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ABSTRACT ARTICLE HISTORY
In our effort to develop novel and powerful agents with anti-proliferative activity, two new series of Received 15 February 2018
1H-benzo[flchromene derivatives, 4a-h and 6a-h, were synthesised using heterocyclocondensation meth- Revised 8 May 2018

odologies under microwave irradiation condition. The structures of the target compounds were  Accepted 9 May 2018
established on the basis of their spectral data, IR, '"H NMR, '>C NMR, '*>C NMR-DEPT/APT, and MS data.
The new compounds have been examined for their anti-proliferative activity against three cancer cell lines, Microwave synthesis;
MCF-7, HCT-116, and HepG-2. Vinblastine and Doxorubicin have been used as positive controls in the 1H—benzo[f]chromen’es;
viability assay. The obtained results confirmed that most of the tested molecules revealed strong and antitumour activity; SAR
selective cytotoxic activity against the three cancer cell lines. Moreover, these molecules exhibited weak study; Caspase 3/7
cytotoxicity on the HFL-1line, which suggested that they might be ideal anticancer candidates. The

SAR study of the new benzochromene compounds verified that the substituents on the phenyl ring of

1H-benzo[flchromene nucleus, accompanied with the presence of bromine atom or methoxy group at

the 8-position, increases the ability of these molecules against the different cell lines. Due to their high

anti-proliferative activity, compounds 4c and 6e were selected to be examined their proficiency to inhibit

the invasiveness of the highly sensitive and invasive breast cancer cell line, MDA-MB-231. The anti-invasion

behaviour of these molecules against the highly sensitive, non-oestrogen, and progesterone MDA-MB-231

cell line gave rise to their decreasing metastatic effect compared to the reference drug. Furthermore, this

report explores the apoptotic mechanistic pathway of the cytotoxicity of the target compounds and

reveals that most of these compounds enhance the Caspase 3/7 activity that could be considered as

potential anticancer agents.

KEYWORDS

1. Introduction inducers'®'’. It has also been cited in literature that the 4-aryl-4H-
chromenes have been developed as future anticancer agents with
potent apoptosis induction through cell-based mediated Caspases
3/7 activation'®"’. Fallah et al. also reported the synthesis of 4-aryl-
4H-chromenes with mild selective c-Src kinase anticancer activity>*,
Indeed, benzochromene is a successful choice in the treatment of
several human diseases. For instance, 2-amino-4-(3-nitrophenyl)-4H-
benzo[hlchromene-3-carbonitrile (E) is a potent anti-proliferative

Chromene and benzochromene molecules are notorious for exhib-
iting a wide range of biological and pharmacological activities
such as antimicrobial'™, antileishmanial®’, antioxidant®®, vascular-
disrupting'®, oestrogenic, anticoagulant and antispasmolytic'’,
blood platelet antiaggregating'?, analgesic'®, and hypolipidemic
effects'. In addition, the current interest in chromenes and benzo-
chromenes arises from their applications in the treatment of ,4ent for a variety of cell types and acts as an inhibitor for mitosis
human diseases'>'. Furthermore, chromene derivatives have 14 microtubules?>2°. Meanwhile, 2-amino-5-oxo-4-phenyl-4,5-
emerged as promising and desirable scaffolds in the development  ihydropyrano(3,2-clchromene-3-carbonitrile (F) serves as a precursor
of potent antitumour agents®**. For example, Crolibulin™ (A) is  for the blood anticoagulant warfarin'®, and 4-substituted-2-
currently in phase I/l of clinical trials for the treatment of  (N.succinimido)-4H-benzolhlchromene-3-carbonitriles (G)  displays
advanced solid tUmOUrS15, while 2‘amin0'4'(3'br0m0'4,5‘ anti-rheumatic activityzo as shown in Figure 1.

dimethoxyphenyl)-7-(dimethylamino)-4H-chromene-3-carbonitrile (B) In our efforts to be a part of the development process of novel
has been known as a tubulin inhibitor', and ethyl 2-amino-6- cytotoxic agents, we have recently focussed on utilising the
bromo-4-(1-cyano-2-ethoxy-2-oxoethyl)-4H-chromene-3-carboxylate (C)  1H-benzo[flchromene scaffold with methoxy substituent at the
and 2-amino-6-bromo-4-(1-cyano-2-ethoxy-2-oxoethyl)-4H-chromene-3-  9-position to create various potent and high anti-proliferative
carbonitrile (D) act as inhibitors of Bcl-2 protein and as apoptosis compounds such as 3-amino-1-(4-chlorophenyl)-9-methoxy-1H-
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Figure 1. Reference drugs bearing chromene (red highlighted) or 1H-benzo[flchromene (blue highlighted) with different biological activities.

benzo[flchromene-2-carbonitrile?” (H). Since it was revealed that
the position and the type of the substituent have a great effect
on the cytotoxic activity of the desired compounds, the main goal
of the present study is to synthesise a new family of substituted
1H-benzo[flchromene at the 8-postion with electron-withdrawing
and electron-donating groups. The rational design of the new
compounds was based on the following considerations: (i) the 1H-
benzo[flchromene scaffold itself, (ii) the presence of the effective
8-postion substitution, and (iii) the type of the aryl groups linked

to chromene scaffold which seems to play a crucial role in the
cytotoxic activity.

Herein, we introduced the microwave irradiation synthesis of
the 3-amino-1H-benzo[flchromene-2-carbonitrile derivatives. The
target compounds were examined for their anti-proliferative activ-
ity towards three cancer cell lines, MCF-7, HCT-116, and HepG-2
and the viability assay was evaluated against two standard drugs,
Vinblastine and Doxorubicin. The Structure-Activity Relationships
of these molecules elucidated the effect of the substituents at the
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C-1 and C-8 positions of the 1H-benzo[flchromene moiety on their
cytotoxic activity.

2. Experimental section
2.1. Materials and equipments

All chemicals were purchased from Sigma-Aldrich Chemical Co.
(Sigma-Aldrich Corp., St. Louis, MO). All melting points were meas-
ured with a Stuart Scientific Co. Ltd apparatus are uncorrected.
The IR spectra were recorded on a KBr disc on a Jasco FT/IR 460
plus spectrophotometer. The 'H NMR (500 MHz) and '*C NMR
(125MHz) spectra were measured on BRUKER AV 500 MHz spec-
trometer in DMSO-dg as a solvent, using tetramethylsilane (TMS)
as an internal standard, and chemical shifts were expressed as
(ppm). The '>C NMR spectra were obtained using distortion less
enhancement by polarisation transfer (DEPT), where the signals of
CH and CHs carbon atoms appear normal (up), and the signals of
carbon atoms in CH, environments appear negative (down). The
13C N MR spectra were also obtained using attached proton test
(APT), with this technique, the signals of CH and CH3 carbon
atoms appear normal (up) and the signal of CH, and Cq environ-
ments appears negative (down). The Microwave apparatus used is
Milestone Sr1, Microsynth. The mass spectra were determined on
a Shimadzu GC/MS-QP5050A spectrometer. Elemental analysis was
carried out at the Regional Centre for Mycology and
Biotechnology (RCMP), Al-Azhar University, Cairo, Egypt, and the
results were within £0.25%. Reaction courses and product mixtures
were routinely monitored by thin layer chromatography (TLC) on
silica gel precoated F,s4 Merck plates.

2.2. General procedure for synthesis of TH-benzo[flchromenes
4a-h and 6a-h

A reaction mixture of 6-bromo-2-naphthol 1 or 6-methoxy-2-naph-
thol 5 (0.01 mol), different aromatic aldehydes 2a-h (0.01 mol),
malononitrile 3 (0.01 mol) and piperidine (0.5 ml) in ethanol (30 ml)
was heated under Microwave irradiation conditions for 2min at
140 °C. After completion of the reaction, the reaction mixture was
cooled to room temperature and the precipitated solid was
filtered off, washed with methanol, and was recrystallised from
ethanol or ethanol/benzene. The physical and spectral data of
compounds 4a-h and 6a-h are as follows:

2.2.1. 3-Amino-8-bromo-1-phenyl-1H-benzo[f]chromene-2-carbonitrile 4a
Colourless crystals from ethanol; yield 89%; m.p. 245-246°C (Lit.
m. p. 240°C?%); IR (KBr) v (cm™"): 3477, 3329, 3213 (NH,), 2204
(CN); "H NMR &: 8.21-7.15 (m, 10H, aromatic), 7.04 (bs, 2H, NH,,
D,0O exchangeable), 5.32 (s, 1H, H-1); '3C NMR §: 159.53 (C-3),
147.12 (C-4a), 132.12 (C-10a), 130.24 (C-7), 129.85 (C-9), 128.73
(C-6), 128.51 (C-6a), 126.67 (C-10), 125.92 (C-10b), 120.31 (C-5),
118.12 (CN), 116.01 (C-8), 57.78 (C-2), 37.89 (C-1), 145.42,
128.84,128.75, 126.92 (aromatic); m/z (%): 378 (M"+2, 18.99), 376
(M*, 57.92) with a base peak at 299 (100); Anal. Calcd for
CyoH13BrN,O: C, 63.68; H, 3.47; N, 7.43. Found: 63.79; H, 3.59;
N, 7.55%.

2.2.2. 3-Amino-8-bromo-1-(4-fluorophenyl)-1H-benzo[f/chromene-
2-carbonitrile 4b

Colourless crystals from ethanol; yield 88%; m.p. 242-243°C; IR
(KBr) v (cm™"): 3457, 3337, 3201 (NH,), 2203 (CN); 'H NMR &:
8.22-7.08 (m, 9H, aromatic), 7.04 (bs, 2H, NH,), 537 (s, 1H, H-1);

3C NMR 6: 159.52 (C-3), 147.07 (C-4a), 132.15 (C-10a), 130.28 (C-7),
129.90 (C-9), 128.76 (C-6), 128.28 (C-6a), 125.89 (C-10), 120.21
(C-10b), 118.16 (CN), 118.15 (C-5), 115.82 (C-8), 57.65 (C-2), 37.05
(C-1), 161.79, 141.68, 128.87, 128.83, 115.56, 115.39 (aromatic); '*C
NMR-DEPT spectrum at 135°CH, CH3 [positive (up)], CH, [negative
(down)], revealed the following signals at J: 130.28 (C-7 1), 129.90
(C-9 1), 128.87 (aromatic 1), 128.83 (aromatic T), 128.76 (C-6 1),
12589 (C-10 1), 118.15 (C-5 1), 11556 (aromatic 1), 115.39
(aromatic T), 37.05 (C-1 7). In the DEPT spectrum at 90° only CH
signals are positive (up) and showed ¢: 130.28 (C-7 1), 129.90 (C-9
1), 128.87 (aromatic T), 128.83 (aromatic 1), 128.76 (C-6 1), 125.89
(C-10 1), 118.15 (C-5 1), 115.56 (aromatic T), 115.39 (aromatic 1),
37.05 (C-1 7). In the DEPT spectrum at 45° (CH, CH, and CH; posi-
tive) revealed signals at J: 130.28 (C-7 1), 129.90 (C-9 1), 128.87
(aromatic 1), 128.83 (aromatic 1), 128.76 (C-6 1), 125.89 (C-10 1),
118.15 (C-5 1), 115.56 (aromatic T), 115.39 (aromatic 1), 37.05 (C-1
1); "*CNMR-APT spectrum CH, CHs [positive (up)], CH,, Cq [nega-
tive (down)], revealed the following signals at J: 161.79 (aromatic
1), 159.52 (C-3 |), 147.07 (C-4a |), 141.69 (aromatic |), 132.15
(C-10a ), 130.28 (C-7 1), 129.90 (C-9 1), 128.87 (aromatic T), 128.83
(aromatic 1), 128.76 (C-6 1), 128.28 (C-6a |), 125.89 (C-10 T), 120.21
(C-10b ), 118.16 (CN |), 118.15 (C-5 1), 115.82 (C-8 |), 115.56 (aro-
matic 1), 115.39 (aromatic 1), 57.65 (C-2 |), 37.05 (C-1 1); m/z (%):
396 (MT42 10.91), 394 (M, 34.12) with a base peak at 271 (100);
Anal. Calcd for C5oH4,BrFN5O: C, 60.78; H, 3.06; N, 7.09. Found: C,
60.90; H, 3.17; N, 7.20%.

2.2.3.  3-Amino-8-bromo-1-(4-chlorophenyl)-1H-benzo[f]chromene-
2-carbonitrile 4c

Yellow crystals from ethanol; yield 86%; m.p. 260-261 °C (Lit. m. p.
265°C?%); IR (KBr) v (cm™'): 3449, 3322, 3200 (NH,), 2200 (CN); 'H
NMR 6: 8.23-7.19 (m, 9H, aromatic), 7. 10 (bs, 2H, NH,), 5.37 (s, 1H,
H-1); 3C NMR §8: 159.55 (C-3), 147.11 (C-4a), 132.14 (C-10a), 130.30
(C-7), 129.96 (C-9), 128.79 (C-6), 128.73 (C-6a), 125.85 (C-10), 120.15
(C-10b), 118.20 (CN), 118.15 (C-5), 115.49 (C-8), 57.29 (C-2), 37.15
(C-1), 144.38, 131.28, 128.97 (aromatic); m/z (%): 414 (MT+4, 3.11),
412 (M*+2, 8.65), 410 (M+, 6.31) with a base peak at 299 (100);
Anal. Calcd for C5oHq, BrCIN,O: C, 58.35; H, 2.94; N, 6.80. Found: C,
58.23; H, 2.83; N, 6.69%.

2.2.4. 3-Amino-8-bromo-1-(4-bromophenyl)-1H-benzo[f]chromene-
2-carbonitrile 4d

Colourless crystals from ethanol; yield 88%; m.p. 250-251°C (Lit.
m. p. 250°C®);IR (KBr) v (cm™"): 3447, 3321, 3205 (NH,), 2201
(CN); "TH NMR §: 8.23-7.12 (m, 9H, aromatic), 7.09 (bs, 2H, NH,),
537 (s, 1H, H-1); *C NMR §: 159.54 (C-3), 147.11 (C-4a), 132.14
(C-10a), 130.31 (C-7), 129.97 (C-9), 128.98 (C-6), 128.73 (C-6a),
125.85 (C-10), 120.13 (C-10b), 118.21 (CN), 118.14 (C-5), 115.42
(C-8), 57.21 (C-2), 37.21 (C-1), 144.80, 131.65, 129.16, 119.79
(aromatic); m/z (%): 458 (M*T+4 31.91), 456 (M"+2, 63.81), 454
(M*, 32.12) with a base peak at 272 (100); Anal. Calcd for
Co0H12BrN,O: C, 52.66; H, 2.65; N, 6.14. Found: C, 52.52; H, 2.53;
N, 6.02%.

2.2.5. 3-Amino-8-bromo-1-(4-methylphenyl)-1H-benzo[flchromene-
2-carbonitrile 4e

Colourless needles from ethanol; yield 87%; m.p. 215-216°C (Lit.
m. p. 215°C%); IR (KBr) v (cm™"): 3480, 3369, 3217 (NH,), 2181
(CN); "H NMR §: 8.22-7.04 (m, 9H, aromatic), 7.00 (bs, 2H, NH,,
D,0 exchangeable), 5.26 (s, 1H, H-1), 2.21 (s, 3H, CHs); '>*C NMR §:
159.42 (C-3), 147.04 (C-4a), 132.12 (C-10a), 130.21 (C-7), 129.81



(C-9), 128.86 (C-6a), 128.67 (C-6), 125.99 (C-10), 120.32 (C-10b),
118.11 (C-5), 118.07 (CN), 116.14 (C-8), 57.89 (C-2), 37.51 (C-1),
20.51 (CHs), 142.53, 135.78, 129.26, 126.82 (aromatic); '*C NMR-
DEPT spectrum at 135°CH, CHs [positive (up)l, CH, [negative
(down)], revealed the following signals at J: 130.21 (C-7 1), 129.81
(C-9 1), 129.26 (aromatic 1), 128.67 (C-6 T), 126.82 (aromatic 1),
125.99 (C-10 1), 118.11 (C-5 1), 37.51 (C-1 1), 20.51 (CH5 7). In the
DEPT spectrum at 90° only CH signals are positive (up) and
showed ¢: 130.21 (C-7 1), 129.81 (C-9 1), 129.26 (aromatic 1),
128.67 (C-6 1), 126.82 (aromatic 1), 125.99 (C-10 1), 118.11 (C-5 1),
37.51 (C-1 7). In the DEPT spectrum at 45° (CH, CH,, and CHs posi-
tive) revealed signals at J: 130.21 (C-7 1), 129.81 (C-9 1), 129.26
(aromatic 1), 128.67 (C-6 1), 126.82 (aromatic 1), 125.99 (C-10 1),
118.11 (C-5 1), 37.51 (C-1 1), 20.51 (CH; 1);">*CNMR-APT spectrum
CH, CHs [positive (up)l, CH,, Cq [negative (down)], revealed the
following signals at d: 159.42 (C-3 |), 147.04 (C-4a |), 142.53
(aromatic |), 135.78 (aromatic |), 132.12 (C-10a |), 130.21 (C-7 1),
129.81 (C-9 1), 129.26 (aromatic 1), 128.86 (C-6a |), 128.67 (C-6 1),
126.82 (aromatic 1), 125.99 (C-10 T), 120.32 (C-10b |), 118.11
(C-5 1), 118.07 (CN |]), 116.14 (C-8 |), 57.89 (C-2 |), 37.51 (C-17),
20.51 (CH3 1); m/z (%): 392 (M++2, 29.87), 390 (M*, 30.02) with a
base peak at 271 (100); Anal. Calcd for C,H;5BrN,O: C, 64.46; H,
3.86; N, 7.16. Found: C, 64.35; H, 3.76; N, 7.06%.

2.2.6. 3-Amino-8-bromo-1-(4-methoxyphenyl)-1H-benzo[flchromene-
2-carbonitrile 4f

Colourless needles from ethanol; yield 84%; m.p. 234-235°C (Lit.
m. p. 235°C%%); IR (KBr) v(cm™"): 3431, 3319, 3199 (NH,), 2196
(CN); "H NMR §: 8.21-6.81 (m, 9H, aromatic), 6.99 (bs, 2H, NH,,
D,0 exchangeable), 5.26 (s, 1H, H-1), 3.67 (s, 3H, OCHs);"*C NMR ¢:
159.38 (C-3),146.99 (C-4a), 132.13 (C-10a), 130.21 (C-7), 129.78
(C-9), 128.85 (C-6a), 127.99 (C-6), 126.00 (C-10), 120.38 (C-10b),
118.12 (C-5), 118.06 (CN), 116.29 (C-8), 58.07 (C-2), 54.95 (CHs),
37.10 (C-1), 157.88, 137.62, 128.62, 128.28, 114.07 (aromatic);
13CNMR-APT spectrum CH, CH; [positive (up)], CH,, Cq [negative
(down)], revealed the following signals at ¢: 159.38 (C-3 |),
157.88 (aromatic |), 146.99 (C-4a |), 137.62 (aromatic |), 132.13
(C-10a |), 130.21 (C-7 1), 129.78 (C-9 1), 128.86 (C-6a |), 128.62
(aromatic 1), 128.28 (aromatic 1), 127.99 (C-6 1), 126.00 (C-10 1),
120.38 (C-10b ]), 118.12 (C-5 1), 118.06 (CN |), 116.29 (C-8 |),
114.73 (aromatic 1), 114.07 (aromatic T), 58.09 (C-2 |), 54.96 (CHs 1),
37.10 (C-17); m/z (%): 408 (M++2, 9.89), 406 (M", 10.12) with a base
peak at 271 (100); Anal. Calcd.for Cy;H;5BrN,O,: C, 61.93; H, 3.71; N,
6.88. Found: C, 61.81; H, 3.60; N, 6.77%.

2.2.7. 3-Amino-8-bromo-1-(2,4-dimethoxyphenyl)- 1H-benzo[f]
chromene-2-carbonitrile 4g

Colourless crystals from ethanol/benzene; yield 83%; m.p.
220-221°C; IR (KBr) v (cm™"): 3410, 3327, 3202 (NH,), 2198 (CN);
"H NMR &: 8.19-6.37 (m, 8H, aromatic), 6.90 (bs, 2H, NH,, D,0O
exchangeable), 547 (s, 1H, H-1), 3.85 (s, 3H, OCHzs), 3.69 (s, 3H,
OCHs); >C NMR §: 159.88 (C-3), 147.35 (C-4a), 131.95 (C-10a),
130.20 (C-7), 129.86 (C-9), 128.97 (C-6a), 128.28 (C-6), 125.32 (C-10),
120.34 (C-10b), 117.98 (C-5), 117.93 (CN), 116.40 (C-8), 57.09 (C-2),
55.96 (CH3), 55.08 (CHs), 31.26 (C-1), 159.25, 156.61, 125.73, 129.21,
105.79, 98.68 (aromatic); '>*C NMR-DEPT spectrum at 135°CH, CH;
[positive (up)], CH, [negative (down)], revealed the following sig-
nals at 6: 130.20 (C-7 1), 129.86 (C-9 1), 129.21 (aromatic 1), 128.28
(C-6 1), 125.32 (C-10 1), 117.98 (C-5 1), 105.79 (aromatic 1), 98.68
(aromatic T), 55.96 (CHs 1), 55.08 (CHs 1), 31.26 (C-1 7). In the
DEPT spectrum at 90° only CH signals are positive (up) and
showed ¢: 130.20 (C-7 1), 129.86 (C-9 1), 129.21 (aromatic 1),
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128.28 (C-6 1), 125.32 (C-10 1), 117.98 (C-5 1), 105.79 (aromatic 1),
98.68 (aromatic 1), 31.26 (C-1 7). In the DEPT spectrum at 45° (CH,
CH,, and CHs positive) revealed signals at ¢: 130.20 (C-7 1), 129.86
(C-9 1), 129.21 (aromatic T), 128.28 (C-6 1), 125.32 (C-10 1), 117.98
(C-5 1), 105.79 (aromatic T), 98.68 (aromatic T), 55.96 (CHs ), 55.08
(CHs 1), 31.26 (C-1 1); ">*CNMR-APT spectrum CH, CHs [positive
(up)], CH,, Cq [negative (down)], revealed the following signals at
d: 159.88 (C-3 |), 159.25 (aromatic |), 156.61 (aromatic |), 147.35
(C-4a |), 131.95 (C-10a |), 130.20 (C-7 1), 129.86 (C-9 1), 129.21
(aromatic 1), 128.97 (C-6a |), 128.28 (C-6 T), 125.73 (aromatic |),
12532 (C-10 1), 120.34 (C-10b ]), 117.98 (C-5 T1), 117.93 (CN |),
116.40 (C-8 |), 105.79 (aromatic T), 98.68 (aromatic T), 57.09 (C-2 |),
55.96 (CHs 1), 55.08 (CH3 1), 31.26 (C-1 1); MS m/z (%): 438 (M*+2,
10.03) 436 (M™, 10.33) with a base peak at 63 (100); Anal. Calcd for
C,oH,7BrN,Os: C, 60.43; H, 3.92; N, 6.41. Found: C, 60.55; H, 4.03;
N, 6.55%.

2.2.8. 3-Amino-8-bromo-1-(3,4-dimethoxyphenyl)-1H-benzo[f]chromene-
2-carbonitrile 4h

Yellow crystals from ethanol/benzene; yield 79%; m.p. 200-201 °C;
IR (KBr) v (cm™"): 3409, 3327, 3205 (NH,), 2197 (CN); 'H NMR &:
8.22-6.55 (m, 8H, aromatic), 6.98 (bs, 2H, NH,, D,0 exchangeable),
5.26 (s, TH, H-1), 3.68 (s, 3H, OCH;), 3.67 (s, 3H, OCHs); >C NMR &:
159.40 (C-3), 147.00 (C-4a), 132.11 (C-10a), 130.19 (C-7), 129.80 (C-
9), 128.97 (C-6a), 128.65 (C-6), 126.09 (C-10), 120.40 (C-10b), 118.95
(C-5), 118.08 (CN), 116.17 (C-8), 57.98 (C-2), 55.48 (CHs), 55.43
(CHs), 37.43 (C-1), 148.65, 147.51, 138.08, 118.09, 112.16, 111.04
(aromatic); "*C NMR-DEPT spectrum at 135°CH, CHs [positive (up)],
CH, [negative (down)], revealed the following signals at J: 130.19
(C-7 1), 129.80 (C-9 1), 128.65 (C-6 T), 126.09 (C-10 T), 118.95 (C-5
1), 118.09 (aromatic T), 112.16 (aromatic T), 111.04 (aromatic T),
55.48 (CH;3 1), 55.43 (CH3 1), 37.43 (C-1 1). In the DEPT spectrum at
90° only CH signals are positive (up) and showed §: 130.19 (C-7 1),
129.80 (C-9 1), 12865 (C-6 1), 126.09 (C-10 1), 118.95 (C-5 1),
118.09 (aromatic 1), 112.16 (aromatic 1), 111.04 (aromatic 1), 37.43
(C-1 7). In the DEPT spectrum at 45° (CH, CH,, and CH3 positive)
revealed signals at J: 130.19 (C-7 1), 129.80 (C-9 1), 128.65 (C-6 1),
126.09 (C-10 1), 118.95 (C-5 1), 118.09 (aromatic T), 112.16 (aro-
matic 1), 111.04 (aromatic 1), 55.48 (CHs 1), 55.43 (CHs 1), 37.43
(C-1 1) 13CNMR-APT spectrum CH, CHs [positive (up)]l, CH,,
Cqg[negative (down)], revealed the following signals at o: 159.40
(C-3 ]), 148.65 (aromatic |), 147.51 (aromatic |), 147.00 (C-4a |),
138.08 (aromatic |), 132.11 (C-10a |), 130.19 (C-7 1), 129.80 (C-9 1),
128.97 (C-6a |), 12865 (C-6 1), 126.09 (C-10 T), 120.40 (C-10b ]),
118.95 (C-5 1), 118.09 (aromatic 7), 118.08 (CN ]), 116.17 (C-8 ]),
112.16 (aromatic T), 111.04 (aromatic 1), 57.98 (C-2 |), 55.48 (CHs 1),
55.43 (CHs 1), 37.43 (C-1 1); MS m/z (%):438 (M"+2 38.99) 436 (M*,
41.38) with a base peak at 79 (100); Anal. Calcd for C,,H;7BrN,Os: C,
60.43; H, 3.92; N, 6.41. Found: C, 60.28; H, 3.77; N, 6.78%.

2.2.9. 3-Amino-1-phenyl-8-methoxy-1H-benzo[f]/chromene-2-
carbonitrile 6a

Colourless crystals from ethanol; yield 84%; m.p. 237-238°C (Lit.
m. p. 246°C3%); IR (KBr) v (cm™"): 3475, 3327, 3197 (NH,), 2191
(CN); "H NMR §: 7.85-7.09 (m, 10HSs, aromatic), 6.97 (bs, 2H, NH,),
527 (s, 1H, H-1), 3.82 (s, 3H, OCH;); "3C NMR §: 159.80 (C-3),
156.42 (C-8), 145.76 (C-4a), 132.18 (C-6a), 128.65 (C-10a), 126.92
(C-6), 126.53 (C-10), 120.55 (C-10b), 119.03 (C-9), 117.08 (C-7),
115.85 (CN), 107.24 (C-5), 57.77 (C-2), 55.18 (CHs), 38.15 (C-1),
145.33, 128.29, 128.17, 125.11 (aromatic); m/z (%): 328 (M*, 16.52)
with a base peak at 251 (100); Anal. Calcd for Cy;H;6N505: C,
76.81; H, 4.91; N, 8.53. Found: C, 76.94; H, 5.03; N, 8.69%.
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2.2.10. 3-Amino-1-(4-flourophenyl)-8-methoxy-1H-benzo[flchromene-
2-carbonitrile 6b

Pale yellow needles from ethanol; yield 81%; m.p. 256-257°C; IR
(KBr) v (cm™"): 3467, 3324, 3215 (NH,), 2201 (CN); 'H NMR ¢:
7.85-7.07 (m, 9H, aromatic), 6.95 (bs, 2H, NH,), 5.32 (s, 1H, H-1),
3.83 (s, 3H, OCHs); '*C NMR §: 159.78 (C-3), 156.45 (C-8), 145.27
(C-4a), 132.22 (C-6a), 128.73 (C-10a), 126.29 (C-6), 125.06 (C-10),
120.43 (C-10b), 119.07 (C-9), 117.11 (C-7), 115.66 (CN), 107.24 (C-5),
57.64 (C-2), 55.19 (CH3), 37.30 (C-1), 161.73, 142.01, 128.79, 115.47,
115.30 (aromatic); m/z (%): 346 (M", 10.03) with a base peak at
251 (100); Anal. Calcd for C,1H;5FN>O,: C, 72.82; H, 4.37; N, 8.09.
Found: C, 72.92; H, 4.50; N, 8.22%.

2.2.11. 3-Amino-1-(4-chlorophenyl)-8-methoxy-1H-benzo[f]chromene-
2-carbonitrile 6¢

Pale yellow crystals from ethanol; yield 89%; m.p. 247-248°C; IR
(KBr) v (cm™"): 3461, 3323, 3206 (NH), 2201 (CN); 'H NMR &:
7.86-7.10 (m, 9H, aromatic), 7.01 (bs, 2H, NH,), 5.33 (s, 1H, H-1),
3.83 (s, 3H, OCH3); '*C NMR §: 159.81 (C-3), 156.47 (C-8), 145.29
(C-4a), 132.21 (C-6a), 128.65 (C-10a), 128.39 (C-6), 125.03 (C-10),
120.37 (C-10b), 119.12 (C-9), 117.11 (C-7), 115.33 (CN), 107.31 (C-5),
57.26 (C-2), 55.20 (CHs), 37.39 (C-1), 144.73, 131.11, 128.77, 124.98
(aromatic); MS m/z (%): 364 (M*+2, 3.39), 362 (M, 11.44) with a
base peak at 111 (100); Anal. Calcd for C,;H;5CIN,O,: C, 69.52; H,
4.17; N, 7.72. Found: C, 69.61; H, 4.27; N, 7.84%.

2.2.12. 3-Amino-1-(4-bromophenyl)-8-methoxy-1H-benzo[f]Jchromene-
2-carbonitrile 6d

Pale yellow crystals from ethanol; yield 88%; m.p. 261-262°C; IR
(KBr) v (cm™'): 3457, 3321, 3192 (NH,), 2201 (CN); 'H NMR &:
7.86-7.10 (m, 9H, aromatic), 7.02 (bs, 2H, NH,), 532 (s, 1H, H-1),
3.83 (s, 3H, OCH5); '*C NMR (125MHz, DMSO-dg) d: 159.80 (C-3),
156.47 (C-8), 145.29 (C-4a), 132.21 (C-6a), 128.40 (C-10a), 128.29
(C-6), 125.02 (C-10), 120.37 (C-10b), 119.13 (C-9), 117.10 (C-7),
115.25 (CN), 107.32 (C-5), 57.20 (C-2), 55.20 (CHs), 37.48 (C-1),
145.14, 131.57, 129.16, 119.61 (aromatic); MS m/z (%): 408 (M*+2,
1.30), 406 (M", 1.46) with a base peak at 75 (100); Anal. Calcd for
C,1Hq5BrN,05: C, 61.93; H, 3.71; N, 6.88. Found: C, 61.81; H, 3.59;
N, 6.75%.

2.2.13. 3-Amino-8-methoxy-1-(4-methylphenyl)- TH-benzo[f]Jchromene-
2-carbonitrile 6e

Colourless crystals from ethanol; yield 87%; m.p. 232-233°C (Lit.
m. p. 232°C3%; IR (KBr) v (cm™'): 3476, 3330, 3208 (NH,), 2203
(CN); "TH NMR &: 7.84-7.01 (m, 9H, aromatic), 6.92 (bs, 2H, NH,),
5.21 (s, 1H, H-1), 3.82 (s, 3H, OCH;), 2.21 (s, 3H, CHs); '*C NMR &:
159.70 (C-3), 156.40 (C-8), 145.26 (C-4a), 132.16 (C-6a), 128.29
(C-10a), 128.08 (C-6), 125.13 (C-10), 120.57 (C-10b), 118.97 (C-9),
117.07 (C-7), 11596 (CN), 107.21 (C-5), 57.89 (C-2), 55.18 (CHs),
37.79 (C-1), 20.51 (CHs), 142.85, 135.60, 129.18, 126.82 (aromatic);
m/z (%): 342 (M", 82.13) with a base peak at 241 (100); Anal.
Caled for CyHq1gN,05: C, 77.17; H, 5.30; N, 8.18. Found: C, 77.01; H,
5.27; N, 8.08%.

2.2.14. 3-Amino-8-methoxy-1-(4-methoxyphenyl)-1H-benzo[fichromene-
2-carbonitrile 6f

Yellow needles from ethanol; yield 85%; m.p. 222-223°C (Lit. m. p.
220°C3%; IR (KBr) v (cm™'"): 3447, 3331, 3213 (NH,), 2200 (CN); 'H

NMR §: 7.83-6.81 (m, 9H, aromatic), 6.91 (bs, 2H, NH,), 5.21 (s, 1H,
H-1), 3.82 (s, 3H, OCHs), 3.67 (s, 3H, OCHs); '>C NMR) &: 159.65
(C-3), 156.39 (C-8), 145.20 (C-4a), 132.17 (C-6a), 127.96 (C-6), 125.15
(C-10), 125.12 (C-10a), 120.62 (C-10b), 118.95 (C-9), 117.09 (C-7),
116.13 (CN), 107.21 (C-5), 58.06 (C-2), 55.18 (CHs), 54.95 (CHj),
37.35 (C-1), 157.80, 137.95, 128.04, 114.00 (aromatic); '*C NMR-
DEPT spectrum at 135°CH, CHs; [positive (up)l, CH, [negative
(down)], revealed the following signals at J: 128.04 (aromatic 1),
127.96 (C-6 1), 125.15 (C-10 1), 118.95 (C-9 1), 117.09 (C-7 1),
114.00 (aromatic 1), 107.21 (C-5 1), 55.18 (CHs 1), 54.95 (CHs 1),
37.35 (C-1 7). In the DEPT spectrum at 90° only CH signals are
positive (up) and showed ¢: 128.04 (aromatic 1), 127.96 (C-6 1),
125.15 (C-10 1), 118.95 (C-9 1), 117.09 (C-7 1), 114.00 (aromatic 1),
107.21 (C-5 1), 37.35 (C-1 7). In the DEPT spectrum at 45° (CH,
CH,, and CHs positive) revealed signals at J: 128.04 (aromatic 1),
127.96 (C-6 1), 125.15 (C-10 1), 118.95 (C-9 1), 117.09 (C-7 1),
114.00 (aromatic 1), 107.21 (C-5 1), 55.18 (CHs 1), 54.95 (CHs 1),
37.35 (C-1 1); "*CNMR-APT spectrum CH, CHs [positive (up)], CH,,
Cq [negative (down)], revealed the following signals at : 159.65
(C-3]), 157.80 (aromatic |), 156.39 (C-8 |), 145.20 (C-4a |), 137.95
(aromatic |), 132.17 (C-6a |), 128.04 (aromatic T), 127.96 (C-6 1),
125.15 (C-10 1), 125.12 (C-10a |), 120.62 (C-10b |), 118.95 (C-9 1),
117.09 (C-7 1), 116.13 (CN [), 114.00 (aromatic 1), 107.21 (C-5 1),
58.06 (C-2 |), 55.18 (CH3 1), 54.95 (CHs3 1), 37.35 (C-1 1); m/z (%):
358 (M, 13.92) with a base peak at 251 (100); Anal. Calcd for
CyHqgN,05: C, 73.73; H, 5.06; N, 7.82. Found: C, 73.61; H, 4.06;
N, 7.70%.

2.2.15.  3-Amino-1-(2,4-dimethoxyphenyl)-8-methoxy-1H-benzo[f]
chromene-2-carbonitrile 6g

Colourless crystals from ethanol/benzene; yield 85%; m.p.
210-211°C; IR (KBr) v (cm™'): 3414, 3331, 3203 (NH,), 2196 (CN);
'"H NMR §: 7.80-6.36 (m, 8H, aromatic), 6.81 (bs, 2H, NH,), 5.46 (s,
1H, H-1), 3.88 (s, 3H, OCH3), 3.82 (s, 3H, OCHj3), 3.69 (s, 3H, OCHs);
>C NMR 6: 159.10 (C-3), 156.35 (C-8), 145.59 (C-4a), 131.98 (C-6a),
128.29 (C-10a), 127.72 (C-6), 125.25 (C-10b), 124.46 (C-10), 119.03
(C-9), 116.97 (C-7), 116.27 (CN), 107.25 (C-5), 57.20 (C-2), 55.99
(CHs), 55.17 (CHs), 55.07 (CHs), 31.12 (C-1), 160.12, 156.50, 129.12,
120.54, 105.82, 98.59 (aromatic); '>C NMR-DEPT spectrum at
135°CH, CH3 [positive (up)l, CH, [negative (down)], revealed the
following signals at J: 129.12 (aromatic 1), 127.72 (C-6 1), 124.46
(C-10 1), 119.03 (C-9 1), 116.97 (C-7 1), 107.25 (C-5 1), 105.82 (aro-
matic T), 98.59 (aromatic T), 55.99 (CHs 7), 55.17 (CHs T), 55.07
(CHs 1), 31.12 (C-1 1). In the DEPT spectrum at 90° only CH signals
are positive (up) and showed o: 129.12 (aromatic 1), 127.72 (C-6 1),
12446 (C-10 1), 119.03 (C-9 1), 116.97 (C-7 1), 107.25 (C-5 1),
105.82 (aromatic 1), 98.59 (aromatic 1), 31.12 (C-1 7). In the DEPT
spectrum at 45° (CH, CH,, and CHj; positive) revealed signals at o:
129.12 (aromatic 1), 127.72 (C-6 1), 124.46 (C-10 1), 119.03 (C-9 1),
116.97 (C-7 1), 107.25 (C-5 1), 105.82 (aromatic 1), 98.59
(aromatic T), 55.99 (CHs; 1), 55.17 (CHs 1), 55.07 (CHs 1), 31.12
(C-1 1); "*CNMR-APT spectrum CH, CHs [positive (up)], CH,, Cq
[negative (down)], revealed the following signals at J: 160.12 (aro-
matic |), 159.10 (C-3 |), 156.50 (aromatic |), 156.35 (C-8 |), 145.59
(C-4a |), 13198 (C-6a |), 129.12 (aromatic T), 128.29 (C-10a |),
127.72 (C-6 1), 125.25 (C-10b |), 124.46 (C-10 1), 120.54 (aromatic |),
119.03 (C-9 1), 116.97 (C-7 1), 116.27 (CN ]), 107.25 (C-5 1), 105.82
(aromatic 1), 98.59 (aromatic T), 57.20 (C-2 |), 55.99 (CH5 1), 55.17
(CH3 1), 55.07 (CH5 1), 31.12 (C-1 1); MS m/z (%): 388 (M*, 84.51)
with a base peak at 208 (100); Anal. Calcd for C3H0N,O4: C, 71.12;
H, 5.19; N, 7.21. Found: C, 71.00; H, 5.05; N, 7.09%.



2.2.16.  3-Amino-1-(3,4-dimethoxyphenyl)-8-methoxy-1H-benzo[f]
chromene-2-carbonitrile 6h

Colourless crystals from ethanol/benzene; vyield 81%; m.p.
200-201°C; IR (KBr) v (cm™'"): 3431, 3337, 3219 (NH,), 2185 (CN);
"H NMR §: 7.83-6.57 (m, 8H, aromatic), 6.92 (bs, 2H, NH,), 5.22 (s,
1H, H-1), 3.82 (s, 3H, OCHs), 3.68 (s, 3H, OCHs), 3.66 (s, 3H, OCHs);
13C NMR 9: 159.69 (C-3), 156.40 (C-8), 145.24 (C-4a), 132.15 (C-6a),
128.28 (C-10a), 128.07 (C-6), 125.24 (C-10), 120.67 (C-10b), 118.94
(C-9), 117.05 (C-7), 115.99 (CN), 107.19 (C-5), 58.00 (C-2), 55.45
(CHs), 55.42 (CHs), 55.16 (CH5), 37.72 (C-1), 148.63, 147.43, 138.43,
112.11, 111.04 (aromatic); ">*C NMR-DEPT spectrum at 135°CH, CH;
[positive (up)], CH, [negative (down)], revealed the following sig-
nals at o: 128.07 (C-6 1), 125.24 (C-10 1), 118.96 (aromatic 1),
118.94 (C-9 1), 117.05 (C-7 1), 112.11 (aromatic 1), 111.04 (aromatic
1), 107.19 (C-5 1), 55.45 (CH; 1), 55.42 (CH; 1), 55.16 (CH5 1), 37.72
(C-1 7). In the DEPT spectrum at 90° only CH signals are positive
(up) and showed ¢: 128.07 (C-6 1), 125.24 (C-10 1), 118.96 (aro-
matic 1), 118.94 (C-9 1), 117.05 (C-7 1), 112.11 (aromatic T), 111.04
(aromatic 1), 107.19 (C-5 1), 37.72 (C-1 7). In the DEPT spectrum at
45° (CH, CH,, and CHs positive) revealed signals at 6: 128.07 (C-6
1), 125.24 (C-10 1), 118.94 (C-9 1), 118.96 (aromatic 1), 117.05 (C-7
1), 112.11 (aromatic T), 111.04 (aromatic 1), 107.19 (C-5 1), 55.45
(CHs 1), 5542 (CH3 1), 55.16 (CH3 1), 37.72 (C-1 1); ">CNMR-APT
spectrum CH, CHs [positive (up)l, CH, Cq [negative (down)],
revealed the following signals at : 159.69 (C-3 |), 156.40 (C-8 |),
148.63 (aromatic |), 147.43 (aromatic |), 145.24 (C-4a |), 138.43
(aromatic |), 132.15 (C-6a |), 128.28 (C-10a |), 128.07 (C-6 1),
125.24 (C-10 1), 120.67 (C-10b |), 118.94 (C-9 1), 117.05 (C-7 1),
115.99 (CN |), 112.11 (aromatic T), 111.04 (aromatic T), 107.19 (C-5
1), 58.00 (C-2 |), 55.45 (CH5 1), 55.42 (CHs 1), 55.16 (CHs 1), 37.72
(C-1 1); MS m/z (%): 388 (M, 16.00) with a base peak at 251 (100);
Anal. Calcd for Cy3H50N>04: C, 71.12; H, 5.19; N, 7.21. Found: C,
70.99; H, 5.02; N, 7.07%.

2.3. Biological screening

2.3.1. Cell culture and cytotoxicity evaluation using viability assay
Compounds 4a-h and 6a-h were initially evaluated for in vitro
antitumour activity against three different human cell lines: MCF-7,
HCT-116, and HepG-2, and only the representative active cytotoxic
compounds were further evaluated against the normal HFL-1 cell
line. The in vitro cytotoxicity evaluation was performed at the
Regional Center for Mycology & Biotechnology (RCMP), Al-Azhar
University under different concentrations (50, 25, 12.5, 6.25, 3.125,
1.56, and 0 pg/mL); Vinblastine and Doxorubicin are used as refer-
ence cytotoxic compounds. The measurements of cell growth and
the in vitro cytotoxicity evaluation were determined using viability
assay as described in literature®' 3 and the result was cited in
Table 1 and Figure 2.

2.3.2. Cell invasion assay

The cell invasion assay was performed by Reaction Biology
Corporation, One Great Valley Parkway, PA. All compounds were
dissolved in DMSO and tested for their ability to cell invasion
assay. Compounds 4c, 6e, and reference compound bosutinib
were purchased from Sellechem (Houston, TX). Corning Bio Coat
Fluoro Blok Insert System-96-well plates were purchased from
Corning (Corning Incorporated, Tewksbury, MA). Calcein AM label-
ling reagent was purchased from Molecular Probes (Eugene,
Oregon). MDA-MB-231 cell line was purchased from American
Type Culture Collection (Manassas, VA). MDA-MB-231 cells
were grown in DMEM medium supplemented with 10% foetal
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Table 1. Cytotoxic activity of the target compounds against MCF-7, HCT-116,
and HepG-2 cell lines.

MeO
B
r Ar O Ar
CN O | CN
98 o on,

NH,
4a-h 6a—h
ICso (ng/mL)*
Compound Ar MCF-7 HCT-116 HepG-2 HFL-1
4a CeHs 09+0.29 1.2+097 0.7+0.5
4b 4-FCgH, 52+£0.03 1.0+0.12 0.8+£0.12
4c 4-CICgH, 0.5+023 0.7£0.11 1.1+0.12 15.2+0.10
4d 4-BrCeH, 25+0.14 05%0.35 1.8+0.2
4e 4-MeCgH, 25+0.18 0.7%0.25 09+0.14 224+0.21
4f 4-MeOCgH,4 3.8+0.36 449+0.14 4.4+0.05
49 2,4-MeOC¢H;  3.6+0.01 3.7+0.15 2.8+0.17
4h 3,4-MeOC¢H; 0.66+0.04 4.1+0.16 11.0+0.02 129+0.13
6a CeHs 2.7+0.2 214023 11.2+0.18
6b 4-FCgH,4 444005 49+0.01 0.5+0.01
6¢ 4-ClCgH, 3.1£029 25+0.97 0.3+0.08
6d 4-BrCgH, 20+0.25 0.9+0.58 0.7+0.13 355+0.22
6e 4-MeCeH, 03+0.05 0.8+0.06 0.6+021 29.7+0.17
6f 4-MeOCgH, 0.6+0.08 3.8+0.14 293+0.12
69 2,4-MeOCe¢H; 16.0+0.92 10.9+0.5 9.0+0.3
6h 3,4-MeOCeH; 41.1+0.25 13.9+0.3 30.7+£0.5
Vinblastine - 6.1+0.03 2.6+0.08 4.6+0.01
Doxorubicin - 04+£0.01 05+£0.015 0.9%0.04

?ICso values expressed in pg/mL as the mean values of triplicate wells from at
least three experiments and are reported as the mean + standard error.
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Figure 2. Heatmap of the distribution of ICs, values with colour codes of target
compounds against the panel of three cancer cell lines.

bovine serum (FBS), 100 pug/mL of penicillin, and 100 pg/mL of
streptomycin. Cultures were maintained at 37°C in a humidified
atmosphere of 5% CO, and 95% air-following incubation; medium
was carefully removed from the apical chambers. The insert
system was transferred into a second 96-square well plate contain-
ing 200 pl/well of 4pg/mL Calcein AM in HBSS. The plates were
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incubated for 1h at 37°C, 5% CO,. Fluorescence of invaded cells
was read at wavelengths of 492/535nm (Ex/Em) from bottom
reading using Envision 2104 Multilabel Reader (PerkinElmer, Santa
Clara, CA). The ICsy curves were plotted and ICs, values were
calculated using the Graph Pad Prism 4 program for windows
(Graph Pad software, San Diego California. www.graphpad.com)
based on a sigmoidal dose-response equation.

2.3.3. Caspase 3/7 activity assay

The Caspase-Glo 3/7 activity assay was performed by Reaction
Biology Corporation, One Great Valley Parkway, PA. Examined
compounds 4c, 4e, 4h, 6d, and 6e were dissolved in DMSO as
20 mM stock and tested for their ability to Caspase-Glo 3/7 activity
assay. The reference compound staurosporine was purchased from
Sigma-Aldrich (Saint Louis, MO) and dissolved in DMSO in 10 mM
stock. Caspase-Glo 3/7 activity assay reagent was purchased from
Promega (Madison, WI). MDA-MB-231 cell line was provided by
ATCC. MDA-MB-231 cell line culture conditions: DMEM with 10%
FBS. 100 pg/mL penicillin and 100 ng/mL streptomycin were added
to the culture media. Cultures were maintained at 37°C in a
humidified atmosphere of 5% CO, and 95% air.

2.3.4. c-Src kinase assay

The effect of the synthesised compounds on the activity of c-Src
kinase was determined by HTScan Src Kinase Assay Kit, catalogue
number 7776 from Cell Signaling Technology (Danvers, MA);
according to the manufacturer's protocol. Streptavidin-coated
plates were purchased from Pierce (Rockford, IL). In brief, the kin-
ase reaction was started with the incubation of the 12.5 uL of the
reaction cocktail (0.5 ng/uL of GST-Src kinase in 1.25mM DTT) with
12.5uL of prediluted compounds (dissolved in 1% DMSO) for
5min at room temperature. ATP/substrate (25puL, 20 pM/1.5 uM)
cocktail was added to the mixture. The biotinylated substrate
(catalogue number 1366) contains the residues surrounding tyro-
sine 160 (Tyr160) of signal transduction protein and has a
sequence of EGIYDVP. The reaction mixture was incubated for
30min at room temperature. The kinase reaction was stopped
with the addition of 50 uL of 50mM EDTA (pH 8.0). The reaction
solution (25puL) was transferred into 96-well streptavidin plates
(Pierce, part number 15125), diluted with 75uL double distilled
water, and incubated at room temperature for 60 min. At the end
of the incubation, the wells were washed three times with 200 pL
of 0.05% Tween-20 in PBS buffer (PBS/T). After that to each well
was added 100 pL of phosphotyrosine antibody (P-Tyr-100) (1:1000
dilution in PBS/T with 1% BSA) and the wells were incubated for
another 60 min. After washing three times with 0.05% Tween-20 in
PBS/T, the wells were incubated with 100 pL secondary anti-mouse
IgG antibody, which was HRP-conjugated (1:500 dilution in PBS/T
with 1% BSA) for next 30min at room temperature. The wells
were washed five times with 0.05% Tween-20 in PBS and then
were incubated with 100puL of 3,3',55-tetramethylbenzidine
dihydrochloride substrate for 5min. The reaction was stopped by
adding 100 pL/well of stop solution to each well and mixed well
and read the absorbance at 450 nm using a microplate reader
(Molecular devices, spectra Max M2). ICsy values of the compounds
were calculated using ORIGIN 6.0 (Origin Lab Corporation,
Northampton, MA) software. ICsq is the concentration of the com-
pound that inhibited enzyme activity by 50%. All the experiments
were carried out in triplicate®*.

2.4. Molecular docking

Molecular docking simulation was carried out with the program
AutoDock 4.0.1>* (GNU General Public License). The three-dimen-
sional (3D) structure of c-Src kinase was obtained from Protein
Data Bank (PDB entry no. 2src). The ligand and solvent molecules
were removed from the crystal structure to obtain the docking
grid and the active site was defined using AutoGrid. The grid box
was centred on the centre of the ligand from the corresponding
crystal structure complexes. The Lamarckian genetic algorithm
issued for docking with the following settings: a maximum num-
ber of 2,500,000 energy evaluations, an initial population of 50
randomly placed individuals, a maximum number of 37,000 gener-
ations, a mutation rate of 0.02, across over rate of 0.80, and an
elitism value (number of top individuals that automatically survive)
of 1. The ligand was fully optimised inside the binding site during
the docking simulations. Finally, the conformation with the lowest
predicted binding free energy of the most occurring binding
modes in c¢-Src active pocket was selected. Hydrogen atoms were
added to the structure with the Molecular Operating Environment
(MOE 2012)* and atomic partial charges were calculated using
Auto-Dock Tools. Selected active compounds were docked into
the active site of microorganisms' targets to predict compound
binding modes. For flexible docking, Auto-Dock standard param-
eter settings were applied. High-scoring binding poses were
selected on the basis of visual inspection.

2.5. Statistical analysis

All statistical calculations were done using computer programs,
Microsoft excel version 10, SPSS version 20.00 (SPSS Inc., IBM in
2009, Chicago, IL) statistical program at 0.05, 0.01, and 0.001 level
of probability®®. Comparisons of inhibiting tumour growth
between treatments groups or the control were done using
Student's t test, one-way ANOVA, and post hoc the least significant
difference tests measurement.

3. Results and discussion
3.1. Chemistry

Benzochromene molecules have been synthesised using the syn-
thetic strategy illustrated in Schemes 1 and 2. In a one-pot three
component heterocyclocondensation process, 3-amino-1-aryl-8-
bromo-1H-benzo[flchromene-2-carbonitrile 4a-h were obtained via
the reaction of 6-bromo-2-naphthol 1 with a mixture of appropri-
ate aromatic aldehydes 2a-h and malononitrile 3 in ethanol/
piperidine solution under microwave irradiation conditions for
2min at 140°C.

The IR spectra of compounds 4a-h revealed the presence of
three peaks at v 3477-3409, 3369-3321, 3217-3199cm ', and one
peak at v 2204-2181cm™' which are assigned to the amino and
cyano groups, respectively. In the meantime, the 'H NMR spectra
of compounds 4a-h displayed a singlet signal of the 1H protons
in the range of § 5.47-5.26 ppm and a broad signal of the amino
group in the range of 6 7.10-6.90 ppm. In addition, compounds
4a and 4e-h revealed the presence of D,O as a replacement to
the NH, proton at & 7.04-6.90 ppm. Furthermore, the 'H NMR
spectra of compounds 4e and 4f-h exhibited signals of the
methyl and methoxy groups at é 2.21 and 3.85-3.67 ppm, respect-
ively. On the other hand, the '>C NMR spectra of compounds
4a-h displayed one signal of the chiral carbon resonating at ¢
37.89-31.26 ppm, and compounds 4f-h exhibited signals of the
methyl and methoxy groups at ¢ 20.51 and 55.96-54.96 ppm,
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Scheme 1. Synthesis of 3-amino-1-aryl-6-bromo-1H-benzo[flchromene-3-carbonitriles (4a-h).
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Scheme 2. Synthesis of 3-amino-1-aryl-8-methoxy-1H-benzo[flchromene-3-carbonitriles (6a-h).

respectively. Also, the '>C NMR-DEPT spectra at 45°, 90°, and
135°C as well as the '3C NMR-APT spectra of compounds 4b,
4e-h provided additional evidence to support the proposed struc-
tures (See supplemental data).

The same methodology has been employed to prepare the
second series of benzochromene molecules; compounds 6a-h,
Scheme 2 illustrated the interaction of 6-methoxy-2-naphthol 5
with a mixture of appropriate aromatic aldehydes, 2a-h, and
malononitrile 3 to afford the corresponding 3-amino-1-aryl-8-
methoxy-1H-benzo[flchromene-2-carbonitriles, 6a-h. The max-
imum power of the microwave irradiation was optimised by
repeating the reaction at different watt powers and periods of
time. The optimum condition was obtained by using the micro-
wave irradiations at 400W and reaction time 2min, which gave
the highest yield of the desired compounds. It is also important to
note that the 1-position of compounds 4a-h and 6a-h is a chiral
centre and all the reactions were controlled using the
TLC technique.

The IR spectra of the target compounds 6a-h confirmed the
presence of the characteristics of the NH, absorption bands
around v 3475-3414, 3337-3321, 3219-3192cm™' and the CN
absorption bands around v 2203-2185cm ™. The 'H NMR spectra
of 6a-h showed singlet signals of 1H, NH,, and methyl or methoxy
groups protons at ¢ 5.46-521, 7.02-6.81 and 221, and
3.88-3.66 ppm, respectively. Furthermore, the '3C NMR spectra of
compounds 6a-h showed signals resonating in the range of §
38.15-31.12 ppm which are attributed to the chiral carbon, while
the carbons of the methyl and methoxy groups appeared in the
range of ¢ 20.51 and 55.45-54.95 ppm, respectively. Besides, the
13C NMR-DEPT spectra at 45°, 90°, and 135°C as well as the '3C
NMR-APT spectra of compounds 6f-h provided additional evi-
dence in supporting the proposed structures (See supplemen-
tal data).

3.2. Antitumour assay

The in vitro cytotoxic evaluation of the prepared compounds 4a-h
and 6a-h was performed against MCF-7 (breast cancer), HCT-116
(human colon cancer), HepG-2 (liver cancer), and HFL-1(normal
fibroblast lung) using the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl
tetrazolium bromide (MTT) colorimetric assay as described in litera-
ture®' 33, Doxorubicin, one of the most effective anticancer agents,
and the cancer drug Vinblastine was included in the experiment
as positive controls. The results were expressed as growth inhibi-
tory concentration (ICso) values, which represent the compounds’
concentrations required to produce a 50% inhibition of the cell
growth after 24 h of incubation, compared to the untreated con-
trols as shown in Table 1 and Figure 2.

According to the obtained results, it was obvious that most of
the synthesised compounds displayed excellent anti-proliferative
activity against the tested cancer cell lines. Investigations of the
cytotoxic activity against the three cancer cell lines, MCF-7, HCT-
116, and HepG-2, indicated that the HepG-2 was the most sensi-
tive cell line to the influence of the target compounds. In the
meantime, the treatment of the MCF-7 cancer cell lines was very
successful using the first series compounds, 4a-h which displayed
ICso values in the range of 0.5-5.2ug/mL. The same effect was
obtained using compounds 6a-f of the second series which exhib-
ited ICso values between 0.3 and 4.4 ug/mL, Table 1. These values
were found to be more potent and efficacious against MCF-7 can-
cer cell lines than Vinblastine (ICso=6.1 ng/mL) while compound
6e (IC5o=0.3nug/mL) was found to be the most potent derivative
against MCF-7 as compared to Doxorubicin (ICso=0.4pg/mL);
compounds 4c and 6f (ICso=0.5 and 0.6 pug/mL) are almost
equipotent as Doxorubicin and emerged as the most potent coun-
terpart against MCF-7 in this study. Concerning the cytotoxic activ-
ity against HCT-116, compounds 4a-e of the first series with 1Csq
values of 0.5-1.2 pg/mL and compounds 6a, 6c—e with ICs, in the
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range of 0.8-2.5ug/mL displayed significant growth inhibitory
activity in comparison to Vinblastine (IC5o = 2.6 ug/mL). In particu-
lar, compound 4d (IC;0=0.5pg/mL) was equipotent as
Doxorubicin (ICso=0.5 pg/mL). The same effect has also been
achieved using compounds 4c, 4e, 6d, and 6e with IC5, between
0.7 and 0.9pg/mL. On the other hand, the cytotoxic evaluation
against HepG-2 cell lines revealed that the second series elicited
considerable anti-proliferative activity than the first series. For
instance, seven members of the first series 4a—g with 1Cso values
in the range of 0.5-4.4ng/mL and four members of the second
series 6b—e with ICso values between 0.3 and 0.7 pg/mL were
more potent and efficient than Vinblastine (ICso =4.6 ng/mL) while
compounds 6b-e, 4a, and 4b with ICso ranging from 0.3 to
0.8 ug/mL displayed significant growth inhibitory activity in com-
parison to Doxorubicin (ICso=0.9ug/mL). Compound 4e
(ICso=0.9 ug/mL) was equipotent as Doxorubicin. In addition, the
potent compounds 4c, 4e, 4h, 6d, and 6e were evaluated for their
cytotoxic effect against normal fibroblast cell line. The obtained
data revealed that all compounds displayed weak cytotoxicity
(ICso =13-35 pg/mL) compared to their anticancer effect, proving
the selectivity behaviour. Finally, the remaining compounds exhib-
ited equipotent or moderate to fair cytotoxic activities against the
three tumour cell types compared to Vinblastine and Doxorubicin,
and the highly active ones could be considered as selective anti-
cancer agents.

3.3. Cell invasion assay

Tumour invasion is a common feature of triple-negative breast
cancers. Triple-negative breast cancers (12-24% of breast can-
cers)*”*® which are characterised by the absence of ER, progester-
one receptors, and HER-2 expression, resulted in high morbidity
and mortality owing to their rapid growth rate, invasive potential,
and frequently acquired treatment resistance. The invasion process
has become an important prerequisite for cancer progression and
metastasis. Therefore, therapeutic strategies for preventing or sup-
pressing cancer invasion and metastasis can significantly improve
the survival of triple-negative breast cancer patients. The two
most active compounds 4c and 6e were examined for their ability
to inhibit the invasiveness of the highly sensitive and invasive
breast cancer cell line, MDA-MB-231. A bosutinib drug was used as
a control ant-invasive agent. As shown in Figure 3, 4c and 6e
derivatives have markedly suppressed the invasion of the MDA-
MB-231 cell up to the highest percentage. As shown in Table 2,
they showed comparable potent ant-invasion activity with ICsy of
10.5 and 16.5 uM, respectively. The obtained data might confirm
that the cytotoxicity of novel molecules led to the death of the
cancer cells and stopped the metastatic processes.

3.4. Caspase 3/7 activity assay

Caspases are ATP-dependent enzymes that promote apoptosis.
Caspases are vital biochemical features of apoptotic signalling. The
apoptotic response of MDA-MB-231 cells to potent anti-prolifera-
tive compounds was examined via quantifying the activity of cas-
pases 3/7. To determine whether the cell growth inhibition in
response to the benzochromene derivatives was mediated by
apoptosis and was caspase dependent, MDA-MB-231 cells were
treated with 10 different concentrations of the target compounds
for 24 h. As shown in Figure 4, caspase-3/7 activity was activated
in a dose-dependent manner. The target benzochromene com-
pounds significantly increased caspase-3/7 activity to a 10-fold at
a certain concentration and time point, Table 3 and Figure 4.

Cell Invasion Assy (MDA-MB-231 cell line)

200 -
-# Bosutinib (M)
£ 150 -+ 4C(M)
= -
s I & 6E (M)
& 100 -
g ¥
& 50+ i
m Vv
0 . . . . . .
-14 12 10 -8 -6 -4 -2

Log (M)

Figure 3. The effect of selected benzochromene derivatives on the invasion of
MDA-MB-231 cell line.

3.5. c-Src kinase assay

As a biological step for the discovery of their anti-proliferative
mechanism, further c-Src kinase inhibitory activity of the potent
compounds 4c, 4e, 4h, 6d, and 6e were performed, Table 4. It
is clearly presented that their inhibitory activity is potent and
the 1C59 values ranged between 9 and 329nM, which mostly
exhibited higher activity than the reference drug. For instance,
compound 4e, with the 4-methylphenyl substitution, exhibited
higher c¢-Src kinase inhibitory activity (ICso=9nM) than the rest.
Similarly, compound 6e, with the 4-methylphenyl substitution,
was the most effective compound in the 8-methoxy series with
an ICso value of 9nM. Additionally, 3,4-dimethoxyphenyl and 4-
bromophenyl substituted compounds 4h and 6d were among
the moderately effective inhibitors in both the 8-bromo and the
8-methoxy series of compounds with ICsy ranging from 214 to
329nM. Lastly, the substitution of the aryl terminal moiety with
the electron-donating group (methyl group) in compounds 4e
and 6e led to increase in inhibitory activity, suggesting that
substitution at position 4 of the phenyl ring is detrimental on
the c¢-Src kinase inhibition.

3.6. SAR studies

The preliminary SAR study has focussed on the effect of the pres-
ence of the phenyl ring on the antitumour activities of the syn-
thesised compounds. The influence of replacing the H atom at the
4-position in the phenyl ring of the 1H-benzo[flchromene moiety
with the electron-withdrawing (F, Cl, Br) or electron-donating (Me,
MeO) groups, and the presence of a bromine atom (electron-with-
drawing) or methoxy group (electron-donating) at the 8-position
has also been discussed. In a comparison of the cytotoxic activities
of the two series 4a-h and 6a-h against MCF-7 breast cancer, we
found that the highest growth inhibitory effect of the first series
4a-h was associated with the presence of 4-chlorophenyl 4c, 3,4-
dimethoxyphenyl 4h, unsubstituted phenyl 4a, 4-bromopheny! 4d,
4-methylphenyl 4e, 2,4-dimethoxyphenyl 4g, 4-methoxyphenyl 4f,
and 4-fluorophenyl 4b, respectively. As previously mentioned,
these molecules showed ICsq values in the range of 0.5-5.2 pg/mL
against MCF-7, which are considered excellent activities relative to
Vinblastine (ICso=6.1ng/mL), Table 5. On the other hand, the
inhibitory effect of the second series 6a-h was more potent and
efficacious than Vinblastine (ICso=6.1 pg/mL). The ICsy values of
these molecules were between 0.3 and 4.4 pg/mL against MCF-7,
and their effect was as follows: 4-methylphenyl 6e, 4-methoxy-
phenyl 6f, 4-bromophenyl 6d, un-substituted phenyl 6a, 4-chloro-
phenyl 6¢, and 4-fluorophenyl 6b, respectively, Table 5. According
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Figure 4. Apoptosis induction by caspase-3/7 activity assay detection in MDA-MB-231 cell line after compound treatment against reference drug.

Table 2. ICs5y values for two most potent
ant-invasion compounds in MDA-MB-231
breast cancer cells.

Compound ID 1C50 (M)
4c 1.08x 107°
6e 1.65 x 107>
Table 3. Caspase-Glo 3/7 activity assay.
Compound ID MDA-MB-231 cell line, I1Cso (M)
4c 226 %107
4e 1.95%10°°
4h 3.15% 107
6d 256 x 107>
6e 3.89x107°

Staurosporine 6.85x 1078

Table 4. Inhibition of c¢-Src kinase activity
data as 1Cso values (nM) of selected
1H-benzo[f]-chromene derivatives.

Compound ID 1Cso (NM)
4c 89
4e 9
4h 214
6d 329
6e 9
Staurosporine 112

to the obtained data and regarding the first series, it was
found that the replacement of the H atom by the chlorine atom
(electron-withdrawing group) at the 4-position in the phenyl ring
of the 1H-benzo[flchromene moiety was significant for its activity
against the MCF-7 compared to the dimethoxy (electron-donating
group) at 3,4-positions on the same ring with bromine atom at
the 8-position. However, the introduction of a methyl or methoxy
group at 4-position (electron-donating group) on the phenyl ring,
at position 1 of the second series is more beneficial than an elec-
tron-withdrawing substituent like Br, Cl, or F atoms, taking into
consideration that the second series 6a—h (more electron-donating
group) exhibited significant growth inhibitory activity against
MCF-7 which is more effective than the first series 4a-h (more
electron-withdrawing group). In general, the SAR image of the
novel potent derivatives indicates that the presence of different
pharmacophoric functionalities with small hydrophobic moieties as
halogens or slightly hydrophobic fragments as methoxy play an
important role in the cytotoxic activity.

Table 5. Positive and negative controls and effectiveness of the test compounds
against MCF-7.

Control/Cpd. ICso (ng/mL) Cell line F ratio p Value
Vinblastine 6.1+£0.03

4c 0.5+0.23

4h 0.66 + 0.04

4a 0.9+0.29

4d 25+0.14

4e 25+0.18

4q 3.6+0.01 MCF-7 221.234 0.000 (HS)
4f 3.8+£0.36

4b 5.2+0.03

6e 0.3+0.05

6f 0.6+0.08

6d 20+0.25

6a 2.7+0.2

6¢ 3.1+£0.29

6b 44+0.05

Positive control (active compounds) and negative control (standard drugs).
All statistical calculations were done as the mean values of triplicate.
HS: Highest significantly at p values <0.05.

Table 6. Positive and negative controls and effectiveness of the test compounds
against HCT-116.

Control/Cpd. ICso (ng/mL) Cell line F ratio p Value
Vinblastine 2.6 +0.08

4d 0.5+0.35

4c 0.70.11

4e 0.7+£0.25

4b 1.0+£0.12

4a 1.2+£0.97

6e 0.8+0.06 HCT-116 57.243 0.000 (HS)
6d 0.9+0.58

6a 2.1+0.23

6¢ 2.5+0.97

Positive control (active compounds) and negative control (standard drugs).
All statistical calculations were done as the mean values of triplicate.
HS: Highest significantly at p value <0.05.

Investigations of the cytotoxic activity against HCT-116, human
colon cancer, indicated that compounds 4a-e of the first series
with 1Cso=0.5-1.2 ug/mL and compounds 6a,c-e of the second ser-
ies with 1Cso=0.8-2.5pug/mL displayed a good inhibitory activity
compared to Vinblastine (ICso=2.6 ug/mL), Table 6. These results are
intimate that the grafting of a lipophilic electron-withdrawing sub-
stituent (halogen atoms) is more beneficial than an electron-donating
substituent (methyl or unsubstituted phenyl group) for the activity of
the bromine atom or the methoxy group at the 8-position.
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Moreover, the first series 4a-h (electron-withdrawing group) revealed
significant growth inhibitory activity against HCT-116 in comparison
to the second series 6a-h (electron-donating group).

Regarding the activity against the HepG-2 cell line (liver cancer),
the order of the antitumour activity of the first series was found to
be 4a>4b > 4e>4c>4d > 4g > 4f (ICs5o=0.7-4.4pg/mL) and for
the second series 6c>6b>6e>6d, with 1C5o=0.3-0.7 ug/mL,
Table 7. These results suggested that the un-substituted phenyl
(electron-donating group) of the first series is preferred as an antitu-
mor agent in comparison to the substituted phenyl (electron-with-
drawing group) with bromine atom at the 8-position; however, the
electron-withdrawing substituent is preferred compared to electron-
donating substituent for the second series with methoxy group
at the 8-position, keeping in mind that the second series, 6a-h
(electron-withdrawing and electron-donating groups), is more
effective towards the HepG-2 than the first series, 4a-h (electron-
donating and electron-withdrawing groups).

On the other hand, the rest of the compounds showed almost
equipotent or moderate to fair cytotoxic activities against the
three tumour cell lines compared to Vinblastine. While compound
6e (ICs5o=0.3 pg/mL) was found to be the most potent derivative
against MCF-7 compared to Doxorubicin (ICso=0.4pg/mL) as
shown in Table 8. Compound 4c (IC5o= 0.5 ug/mL) was almost as
equipotent as Doxorubicin, and compound 4d (ICso=0.5 pg/mL)
was equipotent as Doxorubicin against HCT-116. Furthermore,
compounds 6c¢, 6b, 6e, 4a, and 4b with ICso=0.3-0.8 pg/mL dis-
played significant growth inhibitory activity against HepG-2 in
comparison to Doxorubicin (ICso=0.9 ug/mL) as shown in Table 7,
and compound 4e (IC5o=09pg/mL) was equipotent as
Doxorubicin indicating that the electron-withdrawing substituent
is preferred for antitumour activity compared to the electron-
donating substituent.

Finally, we can deduce that the substitution pattern of the phenyl
group at the 1-position of the 1H-benzo[flchromene moiety played a
vital role in its antitumour activity. The incorporation of halogen
atoms (electron-withdrawing group) has also greatly enhanced the
activity of the desired compounds in comparison to the electron-
donating groups as methyl or methoxy groups with bromine atom or
methoxy group at the 8-position. Overall, the growth inhibitory activ-
ity of the second series exceeded the first one.

3.7. Molecular docking

¢-Src kinase is a non-receptor tyrosine kinase which plays essential
roles in controlling a myriad of fundamental cellular processes,
including cell proliferation, adhesion, migration, and invasion®>*°.
c-Src kinase is overexpressed and/or is aberrantly activated in a
variety of human tumours, including breast, colon, pancreatic,
bladder, ovarian, and brain carcinomas*'**2. Notably, increased c-
Src activity is believed to correlate strongly with the metastatic
potential and the poor prognosis in breast cancers*'****, Thus, c-
Src kinase has been recognised as an attractive molecular target
for cancer therapy, and the development of c-Src inhibitors for
cancer treatment is an increasing interest. In this report, we
docked the potent active anti-proliferative derivatives 4c, 4e, 4h,
6d, and 6e in the ATP-binding pocket of the target enzyme.
The placement was performed based upon the position of the co-
crystallised ligand ANP. A root mean square deviation (rmsd) of
0.29 and binding energies data were resulted, suggesting a high
similarity of interaction to the referenced ligand. Investigation of
the docking results reported different binding modes of the target
compounds. These compounds consistently showed a stable
hydrogen-bonding interaction with the NH of Met 341 residue as

Table 7. Positive and negative controls and effectiveness of the test compounds
against HepG-2.

Control/Cpd. 1Cso (ng/mL) Cell line F ratio p Value
Vinblastine 46+0.18 HepG-2 270.518 0.000 (HS)
4a 0.7 £0.06

4b 0.8+0.06

4e 0.9+0.06

4c 1.1+£0.08

4d 1.8+£0.12

4q 28+0.11

4f 4.4+0.09

6¢ 0.3+0.02

6b 0.5+0.03

6e 0.6+0.01

6d 0.7 £0.04

Doxorubicin 0.9+0.05 HepG-2 8.210 0.000 (HS)
4a 0.7 +£0.08

4b 0.8+0.03

4e 0.9+ 0.06

6¢ 0.3+0.08

6b 0.5+0.06

6e 0.6+ 0.04

6d 0.7 +£0.02

Positive control (active compounds) and negative control (standard drugs).
All statistical calculations were done as the mean values of triplicate.
HS: Highest significantly at p value <0.05.

Table 8. Positive and negative controls and effectiveness of the test compound
against MCF-7.

Control/Cpd. ICso (ng/mL) Cell line T test p Value
Doxorubicin 0.4+0.01 MCF-7 1.225 0.288 (NS)
6e 0.3+0.05

Positive control (active compounds) and negative control (standard drugs).
All statistical calculations were done as the mean values of triplicate.
NS: not significant at p values >0.05.

a donor with all nitrile fragments of the structures. However, in
some cases, the interaction was supported with extra hydrogen
bonds with the carbonyl group of Glu 339 as an acceptor through
the NH, fragment. Moreover, Asp 404 and Lys 295 exhibited
additional hydrogen bonds through the OCHs; substituents. In add-
ition, a hydrophobic interaction was found between the naphtha-
lene substructure of compounds within the hydrophobic pockets
in the active site, Figure 5 and Table 9. Finally, the hydrogen-
bonding donor-acceptor motif which was proposed as a crucial
key for the kinase inhibitory activity was accomplished by the
active compounds fragments with the corresponding Met 341 or
Glu 399 residues®. This behaviour towards c-Src kinase might con-
firm the cytotoxic effect of the studied compounds is mediated
through the inhibition of such promising target.

3.8. Prediction of drug-likeness and ADME properties

In a way to design a drug with a good oral bioavailability profile,
certain parameters are considered to play an important role*®*’,
About one-third of the invented drugs fail during development
processes due to their unreasonable pharmacokinetic profiles*®.
Therefore, a computational study for the prediction of the ADME
properties of the synthesised molecules was performed by the cal-
culation of lipophilicity, topological polar surface area (TPSA),
absorption (% ABS), and simple molecular descriptors used by
Lipinski in formulating his “rule of five"*®. Calculations were per-
formed using the Molinspiration online property calculation tool-
kit™°. Table 10 represents a calculated percentage of the
absorption (% ABS), TPSA, and Lipinski parameters of the com-
pounds. A percentage of absorption (% ABS) was estimated using
the equation: % ABS =109—(0.345 x TPSA), according to Zhao
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Figure 5. Binding data of target compounds. (A) 3D and 2D depiction of the docked conformation of the selected active compounds (A) 4c, (B) 4h, and (C) 6e in the
active site of enzyme revealing the essential residues and types of interactions.

et al.>' polar surface area, together with lipophilicity, is an essen- calculated percentages of absorption for compounds are ranged
tial property of a molecule of transportation across biological between 88.6% and 79.1%. The number of the hydrogen bond
membranes. Extremely high TPSA values give rise to poor bioavail- donors was constant for all of the compounds, and the number of
ability and absorption of a drug. According to the above criterions, hydrogen bond acceptors varied from 1 to 4. The investigation of
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Table 9. Description of the docking data of selected target compounds.

Cop. Fragment Target residues (distance, A) Interaction Binding energy (dG)

4c CN Met341 (2.64), H,0-Ser342 (2.65) H-bonding —-16.5
NH, Glu339 (1.80) H-bonding
cl Leu273 Hydrophobic
Br-Naphthalene Val281, Asp404, Leu273, Lys295 Hydrophobic

4h CN Met341 (3.15) H-bonding —-15.4
NH, Glu339 (1.84) H-bonding
MeO Lys295, H,0-Asp346, H,0-Ser345, H,0-Ala390 (3.64) (3.53) (2.29) H-bonding
Br-Naphthalene Asp404, Lys295 Hydrophobic

6e CN Met341 (2.92) H-bonding —15.6
NH, H,0-Ser342 (2.55) H-bonding
MeO Lys295, H,0-Asn391, Asp404 (2.51) (2.57) H-bonding
Me Asn391, Asp404 Hydrophobic
MeO-Naphthalene Val281, Leu273 Hydrophobic

The data reported in the table are extracted from MOE program showing the corresponding amino acids residues in enzyme pocket, corre-
sponding fragments of ligands, interaction distances, types of interaction, and their binding energy to some selected drugs. Conserved amino

acids are bold highlighted.

Table 10. Predicted ADME, Lipinski parameters, and molecular properties of the
synthesised compounds.

Cpd. M. wt. LogS n-ON n-OHNH TPSA LogP(o/w) %ABS
4a 377 -73 1 1 59 4.8 88.6
4b 395 —76 1 1 59 4.9 88.6
4c 412 -8 1 1 59 5.4 88.6
4d 456 —83 1 1 59 5.6 88.6
4e 407 -73 2 1 68 4.7 85.4
4f 391 —7.7 1 1 59 5.1 88.6
49 437 —74 3 1 78 4.7 82.3
4h 437 —74 3 1 78 4.5 823
6a 328 —6.2 2 1 68 39 854
6b 346 —6.5 2 1 68 4.1 854
6¢ 363 —6.9 2 1 68 4.5 85.4
6d 407 -73 2 1 68 4.7 854
6e 342 —6.7 2 1 68 4.2 85.4
6f 358 —6.3 3 1 78 39 82.3
69 388 —6.3 4 1 87 39 79.1
6h 388 —6.3 4 1 87 3.6 79.1

% ABS: Percentage of absorption; TPSA: topological polar surface area; n-ON: number
of hydrogen bond acceptors; n-OHNH: number of hydrogen bond donors; logs: solu-
bility coefficient; Log P: partition coefficient. Calculations were performed using
Molinspiration online property calculation toolkit (http://www.molinspiration.com).

the Lipinski profile of the synthesised compounds indicated that
most of the synthesised derivatives are considered to be drug-like
candidates for the novel cytotoxic agents with a slight increase in
the log p values for two bromobenzochromene compounds.

4. Conclusions

Herein, we present the synthesis of 16 compounds of 3-amino-1-
aryl-8-bromo/methoxy-1H-benzo[flchromene-2-carbonitrile ~ 4a-h
and 6a-h. The new compounds have been evaluated for their
cytotoxic activities against three cancer cell lines, MCF-7, HCT-116,
and HepG-2. The obtained results claimed that most of the syn-
thesised compounds displayed strong and selective cytotoxic
activity against the three cell lines. Moreover, the potent
compounds have been examined for their cytotoxic effect against
normal fibroblast cell line and revealed weak cytotoxicity com-
pared to their anticancer effect. These results confirm the selectiv-
ity behaviour of the target compounds. On the other hand, the
SAR study has been performed on the desired compounds
and elucidated that the introduction of halogens substituent (elec-
tron-withdrawing group) at the 4-position of the phenyl group at
position 1 of the 1H-benzo[flchromene moiety enhanced their
antitumour activities than the electron-donating substituent like
methyl or methoxy groups. In addition, the presence of the lipo-
philic electron-donating, methoxy group at the 8-position was

essential for the activity than the electron-withdrawing substituent
like a bromine atom. Caspase 3/7 intrinsic apoptotic assay has
been used to explore the demise of the three cell lines upon their
treatment with the target compounds. Meanwhile, the interaction
behaviour of selected active benzochromene derivatives was
examined computationally via their docking simulation within the
c-Src kinase target, which resulted in a good interaction profile
compared to the reference ligand. This behaviour classifies
these molecules as potential ¢-Src kinase candidates with potent
cytotoxic activity.

Acknowledgements

The authors would like to thank chemical computing group for
use of the MOE software. The Deanship of Scientific Research at
Taibah University, Al-Madinah Al-Munawarah, Saudi Arabia was
acknowledged.

Disclosure statement

No potential conflict of interest was reported by the authors.

References

1. Bingi C, Emmadi NR, Chennapuram M, et al. One-pot catalyst
free synthesis of novel kojic acid tagged 2-aryl/alkyl substi-
tuted-4H-chromenes and evaluation of their antimicrobial
and anti-biofilm activities. Bioorg Med Chem Lett
2015;25:1915-9.

2. Vala ND, Jardosh HH, Patel MP. PS-TBD triggered general
protocol for the synthesis of 4H-chromene, pyrano[4,3-b]pyran
and pyrano[3,2-clchromene derivatives of 1H-pyrazole and
their biological activities. Chin Chem Lett 2016;27:168-72.

3. Singh G, Sharma A, Kaur H, Ishar MP. Chromanyl-isoxazolidines
as antibacterial agents: synthesis, biological evaluation, quanti-
tative structure activity relationship, and molecular docking
studies. Chem Biol Drug Des 2016;87:213-23.

4. Killander D, Sterner O. Synthesis of the bioactive benzochro-
menes pulchrol and pulchral, metabolites of Bourreria
pulchra. Eur J Org Chem 2014;2014:1594-6.

5. Afifi TH, Okasha RM, Ahmed HEA, et al. Structure-activity
relationships and molecular docking studies of chromene
and chromene based azo chromophores: a novel series of
potent antimicrobial and anticancer agents. EXCLI J
2017;16:868-902.


http://www.molinspiration.com

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

Foroumadi A, Emami S, Sorkhi M, et al. Chromene-based
synthetic chalcones as potent antileishmanial agents:
synthesis and biological activity. Chem Biol Drug Des
2010;75:590-6.

Tanaka JC, da Silva CC, Ferreira IC, et al. Antileishmanial
activity of indole alkaloids from Aspidosperma ramiflorum.
Phytomedicine 2007;14:377-80.

Fadda AA, Berghot MA, Amer FA, et al. Synthesis and anti-
oxidant and antitumor activity of novel pyridine, chromene,
thiophene and thiazole derivatives. Arch Pharm (Weinheim)
2012;345:378-85.

Jain N, Xu J, Kanojia RM, et al. Identification and structure-
activity relationships of chromene-derived selective estrogen
receptor modulators for treatment of postmenopausal symp-
toms. J Med Chem 2009;52:7544-69.

Kasibhatla S, Gourdeau H, Meerovitch K, et al. Discovery and
mechanism of action of a novel series of apoptosis inducers
with potential vascular targeting activity. Mol Cancer Ther
2004;3:1365-74.

Jain N, Kanojia RM, Xu J, et al. Novel chromene-derived
selective estrogen receptor modulators useful for alleviating
hot flushes and vaginal dryness. J Med Chem 2006;49:3056-9.

Lee KS, Khil LY, Chae SH, et al. Effects of DK-002, a
synthesized  (6aS,cis)-9,10-Dimethoxy-7,11b-dihydro-indeno
[2,1-clchromene-3,6a-diol, on platelet activity. Life Sci

2006;78:1091-7.

Ali TE-S, Ibrahim MA. Synthesis and antimicrobial activity of
chromone-linked 2-pyridone fused with 1,2,4-triazoles, 1,2,4-
triazines and 1,2,4-triazepines ring systems. J Braz Chem Soc
2010;21:1007-16.

Sashidhara KV, Kumar M, Modukuri RK, et al. Discovery and
synthesis of novel substituted benzocoumarins as orally
active lipid modulating agents. Bioorg Med Chem Lett
2011;21:6709-13.

Patil SA, Patil R, Pfeffer LM, Miller DD. Chromenes: potential
new chemotherapeutic agents for cancer. Future Med Chem
2013;5:1647-60.

Wang JL, Liu D, Zhang ZJ, et al. Structure-based discovery of
an organic compound that binds Bcl-2 protein and induces
apoptosis of tumor cells. Proc Natl Acad Sci USA 2000;
97:7124-9.

Doshi JM, Tian D, Xing C. Structure-activity relationship
studies of ethyl 2-amino-6-bromo-4-(1-cyano-2-ethoxy-2-
oxoethyl)-4H-chromene-3-carboxylate (HA 14-1), an antagonist
for antiapoptotic Bcl-2 proteins to overcome drug resistance
in cancer. J Med Chem 2006;49:7731-9.

Birch KA, Heath WF, Hermeling RN, et al. LY290181, an
inhibitor of diabetes-induced vascular dysfunction, blocks
protein  kinase C-stimulated transcriptional activation
through inhibition of transcription factor binding to a phor-
bol response element. Diabetes 1996;45:642-50.

Wiener C, Schroeder CH, West BD, Link KP. Studies on the 4-
Hydroxycoumarins. XVlIl.1a 3-[a-(acetamidomethyl)benzyl]-4-
hydroxycoumarin and related productsib. J Org Chem
1962;27:3086-8.

Smith CW, Bailey JM, Billingham MEJ, et al. The anti-rheum-
atic potential of a series of 24-di-substituted-4H-naph-
tho[1,2-blpyran-3-carbonitriles. Bioorg Med Chem Lett
1995;5:2783-8.

Kemnitzer W, Kasibhatla S, Jiang S, et al. Discovery of 4-aryl-
4H-chromenes as a new series of apoptosis inducers using a
cell- and caspase-based high-throughput screening assay. 2.
Structure-activity relationships of the 7- and 5-, 6-, 8-posi-
tions. Bioorg Med Chem Lett 2005;15:4745-51.

22.

23.

24,

25.

26.

27.

28.

29.

30.

31.

32.

33.

34,

35.

36.

37.

38.

39.

JOURNAL OF ENZYME INHIBITION AND MEDICINAL CHEMISTRY 1087

Afifi TH, Okasha RM, Alsherif H, et al. Design, synthesis, and
docking studies of 4H-chromene and chromene based azo
chromophores: a novel series of potent antimicrobial and
anticancer agents. Curr Org Synth 2017;14:1-16.

Abd-El-Aziz AS, Alsaggaf AT, Okasha RM, et al. Antimicrobial
and antitumor screening of fluorescent 5,7-dihydroxy-4-pro-
pyl-2H-chromen-2-one derivatives with docking studies.
ChemistrySelect 2016;1:5025-33.

Fallah-Tafti A, Tiwari R, Shirazi AN, et al. 4-Aryl-4H-chromene-
3-carbonitrile derivatives: evaluation of Src kinase inhibitory
and anticancer activities. Med Chem 2011;7:466-72.

Panda D, Singh JP, Wilson L. Suppression of microtubule
dynamics by LY290181. A potential mechanism for its anti-
proliferative action. J Biol Chem 1997;272:7681-7.

Wood DL, Panda D, Wiernicki TR, et al. Inhibition of mitosis
and microtubule function through direct tubulin binding by
a novel antiproliferative naphthopyran LY290181. Mol
Pharmacol 1997;52:437-44.

Mohamed HM, Fouda AM, Khattab E, et al. Synthesis, in-vitro
cytotoxicity of 1H-benzo[flchromene derivatives and struc-
ture-activity relationships of the 1-aryl group and 9-position.
Z Naturforsch C 2017;72:161-71.

Bedair AH, Emam HA, El-Hady NA, et al. Synthesis and anti-
microbial activities of novel naphtho([2,1-b]pyran, pyrano[2,3-
dlpyrimidine and pyrano(3,2-e][1,2,4]triazolo[2,3-c]-pyrimidine
derivatives. Farmaco 2001;56:965-73.

Sayed AZ, El-Hady NA, El-Agrody AM. Condensation of a-cya-
nocinnamonitriles with 6-bromo-2-naphthol: synthesis of
pyrano[2,3-dlpyrimidine and pyrano[3,2-e][1,2,4]triazolo[2,3-
clpyrimidine derivatives. J Chem Res (S) 2000;164-6.

Eid FA, Abd El-Wahab AH, Ali GA, Khafagy MM. Synthesis
and antimicrobial evaluation of naphtho[2,1-blpyrano[2,3-
dlpyrimidine and pyrano(3,2-e][1,2,4]triazolo[1,5-c]pyrimidine
derivatives. Acta Pharm 2004;54:13-26.

Mosmann T. Rapid colorimetric assay for cellular growth and
survival: application to proliferation and cytotoxicity assays.
J Immunol Methods 1983;65:55-63.

Atta-ur-Rahman MIC, William JT. Bioassay technique for drug
development. Harwood Academic Publishers; 2001.

Demirci F, Baser KHC. Bioassay Techniques for Drug
Development By Atta-ur-Rahman, M. Igbal Choudhary
(HEJRIC, University of Karachi, Pakistan), William J. Thomsen
(Areana Pharmaceuticals, San Diego, CA). Harwood
Academic Publishers, Amsterdam, The Netherlands. 2001.
Xii+223 pp. 155 x23.5cm. $79.00. ISBN 90-5823-051-1.
J Nat Prod 2002;65:1086-7.

Morris GM, Goodsell DS, Halliday RS, et al. Automated
docking using a Lamarckian genetic algorithm and an empir-
ical binding free energy function. J Comput Chem 1998;
19:1639-62.

Molecular  Operating  Environment (MOE)  Chemical
Computing Group. Quebec, Canada. 2012. Available from:
http://www.chemcomp.com [last accessed 30 Feb 2013].
Snedecor GW, Cochran WG. Statistical methods. Ames, IA:
lowa State University Press; 1967.

Lee WJ, Chen WK, Wang CJ, et al. Apigenin inhibits
HGF-promoted invasive growth and metastasis involving
blocking PI3K/Akt pathway and beta 4 integrin function in
MDA-MB-231 breast cancer cells. Toxicol Appl Pharmacol
2008;226:178-91.

Stevens KN, Vachon CM, Couch FJ. Genetic susceptibility to
triple-negative breast cancer. Cancer Res 2013;73:2025-30.
Yeatman TJ. A renaissance for SRC. Nat Rev Cancer 2004;
4:470-80.


http://www.chemcomp.com

1088 @ H. E. A. AHMED ET AL.

40.

41.

42.

43.

44,

45.

Guarino M. Src signaling in cancer invasion. J Cell Physiol
2010;223:14-26.

Summy JM, Gallick GE. Src family kinases
progression and metastasis. Cancer
2003;22:337-58.

Frame MC. Src in cancer: deregulation and consequences
for cell behaviour. Biochim Biophys Acta 2002;1602:
114-30.

Ottenhoff-Kalff AE, Rijksen G, van Beurden EA, et al.
Characterization of protein tyrosine kinases from human
breast cancer: involvement of the c-src oncogene product.
Cancer Res 1992;52:4773-8.

Verbeek BS, Vroom TM, Adriaansen-Slot SS, et al. ¢-Src pro-
tein expression is increased in human breast cancer. An
immunohistochemical and biochemical analysis. J Pathol
1996;180:383-8.

Manetti F, Locatelli GA, Maga G, et al. A combination of
docking/dynamics simulations and pharmacophoric model-
ing to discover new dual c-Src/Abl kinase inhibitors. J Med
Chem 2006;49:3278-86.

in tumor
Metastasis Rev

46.

47.

48.

49.

50.

51.

Hou T, Xu X. Recent development and application of virtual
screening in drug discovery: an overview. Curr Pharm Des
2004;10:1011-33.

Rateb HS, Ahmed HE, Ahmed S, et al. Discovery of novel
phthalimide analogs: synthesis, antimicrobial and antituber-
cular screening with molecular docking studies. EXCLI J
2016;15:781-96.

van de Waterbeemd H, Gifford E. ADMET in silico modelling:

towards prediction paradise? Nat Rev Drug Discov
2003;2:192-204.
Lipinski CA, Lombardo F, Dominy BW, Feeney PJ.

Experimental and computational approaches to estimate
solubility and permeability in drug discovery and develop-
ment settings1. Adv Drug Del Rev 2001;46:3-26.

Peduto A, More V, de Caprariis P, et al. Synthesis and cyto-
toxic activity of new beta-carboline derivatives. Mini Rev
Med Chem 2011;11:486-91.

Zhao YH, Abraham MH, Le J, et al. Rate-limited steps of
human oral absorption and QSAR studies. Pharm Res
2002;19:1446-57.



	Abstract
	Introduction
	Experimental section
	Materials and equipments
	General procedure for synthesis of 1H-benzo[f]chromenes 4ah and 6ah
	3-Amino-8-bromo-1-phenyl-1H-benzo[f]chromene-2-carbonitrile 4a
	3-Amino-8-bromo-1-4-fluorophenyl-1H-benzo[f]chromene-2-carbonitrile 4b
	3-Amino-8-bromo-1-4-chlorophenyl-1H-benzo[f]chromene-2-carbonitrile 4c
	3-Amino-8-bromo-1-4-bromophenyl-1H-benzo[f]chromene-2-carbonitrile 4d
	3-Amino-8-bromo-1-4-methylphenyl-1H-benzo[f]chromene-2-carbonitrile 4e
	3-Amino-8-bromo-1-4-methoxyphenyl-1H-benzo[f]chromene-2-carbonitrile 4f
	3-Amino-8-bromo-1-2,4-dimethoxyphenyl-1H-benzo[f]chromene-2-carbonitrile 4g
	3-Amino-8-bromo-1-3,4-dimethoxyphenyl-1H-benzo[f]chromene-2-carbonitrile 4h
	3-Amino-1-phenyl-8-methoxy-1H-benzo[f]chromene-2-carbonitrile 6a
	3-Amino-1-4-flourophenyl-8-methoxy-1H-benzo[f]chromene-2-carbonitrile 6b
	3-Amino-1-4-chlorophenyl-8-methoxy-1H-benzo[f]chromene-2-carbonitrile 6c
	3-Amino-1-4-bromophenyl-8-methoxy-1H-benzo[f]chromene-2-carbonitrile 6d
	3-Amino-8-methoxy-1-4-methylphenyl-1H-benzo[f]chromene-2-carbonitrile 6e
	3-Amino-8-methoxy-1-4-methoxyphenyl-1H-benzo[f]chromene-2-carbonitrile 6f
	3-Amino-1-2,4-dimethoxyphenyl-8-methoxy-1H-benzo[f]chromene-2-carbonitrile 6g
	3-Amino-1-3,4-dimethoxyphenyl-8-methoxy-1H-benzo[f]chromene-2-carbonitrile 6h

	Biological screening
	Cell culture and cytotoxicity evaluation using viability assay
	Cell invasion assay
	Caspase 3/7 activity assay
	c-Src kinase assay

	Molecular docking
	Statistical analysis

	Results and discussion
	Chemistry
	Antitumour assay
	Cell invasion assay
	Caspase 3/7 activity assay
	3.5. c-Src kinase assay
	SAR studies
	Molecular docking
	Prediction of drug-likeness and ADME properties

	Conclusions
	Acknowledgements
	Disclosure statement
	References



<<
	/CompressObjects /Tags
	/ParseDSCCommentsForDocInfo true
	/CreateJobTicket false
	/PDFX1aCheck false
	/ColorImageMinResolution 150
	/GrayImageResolution 150
	/DoThumbnails false
	/ColorConversionStrategy /sRGB
	/GrayImageFilter /DCTEncode
	/EmbedAllFonts true
	/CalRGBProfile (sRGB IEC61966-2.1)
	/MonoImageMinResolutionPolicy /OK
	/AllowPSXObjects true
	/LockDistillerParams true
	/ImageMemory 1048576
	/DownsampleMonoImages true
	/ColorSettingsFile (None)
	/PassThroughJPEGImages false
	/AutoRotatePages /All
	/Optimize true
	/ParseDSCComments true
	/MonoImageDepth -1
	/AntiAliasGrayImages false
	/JPEG2000ColorImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/GrayImageMinResolutionPolicy /OK
	/ConvertImagesToIndexed true
	/MaxSubsetPct 100
	/Binding /Left
	/PreserveDICMYKValues false
	/GrayImageMinDownsampleDepth 2
	/MonoImageMinResolution 600
	/sRGBProfile (sRGB IEC61966-2.1)
	/AntiAliasColorImages false
	/GrayImageDepth -1
	/PreserveFlatness true
	/CompressPages true
	/GrayImageMinResolution 150
	/CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
	/PDFXBleedBoxToTrimBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/AutoFilterGrayImages true
	/EncodeColorImages true
	/AlwaysEmbed [
	]
	/EndPage -1
	/DownsampleColorImages true
	/ASCII85EncodePages false
	/PreserveEPSInfo false
	/PDFXTrimBoxToMediaBoxOffset [
		0.0
		0.0
		0.0
		0.0
	]
	/CompatibilityLevel 1.6
	/MonoImageResolution 600
	/NeverEmbed [
	]
	/CannotEmbedFontPolicy /Warning
	/PreserveOPIComments false
	/AutoPositionEPSFiles true
	/JPEG2000GrayACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/PDFXOutputIntentProfile ()
	/EmbedJobOptions true
	/JPEG2000ColorACSImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/MonoImageDownsampleType /Bicubic
	/DetectBlends true
	/EmitDSCWarnings false
	/ColorImageDownsampleType /Bicubic
	/EncodeGrayImages true
	/AutoFilterColorImages true
	/DownsampleGrayImages true
	/GrayImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/AntiAliasMonoImages false
	/GrayImageAutoFilterStrategy /JPEG
	/GrayACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/ColorImageAutoFilterStrategy /JPEG
	/ColorImageMinResolutionPolicy /OK
	/ColorImageResolution 150
	/PDFXRegistryName ()
	/MonoImageFilter /CCITTFaxEncode
	/CalGrayProfile (Gray Gamma 2.2)
	/ColorImageMinDownsampleDepth 1
	/PDFXTrapped /False
	/DetectCurves 0.1
	/ColorImageDepth -1
	/JPEG2000GrayImageDict <<
		/TileHeight 256
		/Quality 15
		/TileWidth 256
	>>
	/TransferFunctionInfo /Preserve
	/ColorImageFilter /DCTEncode
	/PDFX3Check false
	/ParseICCProfilesInComments true
	/DSCReportingLevel 0
	/ColorACSImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/PDFXOutputConditionIdentifier ()
	/PDFXCompliantPDFOnly false
	/AllowTransparency false
	/UsePrologue false
	/PreserveCopyPage true
	/StartPage 1
	/MonoImageDownsampleThreshold 1.5
	/GrayImageDownsampleThreshold 1.5
	/CheckCompliance [
		/None
	]
	/CreateJDFFile false
	/PDFXSetBleedBoxToMediaBox true
	/EmbedOpenType false
	/OPM 1
	/PreserveOverprintSettings true
	/UCRandBGInfo /Remove
	/ColorImageDownsampleThreshold 1.5
	/MonoImageDict <<
		/K -1
	>>
	/GrayImageDownsampleType /Bicubic
	/Description <<
		/ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
		/PTB <>
		/FRA <>
		/KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
		/NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
		/NOR <>
		/DEU <>
		/SVE <>
		/ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
		/DAN <>
		/JPN <>
		/CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
		/SUO <>
		/CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
		/ESP <>
	>>
	/CropMonoImages true
	/DefaultRenderingIntent /Default
	/PreserveHalftoneInfo false
	/ColorImageDict <<
		/HSamples [
			1.0
			1.0
			1.0
			1.0
		]
		/QFactor 0.4
		/VSamples [
			1.0
			1.0
			1.0
			1.0
		]
	>>
	/CropGrayImages true
	/PDFXOutputCondition ()
	/SubsetFonts true
	/EncodeMonoImages true
	/CropColorImages true
	/PDFXNoTrimBoxError true
>>
setdistillerparams
<<
	/PageSize [
		612.0
		792.0
	]
	/HWResolution [
		600
		600
	]
>>
setpagedevice


