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New pyrazolopyridine and pyrazolothiazole-based
compounds as anti-proliferative agents targeting c-

Met kinase inhibition: design, synthesis, biological
evaluation, and computational studiest
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and Eman S. Nossier*de

c-Met tyrosine kinase plays a key role in the oncogenic process. Inhibition of the c-Met has emerged as an

attractive target for human cancer treatment. This work deals with the design and synthesis of a new set of

derivatives

bearing pyrazolo[3,4-blpyridine,

pyrazolo[3,4-blthieno(3,2-elpyridine, and pyrazolo[3,4-d]

thiazole-5-thione scaffolds, 5a,b, 8a—f, and 10a,b, respectively, utilizing 3-methyl-1-tosyl-1H-pyrazol-

5(4H)-one (1) as a key starting material. All the new compounds were evaluated as antiproliferative agents
against HepG-2, MCF-7, and HCT-116 human cancer cell lines utilizing 5-fluorouracil and erlotinib as two

standard drugs. Compounds 5a,b and 10a,b represented the most promising cytotoxic activity of ICsq
values ranging from 3.42 + 1.31 to 17.16 + 0.37 uM. Both 5a and 5b showed the most cytotoxicity and
selectivity toward HepG-2, with ICsq values of 3.42 4+ 1.31 uM and 3.56 + 1.5 uM, respectively. The enzyme
assay demonstrated that 5a and 5b had inhibition potency on c-Met with ICsq values in nanomolar range
of 427 + 0.31 and 7.95 4+ 0.17 nM, respectively in comparison with the reference drug cabozantinib (ICsq;
5.38 + 0.35 nM). The impact of 5a on the cell cycle and apoptosis induction potential in HepG-2 and on
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the apoptotic parameters; Bax, Bcl-2, p53, and caspase-3 was also investigated. Finally, the molecular

docking simulation of the most promising derivatives 5a and 5b was screened against c-Met to investigate

DOI: 10.1039/d3ra01931d

rsc.li/rsc-advances

1. Introduction

C-Mesenchymal epithelial transition factor (c-Met) is a tyrosine
kinase receptor encoded by the proto-oncogene MET. It is a high-
affinity receptor for hepatocyte growth factor (HGF)."! When HGF
binds to c-Met, it causes c-Met to dimerize, resulting in the
phosphorylation of numerous tyrosine residues, which activates
a number of intricate signalling pathways involved in cell growth,
differentiation, migration, apoptosis, induction of cell polarity,
scattering, angiogenesis and invasion.>*  Accordingly,
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the binding patterns of both compounds in the active site of the c-Met enzyme. In silico ADME studies
were also performed for 5a and 5b to predict their physicochemical and pharmacokinetic characteristics.

dysregulation of c-Met/HGF signalling pathways that occurred
due to abnormal c-Met expression or their stimulation via
mutation, amplification, translocation, or HGF stimulation were
confirmed to be related to the development and/or progression
of a wide range of human cancers.>® Recently, the pharmaco-
logical inhibition of c-Met activity is considered as one of the
most important strategic path ways in cancer therapy.””

Many biological studies have exhibited that there are two
groups of c-Met kinase inhibitors based on their structural
features and their binding modes with the active site: group I
inhibitors and group II inhibitors.’*** The inhibitors of type I
are ATP analogues and compete with ATP to bind to the
extremely conservative hinge region of c-Met kinase. On the
other hand, type II inhibitors interact with the same region as
type I inhibitors and interact with the allosteric site located
beyond the entrance of the active site of c-Met via hydrogen and
hydrophobic bindings. According to recent reports, some
mutations close to the c-Met active site may result in type I
inhibitor resistance. Consequently, type II inhibitors may be
more successful than type I inhibitors against mutations close
to the c-Met active site due to their multi-binding nature.>****
Fig. 1 exhibits different compounds possessing different

RSC Adv, 2023, 13, 12889-12905 | 12889


http://crossmark.crossref.org/dialog/?doi=10.1039/d3ra01931d&domain=pdf&date_stamp=2023-04-25
http://orcid.org/0000-0002-3967-4534
https://doi.org/10.1039/d3ra01931d
http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3ra01931d
https://pubs.rsc.org/en/journals/journal/RA
https://pubs.rsc.org/en/journals/journal/RA?issueid=RA013019

Open Access Article. Published on 25 April 2023. Downloaded on 12/4/2025 3:03:35 PM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

RSC Advances

View Article Online

Paper

HN

la) X= SO, |c50 =63 nM
Ib)X=S, ICs=22.8nM

H H N N
0/©/ O O \©\ F o 0 0 R

(o) Cabozantinib _O N Foretinib
” B (Cometriq, Cabometyx) Phase Il clinical trials
~o NG IC50=1.3nM (\N’\/\o NG IC50 = 0.4 nM

cl o
RoB!
e P s myﬁf
; VU\
BMS-794833 H Altiratinib
IC59 = 1.7 nM IC59 = 2.7 nM
F
n Jf;
(0}
HN H
BMS-777607
|C50 =3.9 nM

&W@—o

l\&\r N
HN-N g N~ \

/\/N
lé‘"’f 123:M MGCD-516
50 IC50 = 20 nM

HoNJ

OH
C(f OH
-
~ ~ /N

N

o |c5., 0.39 nM N
c-Met inhibition: [\

Ic) X= c(cHz)z’ |C50 =63 nM

70% at 1uM ICso = 0.92 nM

Fig. 1 Different examples of type Il c-Met inhibitors bearing different scaffolds.

scaffolds as type II c-Met inhibitors, where some of them have
been launched or are in clinical trials.**>?

Recent studies showed that the structures of type II c-Met
inhibitors can be divided into three units (A-C).** Unit A of c-
Met inhibitors is usually a phenyl or p-substituted phenyl
moiety, which generates hydrophobic interactions with the
hydrophobic pocket of the c-Met protein. Unit B is a linker
bridge that could be a linear chain or a heterocyclic ring and
should possess hydrogen-bond donors or acceptors. On the
other hand, unit C exhibits a high degree of structural diversity,
such as pyridine or its analogues attached to a different
substituted phenyl moiety, resulting in the creation of hydrogen
bonds and w-7 stacking interactions with the backbone of the
c-Met enzyme>* (Fig. 2).

Considered one of the most promising privileged scaffolds is
pyrazolo[3,4-b]pyridine. Many small compounds with pyrazolo
[3,4-b]pyridine bases have demonstrated a clinical value in
a number of medical research disciplines. It is interesting to

12890 | RSC Adv, 2023, 13, 12889-12905

note that pyrazolo[3,4-b]pyridine derivatives have been linked to
a wide range of pharmacological actions.>®

Of particular interest, the anticancer activity of pyrazolo[3,4-b]
pyridines is one of the most significant pharmacological actions.
It has been reported that the pyrazolo[3,4-b]pyridine derivatives
can exert their antitumor impact via various mechanisms such as
cell growth inhibition,” apoptosis induction,”® angiogenesis
inhibition* as well as by targeting diverse tyrosine, serine/
threonine and lipid kinases including for example adenosine
5-monophosphate-activated protein kinase (AMPK),*® B-Raf
kinase,*"*> epidermal growth factor receptor kinase (EGFR),*
checkpoint kinase 1 (CHK1),** c-Met kinase,* fibroblast growth
factor receptor (FGFR),> PIM-1 kinase,* glycogen synthase
kinase-3 (GSK-3),’” and cyclin-dependent kinases (CDKs).*

Liu et al.,*® have designed and synthesized new pyrazolo[3,4-
blpyridine derivatives Ia-c, with a sulfoxide, sulfur, and meth-
ylene as a linker. The enzyme assay and cell assay in vitro
exhibited the strong c-Met kinase inhibitory activity of the latter

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 The design strategy and the molecular structures of the new target derivatives.

derivatives with ICsq values in the nano range. Also Ma et al.,*
have synthesized the metabolically stable pyrazolo[3,4-b]pyri-
dine derivative II, which inhibited c-Met at concentration of 1
uM. Furthermore, it has been reported that both compounds III
and IV exhibited potent c-Met inhibitory activity of IC5, values of
0.39 and 0.92 nM, respectively.**

Cancer continues to be a major public health concern on
a global scale.**** Over 10 million people die from cancer each
year, and the number of cases has increased dramatically
worldwide. Although surgery, chemotherapy, and radiation (RT)
are currently the primary methods for treating cancer, there have
been many instances in which these therapies have had serious
negative effects on healthy tissues or have failed to prevent tumor
spread or recurrence.** Accordingly, with the aim of exploring
new effective type II c-Met inhibitors with minimal side effects
and based on the structure-activity relationships (SARs) and
structural characteristic pharmacophores mentioned earlier, 1-
tosyl-pyrazolo[3,4-b]|pyridine fragments were introduced into
block C aiming to create hydrogen bonds and m-7 stacking
interaction with c-Met backbone and different substituents were
tested on block A to evaluate their influences on the c-Met
inhibitory activity. The linker bridge which is a part of the
heterocyclic pyridine ring (NH-CS-C-CN) in block B was retained
to form vital hydrogen bonds with the receptor residues.

Several studies have found that the thiazole heterocycle has
intriguing anti-cancer activity against various human cancer
cells via diverse mechanisms such as apoptosis, DNA interca-
lation, and enzyme inhibition, including epidermal growth

© 2023 The Author(s). Published by the Royal Society of Chemistry

factor receptors and B-RAF kinase.” Thus, bioisostere
replacement of the pyrazolo[3,4-b]pyridine scaffold with the
pyrazolo[3,4-d|thiazole scaffold was also studied to see how it
affected anticancer and c-Met inhibitory activity.

All the target compounds were evaluated against three
cancer cell lines; the liver cancer cell line (HepG-2), breast
cancer cell line (MCF-7), and colorectal cancer cell line (HCT), in
addition to their cytotoxic activity against the normal WI-38 cell
line. The most promising candidates were further assessed as c-
Met kinase inhibitors. Extra investigations were also carried out
to investigate the mechanistic pathways of the antiproliferative
activity of the most potent compounds, such as cell cycle anal-
ysis, apoptosis, and the impacts of these derivatives on the
oncogenic markers; Bax, Bcl-2, p53, and caspase-3. Moreover,
molecular docking research was carried out on the most potent
c-Met inhibitors to highlight and justify their modes of action.
In silico ADMET prediction was also performed for the potent
compounds to investigate their drug-likeness characteristics.

2. Experimental

2.1. Chemistry

The instrumental devices used for measuring the melting
points, spectral data (IR, Mass, 'H NMR and *C NMR) and
elemental analyses are provided in details in ESIL.{

2.1.1. General procedure for the synthesis of thioxopyr-
azolo[3,4-b]pyridine derivatives 5a,b. A mixture of 3-methyl-1-
tosyl-1H-pyrazol-5(4H)-one (1) (10 mmol) and different arylidine

RSC Adv, 2023, 13, 12889-12905 | 12891
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cyanothioacetamide derivatives (10 mmol) in absolute ethanol
(30 mL) containing a catalytic amount of piperidine (0.5 mL)
was heated under reflux for 7 h. Then the reaction mixture was
cooled, poured onto crushed ice and acidified with HCI. The
obtained solid product was collected by filtration and recrys-
tallized from ethanol to afford the target compounds 5a,b.
2.1.1.1. 3-Methyl-4-phenyl-6-thioxo-1-tosyl-6,7-dihydro-1H-

pyrazolo[3,4-bpyridine-5-carbonitrile (5a). Yield: 88%; yellow
crystals; mp 222-224 °C; FT-IR (KBr) (vma/em™"): 3306 (NH),
3058 (CH-aromatic), 2979 (CH-aliphatic), 2215 (CN); '"H NMR
(300 MHz, DMSO-d,) 6 = 2.24 (s, 3H, CHj), 2.36 (s, 3H, CHj),
7.32-7.86 (m, 9H, Ar-H), 11.76 (s, 1H, NH, D,0 exchangeable);
3C NMR (100 MHz, DMSO-dg) 6: 14.1 (CH3), 22.4 (CH3), 101.9,
106.7, 115.6, 127.1, 128.1, 128.2, 128.7, 131.8, 134.8, 137.9,
140.4, 140.7, 151.9, 162.9 (Ar-C), 179.6 (C=S); EI-MS m/z (%):
420 [M"] (41.16); anal. caled for C,,H;6N,0,S, (420.51): C, 59.98;
H, 3.84; N, 13.32; S, 15.25%; found: C, 59.76; H, 3.65; N, 13.53; S,
15.47%.

2.1.1.2. 4-(4-Chlorophenyl)-3-methyl-6-thioxo-1-tosyl-6, 7-dihy-
dro-1H-pyrazolo[3,4-bpyridine-5- carbonitrile (5b). Yield: 85%;
yellow erystals; mp 217-219 °C; FT-IR (KBr) (yma/em™"): 3340
(NH), 3054 (CH-arom.), 2943 (CH-aliph.), 2208 (CN); 'H NMR
(300 MHz, DMSO-dg) 6 = 2.33 (s, 3H, CHj;), 2.62 (s, 3H, CH,),
6.76-6.87 (2d, J = 7.5 Hz, 2H, Ar-H), 7.05-7.08 (2d, J = 7.5 Hz,
2H, Ar-H), 7.41-7.43 (2d,J = 7.5 Hz, 2H, Ar-H), 7.81-7.84 (2d, ] =
7.5 Hz, 2H, Ar-H), 11.58 (s, 1H, NH, D,O exchangeable); *C
NMR (100 MHz, DMSO-d;) 6: 12.1 (CH;), 21.8 (CH;), 100.2,
108.2, 115.1, 126.1, 127.7, 128.3, 130.4, 133.5, 134.1, 136.0,
138.1, 140.3, 149.5, 161.3 (Ar-C), 178.5 (C=S); EI-MS m/z (%):
4454 [M'] (30.21); anal. caled for C,,H;5Cl N4O,S, (454.95): C,
55.44; H, 3.32; Cl, 7.79; N, 12.31; S, 14.10%; found: C, 55.32; H,
3.54; Cl, 7.58; N, 12.53; S, 14.31%.

2.1.2. General procedure for the synthesis of compounds
8a-f. A mixture of thioxopyrazolo[3,4-b]pyridine derivatives
5a,b (10 mmol), various halo compounds such as, 2-chlor-
oacetamide, 1-chloropropan-2-one, 2-chloroacetonitrile,
ethyl 2-chloroacetate, and 2-chloroacetic (6a-e) (10 mmol),
and sodium ethoxide (10 mmol) in absolute ethanol (30 mL)
was heated under reflux for 9 h. The reaction mixture was left
to cool, poured onto cold water, and acidified with HCI. The
solid product formed was collected by filtration and recrys-
tallized from ethanol/dioxane to afford the target compounds
8a-f.

2.1.2.1. 5-Amino-3-methyl-4-phenyl-1-tosyl-1H-pyrazolo[3,4-b]
thieno[3,2-eJpyridine-6-carboxamide (8a). Yield: 67%; yellow
crystals; mp 272-274 °C; FT-IR (KBT) (ymax/cm™'): 3422, 3339,
3315, 3148 (2NH,), 3081 (CH-aromatic), 2921 (CH-aliphatic),
1680 (C=0); 'H NMR (300 MHz, DMSO-dg) 6: 2.02 (s, 3H,
CH3), 2.26 (s, 3H, CH3), 5.92 (s, 2H, NH,, D,O exchangeable),
6.83-7.84 (m, 11H, Ar-H + NH,); "*C NMR (100 MHz, DMSO-dj)
6:13.5 (CH,), 21.6 (CH,), 110.1, 122.3, 124.0, 126.0, 126.9, 127.7,
129.4, 130.5, 130.9, 134.5, 134.8, 138.1, 138.7, 155.7, 159.2
(aromatic-C), 164.6 (C=0); EI-MS m/z (%): 477 [M'] (30.51);
anal. caled for C,3H;9N503S, (477.56): C, 57.85; H, 4.01; N,
14.66; S, 13.43%; found: C, 57.63; H, 4.22; N, 14.87; S, 13.65%.

2.1.2.2. 1-(5-Amino-3-methyl-4-phenyl-1-tosyl-1H-pyrazolo
[3,4-bJthieno[3,2-eJpyridin-6-yl)ethan-1-one (8b). Yield: 70%j;
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yellow crystals; mp 287-289 °C; FT-IR (KBr) (vmax/cm '): 3421,
3279 (NH,), 3030 (CH-aromatic), 2952 (CH-aliphatic), 1692 (C=
0); 'H NMR (300 MHz, DMSO-dg) 0: 2.06 (s, 3H, CHj;), 2.22 (s,
3H, CHj), 2.63 (s, 3H, CHj3), 6.38 (s, 2H, NH,, D,O exchange-
able), 7.20-7.71 (m, 9H, Ar-H); >*C NMR (100 MHz, DMSO-d,) 4
15.8 (CH3), 22.1 (CHjy), 25.5 (CH3), 111.3, 120.1, 124.1, 124.3,
128.6, 128.7, 129.5, 133.8, 133.9, 135.0, 135.7, 139.7, 142.3,
148.2, 157.7, 157.9 (aromatic-C), 182.4 (C=0); EI-MS m/z (%):
476 [M'] (35.31); anal. caled for C,4H,oN,03S, (476.57): C, 60.49;
H, 4.23; N, 11.76; S, 13.46%; found: C, 60.71; H, 4.45; N, 11.54; S,
13.67%.

2.1.2.3. 5-Amino-4-(4-chlorophenyl)-3-methyl-1-tosyl-1H-pyr-
azolo[3,4-b]thieno|3,2-epyridine-6-carbonitrile (8c). Yield: 71%;
yellow crystals; mp 276-278 °C; FT-IR (KBr) (vmad/cm™'): 3405,
3319 (NH,), 3057 (CH-aromatic), 2965 (CH-aliphatic), 2220 (CN);
'H NMR (300 MHz, DMSO-d) 6: 2.12 (s, 3H, CH3), 2.35 (s, 3H,
CH3), 6.45 (s, 2H, NH,, D,O exchangeable), 7.14-7.17 (2d, J =
7.5 Hz, 2H, Ar-H), 7.21-7.24 (2d, J = 7.5 Hz, 2H, Ar-H), 7.33-7.35
(2d, ] = 7.5 Hz, 2H, Ar-H), 7.53-7.55 (2d, J = 7.5 Hz, 2H, Ar-H);
13C NMR (100 MHz, DMSO-de) 6: 11.6 (CH,), 25.0 (CH;), 102.3,
107.9, 113.6, 121.0, 126.9, 127.9, 128.7, 130.4, 130.8, 133.4,
133.9, 136.5, 138.1, 142.1, 149.4, 156.1, 159.5 (aromatic-C); EI-
MS m/z (%): 493 [M'] (30.31); anal. caled for C,3H;Cl N50,S,
(493.99): C, 55.92; H, 3.26; Cl, 7.18; N, 14.1 8; S, 12.98%); found:
C, 55.70; H, 3.74; Cl, 7.39; N, 14.38; S, 12.76%.

2.1.2.4. Ethyl 5-amino-4-(4-chlorophenyl)-3-methyl-1-tosyl-1H-
pyrazolo[3,4-b]thieno[3,2-e[pyridine-6-carboxylate ~ (8d).  Yield:
72%; yellow crystals; mp 267-269 °C; FT-IR (KBr) (¢max/cm ™ ):
3346, 2294 (NH,), 3068 (CH-aromatic), 2976 (CH-aliphatic),
1720 (C=0); 'H NMR (300 MHz, DMSO-d;) &: 1.28 (t, ] =
7.5 Hz, 3H, OCH,CH3), 2.04 (s, 3H, CH3), 2.47 (s, 3H, CHj), 4.27
(q, J = 7.5 Hz, 2H, OCH,CH;), 6.24 (s, 2H, NH,, D,0
exchangeable), 6.92-6.94 (2d, J = 7.5 Hz, 2H, Ar-H), 7.32-7.35
(2d, J = 7.5 Hz, 2H, Ar-H), 7.50-7.53 (2d, J = 7.5 Hz, 2H, Ar-H),
7.54-7.57 (2d, ] = 7.5 Hz, 2H, Ar-H); "*C NMR (100 MHz, DMSO-
dg) 6: 12.2 (OCH,CHj), 12.6 (CH,), 22.7 (CH;), 60.2 (OCH,CHj),
110.3, 119.1, 123.7, 126.8, 127.9, 129.4, 130.6, 130.7, 134.3,
134.8, 136.5, 138.8, 146.2, 153.1 (aromatic-C), 160.7 (C=O0); EI-
MS m/z (%): 541 [M'] (45.25); anal. caled for C,sH,;CIN,O,S,
(541.04): C, 55.50; H, 3.91; CI, 6.55; N, 10.36; S, 11.85%; found:
C, 55.71; H, 3.69; Cl, 6.77; N, 10.58; S, 11.64%.

2.1.2.5. 1-(5-Amino-4-(4-chlorophenyl)-3-methyl-1-tosyl-1H-
pyrazolo[3,4-b]thieno[3,2-e[pyridin-6-yl)ethan-1-one (8e). Yield:
65%; yellow crystals; mp 281-283 °C; FT-IR (KBr) (vmax/cm ™ ):
3423, 3371 (NH,), 3028 (CH-aromatic), 2981 (CH-aliphatic),
1685 (C=0); 'H NMR (300 MHz, DMSO-dg) 6: 2.19 (s, 3H,
CH,), 2.32 (s, 3H, CH3), 2.78 (s, 3H, CH3), 6.25 (s, 2H, NH,, D,0
exchangeable), 7.02-7.04 (2d, J = 7.5 Hz, 2H, Ar-H), 7.19-7.21
(2d, J = 7.5 Hz, 2H, Ar-H), 7.42-7.44 (2d, J = 7.5 Hz, 2H, Ar-H),
7.65-7.68 (2d, ] = 7.5 Hz, 2H, Ar-H); **C NMR (100 MHz, DMSO-
dg) 6: 16.7 (CH3), 22.1 (CH,), 27.1 (CH3), 111.0, 120.9, 124.1,
127.7, 127.9, 133.3, 133.6, 135.9, 136.8, 137.01, 137.04, 140.7,
144.7, 156.0, 158.8 (aromatic-C), 181.8 (C=0); EI-MS m/z (%):
511 [M'] (35.11); anal. caled for Cp,H;oCIN,O3S, (511.02): C,
56.41; H, 3.75; Cl, 6.94; N, 10.96; S, 12.55%; found: C, 56.63; H,
3.95; Cl, 6.73; N, 10.75; S, 12.78%.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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2.1.2.6. 5-Amino-4-(4-chlorophenyl)-3-methyl-1-tosyl-1H-pyr-
azolof3,4-b]thienof3,2-epyridine-6-carboxylic acid (8f). Yield:
62%; yellow crystals; mp 264-266 °C; FT-IR (KBr) (yma/cm )
3455 (OH), 3406, 3390 (NH,), 3057 (CH-aromatic), 2928 (CH-
aliphatic), 1688 (C=0); "H NMR (300 MHz, DMSO-d;) 6: 2.03
(s, 3H, CHj;), 2.37 (s, 3H, CHj), 6.29 (s, 2H, NH,, D,O
exchangeable), 6.85-6.87 (2d, J = 7.2 Hz, 2H, Ar-H), 7.04-7.06
(2d, ] = 7.2 Hz, 2H, Ar-H), 7.72-7.74 (2d, J = 7.2 Hz, 2H, Ar-H),
7.83-7.85 (2d, J = 7.2 Hz, 2H, Ar-H), 11.78 (s, 1H, OH, D,O
exchangeable); "*C NMR (100 MHz, DMSO-d) 6: 12.0 (CH3), 20.1
(CH;), 110.4, 118.3, 123.3, 127.6, 27.7, 128.5, 130.1, 131.2, 131.9,
135.7, 139.75, 139.76, 142.3, 156.2, 158.6 (aromatic-C), 165.5
(C=0); EI-MS m/z (%): 512 [M'] (40.25); anal. caled for C,3-
H,,CIN,0,S, (512.99): C, 53.85; H, 3.34; Cl, 6.91; N, 10.92; S,
12.50%; found: C, 53.64; H, 3.56; Cl, 6.70; N, 10.69; S, 12.73%.

2.1.3. General procedure for synthesis of pyrazolo[3,4-d]
thiazole-5-thiones 10a,b. A mixture of the pyrazolone deriva-
tive 1 (10 mmol), different isothiocyanate derivatives 9a,b (10
mmol), elemental sulfur (10 mmol), and dimethylformamide (2
mL) in absolute ethanol (30 mL) containing a few drops of
triethylamine was heated under reflux for 9 h. After cooling, the
reaction mixture was acidified by HCI, and the solid product
formed in each case was collected by filtration and recrystallized
from ethanol/DMF.

2.1.3.1. 3,6-Dimethyl-1-tosyl-1,6-dihydro-5H-pyrazolo[3,4-d]
thiazole-5-thione (10a). Yield: 59%; brown crystals; mp 291-293 ©
C; FT-IR (KBr) (vma/em '): 3037 (CH-aromatic), 2972 (CH-
aliphatic), 1276 (C=S); 'H NMR (300 MHz, DMSO-d,) 0: 2.18
(s, 3H, CH3), 2.37 (s, 3H, CH3), 2.99 (s, 3H, CH;), 7.23-7.25 (2d, J
= 7.2 Hz, 2H, Ar-H), 7.79-7.81 (2d, J = 7.2 Hz, 2H, Ar-H); *C
NMR (100 MHz, DMSO-d;) é: 17.8 (CH3), 21.6 (CH), 31.5 (CH3),
102.2, 127.1, 130.0, 134.5, 136.3, 137.8, 143.4, 154.6 (aromatic-
C), 182.1 (C=S); EI-MS m/z (%): 339 [M'] (30.29); anal. calcd
for C;3H,3N;0,5; (339.46): C, 46.00; H, 3.86; N, 12.38; S, 28.34%;
found: C, 46.21; H, 3.64; N, 12.59; S, 28.57%.

2.1.3.2. 3-Methyl-6-phenyl-1-tosyl-1H-pyrazolo/3,4-d]thiazole-
5(6H)-thione (10b). Yield: 61%; brown crystals; mp 295-297 °C;
FT-IR (KBr) (vma/em '): 3045 (CH-aromatic), 2964 (CH-
aliphatic), 1273 (C=S); 'H NMR (300 MHz, DMSO-d;) 6: 2.01
(s, 3H, CH3), 2.82 (s, 3H, CH3), 7.05-7.89 (m, 9H, Ar-H); *C NMR
(100 MHz, DMSO-dg) 6: 10.3 (CH,), 23.7 (CH,), 101.5, 127.3,
127.7, 128.01, 128.04, 130.8, 132.1, 132.4, 138.2, 140.2, 155.0
(aromatic-C), 180.1 (C=S); anal. caled for C;3H;5N30,S;3
(401.53): C, 53.84; H, 3.77; N, 10.47; S, 23.96%; found: C, 53.63;
H, 3.56; N, 10.68; S, 23.73%.

2.2. Biological assays

2.2.1. Invitro anticancer screening. The anticancer activity
of the new compounds was screened using MTT assay at
Regional Center for Mycology and Biotechnology, Al-Azhar
University. More details are provided in ESLt

2.2.2. c-Met kinase inhibitory assay. The c-Met kinase
activity was determined in 384-well plates using homogenous
time-resolved fluorescence (HTRF) assays following the manu-
facture's instruction. More details are provided in ESL}

© 2023 The Author(s). Published by the Royal Society of Chemistry
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2.2.3. Cell cycle analysis. HepG-2 cell line was treated with
the most potent compound 5a at its ICs, concentration for 24 h.
More details are provided in ESLt

2.2.4. Apoptosis assay. Annexin V-FITC apoptosis detection
kit (BD Biosciences) was used to quantify the percentage of cells
undergoing apoptosis and to detect the modes of cell death
either by apoptosis or necrosis. More details are provided in
ESLt

2.2.5. Estimation of Bax and Bcl-2 levels. Quantitative
determination of pro-apoptotic BAX and anti-apoptotic Bcl-2
proteins in human cell lysates was performed using DRG®
Human Bax ELISA (EIA-4487) and Zymed® Bcl-2 ELISA Kit (99-
0042). More details are provided in ESL}

2.2.6. Estimation of human p53 level. Human p53 present
in HepG-2 cells was determined; using Human p53 ELISA-Kit
(CS0070 Sigma) read using spectrophotometer at 450 nm.
More details are provided in ESL}

2.2.7. Human CASP-3 (caspase-3) estimation. Antibody-
substrate intensity is measured spectrophotometrically to
weight up the caspase protein quantity. More details are
provided in ESL}

2.3. Computational studies

2.3.1. Molecular docking study. The molecular docking
simulation of the promising in vitro screened derivatives 5a and
5b against c-Met was done using the Molecular Operating
Environment software (MOE-Dock) version 2014.0901. More
details are provided in ESIL.}

2.3.2. In silico ADME prediction study. Concerning the
described approach, the highly effective the 6-thioxopyrazolo
[3,4-b]pyridine-5-carbonitrile targets 5a and 5b were further
examined for their predictable physicochemical and pharma-
cokinetic characteristics using the free web tool, SwissADME.
More details are provided in ESL}

3. Results and discussion

3.1. Chemistry

The new target compounds were synthesized according to the
synthetic pathways outlined in Schemes 1-3. Their structures
were confirmed based on their elemental analyses and spectral
data (ESIT). According to Scheme 1, the starting compound 3-
methyl-1-tosyl-1H-pyrazol-5(4H)-one (1) was condensed with
different arylidine cyanothioacetamide derivatives, namely, 2-
cyano-3-phenylprop-2-enethioamide and 3-(4-chlorophenyl)-2-
cyanoprop-2-enethioamide 2a and 2b, respectively, in absolute
ethanol containing a catalytic amount of piperidine, as a basic
medium to afford the corresponding thioxopyrazolo[3,4-b]pyri-
dines 5a,b (Scheme 1). IR spectra of compounds 5a,b were
characterized by the appearance of absorption peaks in the
ranges 3340-3306 and 2215-2208 cm ™' related to NH and CN
groups, respectively. Also, "H NMR spectra of 5a,b showed
singlet signals at ¢ = 2.24-2.70 ppm attributed to the CH;
moieties, the appearance of different multiplet signals at ¢ =
6.70-7.86 ppm related to the aromatic protons, and a D,O
exchangeable singlet signal at 6 = 11.58-11.76 ppm assignable
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Reagents and conditions: i) absolute ethanol, a catalytic amount of piperidine, reflux for 7 hrs.

4a,b

Scheme 1 Synthetic approach of thioxopyrazolo[3,4-b]pyridine derivatives 5a,b.

to the NH group. In addition, "*C NMR spectra of 5a,b exhibited
the two methyl groups as two singlets at 6 = 12.1-22.4 ppm, the
aromatic carbons as singlet signals in the region 6 = 100.2—
163.0 ppm, whereas C=S group appeared as a singlet signal at
178.5-179.6 ppm.

In addition, Scheme 2 depicts the cyclo-condensation of the
thioxopyrazolo[3,4-b]pyridines 5a,b with various alkyl halides,
such as 2-chloroacetamide, 1-chloropropan-2-one, 2-chlor-
oacetonitrile, ethyl 2-chloroacetate, and 2-chloroacetic, in
absolute ethanol containing sodium ethoxide, leading to the

formation of the three corresponding cyclic pyrazolo[3,4-b]
thieno[3,2-e]pyridine compounds 8a-f. The proposed mecha-
nistic route for the formation of the latter derivatives 8a-f
involves the nucleophilic attack of the thiol group (-SH) of
compounds 5a,b on the used halogen compounds, followed by
the elimination of the HCI molecule to yield the non-isolated
intermediates 7a-f, which were then cyclized to yield the final
products 8a-f. IR spectra of the target derivatives 8a-f displayed
various absorption stretching bands in the region 3405-
3352 cm ™' corresponding to the NH, groups and at 2221 cm ™

CH, Arq CH; Ary /-‘
CN =
/ AN . \ / N ~=N
N + CICH,R i ,
\ —— \ P
N N S N N S/\R
6a-e
0=é= H 0=—=S=—=0 7a-f
L sab A B
Ar = CgHg-CH3-p CH, Ar,
a) Arq = CgHs, R= CONH, NH,
b) Ary f CgHs, R= COst / \
c) Ary = CgH,-Cl-p, R= CN N , |
d) Arq = C6H4-C|-p, R= COOEt N N/
e) Arq = CgHy-Cl-p, R= COCH; | s R
f) Ary = CgHy-Cl-p, R= COOH 0=3=0
8a-f
Ar
Reagents and conditions: i) sodium ethoxide, absolute ethanol, reflux for 9 hrs.

Scheme 2 Synthetic approach of pyrazolo[3,4-blthieno[3,2-e]pyridine derivatives 8a—f.
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Reagents and conditions: i) different isothiocyanate derivatives, namely, methyl/phenyl
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a few drops of triethylamine, reflux for 9 hrs.
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Scheme 3 Synthetic approach of pyrazolo[3,4-d]thiazole-5-thione derivatives 10a,b.

due to CN group of the compound 8c. Furthermore, '"H NMR
spectra of 8a—f revealed the protons of the parent groups (CHj,
aromatic, and NH,) in their expected regions in addition to
a singlet signal at 6 2.78 ppm due to 6-CH; of compounds 8b
and 8e. The characteristic triplet-quartet signals of OCH,~-CHj;
of compound 8d appeared at 6 1.20, and 4.13 ppm. ">C NMR
spectra of the derivatives 8a-f illustrated signals at ¢ 11.6—
25.0 ppm due to CH; functionalities and at 6 110.0-148.2 ppm
due to the aromatic carbons. Also, the compounds 8a,b and 8d-
f revealed singlet signals in the range ¢ 160.7-181.8 ppm
referring to C=0 groups. Compound 8d exhibited an addi-
tional singlet at 6 60.2 ppm assignable to the methylene carbon
of OCH,CH; group (Scheme 2).

Utilizing Hantzsch reaction for thiazole synthesis led to the
formation of the corresponding pyrazolo[3,4-d|thiazole-5-thione
derivatives 10a,b. The reaction was carried out via the treatment
of 3-methyl-1-tosyl-1H-pyrazol-5(4H)-one (1) with elemental
sulfur and methyl/phenylisothiocyanate in
dimethylformamide/ethanol solution containing a few drops of
triethylamine.

"H NMR spectra of 10a,b revealed the protons of the parent
groups (2CH; and aromatic protons) in their expected regions

© 2023 The Author(s). Published by the Royal Society of Chemistry

in addition to a singlet signal at 6 2.99 ppm due to N-CH; of
compound 10a. Moreover, ">°C NMR spectra of the derivatives
10a,b illustrated singlet signals in the regions ¢ 10.3-31.5 ppm
due to CH; moieties, 6 101.0-155.0 ppm referring to the
aromatic carbons and § 180.0.1-182.2 ppm referring to C=S
groups (Scheme 3).

The mass spectra of all new compounds represented
molecular ion peaks which were in agreement with molecular
formulae.

3.2. Biological activity

3.2.1. In vitro cytotoxic activity. Overexpression of the c-
Met protein has been investigated in many types of cancer
cells, such as breast cancer,” non-small-cell lung cancer
(NSCLC),*® gastric cancer,” head and neck cancer,*® cervix
cancer,* pancreatic cancer,’* hepatocellular carcinoma (HCC),**
renal cell carcinoma (RCC),** and colorectal cancer.”® In this
research, all the target compounds were assessed in terms of
antiproliferative activity against three human cancer cell lines
with high expression of c-Met protein, including the liver cancer
cell line (HepG-2), breast cancer cell line (MCF-7), and colorectal
cancer cell line (HCT), utilizing the colorimetric MTT assay.***

RSC Adv, 2023, 13, 12889-12905 | 12895
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Table 1 The antitumor activities of the target compounds against HepG-2, MCF-7, HCT-116, and WI-38 cancer cell lines expressed as I1Csg

values

ICs, values” (uM) against tumor cell lines

Tested compounds HepG-2 MCF-7 HCT-116 WI-38

5a 3.42 + 1.31 (SI = 23.52) 5.25 4 1.04 (SI = 15.32) 6.27 + 1.15 (SI = 12.83) 80.46 + 0.33
5b 3.56 + 1.5 (SI = 23.90) 6.82 & 1.1 (SI = 12.47) 9.21 4 0.02 (SI = 9.23) 85.10 + 0.32
8a 30.58 £ 0.01 43.02 + 0.24 47.38 £ 0.11

8b 52.08 £ 0.71 60.23 £+ 0.17 67.84 £ 0.02

8c 25.37 £ 0.5 36.25 £ 0.13 41.77 £ 0.4

8d 23.12 £ 0.08 32.14 £ 0.19 38.11 £ 0.3

8e 12.31 £ 0.1 14.18 £ 0.33 18.21 £ 0.62

8f 15.44 £ 0.3 19.27 £ 0.45 18.86 £ 0.12

10a 10.23 £ 0.15 13.65 £ 0.7 17.16 £ 0.37

10b 6.75 %+ 0.62 (SI = 12.65) 8.13 4 0.4 (SI = 10.50) 9.36 4 0.45 (SI = 9.12) 85.41 + 0.51
5-Fluorouracil 2.87 £ 0.15 (SI = 27.77) 3.58 £ 0.45 (SI = 22.26) 5.26 + 0.31 (SI = 15.15) 79.70 £ 0.64
Erlotinib 8.19 + 0.4 (SI = 2.94) 4.16 + 0.2 (SI = 5.79) 7.41 + 1.12 (SI = 3.25) 69.99 + 1.08

“ 1ICs, values = mean =+ SD of three independent determinations.

5-Fluorouracil (5-FU) and erlotinib were assigned as positive
controls. The concentrations of the tested compounds that
resulted in 50% inhibition of cell viability (ICso, uM) were
detected and tabulated in Table 1. It is evident in Table 1 that
many compounds displayed moderate to promising cytotoxic
potency towards the three tested cell lines, where some of them
exhibited equipotent activities against one or more cell lines in
comparison with the reference drugs.

As shown in Table 1, the derivatives 5a,b with a common
structural feature of thioxopyrazolo[3,4-b]pyridine nucleus
exhibited the most growth inhibitory activity against the three
examined cell lines with ICs, values ranging from 3.42 £ 1.31 to
9.21 £ 0.02 pM. In comparison to erlotinib, the compound 5a
and its chlorinated analogue 5b were approximately 2.4-fold
more potent against the HepG-2 cancer cell line (ICs, values:
3.42 +1.3,3.56 £ 1.5, respectively; ICsg erlotiniby 8-19 & 0.40 uM).
Both compounds were approximately equipotent or slightly less
potent against the other two cancer cell lines (MCF-7 and HCT)
representing ICs, values ranging from 4.16 + 0.2 to 9.21 4+ 0.02
uM and ICsg erlotinib, 4-16 £ 0.2 and 7.41 £ 1.12 uM, respectively.
Meanwhile, a slight decrease in the target activity was detected
by both 5a and 5b in comparison with 5-FU, which represented
ICsps ranging from 2.87 £ 0.15 to 5.26 £ 0.31 pM. It is evident
that the HepG-2 cancer cell line was more sensitive to both
compounds 5a and 5b than the MCF-7 and HCT-116 cell lines.
Moreover, the promising sensitivity of the HepG-2 cancer cell
line was maintained by the compound bearing the thioxopyr-
azolo[3,4-d]thiazole structural feature 10b in comparison with
erlotinib with ICs, value of 6.75 4+ 0.62 uM, but 2.3-fold less
when compared with 5-FU. Moreover, a detectable decrease in
the activity of 10b was also reported against the other two cancer
cell lines (MCF-7 and HCT) in comparison to both reference
drugs, 5-FU and erlotinib, with ICs, values of 8.13 & 0.4 and 9.36
+ 0.45 pM, respectively. A detectable reduction in the target
potency was detected by the methyl analogue 10a against the
three cancer cell lines (ICs, values: 10.23 + 0.15, 13.65 + 0.7,
and 17.16 £ 0.37, respectively), in comparison with both

12896 | RSC Adv, 2023, 13, 12889-12905

standard drugs. This indicated that the substitution of the
thiazolidine ring with a phenyl ring is more favorable for the
anticancer activity via increasing the lipophilicity of the
compound. In addition, the fusion of a thiophene ring to the
parent thioxopyrazolo[3,4-b]pyridine nucleus resulting in the
thioxopyrazolo|3,4-b]thieno[3,2-e]pyridine derivatives 8a-f was
unfavorable for the anti-proliferative activity producing
a significant drop against the three cancer cell lines with ICs,
values ranging from 12.31 £ 0.11 to 67.84 £ 0.02 uM. This result
could be explained by the increase in the size of the molecule
leads to its improper orientation and inadequate fitting of the
new molecule in the active site of the target protein.

Consequently, the selectivity profile of the three most
promising compounds, 5a, 5b, and 10b, towards cancer cells
rather than normal cells was valuable to be examined. Accord-
ingly, the cytotoxic activity of the latter analogues was screened
in human lung fibroblasts (WI-38) normal cells utilizing MTT
assay. Fortunately, the evaluated compounds were more selec-
tive for the tested cancer cells than for the normal cell line WI-
38, producing ICs, values, 80.46 £+ 0.33, 85.10 £ 0.32, and 85.41
£ 0.51 uM, in comparison with 5-FU and erlotinib of IC5, values
of 79.70 £+ 0.64 and 69.99 + 1.08 uM. Based on the previous
results, the structural thioxopyrazolo[3,4-b]pyridine and thio-
xopyrazolo[3,4-d|thiazole features as compounds 5a, 5b, and
10b, respectively are promising cytotoxic scaffolds with signifi-
cant selectivity indices against normal cells (Table 1) (Fig. 3). On
the other hand, the tricyclic ring system such as the thio-
xopyrazolo[3,4-b]thieno[3,2-e|pyridine scaffold of compounds
8a-f is not preferred for the target anticancer activity.

3.2.2. c-Met inhibitory assay in vitro. Encouraged by the
obtained results of the in vitro anti-proliferative activity assay,
the most potent compounds 5a, and 5b were selected for further
evaluation of their c-Met kinase inhibitory activity using
a homogeneous time-resolved fluorescence (HTRF) assay
utilizing cabozantinib as a positive control.*>** As summarized
in Table 2, compound 5a was close to or slightly more potent
than the reference drug cabozantinib with ICs, values of 4.27 £

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 Cell cycle analysis of 5a in HepG-2 cell line.

Table 2 Inhibitory assessment of the screened compounds 5a and 5b
in comparison with cabozantinib against c-Met®

c-Met

Compound no. ICso (mean + SEM) (nM)

5a 4.27 £+ 0.31
5b 7.95 £ 0.17
Cabozantinib 5.38 + 0.52

¢ ICs: compound concentration required to inhibit the enzyme activity by
50%, SEM: standard error mean; each value is the mean of three values.
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0.31 and 5.38 £ 0.52 nM, respectively. On the other hand, the
chloro analogue 5b was slightly less potent than the positive
control with ICs, value of 7.95 £ 0.17 nM. The p-chlorine atom
of the phenyl group might be the reason for devoted 5b from the
proper fitting in the active site of the enzyme resulting in its
slight lower inhibitory activity than 5a.

It could be noted that both compounds showed the most
favorable antiproliferation effects and selectivity in the cell
assays and also showed promising performance in the enzy-
matic assay. According to these findings, the pyrazolo[3,4-b]
pyridine fragment is a privileged scaffold for c-Met inhibitory
activity and antiproliferative effect.

3.2.3. Cell cycle arrest induced by compound 5a. The cell
cycle is an ordered set of events that results in cell growth and
division. The cell cycle is divided into two major phases: inter-
phase and mitosis (M phase). Interphase is subdivided into
three subphases: G1, S, and G2. The G1-phase is the first gap
phase between the birth of a cell and DNA replication (S phase).
The second interphase between DNA replication and cell divi-
sion is known as the G2 phase. The M-phase is the process of
dividing chromosomes into two daughter cells precisely and
evenly.”®*” Recent studies reported that targeting specific pha-
ses of the cell cycle is an effective therapeutic intervention in the
management of various antiproliferative diseases.***® In order
to investigate the mechanism underlying the anti-proliferative
activity of compound 5a, cell cycle distribution was studied.

Date : 03 dec 2022
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-
2 - mm %DIPGL  45.38%
E ] — 5DIPG2/M 16.58%
= T %DIPS 38.04%
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Cell debris : ~ 1.66%
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Fig. 4 The cell cycle analysis and apoptosis induction study of the control untreated and 5a-treated HepG-2 cell line utilizing Annexin V/PI.
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Table 3 The percentage of apoptosis and necrosis caused by
compound 5a in HepG-2 cancer cell line

Apoptosis

Total Early Late Necrosis
5a/HepG-2 47.15 24.63 16.28 6.24
Cont./HepG-2 1.61 0.39 0.14 1.08

HepG-2 cells were treated with the ICs, concentration of 5a (3.42
uM) for 24 h followed by staining with propidium iodide (PI).
DNA contents were measured by flow cytometry (BECKMAN
COULTER CytoFLEX).®"2 The impact of 5a on the percentage of
different cell growth phases (G0-G1, S, G2/M, and pre-G1) was
recorded. The gained results were compared with non-treated
HepG-2 cells. Fig. 3 is a representative cell cycle distribution
histogram of the stained DNA content of the treated cancer cells
with compound 5a. The data obtained showed an observable
increase in the percentage of cells from 45.38% in G0-G1 phase
and 38.04% in S phase in the untreated HepG-2 cells to 51.93%
and 44.18% in 5a-treated HepG-2 cells, alongside a detectable
decrease in DNA percentage from 16.58% in the untreated cells
reaching 3.89% in the treated cells in G2/M phase. This result
indicates cell cycle arrest at the G1/S phase. It is evident that the
compound 5a is an effective inhibitor of DNA synthesis or repair
and induces programmed cell death and cell cycle arrest.

3.2.4. Apoptosis study of compound 5a. To assure the
ability of compound 5a to induce apoptosis, the annexin-V
FTIC/PI dual staining assay was utilized. The use of annexin-V
can help identify translocated phosphatidylserine (PS), a char-
acteristic hallmark of apoptosis. The cells were labeled with
FITC, annexin V, and PI. Apoptosis was validated in the cells
that had lost membrane integrity by those that reacted posi-
tively for annexin V/PI.%*%

The dot plot flow cytometry data of the stained cells is rep-
resented in Fig. 4. HepG-2 cancer cells were treated with the ICs,
concentration of 5a (3.42 uM) and incubated for 24 h. The ob-
tained data showed a significant increase in the percent of
positive apoptotic cells in the early and late stages (lower and
upper right quadrants of the cytogram) from 0.39 and 0.14% to
24.63 and 16.28%, respectively, which comprises about 63 and
116 folds with respect to the untreated cells (Fig. 4, Table 3).
Moreover, there is an increase in the percentage of the necrotic
cells from 1.08% (untreated cells) to 6.24% (5a-treated cells).
This result exhibited that the total percentages of the early and
late apoptotic cells are greater than the percentage of the
necrotic cells, confirming that the apoptosis process is one of
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the main mechanistic pathways of cell death caused by 5a
(Table 3).

3.2.5. The effect of compound 5a on the hallmarks of
apoptosis induction: Bax, Bcl-2, p53, and caspase-3 levels. The
two major pathways that control the cell throughout the
apoptosis process are the intrinsic pathway (by the mitochon-
dria) and the extrinsic pathway (via the death receptor).

The mitochondrial apoptotic process is synchronised by the
Bcl-2 protein family.

Two of these proteins, Bel-2 and Bax, fine-tune this pre-
determined process, with Bcl-2 acting as an anti-apoptotic and
Bax as an inducer (pro-apoptotic). The ability of the cell to
undergo apoptosis is determined by the precise balance
between these two distinct proteins.®>*® The tumor suppressor
gene, p53, is also an essential component of the cellular
emergency response mechanism that results in cell death or the
arrest of cell growth.

Cancer can be stopped in its tracks by p53 activation
resulting in apoptosis, or a G1 cell cycle halt.

The retention of genomic integrity and p53 inactivation in
malignancies may be the cause of accelerated cell proliferation
and resistance to genotoxic anticancer therapies. An essential
part of the cellular emergency response system that causes cell
growth arrest or apoptosis is p53.*’

Furthermore, the Cysteinyl Aspartate-Specific Proteinase
family, which includes Caspases-3, is essential for starting
programmed cell death (apoptosis). All apoptotic processes,
such as cell shrinkage, chromatin condensation, and DNA
fragmentation, depend on caspase-3.°%°

Accordingly, it was of interest to study the effects of
compound 5a on the hallmarks levels; Bax, Bcl-2, p53, and
caspase-3 in HepG-2 cell line using ELISA process.®”~* HepG-2
cells were treated with the IC5, concentration of compound 5a
(3.42 uM) for 24 h utilizing erlotinib as a reference drug. The
obtained data were expressed in terms of pg mL™" for Bax and
p53 and as ng mL " for both Bcl-2 and caspase-3 levels in the 5a-
treated HepG-2 cells. It has been investigated that compound 5a
boosted the level of the pro-apoptotic protein Bax by ~5.4 folds
and reduced the antiapoptotic protein Bcl-2 level by ~3.9 folds
in the treated HepG-2 cells in comparison with the untreated
cells. Due to its importance, the ratio of the two latter proteins
Bax/Bcl-2 was calculated for compound 5a to be 21 times higher
than that in the untreated cells. This result confirmed that the
compound 5a has moved the cells toward apoptosis. Moreover,
the results showed that compound 5a upregulated the levels of
p53 and caspase-3 in the tested HepG-2 cells by ~6.9 and 23.8
folds, respectively compared to the control (Table 4). The re-
ported data in Table 4 represents that the activities of the

Table 4 The effect of the compound 5a on the levels of some key hallmarkers for apoptosis, Bax, Bcl-2, p53, and caspase-3

Compound 5a Bax (pg mL ") Bel-2 (ng mL ™) Bax/Bcl-2 p53 (pg mL ™) Casp-3 (ng mL™)
5a/HepG-2 211.40 + 0.25 2.09 + 0.15 101.14 825.22 + 0.40 42.60 £+ 0.10
Cont./HepG-2 38.80 £ 0.10 8.16 + 0.24 4.75 119.52 £ 0.02 1.79 £ 0.15
Erlotinib/HepG-2 200.20 + 0.25 1.69 £ 0.10 118.84 890.30 + 0.01 58.41 £ 0.12
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evaluated compound 5a was approximately similar to that ob-
tained by the standard drug erlotinib (Table 4).

4. Computational studies

4.1. Molecular modeling studies

Utilizing the Molecular Operating Environment software (MOE-
Dock) version 2014.0901,”*”* molecular docking was carried out
to clarify the variance in the in vitro inhibitory activities of the
evaluated compounds 5a and 5b against c-Met kinase. The
native co-crystallized ligand, N-{3-fluoro-4-[(7-methoxyquinolin-
4-yl)oxy]phenyl}-1-[(2R)-2-hydroxypropyl]-5-methyl-3-oxo-2-

phenyl-2,3-dihydro-1H-pyrazole-4-carboxamide, was re-docked

View Article Online
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in the active binding site of c-Met (PDB code: 3U6I)" to vali-
date the docking process. This resulted in energy score of
—9.72 keal mol ™" at root mean square deviation (RMSD) value
equal to 0.79 A, indicating that the docking process was
confirmed. Then, our targets 5a and 5b were docked and the
results were depicted in Fig. 5 and 6.

As shown in Fig. 5 and 6, the screened promising targets 5a
and 5b were fixed well within the active pocket of c-Met with
favorable energy scores of —10.22 and —9.83 kcal mol
respectively. It was observed in both derivatives that the sulfonyl-
4-methylbenzene fragment at p-1 of the pyrazolo[3,4-b]pyridine
core is located facing and surrounded by the essential amino
acids Lys1110, Leu1140, Leull57, Met1211, Ala1221, and

Aspll6s

Fig. 5
Met kinase (PDB code: 3U6l).

© 2023 The Author(s). Published by the Royal Society of Chemistry

(A) & (B) patterns illustrating the 2D and 3D binding interactions of the promising pyrazolol[3,4-b]pyridine target 5a into active pocket of c-
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Fig. 6
Met kinase (PDB code: 3U6l).

Asp1222 through hydrophobic interactions. On the other hand,
the 6-thioxopyrazolo[3,4-b]pyridine-5-carbonitrile scaffold affor-
ded arene-H interactions between the centroid of pyrazole and
the amino acid Val1092. Moreover, the sulfur atom formed H-
bond acceptor with the key amino acid Met1160. The phenyl
ring at p-4 of pyrazolo[3,4-b]pyridine in 5a illustrated an H-bond
donor between C-3 and the sidechain of Asp1164 (distance: 2.96
A). While substitution of the phenyl ring with Cl atom in the para
position devoted 5b from the previous hydrogen binding, and
that could be the reason for its lower inhibitory activity than 5a.

12900 | RSC Adv, 2023, 13, 12889-12905

(A) & (B) patterns illustrating the 2D and 3D binding interactions of the promising pyrazolo[3,4-b]pyridine target 5b into active pocket of c-

4.2. In silico ADME prediction study

Studying absorption, distribution, metabolism, and excretion
(ADME) for the targeted substances might provide important
data regarding the ideal pharmaceutical choice. This predicted
investigation was assisted through the utilization of Swis-
SADME, a free online application.”7”* The Veber rule (TPSA =
140 A? and number of rotatable bonds =< 10) and Lipinski's rule
(molecule with number of hydrogen bond acceptors = 10,
number of hydrogen bond donors = 5 MW =< 500 and MLogP <

© 2023 The Author(s). Published by the Royal Society of Chemistry
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Table 5 Expected physicochemical properties and lipophilicity of
pyrazolo[3,4-b]pyridine-5-carbonitrile derivatives 5a and 5b

Compd. MW* MLong TPSA® (A%) Nasn® NMupa® npg Violations®
5a 420.51 3.17 132.01 1 4 3 0
5b 518.54 1.66 137.57 0 8 6 1

“ Molecular weight. ” Calculated lipophilicity (MLogP,,). ¢ Topological
polar surface area. ¢ Number of hydrogen bond donor. * Number of
hydrogen bond acceptor. ¥ Number of rotatable bond. ¢ Violations
from Lipinski and Veber rules.

LIPO
FLEX SIZE
INSATU POLAR
INSOLU
5a

View Article Online
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4.15) govern the optimal medication for oral administration.
The 6-thioxopyrazolo[3,4-b]pyridine-5-carbonitrile target 5a was
found to be in compliance with the prior rules with no viola-
tions, while the derivative 5b exhibited MW > 500 and one
violation (Table 5).

Considering the bioavailability radar chart (Fig. 7), it was
found that the pyrazolo[3,4-b]pyridine-5-carbonitrile derivatives
5a and 5b are located in the ideal range (pink zone) concerning
to five key factors LIPO (lipophilicity), SIZE, POLAR (polarity),

LIPO
FLEX SIZE
INSATU POLAR
INSOLU
5b

Fig.7 The bioavailability radar chart of pyrazolo[3,4-b]pyridine-5-carbonitrile derivatives 5a and 5b. The pink region illustrated the optimal range
for each of the oral bioavailability parameters and the predicted ones for the screened compounds were displayed as red lines.

WLOGP

~

3}

w
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N

BBB
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(<} PGP+
o PGP—
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None
0 20 40 60 80 100 120 140 160 180 TPSA

Fig. 8 Chart of boiled-egg revealing the BBB penetration capability and gastrointestinal absorption of pyrazolo[3,4-blpyridine-5-carbonitrile
derivatives 5a and 5b; PGP+: substrate of p-glycoprotein; PGP—: non-substrate of p-glycoprotein.

© 2023 The Author(s). Published by the Royal Society of Chemistry
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INSOLU (solubility) and FLEX (flexibility), but were distanced
from the optimal region of INSATU (saturation).

The pharmacokinetic properties of the promising pyrazolo
[3,4-b]pyridine-5-carbonitriles 5a and 5b were represented and
analyzed in Fig. 8 and Table 6 (ESIf). All the screened
compounds are predicted to be neither brain-penetrated nor
gastrointestinally absorbed (outside the egg). Therefore, they
are not predicted to be administered orally and could be used
parenterally. Also, they are only employed to treat peripheral
illnesses and are not thought to disrupt the central nervous
system. These derivatives also got a satisfactory bioavailability
grade of 0.55 and are not supposed to trigger a PAIN warning.
Additionally, the red dots in Fig. 8 indicate that the two deriv-
atives are not substrates for p-glycoprotein (P-gp, a drug efflux
transporter), revealing a low chance of their efflux out of the cell
with their highest activity.

5. Conclusion

In summary, a new set of derivatives bearing pyrazolo[3,4-b]
pyridine, pyrazolo[3,4-b]thieno[3,2-e]pyridine, and pyrazolo[3,4-
d]thiazole-5-thione scaffolds 5a,b, 8a-f, and 10a,b, respectively,
were designed, synthesized, and evaluated for their biological
impacts as antiproliferative agents targeting c-Met inhibition.
The screening of anticancer activity resulted in the identifica-
tion of the two most promising compounds, 5a and 5b, with
IC5, values ranging from 3.42 + 1.31 to 9.21 & 0.02 pM against
HepG-2, MCF-7, and HCT-116 human cancer cell lines. c-Met
assay represented the promising inhibitory activities of both
compounds, with ICs, values of 4.27 £ 0.31 and 7.95 &+ 0.17 nM,
respectively. Meanwhile, cell cycle and apoptosis assays in
HepG-2 cells by flow cytometry indicated that compound 5a
arrested the cell cycle at the G1/S phase, inducing apoptosis of
the cells. In addition, 5a up-regulated the levels of Bax/Bcl-2,
p53, and caspase-3 in the tested HepG-2 cells by 21, 6.9, and
23.8 folds, respectively, compared to the untreated HepG-2 cells.
Molecular docking study showed that both compounds 5a and
5b were fixed well within the active pocket of c-Met with favor-
able energy scores of —10.22 and —9.83 kcal mol ™", respectively.
In addition, the ADME prediction study showed that 5a and 5b
fulfilled the criteria of the drug likeness approach. Accordingly,
the pyrazolo[3,4-b]pyridine scaffold is a promising template in
the field of drug discovery and optimization.
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