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Candesartan is a clinically approved angiotensin II type 1 receptor (AT1R)-

blocker that selectively binds AT1Rs in high affinity. We report here the radio-

synthesis and automation of the novel [18F]fluorobenzyl derivative of

Candesartan using the Sonogashira cross-coupling reaction. [18F]Fluorobenzyl-

Candesartan ([18F]7) was developed from 4-[18F]fluoroiodobenzene ([18F]FIB)

that was conjugated with alkyne-trityl-candesartan with the assistance of a Pd

(PPh3)4/CuI catalyst followed by acid deprotection. The three-step two-reactor

2-HPLC purification process was automated resulting in >90% pure [18F]7 in a

RCY of 4.6 ± 1.1% (decay corrected from EOB) and molar activities of

1,406-5,513 GBq/mmol. [18F]FIB was reproducibly obtained by direct radio-

fluorination of the mono-iodinated triphenylsulfonium salt in the presence of

K222/K2CO3 in an �30% yield (decay-corrected). [18F]7 was stable (>97%) up

to 4 h in solution and up to 1 h in rat plasma at 37�C. However, the use of

Sonogashira cross-coupling reaction to produce [18F]7 in high yields and molar

activities was found to be challenging for routine use in radiochemistry labs.
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1 | INTRODUCTION

The renin-angiotensin system (RAS) is part of the regula-
tory system of cardiovascular and renal functions.1

Alterations of RAS are characterized by potent
antiatherosclerotic effects, which are mediated by their
antihypertensive, anti-inflammatory, antiproliferative,
and oxidative stress lowering properties.2 Among other
participants in RAS regulation, angiotensin (Ang) II plays
a central role in the regulation of blood pressure. It acts
mainly by stimulating the Ang II Type 1 receptors
(AT1Rs) that are expressed in the kidneys, adrenal
glands, heart, brain, and vasculature.3 Alterations of the
expression levels of AT1R have been linked to cardiac
and renal diseases, such as cardiac and renal failures,
hypertension, and some type of cancers.4,5 Inhibitors of

RAS, such as the angiotensin converting enzyme inhibi-
tors and AT1R blockers, are well-established treatments
for hypertensive target organ damage, and progressive
renal and cardiac diseases.2

Candesartan is an antagonist that binds selectively to
AT1Rs, giving a long-lasting blockage and suppression of
Ang II response. It has high binding affinity (IC50

0.6 nM) compared with the selective AT1R antagonist
Losartan (IC50 20 nM,) and Valsartan (IC50 2.7 nM).6

Candesartan labeled with 125I at the 22-position of the
biphenyl moiety displayed binding to cardiac AT1Rs with
high heart-to-liver ratios, demonstrating its suitability to
study AT1R alterations in cardiovascular disorders.7

Structure-activity relationship (SAR) studies demon-
strated that large prosthetic molecules can be
introduced at the 7-position of the benzimidazole ring of
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Candesartan without changing its binding properties and
pharmacological functions.8 We have previously radio-
labeled Candesartan with carbon-11 by [11C]methylation
of the carboxylic acid group, and this radioligand dis-
played potential for positron emission tomography (PET)
imaging of AT1Rs.

9 However, a high proportion of the
microPET signal in the rat kidney corresponded to non-
specific binding from a 11C-labeled hydrophobic metabo-
lite. We hypothesized that an F-18 aromatic-substituted
derivative at the same 7-position would provide a suitable
radioactive derivative of the high affinity Candesartan for
PET imaging. Furthermore, the longer half-life of a F-18
analog of Candesartan would offer some key advantages
such as allowing multiple injections per formulation and
shipping to sites without cyclotron or radiochemistry
capability, as well as superior PET imaging resolution
due to low positron energy.10

Incorporation of 18F-labeled prosthetic groups onto
biological active compound has been accomplished via
acylation, amidation, imidation, alkylation, and photo-
chemical conjugation.11 Recently, our group developed
the novel tracer [18F]fluoropyridine-Candesartan labeled
with the [18F]FPyKYNE prosthetic via the copper-
catalyzed azide-alkyne cycloaddition at the imidazole
7-position in 10% yield, high molar activity, and radio-
chemical purity (≥97%).12 Biological studies revealed
specific binding of [18F]fluoropyridine-Candesartan in
AT1R-rich tissues such as the kidney cortex. Further

studies to assess the full potential of [18F]fluoropyridine-
Candesartan are currently underway.

Several chemical approaches using the Pd-mediated
cross-coupling reaction were previously investigated in
radiochemistry with some favorable outcomes using
the Stille,13,14 Suzuki,15 Sonogashira,16,17 and Buchard
N-arylation reactions.18 Particularly, the Sonogashira
cross-coupling reaction approach was successfully uti-
lized to label alkyne-modified peptides with 4-[18F]
fluorohalobenzenes, such as 4-[18F]bromofluorobenzene
or 4-[18F]fluoroiodobenzene ([18F]FIB), in high yields
and in vivo stability.19 Recently, [18F]FIB was produced
from a commercially available precursor in high yields,
relatively facile purification, fast conjugation, and versa-
tile applications.20 We report here the radiosynthesis and
automation of the novel derivative [18F]fluorobenzyl-
Candesartan ([18F]7) via the Sonogashira cross-coupling
reaction with [18F]FIB (Scheme 1) and in vitro plasma
stability study to assess enzymatic breakdown.

2 | MATERIAL AND METHODS

2.1 | General

All chemicals, including FIB (6) and its
triphenylsulfonium triflate precursor (8), are commer-
cially available and used without further purification

SCHEME 1 Synthetic route of [18F]7
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unless stated. Flash chromatography is carried out with
silica gel (40–60 μm). 1H- and13C-NMR spectra are
acquired with a Bruker 300 MHz spectrometer at ambient
temperature. Spectral data are reported in parts per mil-
lion (ppm) using residual solvent as a reference. High res-
olution and accurate mass measurements are acquired in
positive mode by flow injection analysis into a Thermo
Scientific Q-Exactive Plus Orbitrap Mass Spectrometer
(San Jose, CA, USA) interfaced with a heated
electrospray ion source. Sep-Pak C18 plus (360 mg,
Waters) solid-phase extraction cartridges were
preconditioned with 10-ml ethanol followed by 20-ml
water. Analytical HPLC was performed on a
Phenomenex Luna C18 (2) column (250 × 4.6 mm,
10 μm) with a Waters HPLC composed of 1,515 isocratic
pump, 2,487 dual λ absorbance detector, and a Raytest
Gabi Star radioactivity detector. Two analytical methods
were utilized: Method 1 (2 ml/min, A: water and B:
CH3CN, linear gradient 50% B to 80% during 25 min) and
Method 2 (2 ml/min, 55:45 acetonitrile/water 0.1% TFA).
Radio-TLC chromatograms (solvent system, EtOAc/Hex-
anes/MeOH 80:20:5) were acquired with an AR-2000
radio-TLC imaging scanner (Eckert & Ziegler, Germany).
Automated radiosyntheses were performed with the
Synthra® RNPlus Research (Germany) synthesis module.
Semi-preparative HPLC separations were carried out
within the radiosynthesizer with a Phenomenex Luna
C18 (2) HPLC column (250 × 10 mm, 10 μm) at a flow
rate of 8 ml/min (first purification [18F]6: 55:45 acetoni-
trile/water 0.1% TFA and second purification [18F]7:
45:55 acetonitrile/water 0.1% TFA) with UV (254 nm)
and radiation detection.

2.2 | Chemistry

Compounds (2), (3), and (4) were synthesized as reported
previously21 (see Data S1).

2.2.1 | Tetrazole-protected alkyne
Candesartan (7-((but-3-yn-1-yloxy)methyl)-
2-ethoxy-1-((2'-(1-trityl-1H-tetrazol-5-yl)-
[1,1'-biphenyl]-4-yl)methyl)-1H-benzo[d]
imidazole) (5)

But-3-yn-1-ol (12 mg, 0.18 mmol) was slowly added
dropwise to NaH (9.5 mg, 0.39 mmol) and Bu4N

+I-

(13.2 mg, 0.04 mmol) in 1-ml anhydrous THF under
nitrogen and stirred for 1 h at 0�C. Tetrazole-protected
bromide Candesartan (4) (0.158 g, 0.20 mmol) in 2-ml
anhydrous THF was added dropwise at 0�C and stirring
continued overnight under N2. The reaction was then

quenched with cold saturated NaCl and extracted with
ethyl acetate (3 × 20 ml), dried over MgSO4, and the
filtrated solution was partially evaporated under reduced
pressure. The residue was purified by column chromatog-
raphy using a solvent gradient EtOAc/Hexanes (15:85 to
30:70). The tetrazole-protected alkyne Candesartan (5)
was obtained in 55% (yellowish solid, 84 mg). Purity of
98.2% (HPLC, 2 ml/min, AcN/0.1-M ammonium formate
80:20). Melting point: 94�C–98�C. ESI-MS: Calculated for
C47H40N6O2: 720.3213 Found (MH+): 721.3288. 1H NMR
(CDCl3): δ: 7.95–6.84 (m, 26H); 5.45 (s, 2H); 4.60 (q,
J = 6.96 Hz, 2H); 4.32 (s, 2H); 3.55–3.45 (m, 2H); 2.42 (td,
J = 6.58, 2.63 Hz, 2H); 1.99 (m, 1H) 1.45 (t, J = 7.05 Hz,
3H). 13C NMR (75 MHz, CDCl3): δ 164.0, 157.6, 141.7,
141.3, 141.4, 140.3, 137.3, 132.5, 130.3, 130.2, 129.9, 129.8,
128.2, 127.5, 126.3, 124.9, 124.2, 121.2, 119.6, 118.4, 82.9,
81.6, 70.7, 69.4, 67.3, 66.4, 45.8, 19.8, 14.7.

2.2.2 | Fluorobenzyl-Candesartan (1-((2'-
(1H-tetrazol-5-yl)-[1,1'-biphenyl]-4-yl)
methyl)-2-ethoxy-7-(((4-(4-fluorophenyl)
but-3-yn-1-yl)oxy)methyl)-1H-benzo[d]
imidazole) (7)

The tetrazole-protected alkyne Candesartan (5) (20 mg,
0.03 mmol) was added under argon to a solution con-
taining Pd (PPh3)4 (0.70 mg, 0.6 μmol) and CuI (0.11 mg,
0.6 μmol) in 0.2-ml Et3N at 0�C. After stirring for 10 min
under argon, FIB (6) (7.4 mg, 0.33 mmol) previously dis-
solved in Et3N (0.5 ml) was added dropwise and stirred at
0�C to room temperature for 20 h. After TLC testing
(EtOAc/Hexanes 30:70, Rf = 0.4) for completion, the mix-
ture was quenched with saturated aqueous solution of
NH4Cl, extracted with ether (2 × 10 ml) and washed with
water (1 × 10 ml). A small aliquot was taken for
MS. ESI-MS: Calculated for C53H43FN6O2: 814.3432
Found (MH+): 815.3513. Subsequently, the product was
hydrolyzed with 0.250 ml of TFA/AcN (1:1.5) at 60�C for
7 min. The final mixture was purified by semi-prep
HPLC, and the collected fractions were lyophilized
(FreeZone 12-84C, Labconco). The fluorobenzyl-
Candesartan (7) was obtained in 31% (white solid, 5 mg)
and a chemical purity of 98.9% (analytical HPLC using
Method 2). Using Chem3D® (Perkin Elmer), the logP
value was calculated to be 7.7. ESI-MS: Calculated for
C34H29FN6O2: 572.2336 Found (MH+): 573.2432. 1H
NMR (CDCl3) δ 8.04 (d, J = 6.6 Hz, 1H), 7.68-7.54 (m,
2H), 7.32–7.28 (m, 5H), 7.06–6.78 (m, 8H), 5.53 (s, 2H),
4.24 (s, 2H), 4.05 (s, 1H), 3.49 (t, J = 6.5 Hz, 2H), 2.58
(t, J = 6.4 Hz, 2H), 0.92 (t, J = 6.05 Hz, 3H). 13C NMR
(151 MHz, CD3CN): δ 162.98, 161.34, 157.35, 154.95,
141.29, 139.64, 138.79, 138.53, 138.19, 138.07, 133.47,
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131.22, 130.70, 130.67, 130.65, 130.63, 129.65, 127.97,
125.44, 124.22, 123.32, 121.50, 115.60, 109.56, 87.69,
79.83, 79.80, 69.94, 67.67, 67.23, 46.34, 45.58, 44.19, 20.25,
13.84, 8.03.

2.3 | Radiochemistry

2.3.1 | Synthesis of [18F]6

[18F]FIB ([18F]6) was synthesized by 18F-
radiofluorination of 4-(iodophenyl)diphenyl-sulfonium
triflate (8) as reported previously.20,22 Briefly, n.c.a. 18F
(740–5,550 MBq) was produced via an IBA Cyclone 18/9
cyclotron by the nuclear reaction 18O(p,n)18F. The 18F
was trapped into an anion exchange resin (QMA light,
Waters), eluted with 1.5-ml Kryptofix2.2.2/K2CO3 (86:14),
and then dried azeotropically with 0.4-ml CH3CN. When
the solution was completely dried, 7 mg of the
triphenylsulfonium triflate precursor (8) in CH3CN
(0.25 ml) was added to the reactor 1 of the automated
Synthra synthesis module. As part of the reaction optimi-
zation, various parameters such as the reaction solvent
(CH3CN, DMSO and diglyme), phase-transfer catalyst
(K222, TBAHCO3, and no catalyst), amount of precursor
(7, 10 and 15 mg), and temperature (85, 90, and 120�C)
were studied as presented in the Table 1. After reaction
completion, the crude mixture was quenched with 20-ml
water and purified either via a C18 Sep-Pak plus (Waters)
or semi-prep HPLC. [18F]6 was eluted with 1 ml (either
THF or DMF) into either a vial for manual optimization
of the Sonogashira cross-coupling reaction (see Section
2.3.2) or into the second reactor of the Synthra module
for the automated production of [18F]7 (see Section 2.3.3).

The radiochemical purity of [18F]6 was analyzed by ana-
lytical HPLC (Method 1).

2.3.2 | Optimization of the synthesis of
[18F]7

Optimization of the Sonogashira cross-coupling condi-
tions were initially evaluated with two different catalyst
(Pd (PPh3)4 or Pd (OAc)2) for producing other radio-
ligands.16,17 Such conditions (Table 2, entries 3 and 7)
were utilized here for combining [18F]FIB to the alkyne-
Candesartan precursor. In general, in a conical vial
(3 ml) under argon, the alkyne precursor (5), CuI, palla-
dium catalyst, and the base were mixed with
29.6–148 MBq of [18F]FIB [18F]6 (purified by Sep-Pak
C18, entries 1–6 and 9 or semi-prep HPLC (Table 2,
entries 7, 8, and 10). The vial was sealed and the reaction
heated. After cooling, the deprotection of the tetrazole
was carried out by means of 250 μl 40% TFA in CH3CN
at 70�C for 8 min to obtain [18F]7. As part of the optimi-
zation process, the influence of various reaction parame-
ter such as the amount of precursor (0.75–3 mg),
temperature (60–110�C) and the base (TEA or K2CO3)
were studied as presented in Table 2. Aliquots were taken
for radio-HPLC (Method 2) or radio-TLC analysis.

2.3.3 | Automation of the synthesis of
[18F]7

Automated synthesis of [18F]7 was carried out using the
best conditions obtained in the optimization process for
the production of [18F]6 (Table 1, entry 9) and coupling

TABLE 1 Optimization of [18F]6 reaction conditions

Entry Phase-transfer catalyst Precursor (mg) Solvent Time (min) Temperature (�C) RCYb (%)

1 K222 7 CH3CN 15 85 13.1 ± 2.3

2 K222 7 DMSO 15 85 6.2 ± 1.4

3 K222 7 Diglyme 15 85 19.3 ± 2.8

4 TBAHCO3 7 Diglyme 15 85 23.0 ± 1.5

5 Nonea 7 Diglyme 15 85 9.1 ± 1.8

6 K222 10 Diglyme 15 85 31.3 ± 3.8

7 K222 15 Diglyme 15 85 14.4 ± 1.5

8c K222 10 Diglyme 15 85 26.4

9c K222 10 Diglyme 15 90 29.8

10c K222 10 Diglyme 15 120 <20

aFollowing Richarz et al.23

bIsolated radiochemical yield from start-of-synthesis (n = 3).
cRadiochemical conversion of [18F]FIB compared with [18F]fluorobenzene (by-product) for conditions described in entries 8, 9, and 10 are 93.1%, 99.8%, and

78.3%, respectively (n = 1).
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to the alkyne Candesartan precursor (5) (Table 2, entry
10) using the automated dual-reactor, two HPLC Synthra
synthesis module. After elution from the QMA into reac-
tor 1 with a solution of 86% K222/K2CO3 (1.5 ml), F-18
was dried azeotropically under vacuum in the presence
of CH3CN (0.4 ml). When completely dried, 10 mg of the
precursor (8) in diglyme (0.25 ml) was added and heated
at 90�C for 15 min. The reaction was quenched with
water (5 ml) and transferred to a C18 Sep-Pak plus. The
cartridge was washed with extra water (15 ml), and the
product was eluted with THF (1.5 ml) into the V-Vial
1 (containing 7 ml of water). The mixture was purified by
semi-prep C18 HPLC (tR = 10.8 min) (see Data S3,
Figure S3-1). The peak corresponding to [18F]6 was col-
lected into the SP1 vessel (prefilled with 30 ml of water),
then transferred and trapped on a C18 Sep-Pak plus.
[18F]6 was eluted with DMF (1 ml) into the reactor 2 con-
taining 3-mg K2CO3, 1-mg CuI, and 8-mg Pd (PhP3)4.
After addition of the alkyne precursor (5) (3 mg in 0.2-ml
DMF) to reactor 2 the reaction was heated at 110�C for
20 min. TFA (30%) in acetonitrile (0.25 ml) was added to
the cooled reaction mixture for the tetrazol deprotection
(60�C, 7 min).

Following quenching with 3-ml HPLC solvent and fil-
tration (0.45 μm Nylon, Whatman) into the V-vial 2, the
filtered mixture was purified by semi-prep C18 HPLC

(tR = 7.2 min) (see Data S3, Figure S3-1). The peak
corresponding to [18F]7 was collected into the SP2 vessel
(prefilled with 45 ml 0.1% TFA water). [18F]7 was trapped
onto a C18 Sep-Pak plus, eluted with 2-ml ethanol (95%).
In order to have a more concentrated formulation, the
ethanol was evaporated at 40�C under a gentle stream of
nitrogen, and 0.9% saline (containing 10 mg/ml sodium
ascorbate24) was added to reach a maximum of 10% etha-
nol in the final formulation.

2.3.4 | Analytical studies

The final formulation was analyzed by analytical HPLC
(Method 2, tR = 7.8 min, Figure 1) to determine the radio-
chemical purity and molar activity. The chemical identity
of product [18F]7 was confirmed by coinjection with the
nonradioactive standard (7). [18F]7 was assayed for stabil-
ity by monitoring the radiochemical purity 4 h after EOS.

2.3.5 | In vitro plasma stability

In vitro tracer stability was evaluated in plasma samples
from Sprague-Dawley rats. Plasma volumes of 0.5 ml
were mixed with [18F]7 (�1.62 kBq) and then incubated

TABLE 2 Optimization of Sonogashira cross-coupling on the synthesis of [18F]7

Entry
Product
5 mg/μmol

CuI
(mg/μmol)

Catalyst
(mg/μmol) Base Solvent

Volume
(ml)

Temp
(�C)

Time
(min)

RCCa

(%)

1d 0.75/1 3/16 Pd (PPh3)4 3/3 TEA THF/TEA
(1:1)

2 110 20 0.3b

2d 1.5/2 3/16 Pd (PPh3)4 3/3 TEA THF/TEA
(1:1)

2 110 20 4.4b

3d 3/4 3/16 Pd (PPh3)4 3/3 TEA THF/TEA
(1:1)

2 110 20 0-15b

4d 3/4 3/16 Pd (PPh3)4 3/3 TEA THF/TEA
(1:1)

2 90 20 0c

5d 3/4 3/16 Pd (PPh3)4 3/3 TEA THF/TEA
(1:1)

2 60 20 0c

6d 1.5/2 3/16 Pd (OAc)2 3/13 TEA THF/TEA
(40:1)

2 110 20 0b

7e 1/1 1/5 Pd (OAc)2 3/13 TEA THF/TEA
(40:1)

2 85 30 0b

8e 1.5/2 1/5 Pd (PPh3)4 8/7 K2CO3 DMF 1 110 20 5.1b

9d 3/4 1/5 Pd (PPh3)4 8/7 K2CO3 DMF 1 110 20 7.8b

10e 3/4 1/5 Pd (PPh3)4 8/7 K2CO3 DMF 1 110 20 22b

aRCC was determined with n = 1 run, except for entry 3 (n = 6).
bDetermined by analytical HPLC.
cDetermined by radio-TLC.
d[18F]6 purified by Sep-Pak C18, entries 1–6 and 9.
e[18F]6 purified by semi-prep HPLC, entries 7, 8, and 10.

124 ALONSO MARTINEZ AND DASILVA



at 37�C for 20, 40 and 60 min. Urea at final concentration
of 0.35 g/ml was added to plasma samples to disrupt
plasma protein binding. Prior to the experiments, sam-
ples of plasma directly spiked with authentic tracer
before incubation at time zero (no enzymatic degrada-
tion) were processed as a control.

A previously described column-switch HPLC25 con-
sisted in a capture column (20 × 2 mm, hand packed with
Oasis HLB), and an analytical column (Luna C18 10 μm
100 Å 250 × 4.60 mm, Phenomenex) was utilized to study
the presence of plasma degradation products. Briefly, fil-
tered samples injected in the system are trapped onto the
capture column, and hydrophilic subproducts and/or mac-
romolecules are eluted at 1 ml/min with 1:99 acetonitrile/
water. Once the UV signal returned to baseline, solvent is
switched to 55:45 acetonitrile/0.1% TFA to back-flushed the
retained compounds (hydrophobic degradation prod-
ucts + intact tracer) off the capture column and over the
analytical column at 2 ml/min. Signals were analyzed using
PeakSimple 3.77 software and subsequently corrected for
noise and radioactive decay. Integration of peaks was used
to determine the proportion of hydrophilic/hydrophobic
plasma degradation products over intact [18F]7.

3 | RESULTS AND DISCUSSION

3.1 | Chemistry

In order to prepare the hydroxy derivative of Candesartan
(2), the carboxylic acid moiety was reduced by means of

lithium aluminum hydride in high yields (Scheme 1).
The alkyne tetrazole-protected Candesartan (5) was
prepared from (2) with trityl chloride in the presence of
TEA and dichloromethane. To produce the alkyne
Candesartan precursor (5), two synthetic strategies were
evaluated. The first one was to form the alkoxide of the
hydroxy derivative of Candesartan (2) by means of NaH
and then proceed to the ether formation reaction with
4-chlorobut-1-yne. The second strategy was to use the
Mitsunobu reaction between of hydroxy derivative of
Candesartan (2) and 3-butyn-1-ol, but unfortunately,
both approaches did not yield the desired compound (5).
Interestingly, the reaction to produce (5) proceeded in
high yields by inverting the conditions of the first strat-
egy, where the alkoxide of 3-butyn-1-ol reacted with the
trityl bromine Candesartan (4) following a modified
version of Williamson ether synthesis.

3.2 | Radiochemistry

3.2.1 | Synthesis of [18F]6

After several attempts following the conditions reported
in Way and Wuest,20 the highest RCY of [18F]FIB was of
13.1 ± 2.3% (Table 1, entry 1). Further experiments were
designed to find optimal conditions (in our hands) and to
increase the RCY. As presented in Table 1, the use of dig-
lyme (entry 3) yielded �19% compared with �6% with
anhydrous DMSO (entry 2). Therefore, diglyme was used
in all subsequent conditions (entries 4–10). No difference

FIGURE 1 Representative analytical

HPLC chromatograms of [18F]7. Coinjection
with authentic standard (7) in green

(tR = 7.78 min) (A). Radioactive signal at QC

time (time 0) in red and 4 h post-synthesis in

black (tR = 7.80 min) (B)
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was found with K222 or TBAHCO3 (Table 1, entries
3 and 4), whereas using no catalyst produced [18F]6 in
lower yields (Table 1, entry 5). Richarz et al23 published a
minimalist method to produce [18F]FIB in 66% radio-
conversion (RCC) without the need of catalyst and/or
azeotropic drying. In their study, F-18 was trapped in a
Chromafix cartridge, rinsed extensively with anhydrous
methanol, and then eluted into the reactor using the
same sulfonium salt precursor as here. Using their
approach, [18F]FIB production was lower compared with
the use of K222 or TBAHCO3. Furthermore, approxi-
mately 30% of the trapped F-18 was not completely eluted
when 10 mg of sulfonium salt precursor was utilized.
Therefore, we selected the classical K222/K2CO3

approach for producing [18F]FIB in high RCY.
After evaluating the amount of precursor (Table 1,

entries 3, 6, and 7), the highest RCY for producing [18F]6
(at 93% radiochemical purity) was obtained with 10 mg
of precursor. As previously reported,20 we also found a
relationship between the temperature and the radio-
chemical purity of [18F]6 (Table 1, entries 8, 9, and 10).
The formation of the by-product [18F]fluorobenzene was
practically prevented with reactions at 90�C, indicating
that at this temperature (see Data S2, Figure S2-1), the
mechanism favored the electron-poor iodinated system
leading to the desired product [18F]6.22 Finally, the
optimal condition (Table 1, entry 9) produced [18F]6 in a
similar RCY (31.3 ± 3.8, n = 8) as previously reported by
Mu et al.22

3.2.2 | Optimization of the synthesis of
[18F]7

Since the reaction proposal by Kenkichi Sonogashira in
the 1970s,26 the Sonogashira cross-coupling reaction has
not been extensively used in radiochemistry. The first
report came in 2003 when Wüst and Kniess16 reported
the radiolabeling of an estradiol derivative with [18F]FIB.
Twelve years later, the same group extended [18F]FIB
application to the radiolabeling of alkyne-modified pep-
tides under mild conditions with Pd (OAc)2 in high
RCYs.19 Their reported Sonogashira conditions were
investigated here for radiolabeling the protected alkyne-
Candesartan derivative (5) with [18]FIB (Table 2, entries
3 and 7). As observed in entry 7, addition of Pd (OAc)2 to
the reaction mixture did not produce the final compound
[18F]7 from [18F]6 either at 85�C or 110�C (Table 2,
entries 7 and 6, respectively). Therefore, we decided to
use the Pd (PPh3)4 catalyst in all subsequent experiments.

While performing optimization experiments with
3 mg of precursor and TEA as the base, random conver-
sion yields where obtained varying from no reaction to

22% RCC. The analysis of HPLC chromatograms
(Table 2, entry 3) revealed the formation of more radioac-
tive impurities and the presence of the unprotected final
product. To overcome these problems, we hypothesized
that using less precursor would favorize the formation of
[18F]7 over the [18F]by-products (Table 2, entries 1 and
2). Contrary to our hypothesis, the formation yield was
also reduced to 0.3% with 0.75 mg of precursor (Table 2,
entry 1). Reducing the reaction temperature to 60�C or
90�C (Table 2, entries 5 or 4, respectively) was not benefi-
cial with no reaction, demonstrating that 110�C is
required for completion of the cross-coupling reaction in
higher RCCs.

The acid hydrolysis of the trityl-protected [18F]7 was
not reproducible due to the excess of TEA. It was
reported that using concentrated acids (e.g. TFA or HCl)
led to the formation of the des-ethylated Candesartan
analog for trityl deprotection.9 To circumvent this prob-
lem, alternative bases such K2CO3 and Cs2CO3 were
explored as previously reported as a modified version of
the classic Sonogashira reaction.27 Adapting this reaction
condition to our context, 3 eq of K2CO3 in DMF produced
[18F]7 in 5% yield with almost no trityl-protected (5) left
(Table 2, entry 8). In addition, increasing the amount of
precursor to 3 mg (Table 2, entry 9) increased the RCC
up to 8%. Repeating the entry 9 with HPLC pure [18F]6
(Table 2, entry 10) led to the production of [18F]7 in in
higher RCC (22%). Such observation was previously dis-
cussed by Wüst and Kniess.16 Based in their findings,
iodinated impurities produced during the thermal
decomposition of product (8)28,29 are not separated from
[18F]FIB following C18 SepPak purification, causing com-
petitive cross-coupling reactions reducing the RCC yields.
Whereas such competition was not observed with [18F]6
after HPLC purification. The conditions described in
entry 10 were thus selected for automatized
radiosynthesis.

3.3 | Automation of the synthesis of [18F]
7

Automation of the radiosynthesis (see Data S3,
Figure S3-1) was initially performed with 1 mg of precur-
sor giving [18F]7 in an overall RCY of 0.19 ± 0.03%
(n = 3, decay corrected from EOB). Increasing the
amount of precursor to 3 mg of the protected alkyne-
Candesartan (5) gave radiochemically pure (99.8%) [18F]7
in 4.6 ± 1.1% (n = 4, decay corrected from EOB)
(Figure 1A). Its identity was confirmed by coinjection
with the authentic (7) (Figure 1B). Fawdry24 reported
that 10 mg/ml of sodium ascorbate in concentrated for-
mulations of FDG (11 GBq/ml) led to a stability of 99%
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up to 14 h. After ethanol evaporation and reformulation
in saline-containing sodium ascorbate, the final formula-
tion at 1.48 GBq/ml was stable for 4 h after EOS at room
temperature (Figure 1B). The molar activity of the final
formulation was low (1,406–5,513 GBq/mmol) due to the
formation of structurally close impurities during the cou-
pling and acid hydrolysis as detected by semi-prep HPLC
(see Data S3, Figure S3-2). Attempts to further improve
the isolated radiochemical yield and molar activities
turned out to be challenging. However, new strategies for
reducing the side-products formation by exploring new
Pd catalyst, less aggressive acid hydrolysis of tetrazole
group and new semi-prep HPLC system are currently
under way.

3.4 | In vitro plasma stability

Hydrolysis of compounds by plasmatic enzymes is among
a wide variety of mechanisms utilized for clearing drugs
from circulation. This process reduces the lifetime of
pharmaceutical compounds in circulation, affecting the
availability of the parent product to produce pharmaco-
logical effect.30 [18F]7 was found to be stable in plasma
with the presence of less than 3% of radioactive by-
products after 60 min of incubation at 37�C. Previous
reports suggested that compounds containing functional
groups such as esters, amides, lactones, lactams, carbam-
ides, sulphonamides, and peptic mimetics are more sus-
ceptible to hydrolysis in plasma.31 Taking our results into
account, we have found the carbon–carbon bond
between a terminal alkyne and an aryl halide to be highly
stable to enzymatic break-down, suggesting metabolic
stability of [18F]fluorobenzyl-Candesartan. In support to
this finding, the propargylglycine derivative [18F]FPhPA
labeled with [18F]FIB using a similar Sonogashira condi-
tions was also found to be a stable in vivo. PET imaging
of this tracer in MT-6 tumor-bearing BALB/c mice rev-
ealed high tumor uptake and no abnormal bio-
distribution pattern as compared with the amino acid
transporter [18F]FET, indicating the stability of the
alkyne-benzene (sp–sp2 carbon–carbon) planar
arrangement.17

4 | CONCLUSIONS

A fully automated synthesis of the novel [18F]
fluorobenzyl-Candesartan has been developed in a three-
steps two-reactor two-HPLC purification process using
[18F]FIB as prosthetic group. The tracer was obtained in
high radiochemical purity and remained stable up to 4 h
in solution and up to 1 h in plasma at 37�C. Nonetheless,

the use of Sonogashira cross-coupling reaction to produce
[18F]7 in high yields and molar activities was found to be
challenging for routine use in radiochemistry labs.

ACKNOWLEDGEMENTS
The authors would like to thank the staff of the Radio-
chemistry and Cyclotron Platform and Ms Fleur Gaudette
of the Pharmacokinetics core facility for the high-
resolution mass measurements. This work was supported
by the Canadian Institutes of Health Research (CIHR)
(MOP-126079) and the Réseau de Bio-Imagerie du
Québec.

ORCID
Jean N. DaSilva https://orcid.org/0000-0003-3637-3223

REFERENCES
1. Reid IA, Morris BJ, Ganong WF. The renin-angiotensin system.

Annu Rev Physiol. 1978;40:377-410. https://doi.org/10.1146/
annurev.ph.40.030178.002113

2. Schmieder RE, Hilgers KF, Schlaich MP, Schmidt BMW.
Renin-angiotensin system and cardiovascular risk. The Lancet.
2007;369(9568):1208-1219. https://doi.org/10.1016/S0140-6736
(07)60242-6

3. De Mello WC. Renin Angiotensin System and the Heart.
London: Wiley; 2005.

4. Ning D, Jiang F, Hu L-J, et al. Angiotensin II receptor type
1 blockers suppress the cell proliferation effects of angioten-
sin II in breast cancer cells by inhibiting AT1R signaling.
Oncol Rep. 2012;27(6):1893-1903. https://doi.org/10.3892/or.
2012.1720

5. Uemura H, Hasumi H, Ishiguro H, Teranishi J-i, Miyoshi Y,
Kubota Y. Renin-angiotensin system is an important factor in
hormone refractory prostate cancer. Prostate. 2006;66(8):822-
830. https://doi.org/10.1002/pros.20407

6. Burnier M, Brunner HR. Angiotensin II receptor antagonists.
The Lancet. 2000;355(9204):637-645. https://doi.org/10.1016/
S0140-6736(99)10365-9

7. Sanad MH, Sallam KM, Marzook FA, Abd-Elhaliem SM.
Radioiodination and biological evaluation of candesartan as a
tracer for cardiovascular disorder detection. J Label Compd
Radiopharm. 2016;59(12):484-491. https://doi.org/10.1002/jlcr.
3435

8. Kubo K, Kohara Y, Imamiya E, et al. Nonpeptide angiotensin
II receptor antagonists. Synthesis and biological activity of
benzimidazolecarboxylic acids. J Med Chem. 1993;36(15):2182-
2195. https://doi.org/10.1021/jm00067a016

9. Hadizad T, Kirkpatrick SA, Mason S, Burns K, Beanlands RS,
DaSilva JN. Novel O-[11C]methylated derivatives of candesartan
as angiotensin II AT1 receptor imaging ligands: radiosynthesis
and ex vivo evaluation in rats. Bioorg Med Chem. 2009;17(23):
7971-7977. https://doi.org/10.1016/j.bmc.2009.10.016

10. Tai YC, Laforest R. Instrumentation aspects of animal PET.
Annu Rev Biomed Eng. 2005;7:255-285. https://doi.org/10.1146/
annurev.bioeng.6.040803.140021

11. Wester H-J, Hamacher K, Stöcklin G. A comparative study of
N.C.A. Fluorine-18 labeling of proteins via acylation and

ALONSO MARTINEZ AND DASILVA 127



photochemical conjugation. Nucl Med Biol. 1996;23(3):365-372.
https://doi.org/10.1016/0969-8051(96)00017-0

12. Abreu Diaz AM, Drumeva GO, Petrenyov DR, Carrier J-F,
DaSilva JN. Synthesis of the novel AT1 receptor tracer [18F]
fluoropyridine–Candesartan via click chemistry. ACS Omega.
2020;5(32):20353-20362. https://doi.org/10.1021/acsomega.
0c02310

13. Wüst FR, Kniess T. No-carrier added synthesis of 18F-labelled
nucleosides using Stille cross-coupling reactions with 4-[18F]
fluoroiodobenzene. J Label Compd Radiopharm. 2004;47(8):
457-468. https://doi.org/10.1002/jlcr.834

14. Wüst FR, Höhne A, Metz P. Synthesis of 18F-labelled
cyclooxygenase-2 (COX-2) inhibitors via Stille reaction with
4-[18F]fluoroiodobenzene as radiotracers for positron emission
tomography (PET). 10.1039/B412871K. Org Biomol Chem. 2005;
3(3):503-507. https://doi.org/10.1039/B412871K

15. Steiniger B, Wuest FR. Synthesis of 18F-labelled biphenyls via
SUZUKI cross-coupling with 4-[18F]fluoroiodobenzene.
J Label Compd Radiopharm. 2006;49(9):817-827. https://doi.
org/10.1002/jlcr.1099

16. Wüst FR, Kniess T. Synthesis of 4-[18F]fluoroiodobenzene and
its application in sonogashira cross-coupling reactions. J Label
Compd Radiopharm. 2003;46(8):699-713. https://doi.org/10.
1002/jlcr.709

17. Way JD, Wang M, Hamann I, Wuest M, Wuest F. Synthesis
and evaluation of 2-amino-5-(4-[18F]fluorophenyl)pent-4-ynoic
acid ([18F]FPhPA): a novel 18F-labeled amino acid for onco-
logic PET imaging. Nucl Med Biol. 2014;41(8):660-669. https://
doi.org/10.1016/j.nucmedbio.2014.05.140

18. Wüst FR, Kniess T. N-Arylation of indoles with 4-[18F]
fluoroiodobenzene: synthesis of 18F-labelled σ2 receptor
ligands for positron emission tomography (PET). J Label
Compd Radiopharm. 2005;48(1):31-43. https://doi.org/10.1002/
jlcr.893

19. Way JD, Bergman C, Wuest F. Sonogashira cross-coupling
reaction with 4-[18F]fluoroiodobenzene for rapid 18F-labelling
of peptides. Chem Commun (Camb). 2015;51(18):3838-3841.
https://doi.org/10.1039/c5cc00182j

20. Way JD, Wuest F. Automated radiosynthesis of no-carrier-
added 4-[18F]fluoroiodobenzene: a versatile building block in
18F radiochemistry. J Label Compd Radiopharm. 2014;57(2):
104-109. https://doi.org/10.1002/jlcr.3137

21. Garvey DS, Nitric oxide enhancing angiotensin II antagonist
compounds, compositions and methods of use. USA patent
WO2007019448A2. 2006.

22. Mu L, Fischer CR, Holland JP, et al. 18F-radiolabeling of aro-
matic compounds using triarylsulfonium salts. Eur J Org Chem.
2012;2012(5):889-892. https://doi.org/10.1002/ejoc.201101730

23. Richarz R, Krapf P, Zarrad F, Urusova EA, Neumaier B,
Zlatopolskiy BD. Neither azeotropic drying, nor base nor other
additives: a minimalist approach to (18)F-labeling. Org Biomol

Chem. 2014;12(40):8094-8099. https://doi.org/10.1039/
c4ob01336k

24. Fawdry RM. Radiolysis of 2-[18F]fluoro-2-deoxy-D-glucose
(FDG) and the role of reductant stabilisers. Appl Radiat Isot.
Nov 2007;65(11):1193-1201. https://doi.org/10.1016/j.apradiso.
2007.05.011

25. Hilton J, Yokoi F, Dannals RF, Ravert HT, Szabo Z, Wong DF.
Column-switching HPLC for the analysis of plasma in PET
imaging studies. Nucl Med Biol. 2000;27(6):627-630. https://doi.
org/10.1016/S0969-8051(00)00125-6

26. Sonogashira K, Tohda Y, Hagihara N. A convenient synthesis
of acetylenes: catalytic substitutions of acetylenic hydrogen
with bromoalkenes, iodoarenes and bromopyridines. Tetrahe-
dron Lett. 1975;16(50):4467-4470. https://doi.org/10.1016/
S0040-4039(00)91094-3

27. Jiang Q, Li H, Zhang X, Xu B, Su W. Pd-catalyzed
decarboxylative Sonogashira reaction via decarboxylative bro-
mination. Org Lett. 2018;20(8):2424-2427. https://doi.org/10.
1021/acs.orglett.8b00772

28. Knapczyk JW, Wiegand GH, McEwen WE. Decomposition of
triarylsulfonium alkoxides. Tetrahedron Lett. 1965;6(34):2971-
2977. https://doi.org/10.1016/S0040-4039(01)89243-1

29. Dektar JL, Hacker NP. Photochemistry of triarylsulfonium
salts. J am Chem Soc. 1990;112(16):6004-6015. https://doi.org/
10.1021/ja00172a015

30. Copeland RA. Evaluation of Enzyme Inhibitors in Drug Discov-
ery: A Guide for Medicinal Chemists and Pharmacologists.
Wiley; 2013.

31. Di L, Kerns EH, Hong Y, Chen H. Development and applica-
tion of high throughput plasma stability assay for drug discov-
ery. Int J Pharm. 2005;297(1-2):110-119. https://doi.org/10.
1016/j.ijpharm.2005.03.022

SUPPORTING INFORMATION
Additional supporting information may be found online
in the Supporting Information section at the end of this
article.

How to cite this article: Alonso Martinez LM,
DaSilva JN. Development of a novel [18F]
fluorobenzyl derivative of the AT1 receptor
antagonist Candesartan. J Label Compd
Radiopharm. 2021;64:120–128. https://doi.org/10.
1002/jlcr.3892

128 ALONSO MARTINEZ AND DASILVA


	Development of a novel [18F]fluorobenzyl derivative of the AT1 receptor antagonist Candesartan
	1  INTRODUCTION
	2  MATERIAL AND METHODS
	2.1  General
	2.2  Chemistry
	2.2.1  Tetrazole-protected alkyne Candesartan (7-((but-3-yn-1-yloxy)methyl)-2-ethoxy-1-((2'-(1-trityl-1H-tetrazol-5-yl)-[1,...
	2.2.2  Fluorobenzyl-Candesartan (1-((2'-(1H-tetrazol-5-yl)-[1,1'-biphenyl]-4-yl)methyl)-2-ethoxy-7-(((4-(4-fluorophenyl)but...

	2.3  Radiochemistry
	2.3.1  Synthesis of [18F]6
	2.3.2  Optimization of the synthesis of [18F]7
	2.3.3  Automation of the synthesis of [18F]7
	2.3.4  Analytical studies
	2.3.5  In vitro plasma stability


	3  RESULTS AND DISCUSSION
	3.1  Chemistry
	3.2  Radiochemistry
	3.2.1  Synthesis of [18F]6
	3.2.2  Optimization of the synthesis of [18F]7

	3.3  Automation of the synthesis of [18F]7
	3.4  In vitro plasma stability

	4  CONCLUSIONS
	ACKNOWLEDGEMENTS
	REFERENCES



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /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 /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends false
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /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 [
    /PDFX1a:2001
  ]
  /PDFX1aCheck true
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Euroscale Coated v2)
  /PDFXOutputConditionIdentifier (FOGRA1)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <>
    /CHT <>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF che devono essere conformi o verificati in base a PDF/X-1a:2001, uno standard ISO per lo scambio di contenuto grafico. Per ulteriori informazioni sulla creazione di documenti PDF compatibili con PDF/X-1a, consultare la Guida dell'utente di Acrobat. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 4.0 e versioni successive.)
    /JPN <>
    /KOR <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die moeten worden gecontroleerd of moeten voldoen aan PDF/X-1a:2001, een ISO-standaard voor het uitwisselen van grafische gegevens. Raadpleeg de gebruikershandleiding van Acrobat voor meer informatie over het maken van PDF-documenten die compatibel zijn met PDF/X-1a. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 4.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENG (Modified PDFX1a settings for Blackwell publications)
    /ENU (Use these settings to create Adobe PDF documents that are to be checked or must conform to PDF/X-1a:2001, an ISO standard for graphic content exchange.  For more information on creating PDF/X-1a compliant PDF documents, please refer to the Acrobat User Guide.  Created PDF documents can be opened with Acrobat and Adobe Reader 4.0 and later.)
  >>
  /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
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /HighResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


