radical formation of the '*F-substituted
triarylmethane, which would lead to loss of fluoride upon
dimerization forming a quinoidic system. The dimerization
would form a structure that is a substituted Gomberg's dimer.

The titanium nanoparticle catalyzed nucleophilic substitu-
tion of aryl tosylates to obtain [**Flaryl compounds was
successfully established by Sergeev et al.*® The required tosylate
precursor 20 was obtained by reaction of phenol 9 with tosyl
chloride (Scheme 5).

Since stability issues occurred using the trimethylar-
ylammonium salt 18 as precursor in '*F-labelling reactions, the
stability of the prepared tosylate precursor 20 was evaluated
before starting radiosynthesis. Usually, the titanium nano-
particle catalyzed nucleophilic substitution takes place at

)

7 8 9 10 11 12 13

time [min]

14 15

Fig. 3 Chromatogram of the analytical radio-HPLC after 30 min of removal of the solvent.
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Scheme 5 Toslyation of phenol 9 and decomposition of tosylate 20. Reagents and reaction conditions: (a) TsCl, CH,Cl,, RT, 2 h, 98%, (b) TBAF,

DMF, 130 °C, 20 min, 80%.

temperatures between 110 °C and 140 °C with reaction times
between 7 and 12 min.* The conditions required for the radi-
osynthesis were tested and are summarized in Table 2.

Tosylate 20 was not stable in the presence of carbonate or
tetrabutylammoniumfluoride (TBAF), as a less polar compound
was formed. To characterize the decomposition product, the tosy-
late 20 was heated up to 130 °C for 20 min with TBAF in DMF and
the product 21 was isolated by flash chromatography. The obtained
decomposition product 21 indicated that hydrolysis of the tosylate
and loss of the carbamoyl moiety at the quaternary C-atom had
taken place. Hydrolysis and decarboxylation of the amide 20 could
lead to the triarylmethane derivative 21 (Scheme 5).

Since the titanium nanoparticle catalyzed nucleophilic
substitution of aryl tosylates requires activation of [**F]fluoride
as ['®F|TBAF, it was concluded that the tosylate 20 is not a useful
precursor for '®F-labelling. Furthermore, it is impossible to use
the heterogeneous system in the automatic synthesis modules,
since the solids would clog the thin tubing resulting in limita-
tions in the further transfer of the radiosynthesis into clinical
environment.

Literature protocols for '®F-labelling of aryl pinacol boronic
esters use ['*F]TBAF or tetraethylammonium [**F]fluoride ([**F]
TEAF) and temperatures above 100 °C.*" It is very unlikely that
these conditions are tolerated by the triaryl acetamide structure
of the required precursor, since similar conditions led to

Table 2 Conditions used to evaluate the stability of aryl tosylate
precursor 20; identical conditions for all reactions: reaction time:
10 min; solvent: DMF

Base (5 eq.) Temperature [°C] Stability (TLC)

— 130 Stable

TBAF 130 Full conversion
TBAF 110 Full conversion
TBAF 90 Full conversion
K,CO;3 130 Full conversion
K,CO; 110 Partial conversion
K,CO;3 90 Partial conversion
(NH,4),C,04 130 Stable
(NH,4)2C,04 110 Stable
(NH,),C,0, 90 Stable

© 2021 The Author(s). Published by the Royal Society of Chemistry

decomposition of both precursors 18 and 20. Because the
solvent system differs and the reaction time is relatively short,
the pinacol boronic ester 24 should nevertheless be tested as
precursor. Therefore, aryl bromide 22 was prepared in four
steps analogous to the synthesis of the trimethylammonium
precursor 18 using 1,4-dibromobenzene instead of 4-bromo-
N,N-dimethylaniline (12) as starting material (see ESI, Scheme
S4t). Finally, the boronic ester 24 was prepared by reaction of
aryl bromide 22 with diboronate 23 and ferrocene-1,1'-(diyl)
bis(diphenylphosphane)palladium(i)chlorid (Pd(dppf)Cl,)
(Scheme 6).

For Cu(u)-catalyzed transformations of areneboronates into
aryl fluorides, azeotropic drying was not reported.** Thus, a solu-
tion of precursor 24 and tetrakis(pyridine)copper(u)triflate
(Cu(OTf),py,) in DMF was added to a solution of ["*F|TEAF in
butan-1-ol and the mixture was heated to 110 °C for 10 min. The
copper catalyst was removed by a C18+ cartridge and the reaction
mixture was analyzed by semipreparative and analytical radio-
HPLC. However, a peak showing the formation of [**F]senicapoc
([**F]1) could not be detected. It was concluded that this strategy is
not useful for the synthesis of [**F]senicapoc ([**F]1).

Senicapoc (1) contains the same triarylacetamide structure as
the unstable precursors 18, 20 and 24. Since it is essential that
senicapoc (1) is stable under the conditions used to prepare ['°F]
senicapoc ([*®F]1), different reaction conditions reasonable for **F-
labelling were evaluated. The results are summarized in Table 3.

Senicapoc (1) showed very similar reactivity under the
conditions tested as the precursors 18 and 20. As reported for 18
and 20, triarylmethane 25 was formed as decomposition
product. Removal of the carbamoyl moiety, presumably by
hydrolysis and decarboxylation, is an obvious inherent insta-
bility of this type of triarylacetamide derivatives under basic
conditions (K,COs, TBAF) and elevated temperature (Scheme 7).

Analysis of the data summarized in Table 3 showed that
oxalate is the preferred base to perform a direct nucleophilic
fluorination, as decomposition of senicapoc to the methane
derivative 25 could not be observed. The base carbonate can be
used if the reaction temperature does not exceed 90 °C.

Since aliphatic nucleophilic substitution with [*®F]fluoride is
possible using rather mild conditions, the [**F]fluoroethoxy
derivative ['®F]28 of senicapoc (1) was envisaged for imaging

RSC Adv, 2021, 11, 30295-30304 | 30299
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Scheme 6 Last step of the synthesis of the pinacol boronic ester 24 and radiosynthesis of [*®Flsenicapoc ([*®Fl1). Reagents and reaction
conditions: (a) Pd(dppf)Cl,, KOAc, dioxane, RT- 50 °C, 5 h, 15%. (b) cartridge: Sep-Pak® Light QMA Fa. Waters®, [*®FITEAF, butan-1-ol,

Cu(OTf),pya, DMF, 110 °C, 10 min, 0%.

Table 3 Conditions used to evaluate the stability of senicapoc (1);
identical conditions for all reactions: reaction time: 10 min; solvent:
DMF

Base (5 eq.) Temperature [°C] Stability (TLC)

— 130 Stable

TBAF 130 Complete
decomposition

TBAF 110 Complete
decomposition

TBAF 90 Complete
decomposition

K,CO; 130 Complete
decomposition

K,CO; 110 Partial decomposition

K,CO;3 90 Partial decomposition

(NH,),C,0, 130 Stable

(NH,4)2C504 110 Stable

(NH,4),C,0,4 90 Stable

of Kc,3.1 channels in vivo. At first, the non-radioactive

"“F-containing reference compound 28 was synthesized to

perform in vitro experiments addressing the desired interaction

of 28 with the K¢,3.1 channel and to identify unequivocally the
Q ’

(a)
NH, 0 Q "
J =

1 25

Scheme 7 Decomposition of senicapoc (1). Reagents and reaction
conditions: (a) TBAF, DMF, 130 °C, 10 min, 75%.

JJ

30300 | RSC Adv, 2021, 1, 30295-30304

labelled compound by co-injection on the radio-HPLC system.
28 was synthesized by alkylation of phenol 9 with (2-fluoroethyl)
tosylate (27),*> which was prepared from 2-fluoroethanol (26)
and tosyl chloride (Scheme 8).

At first, the interaction of 28 with the Kg,3.1 channel had to
be analyzed. For this purpose, patch clamp experiments were
performed using the non-small-cell lung cancer cell line A549-
3R, which expresses a high number of the K¢,3.1 channels
(Fig. 4).

A549-3R cells were activated with 1-EBIO leading to an
increased outward current in the patch clamp experiments.
Then, the fluoroethoxy derivative 28 was added, which led to
reduced ionic current. Finally, senicapoc was added resulting in
a complete inhibition of the current increase induced by 1-
EBIO. The experiment was performed in a paired fashion and
showed that 28 was able to inhibit the K¢,3.1 channel, although
not as efficiently as senicapoc (1). The effect of 28 on the ionic
current was regarded as interaction with the ion channel.
Therefore, imaging of the K¢,3.1 channel in vivo using [**F]38
was assumed to be possible.

Ho ~-F
26

(a) l
o~F

O ) Tso/;/F O i
Q NH, T Q NH,
JJ ®

9 28

Scheme 8 Synthesis of the fluoroethoxy derivative 28. Reagents and
reaction conditions: (a) TsCl, EtzsN, CH,Cl,, RT, 24 h, 88%. (b) DMF,
Cs,CO3, 100 °C, 10 °C/h, 84%.

© 2021 The Author(s). Published by the Royal Society of Chemistry
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t-test (paired experiments)
1-EBIO - 28 p =0,0012
1-EBIO — senicapoc p = 0,0026

senicapoc — 28 p=0,017

senicapoc

Fig. 4 Summary of patch-clamp experiments. Average current density [pA/pF] £ SEM (n = 5). Kc,3.1 mediated current is activated with 1-EBIO
(50 uM). It is inhibited by the consecutive application of 28 (10 uM) and senicapoc (1 uM). All compounds were dissolved in DMSO and added to
the standard extracellular solution and applied for a period of 2—5 min (1-EBIO = 1-ethyl-2-benzimidazolone).

Consequently, radiosynthesis of ['*F]28 using precursor 31
bearing a tosyloxy leaving group for aliphatic nucleophilic
substitution with [*®F]fluoride under mild conditions was
planned. Thus, phenol 9 was directly alkylated with ethylene
ditosylate (30)," which was obtained by ditosylation of ethylene
glycol (29) with an excess of tosyl chloride (Scheme 9).

Since it had been found that carbonate leads to degradation
of triarylacetamides, oxalate was used as base in the first '*F-
labelling experiments. The radiosynthesis was carried out in
a semiautomated radiosynthesizer. The aqueous solution of
[*®F]fluoride ions was rinsed through a preconditioned QMA-
light cartridge (Waters®). The trapped ['®F]fluoride ions were
eluted with a solution of K,,, and K,CO; in CH;CN and H,O.
After azeotropic drying a solution of the precursor 31 in DMF
was added to the radiosynthesizer. The mixture was heated to
90 °C for 15 min in the closed reactor (Scheme 9).

The desired product [*®F]28 was isolated by semi-preparative
radio-HPLC. Identity was confirmed by coinjection of the cor-
responding reference compound 28 using the analytical HPLC-
system (for chromatogram see ESI: Fig. S57).
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After removal of the solvent under reduced pressure, the product
['®F]28 was reconstituted with ethanol. PBS was added to achieve an
ethanol concentration below 10%. This ready-to-inject solution was
controlled again by radio-HPLC as well as radio-TLC. The decay
corrected radiochemical yield of the formulated PET tracer was 4.0
=+ 1.5%, radiochemical purity was found to be >96%.

In vitro serum stability was tested using murine and human
blood ['®F]28 showed high stability over the complete test
period of 120 min. The corresponding chromatograms are
shown in the ESI (Fig. S6 and S71). The logD; ,-value was
determined to be 1.84 + 0.5 (+SEM) using the shake-flask
method by Prante et al.**

Before performing biodistribution experiments in vivo, the
plasma protein binding (PPB) of senicapoc (1) and its fluo-
roethoxy derivative 28 were determined in vitro using a LC-MS
method with external calibration. The PPB has a considerable
influence on both distribution and metabolic stability of a drug
in vivo. A high PPB ensures good distribution and long circu-
lation in the blood as well as low metabolic degradation in vivo.
On the other side, only the unbound fraction of the drug can

NH,

31 ['8F]28

Scheme 9 Synthesis of precursor 31 and radiosynthesis of [*8F]fluoroethoxy senicapoc [18F]28. Reagents and reaction conditions: (a) TsCl, EtsN,
CH,Cl,, RT, 12 h, 97%. (b) DMF, Cs,COs, RT, 24 h, 49%. (c) [*®FIKF-K222, CH5CN, 90 °C, 15 min, RCY (d.c) = 4 + 1.5%.
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Fig. 5 Maximum-intensity-projection of the activity distribution of selected time intervals in a C57BL/6 wild-type mouse after injection of [*6F]
28. The two additional images of mice measured may be found in the ESI (Fig. S87).

enter the tissue and cells and thus bind to the respective target.
It was found that both senicapoc (1) and its fluoroethoxy
derivative 28 have a PPB of >99%.

Due to the high PPB, a good biodistribution of [**F]28 in vivo
was expected. Biodistribution studies with the PET tracer ['*F]28 in
mice will show undesired possible accumulation in different
tissues, which e.g. also physiologically express the target of the PET
tracer, or non-specific binding to other proteins. Moreover, bio-
distribution studies show the route of excretion of the tracer.
Altogether, analysis of the in vivo biodistribution of a PET tracer
provides important data, which are crucial for the further devel-
opment of a PET tracer for imaging studies.

In this study, three 12 week-old C57BL/6 wild-type mice
(n = 3) were used. The experiments were approved by the State
Office for Nature, Environment and Consumer Protection North
Rhine-Westphalia under license Az. 84-02.04.2015.A410. The
mice were anesthetized with isoflurane and placed on a warmed
PET scanner bed. Important parameters such as breathing were
constantly monitored. The formulated PET tracer ['°F]28 was
administered vig a tail vein catheter and with the aid of an injec-
tion pump. After 90 min acquisition time in the quadHIDAC PET
scanner, a CT scan of the mouse was performed. The data and
images were evaluated with the in-house developed software
MEDgical (Fig. 5; please also refer to Fig. S8 in the ESI{).

Fig. 5 shows the distribution of radioactivity expressed as
percentage of the injected dose per mL (% ID/mL) in whole-
body images after injection of ['®F]28 in a representative
mouse. After a few seconds, a large amount of the injected dose
(ID) was still found in the tail vein ['*F]28 also reached the heart
via the blood. A significant amount of ID was already seen in the
kidneys at this early stage. After 700-1000 s, accumulation in
the bones, especially in the spine and knees, was detected. This
accumulation increased substantially over the time. After
90 min, the highest amount of the ID was found in the bladder
indicating renal elimination of the radioactive compound.
However, large amounts of ID were also found in the spine,
knees, shoulders, and cranium. The accumulation in the bones
is probably due to the formation of [**F]fluoride. This finding
indicates a metabolic instability of the tracer ['*F]28 in vivo,
which was not observed during the in vitro serum stability tests.
Due to this metabolic instability, the PET tracer ['°*F]28 was not
suitable for further tumor studies.

In order to analyze the metabolic instability of the tracer [**F]
28 in more detail and provide information about possible
degradation pathways, an in vitro metabolism study was con-
ducted with the non-radioactive reference compound 28.
Therefore, 28 was incubated with mouse liver microsomes and
NADPH for 90 min at 37 °C. The transformation was stopped by
the addition of CH;CN/CH;3;OH (1 : 1), the solution was cooled

Intens.
x108 28

1.0 [M+HT*

368,1471 (4,0 ppm)
0.8 9
[M+H]*

061 322,1230 (2,5 ppm)

04

021 !\ J

00— - p prs T 16 Time [min]

Fig. 6 LC-MS/MS chromatogram of the supernatant.
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Scheme 10 Postulated metabolism pathway of 28. (a) Incubation with NADPH and murine liver microsomes, 37 °C, 90 min.

and then centrifuged to remove the protein precipitate. The
supernatant was analyzed by LC-MS/MS (qToF) (Fig. 6).

In addition to the intact parent compound 28, a more polar
metabolite with m/z = 322.1230 was detected. Since ESI is a soft
ionization method, only limited fragmentation reactions were
expected. Therefore, the peak of the metabolite probably
corresponds to [M + H] indicating the formation of phenol 9
(calculated exact mass of [M + H]": 322.1238) as main metabolite
(Scheme 10).

Phenol 9 can be formed by oxidation of the fluoroethoxy side
chain of 28 by CYP450 enzymes and NADPH resulting in the labile
hemi acetal 32, which releases the phenol 9 and 2-fluo-
roacetaldehyde (33) spontaneously. 2-Fluoroacetaldehyde or its
oxidation product 2-fluoroacetic acid can release fluoride due to the
high reactivity of the F-atom in a-position of the carbonyl moiety.

3. Conclusion

Introduction of [**F]fluoride in the aromatic ring resulting in
[*®F]senicapoc ([*®F]1) required high temperature and strong
bases. Unfortunately, the triarylacetamide moiety was not stable
under these conditions leading to triarylmethane derivatives.
Thus, only traces of [**F]senicapoc ([*®F]1) were obtained by
concerted nucleophilic substitution using the uronium salt
precursor 10.

As an alternative PET tracer targeting Kc,3.1 channels the
[**F]fluoroethoxy derivative ['*F]28 was designed for imaging in
vivo. Affinity towards the ion channel was shown in patch clamp
experiments using the non-radioactive reference compound 28.
Radiosynthesis of ['®F]28 was performed successfully by
aliphatic nucleophilic substitution of the tosylated precursor 31
with ['®F]fluoride under mild conditions [**F]28 was obtained
with a decay corrected radiochemical yield of 4 + 1.5% (n = 4)
within 106 + 11.5 min (n = 4) and a radiochemical purity of
>96% by analytical radio-HPLC and radio-TLC.

Over a period of 120 min, [*®F]28 was stable in both human
and mouse serum. The logD; 4 value of 1.84 lies in a promising
range. More than 99% of the drug was bound to human serum
albumin. During biodistribution studies with ['®F]28 in vivo
using C57/BL6 wild-type mice, accumulation of activity in the
bones was observed indicating the release of [**F]fluoride from
the tracer. In order to confirm the degradation of [**F]28 in vivo,
an in vitro metabolism study was conducted with 28. The phenol

© 2021 The Author(s). Published by the Royal Society of Chemistry

9 was detected as main metabolite, which was formed upon
release of ['®F]2-fluoroacetaldehyde. The release of ['°F]2-
fluoroacetaldehyde could explain the enrichment of [**F]fluo-
ride in the bones. This finding is of general interest, since the
[*®F]2-fluoroethyl moiety is a well-known prosthetic group often
used in PET tracers.*>*® The potential degradation to afford [**F]
2-fluoroacetaldehyde should be generally taken into account,
when designing novel PET tracers with the [**F]2-fluoroethyl
moiety or using the popular prosthetic group [**F]fluoroethyl
tosylate to alkylate phenols.
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