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In spite of extensive research within last sever-
al years, cancer is still the cause of substantial mor-
tality and takes the second place, after the cardio-
vascular illnesses, as the cause of mortality in mod-
ern societies. It also is the second leading cause of
death in women of reproductive age (1). B-cell
malignancies, including B-cell non-Hodgkinís lym-
phoma (NHL) and chronic lymphocytic leukemia
(CLL), are the most common hematologic malig-
nancies in the western world. Although excellent
response rates are achieved with standard chemoim-
munotherapy, patients often relapse and additional
treatment is necessary. Therefore, discovery of new

chemotherapeutics is still required to combat those
cancers associated with dismal prognoses. 

In the present paper, we examined for proapop-
totic activity several succinimide and succinimide
related heterocyclic compounds containing azapen-
tacyclononadecaheksaen-16,18-dione and azatricy-
clodec-8-ene-3,5,10-trione moieties. Heterocyclic
compounds of similar structure are the important
part of medicinal chemistry and exhibit diversed
pharmacological activity. They may possess anti-
neoplastic and antiviral (2), antimalarial (3, 4),
antimycobacterium tuberculosis (5), antitumor (6)
and antimicrobial (7, 8) activities (Fig. 1).
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Figure 1. Structures of biologically active heterocycles containing succinimide moiety
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Figure 2. Structure of norbormide (a), vinclozolin (b), iprodione (c)

Scheme 1. Synthesis of imides 2 and 10

Figure 3. Induction of apoptosis (total apoptosis: early and late) by 9, 12 and 20 in HL-60 cells. The data were determined by FACS
cytometer after 24 and 48 h treatment. Cells were stained with annexin V-FITC and PI. Each point represents the mean ± S.D. (n = 3)
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Moreover, some of them are very important vasoac-
tive compounds. Norbormide (Fig. 2), for instance,
is uniquely toxic to rats but relatively harmless to
other rodents and mammals (9-11). It is also known
that some succinimide derivatives (12-16) as well as
their 3-spirocycloalkyl analogues (17-19) can be
endowed with anticonvulsant activity. Dicarbox-
imide fungicides vinclozolin and iprodione also
belong to succinimide related compounds (20, 21)
(Fig. 2).

In order to prepare compounds 9 and 12 (as
well as compounds 4-8 and 13-17) imides 2 and 10

were obtained with the aid of the Diels-Alder reac-
tion (Scheme 1). Thus 2-ethylanthracene was con-
densed with furan-2,5-dione in benzene to give
anhydride 1. This anhydride was subsequently con-
densed with hydroxylamine to give N-hydroxyimide
2. The imide 10 was prepared using 2,5-diethyl-3,4-
diphenylcyclopentadienone and 1H-pyrrole-2,5-
dione. The standard alkylation procedure of inter-

Scheme 2. Method of preparation of derivatives 4-9 and 12-17

Scheme 3. Structure of compounds 18-20
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mediates 2 and 10 with 1,4-dibromobutane or 1,3-
dibromopropane led to 4-bromobutyl (11) and 3-
bromopropoxy (3) derivatives which were then con-
densed with appropriate phenylpiperazines to yield
the final compounds 4-9 and 12-17 (Scheme 2). All

synthesized compounds possess the same parts: suc-
cinimide moiety, aromatic rings and phenylpiper-
azine. Additionally, in our research we used several
compounds 18-20 (Scheme 3) which we obtained in
our lab earlier (22). We chose them because they

Figure 4. Morphological examination (fluorescence microscopy) of HL-60 cells stained with DAPI/sulforhodamine 101 after 48 h incuba-
tion with compound 12. A - control; B - compound 12 (20 µM); C - compound 12 (50 µM). Arrows indicate apoptotic bodies

Figure 5. Representative flow cytograms demonstrating changes in mitochondrial membrane potential (∆Ψm) of HL-60 cells induced by
48 h culturing with compounds. The cells were stained with JC-1 dye. The cells in the lower right region (R1) showed green fluores-
cence (percentage of apoptotic cells)
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also contain large imide complex with aromatic
rings in the structure.

Finally, five selected compounds (9, 12 and
18-20) were tested for cytotoxic properties on HL-
60 cell line. The results are presented in Table 1.

RESULTS AND DISCUSSION

Cytotoxicity study

Determination of IC50 values (concentration
required to reduce the viability of cells by 50% as
compared with the control cells) were used to com-
pare the cytotoxicity of compounds in HL-60 cell
line. Regression analysis was performed with
SigmaPlot software (San Jose, CA, USA). The
highest cytotoxic activity was exhibited by com-
pound 12 (Tab. 1). Cytotoxicity study allowed to
select compounds (9, 12, 20) for further biological
examination.

Induction of apoptosis by tested compounds in

HL-60 cell line

All of the tested compounds induced apoptotic
death in HL-60 cell line (Fig. 3). The observed
apoptotic effect was dose- and time-dependent for
compounds 9 and 12, but only dose-dependent for
compound 20. The highest apoptotic activity was
exhibited by compound 12 in HL-60 cell line (Fig.
3). Additionally, the compounds induced typical
morphological changes in cells such as apoptotic
bodies formation (Fig. 4). 

Changes in mitochondrial membrane potential

(∆Ψm)
Cells, previously treated for 48 h with the com-

pounds, were stained with the JC-1 dye and then
examined by flow cytometer. The analysis of
cytograms showed that the tested compounds
increased mitochondrial membrane depolarization
(green fluorescence) in cell line studied. The effect
was dose-dependent (Fig. 5).

In summary, the study has shown that some of
the synthesized compounds possess significant
proapoptotic activity in HL-60 line but unfortunate-
ly, only one exhibited the highest effect. Because of
promising results of proapoptotic activity against
cell line HL-60, the compounds will be testing on
other cell lines.

Generally, the compounds were prepared easi-
ly, what is important if we think about future drugs.
On the other hand, they possess a complex molecule
of high molecular weight but despite this fact, they
penetrate the cell membranes and induce typical
morphological changes in cells such as apoptotic

bodies formation. Therefore, it can be suspected that
size is not a factor in weakening their proapoptotic
activity.

EXPERIMENTAL

Chemistry

Melting points were determined by the capil-
lary method using Electrothermal 9100 apparatus
and were uncorrected. 

Nuclear magnetic resonance spectra 1H NMR
and 13C NMR were recorded in DMSO-d6 on a
Bruker VMNRS300 operating at 300 MHz (1H
NMR) and 75 MHz (13C NMR). Chemical shift val-
ues were expressed in ppm (parts per million) in
relation to tetramethylsilane as an internal standard
and coupling constants J are given in Hz. 

Mass spectral ESI (electrospray ionization)
measurements were carried out on a Mariner
Perspective ñ Biosystem instrument with TOF detec-
tor. The spectra were obtained in the positive ion
mode with a declustering potential of 140-300 V. 

Elemental analyses were recorded with CHN
model 2400 Perkin-Elmer analyzer. 

Chromatographic columns were filled with
Merck 0.05-0.2 mm (70-325 mesh ASTM) silica
gel. Reactions were monitored by TLC on silica gel
G (plates with 254 nm fluorescent indicator, layer
thickness 0.2 mm, Merck), eluted with 9.8 : 0.2 or
9.5 : 0.5, v/v chloroform : methanol solvent system. 

Synthesis of imide 2

A mixture of 2-ethylanthracene (0.02 mol) and
furan-2,5-dione (0.022 mol) in benzene (15 mL) was
refluxed for 8 h. During the proceeding reaction, a
solid precipitated. The crude product (1) was recrys-
tallized from benzene. The obtained product was
dissolved in methanol, next, an aqueous solution of
hydroxylamine (6 mL) was added. The reaction
mixture was heated in a water bath at 70OC for 4 h.
When the reaction was completed, the mixture was

Table 1. IC50 values of compounds in HL-60 cell line.

Compound IC50 (µM)

9 8.74 ± 1.85

12 3.98 ± 1.06

18 90.16 ± 15.05

19 16.93 ± 0.27

20 38.33 ± 5.56

Data are presented as the means ± S.D. (n ≥ 3).



464 BOØENA KURAN et al.

cooled and left in a fridge. The residue was separat-
ed by column chromatography on silica gel; devel-
oping system: chloroform/methanol from 100 : 0.2
to 100 : 5, v/v. Finally, the N-hydroxyimide 2 was
obtained.

4-Ethyl-17-oxapentacyclo[6.6.5.02,7.09,14.015,19]nona-

deca-2,4,6,9,11,13-heksaen-16,18-dione (1)
C20H16O3; M = 304.34; yield 89%; m.p. 256-

257OC, 1H NMR (300 MHz, DMSO-d6, δ, ppm):
7.46 (m, 2H, Ar-H), 7.18 (m, 4H, Ar-H), 7.03 (m,
1H, Ar-H), 4.84 (s, 2H, C1-H, C8-H), 3.64 (s, 2H,
C15-H, C19-H), 2.53 (m, 2H, -CH2-), 1.10 (t, 3H, J
= 7.6 Hz, -CH3); 13C NMR (75 MHz, DMSO-d6, δ,
ppm): 15.61 (1C), 27.90 (1C), 44.02 (1C), 44.44
(1C), 47.96 (1C), 48.04 (1C), 124.33 (1C), 124.37
(1C), 124.45 (1C), 124.71 (1C), 126.27 (1C), 126.45
(1C), 126.49 (1C), 136.40 (1C), 139.15 (1C), 141.25
(1C), 141.41 (1C), 142.70 (1C), 171.60 (1C), 171.63
(1C). Analysis: calcd.: C 78.93, H 5.30%; found: C
78.91, H 5.35%.

4-Ethyl-17-hydroxy-17-azapentacyclo[6.6.

5.02,7.09,14.015,19]nonadeca-2,4,6,9,11,13-heksaen-

16,18-dione (2)
C20H17NO3; M = 319.35; yield 89%; m.p. 104-

106OC, 1H NMR (300 MHz, DMSO-d6, δ, ppm):
10.50 (s, 1H, OH), 7.43 (m, 1H, Ar-H), 7.33 (m, 1H,
Ar-H), 7.13 (m, 3H, Ar-H), 6.97 (m, 1H, Ar-H),
4.71 (s, 2H, C1-H, C8-H), 3.17 (s, 2H, C15-H, C19-
H), 2.54 (m, 2H, -CH2-), 1.12 (m, 3H, -CH3); 13C
NMR (75 MHz, DMSO-d6, δ, ppm): 15.82 (1C),
28.04 (1C), 43.21 (1C), 43.34 (1C), 43.81 (1C),
44.22 (1C), 124.06 (1C), 124.65 (1C), 124.72 (1C),
125.48 (1C), 126.26 (1C), 126.58 (1C), 126.62 (1C),
136.38 (1C), 139.12 (1C), 139.29 (1C), 141.81 (1C),
141.98 (1C), 172.10 (2C). Analysis: calcd.: C 75.22,
H 5.37, N 4.39%; found: C 75.20, H 5.35, N 4.40%.

Synthesis of imide 10

A mixture of 2,5-diethyl-3,4-diphenylcy-
clopentadienone (0.01 mol) and 1H-pyrrole-2,5-
dione (0.012 mol) in benzene (15 mL) was refluxed
for 14 h. When reaction was finished, the solvent
was evaporated. The residue was crystallized from
benzene.

1,7-Dietyl-8,9-diphenyl-4-azatricyclo[5.2.1.02,6]

dec-8-ene-3,5,10-trione (10)
C25H23NO3; M = 385; yield 92%; m.p. 206.8-

209OC, 1H NMR (300 MHz, DMSO-d6, δ, ppm):
11.70 (s, 1H, NH), 7.18 (m, 6H, Ar-H), 6.97 (m, 4H,
Ar-H), 3.58 (s, 2H, C2-H, C6-H), 2.05 (m, 2H, 
-CH2-), 0.87 (t, 6H, J = 7.5 Hz, -CH3). Analysis:

calcd.: C 77.93, H 5.98, N 3.63%; found: C 77.94, H
5.97, N 3.62%.

Synthesis of alkyl derivatives 3 and 11

An appropriate imide (0.01 mol) was dissolved
in acetonitrile (30 mL) and anhydrous K2CO3 (0.01
mol) and 1,4-dibromobutane (0.03 mol) or 1,3-
dibromopropane (0.05 mol) were added, respective-
ly. The mixture was refluxed for 7-15 h. When the
reaction was completed, the mixture was filtered
and the solvent was evaporated. The residue was
purified by column chromatography, eluent: chloro-
form.

17-(3-Bromopropoxy)-4-ethyl-17-azapentacyclo

[6.6.5.02,7.09,14.015,19]nonadeca-2,4,6,9,11,13-hexaen-

16,18-dione (3)
C23H22BrNO3; M = 440; yield 90%; oil, 1H

NMR (300 MHz, DMSO-d6, δ, ppm): 7.37 (m, 1H,
Ar-H), 7.30 (m, 2H, Ar-H), 7.22 (m, 1H, Ar-H),
7.17 (m, 2H, Ar-H), 7.00 (m, 1H, Ar-H), 4.77 (s, 2H,
C1-H, C8-H), 3.37 (m, 4H, C1í-H, C3í-H), 3.12 (m,
2H, C15-H, C19-H), 2.59 (m, 2H, -CH2-), 1.70 (m,
2H, C2í-H), 1.20 (m, 3H, -CH3); 13C NMR (75 MHz,
DMSO-d6, δ, ppm): 15.78 (1C), 28.04 (1C), 30.26
(1C), 43.34 (1C), 43.47 (1C), 43.90 (1C), 44.30
(1C), 44.34 (1C), 74.15 (1C), 124.31 (1C), 124.75
(1C), 124.84 (1C), 125.63 (1C), 126.38 (1C), 126.74
(1C), 126.78 (1C), 136.35 (1C), 139.12 (1C), 139.29
(1C), 141.37 (1C), 141.59 (1C), 171.38 (2C).
Analysis: for C23H22BrNO3 ◊ 31/2H2O calcd.: C
54.87, H 5.17, N 2.78%; found: C 54.65, H 4.65, N
2.79%.

4-(4-Bromobutyl)-1,7-diethyl-8,9-diphenyl-4-aza-

tricyclo[5.2.1.02,6]dec-8-ene-3,5,10-trione (11)
C29H30NO3Br; M = 520.46; yield 89%; m.p.

116.8-118.8OC, 1H NMR (300 MHz, DMSO-d6, δ,
ppm): 7.16 (m, 6H, Ar-H), 6.90 (m, 4H, Ar-H), 3.55
(t, 2H, J = 7.0 Hz, C4í-H), 3.49 (s, 2H, C2-H, C6-H),
3.36 (t, J = 6.3 Hz, 2H, C1í-H), 2.18 (m, 2H, 
-CH2-), 2.03 (m, 2H, -CH2-), 1.79 (m, 4H,C2í-H,
C3í-H), 1.00 (t, J = 7.5 Hz, 6H, -CH3); 13C NMR (75
MHz, DMSO-d6, δ, ppm): 9.03 (2C), 18.96 (2C),
25.97 (1C), 29.37 (1C), 34.48 (1C), 37.81 (1C),
43.52 (2C), 59.31 (2C), 127.49 (2C), 128.06 (4C),
129.15 (4C), 133.48 (2C), 141.61 (2C), 176.23 (2C),
198.94 (1C); ESI MS (m/z): 100% = 542.1 [L + Na+]. 

Synthesis of 4-arylpiperazinyl derivatives of N-

substituted imides (4ñ9, 12ñ 7)
To a mixture of N-bromoalkanyl/-alkanolimide

(0.01 mol), a powdered anhydrous K2CO3 (0.01
mol), a catalytic amount of KI in acetone (30 mL)
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and an appropriate amine (0.01 mol) were added.
The reaction mixture was heated for 10-20 h. Then,
an inorganic residue was filtered off and the solvent
was evaporated. The obtained compound was puri-
fied by column chromatography, eluent: chloro-
form, chloroform/methanol 50 : 0.2, v/v .

All new derivatives were converted to their
hydrochlorides and crystallized from methanol/
diethyl ether mixtures.

17-{3-[4-(2-Methoxyphenyl)piperazin-1-yl]-prop-

oxy}-4-ethyl-17-azapentacyclo[6.6.5.02,7. 09,14.015,19]

nonadeca-2,4,6,9,11,13-hexaen-16,18-dione (4)
C34H37N3O4 ◊ HCl; M = 551.67 ◊ HCl; yield

84%; m.p. 149-150OC, 1H NMR (300 MHz, DMSO-
d6, δ, ppm): 11.10 (s, 1H, HCl), 7.38 (m, 2H, Ar-H),
7.22 (m, 4H, Ar-H), 7.00 (m, 5H, Ar-H), 4.77 (s,
2H, C1-H, C8-H), 3.80 (s, 3H, -OCH3), 3.47 (m,
4H, C1í-H, C3í-H), 3.35 (m, 2H, H-piperazine),
3.21 (m, 2H, C15-H, C19-H), 3.10 (m, 6H, H-piper-
azine), 2.55 (m, 2H, -CH2-), 1.71 (m, 2H, C2í-H),
1.12 (m, 3H, -CH3); 13C NMR (75 MHz, DMSO-d6,
δ, ppm): 15.79 (1C), 27.92 (1C), 28.04 (1C), 44.33
(1C), 43.45 (1C), 43.91 (1C), 44.31 (1C), 46.85
(1C), 51.13 (1C), 52.43 (1C), 55.41 (1C), 73.58
(1C), 111.93 (1C), 118.28 (1C), 120.86 (1C),
124.37 (1C), 124.77 (1C), 124.85 (1C), 125.66
(1C), 126.44 (1C), 126.73 (1C), 126.77 (1C),
136.39 (1C), 139.03 (1C), 139.14 (1C), 139.30
(1C), 141.30 (1C), 141.50 (1C), 151.81 (1C),
171.58 (2C). Analysis: for C34H37N3O4 ◊ HCl ◊ 21/4

H2O calcd.: C 64.96, H 6.67, N 6.69%; found: C
64.63, H 6.41, N 6.63%.

17-{3-[4-(2-Pyrimidyl)piperazin-1-yl]propoxy}-4-

ethyl-17-azapentacyclo[6.6.5.02,7.09,14.015,19]nonade-

ca-2,4,6,9,11,13-hexaen-16,18-dione (5)
C31H33N5O3 ◊ HCl; M = 523.62 ◊ HCl; yield

78%; m.p. 166.4-167.6OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.52 (s, 1H, HCl), 8.46 (d, 2H,
J = 4.8 Hz, Ar-H), 7.46 (m, 1H, Ar-H), 7.36 (m, 1H,
Ar-H), 7.28 (m, 1H, Ar-H), 7.16 (m, 3H, Ar-H),
7.00 (m, 1H, Ar-H), 6.78 (t, 1H, J = 4.8 Hz, Ar-H),
4.77 (s, 2H, C1-H, C8-H), 4.69 (d, 2H, J = 12.9 Hz,
H-piperazine), 3.37 (m, 6H, C1í-H, C3í-H, H-piper-
azine), 3.21 (m, 2H, C15-H, C19-H), 3.00 (m, 4H,
H-piperazine), 2.55 (m, 2H, -CH2-), 1.70 (m, 2H,
C2í-H), 1.08 (m, 3H, -CH3); 13C NMR (75 MHz,
DMSO-d6, δ, ppm): 15.80 (1C), 27.92 (1C), 28.05
(1C), 44.34 (1C), 43.46 (1C), 44.30 (1C), 44.34
(1C), 50.42 (1C), 52.52 (2C), 64.95 (2C), 73.57
(1C), 111.33 (1C), 124.20 (1C), 124.77 (1C), 124.85
(1C), 125.66 (1C), 126.00 (1C), 126.44 (1C), 126.73
(1C), 136.38 (1C), 138.63 (1C), 141.52 (1C), 142.15

(1C), 142.60 (1C), 158.20 (1C), 160.52 (1C), 171.58
(2C). Analysis for C31H33N5O3 ◊ HCl ◊ 41/4H2O:
calcd. 58.44% C, 6.60% H, 11.00% N, found
58.11% C, 6.22% H, 10.73% N.

17-{3-[4-(2-Pyridyl)piperazin-1-yl]propoxy}-4-

ethyl-17-azapentacyclo[6.6.5.02,7.09,14.015,19]nonade-

ca-2,4,6,9,11,13-hexaen-16,18-dione (6)
C32H34N4O3 ◊ HCl; M = 522.64 ◊ HCl; yield

78%; m.p. 177-177.8OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.42 (s, 1H, HCl), 8.13 (m,
1H, Ar-H), 7.90 (m, 1H, Ar-H), 7.47 (m, 1H, Ar-H),
7.29 (m, 3H, Ar-H), 7.17 (m, 2H, Ar-H), 7.01 (m,
1H, Ar-H), 6.93 (m, 1H, Ar-H), 4.76 (s, 2H, C1-H,
C8-H), 4.45 (m, 2H, H-piperazine), 3.52 (m, 3H, H-
piperazine), 3.37 (m, 4H, C1í-H, C3í-H), 3.21 (m,
2H, C15-H, C19-H), 3.10 (m, 3H, H-piperazine),
2.57 (m, 2H, -CH2-), 1.70 (m, 2H, C2í-H), 1.09 (m,
3H, -CH3); 13C NMR (75 MHz, DMSO-d6, δ, ppm):
15.80 (1C), 27.92 (1C), 28.04 (1C), 42.81 (1C),
43.35 (1C), 43.47 (1C), 43.91 (1C), 44.31 (1C),
49.95 (3C), 52.46 (1C), 73.56 (1C), 113.94 (1C),
124.33 (1C), 124.77 (1C), 124.84 (1C), 125.66
(1C), 126.00 (1C), 126.42 (1C), 126.78 (1C),
136.38 (1C), 138.62 (1C), 139.12 (1C), 1391.29
(1C), 141.29 (1C), 141.40 (1C), 141.51 (1C),
142.16 (1C), 142.61 (1C), 171.59 (1C), 171.64
(1C). Analysis: for C32H34N4O3 ◊ HCl ◊ 41/2H2O:
calcd.: C 60.00, H 6.25, N 8.75%; found: C 60.41,
H 6.66, N 8.44%.

17-{3-[4-(2-Chlorophenyl)piperazin-1-yl]prop-

oxy}-4-ethyl-17-azapentacyclo[6.6.5.02,7. 09,14.015,19]

nonadeca-2,4,6,9,11,13-heksaen-16,18-dione (7)
C33H34ClN3O3 ◊ HCl; M = 556.09 ◊ HCl; yield

79%; m.p. 244.3-246.6OC, 1H NMR (300 DMSO-d6,
δ, ppm): 10.79 (s, 1H, HCl), 7.40 (m, 2H, Ar-H),
7.32 (m, 4H, Ar-H), 7.17 (m, 4H, Ar-H), 7.00 (m,
1H, Ar-H), 4.77 (s, 2H, C1-H, C8-H), 3.44 (m, 4H,
H-piperazine), 3.33 (m, 4H, C1í-H, C3í-H), 3.21
(m, 2H, C15-H, C19-H), 3.14 (m, 4H, H-piper-
azine), 2.57 (m, 2H, -CH2-), 1.69 (m, 2H, C2í-H),
1.13 (m, 3H, -CH3); 13C NMR (75 MHz, DMSO-d6,
δ, ppm): 15.77 (1C), 27.93 (1C), 28.03 (1C), 43.33
(1C), 43.45 (1C), 43.89 (1C), 44.29 (1C), 47.63
(1C), 51.20 (2C), 52.78 (2C), 73.56 (1C), 121.03
(1C), 123.90 (1C), 124.19 (1C), 124.76 (1C),
124.84 (1C), 125.65 (1C), 126.44 (1C), 126.76
(1C), 127.54 (1C), 128.30 (1C), 130.48 (1C),
136.39 (1C), 138.62 (1C), 139.13 (1C), 141.29
(1C), 141.50 (1C), 142.14 (1C), 147.38 (1C),
171.59 (1C), 171.63 (1C). Analysis: for
C33H34ClN3O3 ◊ HCl calcd.: C 66.89, H 5.95, N
7.09%; found: C 66.60, H 5.98, N 7.02.
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17-{3-[4-(3-Chlorophenyl)piperazin-1-yl]prop-

oxy}-4-ethyl-17-azapentacyclo[6 .6 .5 .0 2,7.

09,14.015,19]nonadeca-2,4,6,9,11,13-hexaen-16,18-

dione (8)
C33H34ClN3O3 ◊ HCl; M = 556.09 ◊ HCl; yield

85%; m.p. 230-233OC, 1H NMR (300 MHz, DMSO-
d6, δ, ppm): 10.87 (s, 1H, HCl), 7.45 (m, 2H, Ar-H),
7.23 (m, 5H, Ar-H), 7.00 (m, 3H, Ar-H), 6.86 (m,
1H, Ar-H), 4.76 (s, 2H, C1-H, C8-H), 3.89 (m, 2H,
H-piperazine), 3.45 (m, 2H, H-piperazine), 3.31 (m,
4H, C1í-H, C3í-H), 3.20 (m, 2H, C15-H, C19-H),
3.12 (m, 4H, H-piperazine), 2.54 (m, 2H, -CH2-),
1.66 (m, 2H, C2í-H), 1.08 (m, 3H, -CH3); 13C NMR
(75 MHz, DMSO-d6, δ, ppm): 15.96 (1C), 27.91
(1C), 27.95 (1C), 43.30 (1C), 43.90 (1C), 44.35
(1C), 44.82 (1C), 50.41 (2C), 52.41 (2C), 56.52
(1C), 73.75 (1C), 114.15 (1C), 115.28 (1C), 124.20
(1C), 124.27 (1C), 124.33 (1C), 124.35 (1C), 124.73
(1C), 125.99 (1C), 126.41 (1C), 130.66 (1C), 133.37
(1C), 136.39 (1C), 139.03(1C), 140.56 (1C), 141.39
(1C), 141.39 (1C), 141.49 (1C), 142.60 (1C), 150.77
(1C), 171.57 (1C), 171.63 (1C). Analysis: for
C33H34ClN3O3 ◊ HCl calcd.: C 66.89, H 5.95, N
7.09%; found: C 66.70, H 5.95, N 7.03%.

17-{3-[4-(2-Fluorophenyl)piperazin-1-yl]prop-

oxy}-4-ethyl-17-azapentacyclo[6 .6 .5 .0 2,7.

09,14.015,19]nonadeca-2,4,6,9,11,13-hexaen-16,18-

dione (9)
C33H34FN3O3 ◊ HCl; M = 539.64 ◊ HCl; yield

86%; m.p. 222.6-225.8OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.06 (s, 1H, HCl), 7.46 (m, 1H,
Ar-H), 7.33 (m, 2H, Ar-H), 7.18 (m, 6H, Ar-H),
7.04 (m, 2H, Ar-H), 4.77 (s, 2H, C1-H, C8-H), 3.47
(m, 4H, H-piperazine), 3.34 (m, 4H, C1í-H, C3í-H),
3.21 (m, 2H, C15-H, C19-H), 3.16 (m, 4H, H-piper-
azine), 2.55 (m, 2H, -CH2-), 1.70 (m, 2H, C2í-H),
1.09 (m, 3H, -CH3); 13C NMR (75 MHz, DMSO-d6,
δ, ppm): 15.97 (1C), 27.94 (1C), 28.06 (1C), 43.34
(1C), 43.45 (1C), 43.92 (1C), 44.37 (1C), 46.92
(1C), 50.90 (3C), 52.49 (1C), 73.56 (1C), 116.06
(1C), 116.33 (1C), 119.60 (1C), 124.33 (1C), 124.77
(1C), 125.01 (1C), 125.06 (1C), 125.67 (1C), 126.03
(1C), 126.45 (1C), 126.76 (1C), 136.39 (1C), 138.63
(1C), 139.14 (1C), 141.32 (1C), 141.53 (1C), 142.16
(1C), 156.48 (1C), 171.59 (1C), 171.65 (1C).
Analysis: for C33H34FN3O3 ◊ HCl calcd.: C 68.74, H
6.07, N 7.29%; found: C 68.61, H 6.18, N 7.28%.

4-{4-[4-(2-Methoxyphenyl)piperazin-1-yl]butyl}-

1,7-diethyl-8,9-diphenyl-4-azatricyclo[5.2.1.02,6]

dec-8-ene-3,5,10-trione (12)
C40H45N3O4 ◊ HCl; M = 631.80 ◊ HCl; yield

79%; m.p. 162.8-165OC, 1H NMR (300 MHz,

DMSO-d6, δ, ppm): 11.14 (s, 1H, HCl), 7.21 (m, 6H,
Ar-H), 7.00 (m, 2H, Ar-H), 6.91 (m, 6H, Ar-H),
3.79 (s, 3H, -OCH3), 3.49 (s, 2H, C2-H, C6-H), 3.40
(m, 6H, C1í-H, C4í-H, H-piperazine), 3.08 (m, 6H,
H-piperazine), 2.05 (m, 2H, -CH2-), 1.84 (m, 2H, 
-CH2-), 1.74 (m, 2H, C3í-H), 1.54 (m, 2H, C2í-H),
0.89 (t, 6H, J = 7.5, -CH3); 13C NMR (75 MHz,
DMSO-d6, δ, ppm): 9.05 (2C), 19.00 (2C), 20.49
(1C), 24.38 (1C), 38.12 (2C), 43.64 (2C), 46.83
(1C), 50.94 (2C), 55.40 (2C), 59.38 (2C), 111.94
(1C), 118.28 (1C), 120.87 (1C), 123.59 (1C), 127.55
(2C), 128.13 (4C), 129.17 (4C), 133.50 (2C), 139.25
(1C), 141.65 (2C), 151.80 (1C), 176.30 (2C), 198.86
(1C); ESI MS (m/z): 100% = 632.5, 18% = 633.5 [L
+ H+]. 

4-{4-[4-(2-Pyrimidyl)piperazin-1-yl]butyl}-1,7-

diethyl-8,9-diphenyl-4-azatricyclo[5.2.1.02,6]dec-

8-ene-3,5,10-trione (13)
C37H41N5O3 ◊ HCl; M = 603.75 ◊ HCl; yield

71%; m.p. 196.7-199OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.57 (s, 1H, HCl), 8.45 (d, 2H,
J = 4.8 Hz, Ar-H), 7.18 (m, 6H, Ar-H), 6.90 (m, 4H,
Ar-H), 6.77 (t, 1H, J = 4.8 Hz, Ar-H), 4.62 (m, 2H,
H-piperazine), 3.69 (s, 2H, C2-H, C6-H), 3.42 (m,
6H, C1í-H, C4í-H, H-piperazine), 3.02 (m, 2H, H-
piperazine), 2.89 (m, 2H, H-piperazine), 2.03 (m,
2H, -CH2-), 1.85 (m, 2H, -CH2-), 1.73 (m, 2H, 
C3í-H), 1.53 (m, 2H, C2í-H), 0.87 (t, 6H, J = 7.3
Hz, -CH3); 13C NMR (75 MHz, DMSO-d6, δ, ppm):
9.05 (2C), 18.99 (2C), 20.43 (1C), 24.37 (1C), 38.10
(2C), 43.65 (2C), 50.22 (2C), 54.82 (2C), 59.37
(2C), 111.30 (1C), 127.54 (2C), 128.13 (4C), 129.17
(4C), 133.49 (2C), 141.66 (2C), 158.17 (2C), 160.33
(1C), 176.29 (2C), 198.86 (1C); ESI MS (m/z):
100% = 604.4, 28% = 605.5 [L + H+].

4-{4-[4-(2-Pyridyl)piperazin-1-yl]butyl}-1,7-di-

ethyl-8,9-diphenyl-4-azatricyclo[5.2.1.02,6]dec-8-

ene-3,5,10-trione (14)
C38H42N4O3 ◊ HCl; M = 602.76 ◊ HCl; yield

67%; m.p. 216.6-219.2OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.47 (s, 1H, HCl), 8.12 (dd,
1H, J = 5.4 Hz, J = 5.7 Hz, Ar-H), 7.91 (m, 1H, Ar-
H), 7.20 (m, 7H, Ar-H), 6.91 (m, 5H, Ar-H), 4.43
(m, 2H, H-piperazine), 3.69 (s, 2H, C2-H, C6-H),
3.52 (m, 6H, C1í-H, C4í-H, H-piperazine), 3.07 (m,
4H, H-piperazine), 2.05 (m, 2H, -CH2-), 1.86 (m,
2H, -CH2-), 1.74 (m, 2H, C3í-H), 1.54 (m, 2H, C2í
-H), 0.88 (t, 6H, J = 7.5 Hz, -CH3); 13C NMR (75
MHz, DMSO-d6, δ, ppm): 9.05 (2C), 18.98 (2C),
20.49 (1C), 24.39 (1C), 38.05 (1C), 42.83 (1C),
43.62 (2C), 49.83 (2C), 54.74 (2C), 59.35 (2C),
113.93 (2C), 127.54 (3C), 128.13 (4C), 129.16 (4C),
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133.49 (3C), 141.64 (3C), 176.26 (2C), 198.90 (1C);
ESI MS (m/z): 100% = 603.3, 41% = 604.3 [L + H+].

4-{4-[4-(2-Chlorophenyl)piperazin-1-yl]butyl}-

1,7-diethyl-8,9-diphenylo-4-azatricyklo[5.2.1.02,6]

dec-8-ene-3,5,10-trione (15)
C39H42ClN3O3 ◊ HCl; M = 636.22 ◊ HCl; yield

78%; m.p. 233-235.3OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 10.78 (s, 1H, HCl), 7.46 (m, 1H,
Ar-H), 7.34 (m, 1H, Ar-H), 7.20 (m, 7H, Ar-H),
6.91 (m, 4H, Ar-H), 3.69 (s, 2H, C2-H, C6-H), 3.43
(m, 6H, C1í-H, C4í-H, H-piperazine), 3.10 (m, 6H,
H-piperazine), 2.05 (m, 2H, -CH2-), 1.89 (m, 2H, 
-CH2-), 1.71 (m, 2H, C3í-H), 1.55 (m, 2H, C2í-H),
0.88 (t, 6H, J = 7.5 Hz, -CH3); 13C NMR (75 MHz,
DMSO-d6, δ, ppm): 9.05 (2C), 18.99 (2C), 20.55
(1C), 24.36 (1C), 38.15 (1C), 43.64 (2C), 47.63
(2C), 51.06 (2C), 54.83 (1C), 59.38 (2C), 121.04
(2C), 124.86 (1C), 127.53 (2C), 128.13 (4C), 128.31
(1C), 129.17 (4C), 130.49 (1C), 133.49 (2C), 141.65
(2C), 147.39 (1C), 176.30 (2C), 198.86 (1C); ESI
MS (m/z): 100% = 636.3, 30% = 637.3, 29% =
638.3 [L + H+].

4-{4-[4-(3-Chlorophenyl)piperazin-1-yl]butyl}-

1,7-diethyl-8,9-diphenyl-4-azatricyclo[5.2.1.02,6]

dec-8-ene-3,5,10-trione (16)
C39H42ClN3O3 ◊ HCl; M = 636.22 ◊ HCl; yield

80%; m.p. 146.4-148.5OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.15 (s, 1H, HCl), 7.21 (m, 7H,
Ar-H), 7.04 (m, 1H, Ar-H), 6.89 (m, 6H, Ar-H),
3.85 (m, 2H, H-piperazine), 3.68 (s, 2H, C2-H, C6-
H), 3.44 (m, 4H, C1í-H, C4í-H), 3.20 (m, 2H, H-
piperazine), 3.01 (m, 4H, H-piperazine), 2.06 (m,
2H, -CH2-), 1.86 (m, 2H, -CH2-), 1.74 (m, 2H, C3í-
H), 1.53 (m, 2H, C2í-H), 0.88 (t, 6H, J = 7.4 Hz, 
-CH3); 13C NMR (75 MHz, DMSO-d6, δ, ppm): 9.04
(2C), 18.96 (2C), 20.50 (1C), 24.38 (1C), 39.06
(1C), 43.61 (2C), 44.82 (2C), 50.28 (2C), 54.68
(1C), 59.35 (2C), 114.18 (2C), 115.28 (2C), 119.24
(1C), 127.54 (2C), 128.11 (3C), 129.16 (3C), 130.66
(1C), 133.48 (2C), 133.95 (1C), 141.62 (2C), 150.77
(1C), 176.25 (2C), 198.68 (1C); ESI MS (m/z):
100% = 636.3, 49% = 637.3, 45% = 638.3 [L + H+].

4-{4-[4-(2-Flurophenyl)piperazin-1-yl]butyl}-1,7-

diethyl-8,9-diphenyl-4-azatricyklo[5.2.1.02,6]dec-

8-ene-3,5,10-trione (17)
C39H42FN3O3 ◊ HCl; M = 619.77◊HCl; yield

82%; m.p. 126.6-128.5OC, 1H NMR (300 MHz,
DMSO-d6, δ, ppm): 11.02 (s, 1H, HCl), 7.12 (m,
10H, Ar-H), 6.89 (m, 4H, Ar-H), 3.69 (s, 2H, C2-H,
C6-H), 3.44 (m, 6H, C1í-H, C4í-H, H-piperazine),
3.10 (m, 6H, H-piperazine), 2.05 (m, 2H, -CH2-),

1.87 (m, 2H, -CH2-), 1.72 (m, 2H, C3í-H), 1.54 (m,
2H, C2í-H), 0.88 (t, 6H, J = 7.4 Hz, -CH3); 13C NMR
(75 MHz, DMSO-d6, δ, ppm): 9.04 (2C), 18.98
(2C), 20.51 (1C), 24.36 (1C), 38.09 (1C), 43.62
(2C), 46.92 (1C), 50.77 (2C), 54.80 (1C), 59.37
(2C), 116.05 (1C), 116.31 (1C), 119.60 (1C), 123.52
(1C), 125.04 (1C), 127.54 (2C), 128.12 (3C), 129.16
(3C), 130.56 (1C), 133.48 (3C), 138.31 (1C), 141.64
(2C), 142.57 (1C), 176.28 (2C), 198.84 (1C); ESI
MS (m/z): 100% = 620.4, 31% = 621.4 [L + H+].

Cell culture and compounds treatments

HL-60 (human promyelocytic leukemia) cell
line was obtained from the American Type Culture
Collection (ATCC, Manassas, VA, USA). The cells
were grown in RPMI-1640 medium (Gibco, Grand
Island, NY, USA) supplemented with heat-inacti-
vated fetal bovine serum (FBS, Gibco; 10% v/v) and
antibioticñantimycotic solution (Gibco, Grand
Island, NY, USA; 1%, v/v), at 37OC in a humidified
atmosphere containing 5% CO2. All experiments
were performed in exponentially growing cultures.
For experiments, 3 mL per well aliquots of cell sus-
pension in the same medium, containing 2.5 ◊ 105

cells/mL, were seeded onto 6-well plates (Nunc,
Denmark). The compounds studied were added to
the cultures as solutions in dimethyl sulfoxide
(DMSO; Sigma), and control cultures were treated
with the same volume of the solvent. The concentra-
tion of the compounds were in the range from 5 to
50 µM. Cells were incubated with compounds for 24
and 48 h. Cells were subsequently collected, rinsed
with PBS and prepared for labeling. 

Cell viability (MTT - colorimetric assay) 

Cell viability was assessed using 3-(4,5-
dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bro-
mide) (MTT; Sigma Aldrich). Cells were cultured in
96-well plates with the addition of compounds,
incubation was performed for 48 h. MTT stock solu-
tion was added to each well to a final concentration
of 0.5 mg/mL. After 4 h of incubation at 37OC for-
mazan crystals were dissolved by the addition of
SDS-HCl solution (10% SDS in 0.001 M HCl, final
concentration). MTT and SDS were added directly
to the cell culture. The solubilized formazan product
was spectrophotometrically quantified in microplate
reader, Power Wave XS (Bio Tek, Winooski, VT,
USA) at 570 nm wavelength. The MTT data were
analyzed to determinate the IC50 values (concentra-
tion required to reduce the viability of cells by 50%
as compared with the control cells) of each com-
pound. Regression analysis was performed with
SigmaPlot software (San Jose, CA, USA).
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Apoptosis assay by annexin V/propidium iodide

(PI) labeling

Apoptosis was measured using the Annexin-V
FITC Apoptosis Kit (Invitrogen). The cells were
harvested 24 h and 48 h post-treatment. Cells were
subsequently collected by centrifugation, rinsed
twice with cold PBS and prepared for labeling. After
washing with PBS, 2 ◊ 106 cells per mL were sus-
pended in binding buffer. One hundred µL aliquots
of the cell suspension were labeled according to
manufacturerís instructions. Flow cytometry meas-
urements were performed within 1 h after staining. 

Morphological evaluation 

After incubation with compounds for 48 h, the
cells were collected, washed with cold PBS and
fixed at -20OC in 70% ethanol for at least 24 h. Next,
ethanol was washed out and the cells were stained
with 1.0 µg/mL DAPI and 20 µg/mL sulforho-
damine 101. Cell morphology was evaluated using a
BX60 fluorescence microscope equipped with a
DP50 digital camera (Olympus, Japan).

Analysis of mitochondrial membrane potential

(∆Ψ)
The mitochondrial membrane potential was

assessed by flow cytometry using JC-1 (5,5í,6,6í-tetra-
chloro-1,1í,3,3í-tetraethylbenzimidazolocarbocyanine
iodide; Sigma). Cells were harvested 48 h post-treat-
ment, suspended in 1 mL of complete culture medium
at approximately 1 ◊ 106 cells/mL and incubated with
2.5 µL JC-1 (1 mg/mL DMSO) for 15 min at 37OC in
the dark. Stained cells were washed with cold PBS,
suspended in 400 µL of PBS and then examined with a
FACSCalibur flow cytometer. JC-1 dye shows poten-
tial-dependent accumulation in mitochondria, indicat-
ed by a fluorescence emission shift, red (FL-2 chan-
nel), and green fluorescence (FL-1 channel).

Flow cytometry 

Cytometric data were measured using a BD
FACSCalibur flow cytometer (BD Biosciences, San
Jose CA, USA), analyzed by CellQuest software
(BD Biosciences, San Jose, CA, USA) and
WinMIDI 2.9 (Joseph Trotter). 

REFERENCES

1. Ustaalioglu B.B., Gumus M., Unal A., Cayir K.,
Sever O., Bilici A., Elkiran E.T., Karaca H.,
Benekli M., Karaoglu A., Seker M.: M. Int. J.
Gynecol. Cancer 20, 698 (2010).

2. Golub A.G., Yakovenko O.Y., Prykhodíko
A.O., Lukashov S.S., Bdzhola V.G., Yarmoluk

S.M.: Biochim. Biophys. Acta 1784, 143
(2008).

3. Gomes P., Ara˙jo M. J., Rodrigues M., Vale N.,
Azevedo Z., Iley J., Chambel P., Morais J.,
Moreira R.: Tetrahedron 60, 5551 (2004).

4. Alibert S., Santelli-Rouvier C., Pradies B.,
Houdoin C., Parzy D., Karolak-Wojciechowska
J., Barbe J.: J. Med. Chem. 45, 3195 (2002).

5. Santos J.L., Yamasaki P.R., Chin C.M., Takashi
C.H., Pavan F.R., Leite C.Q.F.: Bioorg. Med.
Chem. 17, 3795 (2009).

6. Zahran M.A.-H., Salem T.A.-R., Samaka M.R.,
Agwa H.S., Awad A.R.: Bioorg. Med. Chem.
16, 9708 (2008).

7. El-Gaby M.S. A., Zahran M.A., Ismail M.M.F.,
Ammar Y.A.: Farmaco 55, 227 (2000).

8. Khalil A.M., Berghot M.A., Gouda M.A.: Eur.
J. Med. Chem. 45, 1552 (2010).

9. Przyborowski T., Hillar M.: Biul. Inst. Med.
Morsk. Gdansk 19, 211 (1968).

10. Rennison B.D., Hammond L.E., Jones G.L.J.:
Hygiene 66, 147 (1968).

11. Roszkowski A.P.: J. Pharmacol. Exp. Ther. 149,
288 (1965).

12. Chen G., Portman R., Ensor C.R., Bratton A.C.:
J. Pharmacol. Exp. Ther. 103, 54 (1951).

13. Hudkins R.L., DeHaven-Hudkins D.L., Doukas
P.: Bioorg. Med. Chem. Lett. 7, 979 (1997).

14. Estrada E., Pena A.: Bioorg. Med. Chem. 8,
2755 (2000).

15. Sigler M., Strassburg H.M., Boenigk H.E.:
Seizure 10, 120 (2001).

16. Carter M.D., Stephenson V.C., Weaver D.F.J.:
J. Mol. Struct. 638, 57 (2003). 

17. Traver M.L., Nicholson J.M., Scott K.R.: J.
Pharm. Sci. 74, 785 (1985).

18. Scott K.R., Moore J.A., Zalusky T.B.,
Nicholson J.M., Lee J.A.M.: J. Med. Chem. 28,
413 (1985).

19. Alexander M.S., Stables J.P., Ciechanowicz-
Rutkowska M., Hursthouse M.B., Hibbs D.E.,
Edafiogho I.O., Moore V.A., Scott K.R.: Eur. J.
Med. Chem. 31, 787 (1996).

20. Dierickx P. J.: Altern. Lab. Anim. 4, 369
(2004).

21. Blystone C.R., Lambright C.S., Cardon M.C.,
Furr J., Rider C.V., Hartig P.C., Wilson V.S., Jr.
Gray L.E.: Toxicol. Sci. 1, 179 (2009).

22. Kuran B., Krawiecka M., Kossakowski J.,
Szymanek K., Kierzkowska M., M≥ynarczyk
G.: Acta Pol. Pharm. Drug Res. 69, 901 (2012).

Received: 04. 06. 2012



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>







    /HEB (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


