Open Access Article. Published on 25 August 2021. Downloaded on 2/10/2026 9:40:42 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

RSC Advances

#® ROYAL SOCIETY
PP OF CHEMISTRY

View Article Online

View Journal | View Issue

i '.) Check for updates ‘

Cite this: RSC Adv,, 2021, 11, 28685

Received 1st July 2021
Accepted 15th August 2021

DOI: 10.1039/d1ra05095h

rsc.li/rsc-advances

Introduction

Synthesis, structure and in vitro antiproliferative
effects of alkyne-linked 1,2,4-thiadiazole hybrids
including erlotinib- and ferrocene-containing
derivativest

Mohammed Boulhaoua,? Tibor Pasinszki, 2 *® Ana Torvisco, Rita Olah-Szabd,®
Szilvia B&sze® and Antal Csémpai@ *e

Chemotherapy is an indispensable tool to treat cancer, therefore, the development of new drugs that can
treat cancer with minimal side effects and lead to more favorable prognoses is of crucial importance. A
series of eleven novel 1,2,4-thiadiazoles bearing erlotinib (a known anticancer agent), phenylethynyl,
ferrocenyl, and/or ferrocenethynyl moieties were synthesized in this work and characterized by NMR, IR
and mass spectroscopies. The solid-phase structures were determined by single-crystal X-ray diffraction.
Partial isomerisation of bis(erlotinib)-1,2,4-thiadiazole into its 1,3,4-thiadiazole isomer, leading to the
isolation of a 3:2 isomer mixture, was observed and a plausible mechanism for isomerisation is
suggested. The in vitro cytostatic effect and the long-term cytotoxicity of these thiadiazole-hybrids, as
well as that of erlotinib, 3,5-dichloro-1,2,4-thiadiazole and 3,5-diiodo-1,2,4-thiadiazole were investigated
against A2058 human melanoma, HepG2 human hepatocellular carcinoma, U87 human glioma, A431
human epidermoid carcinoma, and PC-3 human prostatic adenocarcinoma cell lines. Interestingly,
erlotinib did not exhibit a significant cytostatic effect against these cancer cell lines. 1,2,4-Thiadiazole
hybrids bearing one erlotinib moiety or both an iodine and a ferrocenethynyl group, as well as 3,5-
diiodo-1,2,4-thiadiazole demonstrated good to moderate cytostatic effects. Among the synthesized
1,2,4-thiadiazole hybrids, the isomer mixture of bis-erlotinib substituted 1,2,4- and 1,3,4-thiadiazoles
showed the most potent activity. This isomer mixture was proven to be the most effective in long-term
cytotoxicity, too. 3,5-Diiodo-1,2,4-thiadiazole and its hybrid with one erlotinib fragment were also highly
active against A431 and PC-3 proliferation. These novel compounds may serve as new leads for further
study of their antiproliferative properties.

indispensable tools for the treatment of malignancies.
However, the clinical efficacy of most anticancer chemother-
apies is substantially decreased by a variety of factors including

The various types of cancer are highly devastating diseases
worldwide, in most cases with poor prognosis and low survival
rates.™” It is no doubt that chemotherapy is one of the most
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multidrug resistance (MDR)** and severe adverse effects that
strongly make it necessary to develop more potent novel drugs
with enhanced activity and selectivity towards tumours. One of
the most promising new strategies in chemotherapy is based on
the design and synthesis of hybrid compounds, by coupling
different pharmacophore fragments.>” Such hybrid drugs
having more than one molecular target at the cellular level can
be considered to be anticancer agents of enhanced efficiency
triggering cell death along multiplied pathways.

Hybrid anticancer agents possess real potential to overcome
certain disadvantages of single cancer drugs, including MDR
and adverse effects; therefore, based on this promising strategy,
the aim of the present work was to develop novel anticancer
agents for the potential treatment of human glioblastoma,®
melanoma,” non-melanoma skin carcinoma,' hep-
atocarcinoma'? and prostatic adenocarcinoma'® by coupling the
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Scheme 1 Synthesis and labelling of compounds.

pharmacophore 1,2,4-thiadiazole moiety to ethynylferrocene
and to the known anticancer agent erlotinib, (N-(3-
ethynylphenyl)-6,7-bis(2-methoxyethoxy)quinazolin-4-amine)
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(1). Thiadiazoles are versatile synthetic scaffolds possessing
a wide range of biological activities."**® 1,2,4-Thiadiazole
derivatives have been shown to exhibit anticancer activity
against e.g., breast, lung, colon, and ovarian cancerous cells.*>*®
Ferrocene-based compounds have been reported to be active
against several cancer cell lines, including e.g., breast, lung,
ovarian, melanoma, glioblastoma, and colon cancer.”™® Erlo-
tinib is an approved anticancer drug, and currently used for the
treatment of locally advanced or metastatic non-small-cell lung
cancer and pancreatic cancer.”®*' In this context, one of the
aims of the present work was an in vitro test of the anti-
proliferative activity of 1 on human malignant cell lines A2058
(melanoma), A431 (epidermoid carcinoma), U87 (glioma),
HepG2 (hepatocellular carcinoma), and PC-3 (prostatic adeno-
carcinoma) followed by an attempt to produce novel erlotinib-
containing hybrids of enhanced efficiency. In this regard,
prompted by the aforementioned well-documented activity
profile of anticancer 1,2,4-thiadiazoles described to date and
utilising Sonogashira reaction as an obvious feasible method, 1
was coupled with 3,5-dihalo-substituted 1,2,4-thiadiazoles
(dichloro: 2, diiodo: 3) affording novel molecular hybrids. In
order to estimate the contribution of the bulky, yet highly polar
and functionalised erlotinib fragment to cytotoxicity in the
design of additional hybrids, the quinazolinamine fragments
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(a) Proposed mechanism for a bimetal-catalysed isomerization 14 — 15 taking place under the conditions of Sonogashira coupling

reaction. (b) DFT-based representation of the mechanism involving intermediates and transition states (TS) of simplified structures along with the

activation barriers and the relative energetics of the particular steps.
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were simplified to phenylethynyl groups, which were then
further modified by replacing phenyl substituent(s) with three-
dimensional and redox-active ferrocenyl group(s) of enhanced
lipophilicity. Accordingly, in this paper, we report the synthesis
and structural characterisation of a selection of novel
thiadiazole-hybrids (4-15: Schemes 1 and 2) along with their
evaluation in antiproliferative studies carried out in vitro on
A2058, A431, U87, HepG2 and PC-3 cells using 1, 2 and 3, as
controls.

Results and discussion
Synthesis and identification of compounds

Considering the ethynyl functional group of 1, ethynylferrocene
and phenylacetylene, it seemed to be straightforward to couple
these compounds with 3,5-dihalo-1,2,4-thiadiazoles, 2 and 3,
using Sonogashira-type cross-coupling reactions (Scheme 1; note
that the bromo-derivative of these thiadiazoles is not known yet).
Sonogashira-coupling was indeed a good choice, however, the
product yield was very sensitive to reaction conditions, namely to
solvent, base, catalyst, and temperature (see Tables S1 and S2,
ESIt). The best results for coupling ethynylferrocene and phe-
nylacetylene to thiadiazole were obtained by using toluene as the
solvent, diisopropylamine (DIPA) as the base, and PdCl,(PPh;),/
Cul as the catalyst at a slightly elevated temperature of 50 °C.
However, the combination of DMF, K;PO,, and Pd[P(¢-Bu)s],/Cul
at 80 °C provided the most efficient conditions for the coupling
with erlotinib. Using 1.1 or 3 equivalents of the alkyne compo-
nent (1, ethynylferrocene or phenylacetylene) under optimised
conditions, the cross-coupling reactions led smoothly and
selectively to thiadiazole products monosubstituted at position
five (C5) or to the disubstituted products, respectively, in isolated
yields varied between 66 and 87%. In the subsequent step the
monosubstituted 1,2,4-thiadiazoles were then converted into the
target disubstituted products (Scheme 1). The selectivity of the
coupling reaction in the first step allowed the synthesis of
thiadiazole-hybrids with two different substituents by selecting
the sequence of the introduction of the selected alkyne compo-
nent. The regioselectivity of the first reaction step can be
explained by the lower electron density of the thiadiazole ring at
C5 and thus higher reactivity with nucleophiles, compared to
position C3.* This regioselectivity was unambiguously confirmed
by the MO analysis of 2 and 3 disclosing LUMO concentrated at
C5-N4 region and LUMO+1 delocalised over C3-N2 region in
both models (Fig. 1). Moreover, the energetic data calculated for

2. 8.%.&.

LUMO of 2
E=-1.67 eV

LUMO+1 of 2
E=-1.27 eV

LUMO of 3
E=-2.32eV

LUMO+1 of 3
E=-1.52 eV

Fig. 1 Acceptor orbitals of lowest energy levels in 3,5-dihalo-1,2,4-
thiadiazoles 2 and 3 obtained by B3PW91 DFT functional® using
DGTZVP basis set.?*
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these orbitals are also in good agreement with the experimentally
observed relative reactivity of 3 and 2, indicating that the diiodo
derivative is more reactive than its dichloro-substituted coun-
terpart. To investigate the effect of the ethynyl spacer between the
thiadiazole moiety and ferrocenyl group, this latter was also
directly linked to 2 applying Suzuki-type coupling. Reaction
conditions were studied and good yield was obtained using
dioxane, K,COs, and Pd(OAc),/PPh; at reflux conditions (see
Table S3, ESIt). Since the removal of the ethynyl spacer has not
resulted in improved antiproliferative properties, this research
direction has not been further investigated. All synthesized
compounds have been unambiguously identified and character-
ized by mass (Fig. S1-S9, ESIt), IR (Fig. S107), and NMR spec-
troscopies. Molecular masses were determined by ESI-MS, and IR
spectroscopy provided a characteristic fingerprint for the ethynyl
group(s) in the 2200-2227 cm ™" spectral region. The constitution
of all newly synthesized thiadiazole-hybrids was confirmed by 'H
and >C NMR data (Fig. S17-S30, ESI) assigned on the basis of
connectivities disclosed by 2D-HSQC- and HMBC measurements
(Fig. S31-S37, ESIt). In addition, the solid phase structures of
hybrids 4, 5, 6, 8, 10 and 11 have also been determined by single-
crystal X-ray diffraction as discussed later in details.

It is of interest that Sonogashira coupling reactions aiming at
the synthesis of bis-erlotinib derivative 14 led to the isolation of
an approximately 3 : 2 mixture of the targeted product and its
isomer 15 featuring a [1,3,4]thiadiazole-centered symmetrical
constitution (Scheme 2), as detected and identified by extended
NMR studies including 2D-HSQC and 2D-HMBC measurements.

The formation of 15 can be interpreted in terms of the partial
isomerisation of 14, the primary product of the Sonogashira
reaction when it was conducted at 95 °C for prolonged reaction
times (for 15 h by Procedure A and for 20 h by Procedure B)
representing harsher conditions than those employed for the
other conversions investigated in our research that were con-
ducted at 50-80 °C for 6-12 h (see: Experimental). The mecha-
nism proposed by us for transformation 14 — 15 involves the
initial 7w-complexation of a Pd(0) species with the alkyne residue
at C5-position and a concomitant coordination of a Cu() species
to the N2 ring atom to construct bimetallic cationic complex 16a
(Scheme 2a). By means of the coordination of the Cu(i) centre to
the proximal S1 atom and the development of a bonding inter-
action between alkyne-coordinated Pd(0) and the skeletal N4
atom in 16a, the two metal centres promote the fission of the S1-
N2 and C3-N4 bonds proceeding via transition state TS(16-17) to
generate a five-membered palladacycle intermediate with
pending tricoordinated copper(i)-centre (17). In the subsequent
steps involving separated intermediates 18 and 19, complex 17 is
supposed to isomerize to complex 20 featuring a N-Cu-N coor-
dination mode. To terminate the rearrangement process, 20
undergoes electrocyclisation through a transition state TS(20-
21b), with a quasi-six membered ring, finally constructing 21b
stabilized by a Cu(1)---Pd(0) interaction as evidenced by DFT
calculations performed on simplified models (Fig. 2). Regarding
the initial elementary step it must be noted here that — according
to the aforementioned theoretical studies — the cleavage of S1-N2
and C3-N4 bonds in regioisomer complex 16b, stabilized by
Cu(r)---Pd(0) interaction, is not feasible to advance the process

RSC Adv, 2021, 11, 28685-28697 | 28687
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Fig. 2 Interactions between Cu() and Pd(0) centers in simplified

bimetal model complexes 16b* and 21b* represented by the deloc-
alisation of bonding orbital pairs HOMO-6/HOMO-9 and HOMO-5/
HOMO-8, respectively.

towards a complete ring transformation. The presented view
about the mechanism gained support from the results of DFT
modelling carried out at B3PW91/DGTZVP level of theory for the
simplified structures of the assumed intermediates (16a,b*, 17%,
18*% 19% 20%* 21a,b*) and transition states [TS(16*-17*) and
TS(20*-21b*)] comprising single ethynyl group and appropriately
coordinated neutral and cationic metal-containing simplified
fragments PdPH; and CuPHj;, respectively (Scheme 2b). The
intermediates and transition states were identified as local
minima and first order saddle points, respectively, on the
potential energy surface (PES). Transition states were localized by
QST2 method.* The energetic profile of the overall trans-
formation was characterized by the changes in Gibbs free energy
(G) accompanying the assumed elementary steps and the acti-
vation barriers of the ring opening and ring closing processes.
The free energy values of optimised structures were obtained by
correcting the computed total energy with zero-point vibrational
energy (ZPE) and thermal corrections calculated at the same
level. In the initial stage of the conversion, the fission of the 1,2,4-
thiadiazole ring was disclosed as the rate-limiting endothermic
elementary step (AG = +39.1 kcal mol™") proceeding via a high
barrier (AG* = 60.0 kcal mol ") followed by an endothermic
isomerization of the palladacycle intermediate (17* — 20%)
taking place by the copper-centred decoordination-coordination
sequence via separated Cu(1)- and Pd(0) fragments 18* and 19*.
Finally, 20* was identified as the intermediate which can be
connected by transition state TS(20*-21b*) exclusively with 21b*
in accord with qualitative structural considerations, in the 1,3,4-
thiadiazole-forming cyclization. The multistep isomerization of
bimetal complex 16a* into 21b* is an endothermic process as
indicated by the change in the free energy calculated for the
overall conversion (AG = +6.2 kcal mol ). Moreover, the change
in the Gibbs free energy [AG(15*-14*%) = +14.5 kcal mol ']
calculated for vacuum by modelling simplified metal-free isomer
pair  2-ethynyl-1,3,4-thiadiazole(15*)/5-ethynyl-1,2,4-thiadiazole
(14*) would suggest that - in general - the transformation of 5-
alkynyl-substituted 1,2,4-thiadiazoles into the 1,3,4-thiadiazole
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counterpart is not a feasible process however, the relative ener-
getics of structures 14 and 15 and their appropriate metal
complexes under real experimental conditions with bulky phos-
phine ligand [P(¢-Bu);] of outstanding donor strength and
dimethylformamide as solvent of significant coordination- and
solvation ability, might significantly differ from the calculated
values allowing the development of an equilibrium system con-
taining 15 as the minor component. In accord with this view,
upon further prolongation of the reaction time (24 h) practically
no change in the isomer ratio was discernible in the isolated
mixture of products 14 and 15.

Finally, the abovementioned Cu(i)---Pd(0) contact was dis-
closed by MO analysis of the simplified models 16b* and 21b*.
The enhanced stability of these complexes relative to their
coordination isomers 16a* [AG(16a*-16b*) = +5.0 kcal mol ']
and 21a* [AG(21a*-21b*) = +4.2 kcal mol '], respectively, can
be attributed to this type of interaction which is demonstrated
by the delocalisation of two-two bonding orbitals in between
the metal centres (Fig. 2). Our attempts to separate 14 from 15
was not successful, therefore the mixture 14/15 was used in
biological studies.

Crystal structure of ferrocenethynyl- and phenylethynyl-
hybrids

The structures of compounds 4, 5, 6, 8, 10, and 11 in the solid
phase were determined by solving X-ray diffraction data
collected from single crystals. We note that our attempts to grow

Fig. 3 Solid state structure of 4, 5, 8, 10 and 11 established by single
crystal X-ray diffraction. All atoms are shown as 30% shaded ellipsoids
(C: black, N: blue, S: yellow, Cl: green, Fe: orange).

© 2021 The Author(s). Published by the Royal Society of Chemistry
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1
Distance between planes = 3.46 A VA

Fig. 4 Structure and packing of 6. All atoms are shown as 30% shaded
ellipsoids (C: black, N: blue, S: yellow, I: violet, Fe: orange).

X-ray quality single crystals from erlotinib derivatives were to no
avail. The structure of 7 was published in our previous paper.*
The crystal structures of 4, 5, 6, 8, 10, and 11 are shown in Fig. 3
and 4 with geometric parameters listed in Tables S4-S9, ESI.{
Compound 5 crystallizes in the triclinic space group P1, all
others in the monoclinic space group P2,/c. All investigated
hybrids exhibit a quasi-planar arrangement of the thiadiazole
and connected phenyl or cyclopentadienyl rings; small devia-
tions can be explained by solid-phase effects. A characteristic
motif of the crystal packing is the formation of molecular
dimers, by weak 7t---7 interactions between aromatic rings of
oppositely oriented molecules (see Fig. 4), and their arrange-
ment into columns in the crystal (Fig. S11-S16, ESIt). Inter-
molecular interactions in crystals, in general, are weak as
indicated by the relatively large distance between ring centroids
and interatomic distances (Tables S10-5S12, ESIY).

Antiproliferative activity of compounds 1-13 and 3/2 mixture
of 14/15

The effects of 1-13 and 14/15 on the growth of five human
cancer cell lines were investigated using three different proto-
cols. Protocol 1 has involved the treatment of cells with 1-14/15
for 20 h, consecutive washing, and incubating cells for an
additional 72 h. Half maximal inhibitory concentration (ICs,)
values are presented in Tables 1 and 2. Interestingly, 1 has not
shown a significant cytostatic effect on U87, A2058, A431,
HepG2, and PC-3 cells (ICs5, > 50 pM). Linking 1 to the 1,2,4-
thiadiazole ring, however, resulted in enhanced cytostatic
effect; compound mixture 14/15 comprising the 1,2,4- and 1,3,4-
thiadiazole isomers with two erlotinib moieties exhibited
a significant anti-tumour effect on all five cell lines (IC5o < 2 pM
in case of U87, A2058, HepG2, and PC-3; ICs, < 6 uM in case of
A431). PC-3 cells were the most sensitive to 14/15 (IC5, = 0.4
uM). Iodine substituent on the 1,2,4-thiadiazole ring was found
to be effective in increasing cytostatic effect; the diiodo-1,2,4-

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Table 1 [n vitro cytostatic effect (half maximal inhibitory concentra-
tion (ICsp) values) of compounds 1-14/15 on U87, A2058, A431 and
HepG2 cell lines

Label us7 A2058 A431 HepG2
IC50 (1M) 20 h treatment + 72 h incubation

1 >100 >100 781 +14.4 >100

2 >50 11.3 £ 1.0 28.6 £ 5.7 >50

3 15.3 £ 0.6 20.2 +7.9 5.5+ 2.9 13.0 £ 1.9
4 >50 >50 >50 >50

5 >50 >50 >50 >50

6 18.2 £ 6.1 171 £ 6.5 22.0 £ 7.9 13.9 £ 3.3
7 >50 >50 19.5 £ 9.3 >50

8 >50 >50 >50 >50

9 >50 >50 174+ 7.4 >50

10 45.0 + 5.9 23.7 +10.2 >50 29.4 +10.9
11 >50 31.8+ 7.1 >50 >50

12 259 + 4.1 20.3 + 3.9 22.9 +£3.1 27.4 £ 5.5
13 27.0 + 4.0 16.0 + 6.1 5.8+ 4.1 22.9 £ 0.9
14/15 1.7 £ 0.1 1.2 £ 0.2 5.6 + 0.1 1.6 £ 0.2
ICso (1M) 72 h treatment

1 >10 >10 34+241 >10

3 >10 >10 9.3 £ 0.3 >10

13 >10 >10 6.4 + 4.2 >10

14/15 0.9 £ 0.3 1.5+ 0.4 1.1+ 0.6 34+1.4
ICso (1M) 3 x 24 h treatment

1 8.9 £ 0.5 >10 2.4 + 0.3 >10

3 >10 >10 6.0 + 1.0 >10

13 >10 9.6 + 0.2 4.6 +2.9 >10

14/15 0.7 + 0.4 1.4+ 0.4 1.0 £ 0.3 2.7 +1.2

thiadiazole (3) was observed to be equally effective against
A431 cells as its mono and di-substituted erlotinib derivatives
(13 and 14/15). 3 and all erlotinib-hybrids were effective against
PC-3. The linking of ferrocene, ethynylferrocene or ethy-
nylbenzene to the thiadiazole frame has not resulted in
a marked anti-tumour effect, namely with an ICs, value lower
than 10 uM (Table 1), however, several compounds exhibited
notable cytostatic effect with ICs, values between 10 and 30 uM
(see Table 1).

The long term cytotoxicity (cytotoxic activity; the direct
killing of cancer cells) of 1 and three thiadiazole hybrids (3, 13,
and 14/15), that were effective in cytostasis experiments, was
also studied on previously used four cell lines. Two setups of
experiments were conducted: cells were treated with thiadiazole
derivatives for 72 h (protocol 2) or treated 3-times with
compounds, without interstitial washing, for 24 h (protocol 3). 1
produced an effect on A431 cells after 72 hours, and on A431
and U87 cells following the 3 x 24 h treatment. 14/15 was the
most effective in these experiments too.

Currently, the combination of dabrafenib/trametinib,
vemurafenib/cobimetinib, and encorafenib/binimetinib are
approved for treating melanoma.’ Although there is a rapid
early response and high response rate to these combined
agents, the progression of disease occurs at a median of eleven
months, due to drug resistance; therefore, novel drugs and drug
combinations are needed.*® Thiadiazole-hybrids might be
potential candidates. A2058 cells are found to be more sensitive

RSC Adv, 2021, 11, 28685-28697 | 28689
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to 14/15 than to vemurafenib (ICs, = 5.93 uM).*” If chemo-
therapy is applied for the treatment of non-melanoma skin
cancers, 5-fluorouracil (e.g. in the form of its oral prodrug
capecitabine or in creams) may be used.’®"* 5-Fluorouracil has
an ICs, value of 47.02 uM for A431 cells.”® Thiadiazole deriva-
tives 2, 3, 6, 7, 9, 12, 13 and 14/15 exhibit smaller IC5, values
therefore are more toxic to A431 cells than this compound.
Application of temozolomide in combination with radiotherapy
has become a standard of care for glioblastoma multiforme
patients; the drug, however, is very expensive and the survival
rate of patients is less than two years.® Sorafenib is currently the
only effective first-line drug for the treatment of advanced
hepatocellular carcinoma patients, however, its efficacy is short
owing to the development of resistant cells."”” New drugs are
therefore required. 3 and thiadiazole-hybrids are much more
effective on U87 cell line than the currently used chemothera-
peutic agent temozolomide (IC5, = 134.97 uM (ref. 29)) and 14/
15 is more effective on HepG2 than Sorafenib (ICs, = 9.70 uM
(ref. 30)). Docetaxel is the mainstay of chemotherapy for pros-
tate cancer with cabazitaxel as second-line drug.”® 1 has also
been investigated in clinical trials as a potential chemothera-
peutic agent for prostate cancer treatment.** Nine of the
synthesized thiadiazole-hybrids proved to be more effective on
PC-3 cells than 1 (Table 2). Thiadiazole derivatives studied in
this work, especially compounds 14/15, 13, and 3 with the
lowest IC5, values, may serve as new leads for further study of
their antiproliferative properties. We note that the cytostatic
effect of these compounds, especially that of 14/15, is
outstanding compared to the reference anticancer drug 1.
Finally, it is of crucial importance to provide evidence for
that the intact hybrid molecules rather than any of their
decomposition-derived fragments are the species which induce
evolution of the antiproliferative effect in the course of the
biological assays employing long-term treatment of the cells.
According to our first observations the synthesized compounds
in solid state were stable at ambient conditions; decomposition
or colour change were not observed over a couple of months.
Moreover, these compounds were not sensitive to air, moisture
or light when handled at ambient conditions, and can generally
be stored in closed vial at room temperature in the dark without
decomposition as proved by IR- and MS measurements. The
long-term stability of the compounds in solution was also
checked by registering their "H-NMR spectra in DMSO-d,, after
72 h following the preparation of the liquid samples stored

Table 2 In vitro cytostatic effect (half maximal inhibitory concentra-
tion (ICsg) values) of compounds 1-14/15 on PC-3 cell line

Label PC-3 Label PC-3

IC50 (M) 20 h treatment + 72 h incubation

1 >50 8 22.7 £ 2.4
2 >50 9 >50

3 3.1+£0.3 10 16.9 £+ 3.7
4 >50 11 38.0 £ 4.2
5 >50 12 7.7 £ 2.6
6 10.7 £ 0.7 13 4.5+ 0.5
7 37.6 £ 7.5 14/15 0.4 + 0.1
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under air at room temperature. Supporting our above-
mentioned observations regarding the stability of the novel
hybrids, their spectra did not show any detectable change in
their structures, although the solvent was contaminated with
a substantial amount of HDO.

Experimental
Materials and spectroscopic methods

Chemicals, namely precursors (1, 2, ethynylferrocene, ferroce-
neboronic acid, phenylacetylene; purity = 97%), catalysts and

ligands (palladium(u) acetate, [Pd(OAc),], bis(-
triphenylphosphine) palladium dichloride, [PdCl,(PPh;),],
bis(tri-tert-butylphosphine)palladium(0), [Pd[P(¢-Bu);],], and

triphenylphosphine, PPhs; purity = 98%), bases (diisopropyl-
amine, triethylamine, potassium carbonate, K,COj3, and tripotas-
sium phosphate, K;PO,; purity = 98%), and anhydrous solvents
(1,4-dioxane, toluene, N,N-dimethylformamide; purity = 99.8%)
were purchased from commercial sources (Sigma-Aldrich, Fluo-
rochem, VWR) and used, except solvents, without further purifi-
cation. Solvents were dried according to published methods®* and
distilled before use. Compounds 3, 7 and 9 were synthesized as
described recently.”® Synthetic reactions were monitored by thin-
layer chromatography (TLC) using Merck Silica gel 60 F254 TLC
plates, and plates were visualised under a Camag model UV lamp 4
dual wavelength 254/366 nm. Column chromatography was per-
formed using Merck silica gel 60 (0.063-0.200 mm) using a column
(diameter 2.5 cm) with sintered glass disc.

The "H- and C-NMR spectra of the synthesized compounds
were recorded on a Bruker DRX-500 MHz spectrometer at 500 MHz
and 125 MHz, respectively, at room temperature using the deute-
rium signal of the solvent as the lock and tetramethylsilane (TMS) as
the internal standard. The assignment of all "H- and *C-NMR data
necessary for exact structural elucidation of the compounds was
based on the cross-peak correlations discernible in 2D-HSQC and
HMBC spectra obtained by standard Bruker pulse programs. Mass
spectroscopic measurements were done using an Esquire 3000 +
(Bruker) ion trap mass spectrometer and electrospray ionization
(ESI). Exact mass measurements for samples 12, 13, and 14/15 were
taken on a high-resolution Waters Q-Tof Premier mass spectrometer
equipped with an ESI ion source (3000 V capillary voltage, 350 °C
desolvation temperature, 650 L h™" nitrogen as desolvation gas).
The samples were dissolved in methanol (10 pg mL™") and 5 pL
were injected in a continuous flow of methanol (400 pL min™",
contain 0.1% formic acid). Each compound was analysed twice, the
first spectrum was recorded without consideration of temperature
variations. The second measurement was processed after the
correction of temperature variations with a reference compound.

Synthetic procedures and characterisation of the thiadiazole
hybrid products

3-Chloro-5-ferrocenyl-1,2,4-thiadiazole (4). A mixture of 3,5-
dichloro-1,2,4-thiadiazole, 2 (1 mmol, 0.16 g), ferroceneboronic
acid (1.5 mmol, 0.34 ), Pd(OAc), (5 mol%, 0.01 g), PPh; (15 mol%,
0.04 g) and K,CO; (3 mmol, 0.41 ) in freshly distilled dioxane (5
ml) was stirred vigorously and heated to reflux for 14 h under

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Table 3 Crystallographic data and details of measurements for compounds 4-6, 8, 10, and 11¢
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Compound 4 6 5 10 11 8

Formula Ci,HoCIFeN,S  C,,HyFeIN,S C14HoCIFeN,S  C,,H,,FeN,S C,,H,,FeN,S C,6H;gFe,N,S

Fw (g m0171) 304.57 420.04 328.59 394.26 394.26 502.18

a (A) 9.7781(9) 12.0436(10) 7.4925(19) 11.3950(11) 7.4489(12) 9.8936(6)

b (&) 21.088(2) 14.8358(12) 7.5319(16) 19.7263(18) 7.4086(12) 8.8451(5)

c (&) 11.3518(10) 7.5107(6) 11.801(2) 7.6124(8) 32.085(5) 23.0850(13)

a () 90 90 102.546(17) 90 90 90

Q) 99.460(4) 91.413(4) 103.317(17) 92.122(6) 93.571(8) 99.728(5)

v () 90 90 92.575(18) 90 90 90

V(A% 2308.9(4) 1341.58(19) Block, orange  1710.0(3) 1767.2(5) 1991.1(2)

zZ 8 4 2 4 4 4

Crystal size (mm) 0.08 x 0.08 x 0.04 x 0.04 x 0.14 x 0.13 x 0.05 x 0.04 x 0.05 x 0.05 x 0.27 x 0.19 x
0.07 0.01 0.10 0.04 0.01 0.15

Crystal habit Block, red Plate, orange Block, orange Block, red Plate, red Block, red

Crystal system Monoclinic Monoclinic Triclinic Monoclinic Monoclinic Monoclinic

Space group P24/c P24/c P1 P24/c P24/c P24/c

deqte (Mg m™2) 1.752 2.080 1.734 1.531 1.482 1.675

w(mm™?) 1.69 1.69 1.56 1.01 0.98 1.58

T (K) 100(2) 100(2) 100(2) 100(2) 100(2) 100(2)

26 range (°) 2.3-33.2 3.4-32.4 2.8-33.3 2.9-33.2 2.5-33.2 2.5-33.2

F(000) 1232 808 332 808 808 1024

Trmin, Trmax 0.556, 0.741 0.522, 0.747 0.622, 0.747 0.632, 0.747 0.372, 0.747 0.587, 0.747

Rint 0.056 0.117 0.048 0.102 0.25 0.106

No. of measured, independent and 186019, 8831, 31160, 2340, 39429, 2191, 48371, 3001, 3092, 3092, 2241 196783, 7626,

observed [I > 2 s(I)] reflections 7915 1838 2128 2421 6753

Independent reflections 8831 2340 2191 3001 3092 7626

No. of parameters, restraints 307, 0 173, 0 172, 0 235, 0 235, 0 299, 0

Amax, Amin (€ A7%) 0.69, —0.35 0.61, —0.60 0.34, —0.18 0.28, —0.33 0.60, —0.93 0.60, —0.60

R1, wR2 (all data) R1 = 0.0314 R1 = 0.0503 R1 = 0.0177 R1 = 0.0499 R1 = 0.1247 R1 = 0.0343
wWR2 = 0.0679 wWR2 = 0.0669 WR2 = 0.0445 wWR2 = 0.0750 wWR2 = 0.1837 wR2 = 0.0709

R1, WR2 (>20) R1 = 0.0255 R1 = 0.0297 R1 = 0.0168 R1 = 0.0317 R1 = 0.0862 R1 = 0.0287
WR2 = 0.0630 WR2 = 0.0574 WR2 = 0.0437 WR2 = 0.0649 WR2 = 0.1693 WR2 = 0.0681

@ Mo Ko (A = 0.71073 A). Ry = Z/|Fo| — |Fe|/|Z|Fa; WR2 = [S(Fo? — Fo2) ZelFo2)?]2.

nitrogen atmosphere. The reaction was monitored by TLC using
hexane/ethyl acetate (95:5) as eluent. After completion of the
reaction, the resulting mixture was cooled to room temperature,
and the solvent was evaporated in vacuo. The crude material was
dissolved with chloroform, washed with water, dried over MgSO,
and concentrated under reduced pressure. The residue was puri-
fied by column chromatography on silica gel using hexane/ethyl
acetate (95:5) as eluent to afford the pure red crystalline
product 4 (yield: 0.24 g, 78%). Mp: 124-126 °C.

Cl

8 . '}l \<3

o
{11
10 Fe

@ 4

Spectroscopic data: MS: 305.0 m/z [M + 1']. IR (neat, ATR): 3090
(w), 2923 (w), 2853 (vw), 1516 (s), 1430 (s), 1385 (W), 1350 (vw), 1235
(vs), 1201 (m), 1104 (m), 1064 (W), 1028 (W), 999 (m), 927 (vw), 822
(m), 752 (w), 716 (m), 693 (m), 641 (W), 507 (m), 481 (m) cm™*. 'H
NMR (CDCl,): 4.89 (br ~ s, 2H, H-8,11); 4.57 (br ~ s, 2H, H-9,10);
4.14 (s, 5H, n°>-CsH;) ppm; *C NMR (CDCl,): 192.8 (C-5); 157.0 (C-
3); 73,4 (C-7); 72.0 (C-9,10), 70.9 (n>-CH;H;); 68.8 (C-8,11) ppm.

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

3-Halogeno-5-ferrocenethynyl-1,2 4-thiadiazole  (5-6). A
mixture of 3,5-dihalogeno-1,2,4-thiadiazole, 2 (1 mmol, 0.16 g) or 3
(1 mmol, 0.34 g), ethynylferrocene (1.1 mmol, 0.23 g), Pd(PPh;),Cl,
(3 mol%, 0.02 g), Cul (3 mol%, 0.006 g), and diisopropylamine
(1.1 mmol, 0.11 g) in freshly distilled toluene (5 mL) was stirred at
50 °C for 6 h under a nitrogen atmosphere. The reaction was
monitored by TLC using hexane/ethyl acetate (97 : 3) as the eluent.
After completion of the reaction, the resulting mixture was cooled
to room temperature, and the solvent was evaporated in vacuo. The
crude material was dissolved with chloroform, washed with water,
dried over MgSO, and concentrated under reduced pressure. The
residue was purified by column chromatography on silica gel using
hexane/ethyl acetate (97 : 3) as eluent to afford the pure orange-red
crystalline products 5 (yield: 0.27 g, 82%, mp: 167-169 °C) or 6
(yield: 0.37 g, 87%, mp: 161-163 °C).

X
N—(3
g 7.5/ \
1" 109 é S/
13
12 -
Fe& 5: X=Cl
47 6: X=I
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Spectroscopic data of 5: MS: 328.9 m/z [M + 1']. IR (neat, ATR):
3095 (vw), 2955 (vw), 2922 (w), 2854 (vw), 2200 (vs), 1501 (m), 1420
(s), 1381 (m), 1355 (W), 1259 (W), 1228 (vs), 1116 (s), 1028 (m), 1000
(w), 943 (m), 818 (s), 731 (W), 682 (W), 623 (vw), 541 (w), 495 (s), 456
(m) em ™. "H-NMR (CDCl,): 4.61 (t, ] = 1.8 Hz, 2H, H-10,13); 4.40
(t, J = 1.8 Hz, 2H, H-11,12); 4.26 (s, 5H, 1°>-Cs5); “C-NMR (125
MHz): 171.7 (C-5); 157.5 (C-3); 107.6 (C-8); 75.7 (C-7); 72.6 (C-11,12);
70.8 (C-10,13); 70.5 (n°-sHs); 60.5 (C-9) ppm.

Spectroscopic data of 6: MS: 419.9 m/z [M']. IR (neat, ATR): 3097
(vw), 2959 (vw), 2923 (vw), 2857 (vw), 2199 (vs), 1495 (w), 1407 (m),
1373 (W), 1340 (w), 1252 (W), 1187 (s), 1115 (m), 1029 (w), 1002 (vw),
923 (w), 888 (w), 822 (m), 789 (W), 727 (vw), 666 (vw), 625 (vw), 537
(vw), 488 (m) cm . "H-NMR (CDCl;): 4.60 (t, J = 1.8 Hz, 2H, H-
10,13); 4.39 (t, / = 1.8 Hz, 2H, H-11,12); 4.25 (s, 5H, 1°-CsHs);
BC-NMR (CDCl,): 171.2 (C-5); 117.6 (C-3); 107.9 (C-8); 75.0 (C-7);
72.5 (C-11,12); 70.8 (C-10,13); 70.5 (n°-CsHs); 60.5 (C-9) ppm.

3,5-Bis(ferrocenethynyl)-1,2,4-thiadiazole (8). Procedure A:
a mixture of 5 (1 mmol, 0.33 g) or 6 (1 mmol, 0.42 g), ethy-
nylferrocene (1.5 mmol, 0.32 g), Pd(PPh;),Cl, (3 mol%, 0.02 g),
Cul (3 mol%, 0.006 g), and diisopropylamine (1.5 mmol, 0.15 g) in
freshly distilled toluene (5 mL) was stirred at 70 °C for 8 h under
a nitrogen atmosphere. The reaction was monitored by TLC using
hexane/ethyl acetate (95 : 5) as the eluent. After completion of the
reaction, the resulting mixture was cooled to room temperature,
and the solvent was evaporated in vacuo. The crude material was
dissolved with chloroform, washed with water, dried over MgSO,
and concentrated under reduced pressure. The residue was puri-
fied by column chromatography on silica gel using hexane/ethyl
acetate (95 :5) as eluent to afford the pure dark red crystalline
product 8 (yield: 0.39 g, 78%). Mp: 218-220 °C.

Procedure B: a mixture of 2 (1 mmol, 0.16 g) or 3 (1 mmol,
0.34 g), ethynylferrocene (3 mmol, 0.63 g), Pd(PPhs;),Cl,
(3 mol%, 0.02 g), Cul (3 mol%, 0.006 g), and diisopropylamine
(3 mmol, 0.3 g) in freshly distilled toluene (5 mL) was stirred at
70 °C for 12 h under a nitrogen atmosphere. The reaction was
monitored by TLC using hexane/ethyl acetate (95:5) as the
eluent. After completion of the reaction, the resulting mixture
was cooled to room temperature, and the solvent was evapo-
rated in vacuo. The crude material was dissolved with chloro-
form, washed with water, dried over MgSO, and concentrated
under reduced pressure. The residue was purified by column
chromatography on silica gel using hexane/ethyl acetate (95 : 5)
as eluent to afford the pure dark red crystalline product 8 (yield:
0.33 g, 66%). Mp: 218-220 °C.
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Spectroscopic data: MS: 503.0 m/z [M + 1']. IR (neat, ATR): 3102
(vw), 2956 (w, sh), 2920 (s), 2851 (m), 2202 (vs), 1480 (m), 1413 (s),
1367 (w), 1283 (w), 1255 (m), 1212 (s), 1109 (s), 1028 (s), 892 (vw),
821 (s), 718 (W), 544 (w), 488 (s), 455 (m), 412 (vw) cm ™. "H-NMR
(CDCl): 4.61 and 4.60 (two partly overlapping t's, J ~ 2 Hz for each,
4H, H-9,9,12,12'); 4.40 (two overlapping t's, J = 1.8 Hz, 4H, H-
10,10/,11,11); 4.26 and 4.24 (2 x s, 2 x 5H, 2 x n°-CsHs); "C-NMR
(CDCl,): 169.1 (C-5); 157.8 (C-3); 105.6 (C-7'); 90.1 (C-7); 79.0 (C-6);
75.7 (C-6'); 72.4 and 72.3 (C-9,9',10,10, 11,11,12,12'); 70.5 and 70.3
(2 x n°>-CsH;); 62.2 and 61.1 (C-8,8') ppm.

3-(Ferrocenethynyl)-5-(phenylethynyl)-1,2,4-thiadiazole (10).
A mixture of 7 (1 mmol, 0.31 g), ethynylferrocene (1.5 mmol,
0.32 g), Pd(PPh;),Cl, (3 mol%, 0.02 g), Cul (3 mol%, 0.006 g),
and diisopropylamine (1.5 mmol, 0.15 g) in freshly distilled
toluene (5 mL) was stirred at 70 °C for 8 h under a nitrogen
atmosphere. The reaction was monitored by TLC using hexane/
ethyl acetate (95:5) as the eluent. After completion of the
reaction, the resulting mixture was cooled to room temperature,
and the solvent was evaporated in vacuo. The crude material was
dissolved with chloroform, washed with water, dried over
MgS0,, and concentrated under reduced pressure. The residue
was purified by column chromatography on silica gel using
hexane/ethyl acetate (95 :5) as eluent to afford the pure red
crystalline product 10 (yield: 0.30 g, 75%). Mp: 170-172 °C.

Spectroscopic data: MS: 595.1 m/z [M + 1°]. IR (neat, ATR): 3094
(vw), 3055 (vw), 2959 (w), 2924 (w), 2855 (vw), 2219 (vs), 1490 (m),
1450 (m), 1397 (m), 1367 (m), 1287 (m), 1217 (s), 1103 (m), 1041 (W),
999 (w), 972 (vw), 914 (vw), 824 (m), 756 (m), 718 (w), 687 (m), 581
(W), 535 (W), 495 (m) cm ™ *. "H-NMR (CDCl,): 7.59 (dd, J = 7.8 Hz and
1.8 Hz, 2H, H-13',15'); 7,45 (tt, ] = 7.8 Hz and 1.8 Hz, 1H, H-11'); 7.40
(~t,] ~ 8 Hz, 2H, H-10', 12'); 4.62 (t,] = 1.9 Hz, 2H, H-9,12); 4.30 (t, ]
= 1.9 Hz, 2H, H-10,11); 4.24 (s, 5H, n>-C;Hs); “C-NMR (CDCl,):
168.7 (C-5); 157.9 (C-3); 132.3 (C-9/,13'); 130.7 (C-11'); 128.8 (C-10/,
12'); 120.4 (C-8'); 103.2 (C-7'); 90.6 (C-7); 78.9 (C-6'); 78.5 (C-6); 72.4
(C-9,12); 70.3 (n>-CsHs); 69.8 (C-10,11); 62.0 (C-8) ppm.

3-(Phenylethynyl)-5-(ferrocenethynyl)-1,2,4-thiadiazole (11).
A mixture of 6 (1 mmol, 0.42 g), phenylacetylene (1.5 mmol, 0.15
g), Pd(PPh;),Cl, (3 mol%, 0.02 g), Cul (3 mol%, 0.006 g), and
diisopropylamine (1.5 mmol, 0.15 g) in freshly distilled toluene
(5 mL) was stirred at 70 °C for 8 h under a nitrogen atmosphere.
The reaction was monitored by TLC using hexane/ethyl acetate
(95:5) as the eluent. After completion of the reaction, the
resulting mixture was cooled to room temperature, and the
solvent was evaporated in vacuo. The crude material was dis-
solved with chloroform, washed with water, dried over MgSO,
and concentrated under reduced pressure. The residue was

© 2021 The Author(s). Published by the Royal Society of Chemistry
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purified by column chromatography on silica gel using hexane/
ethyl acetate (95 : 5) as eluent to afford the pure red crystalline
product 11 (yield: 0.31 g, 79%). Mp: 183-185 °C.

Fe 1

Spectroscopic data: MS: 595.1 m/z [M + 17]. IR (neat, ATR):
3092 (vw), 3056 (vw), 2923 (vw), 2850 (vww), 2201 (vs), 1494 (m),
1425 (s), 1292 (m), 1255 (m), 1198 (m), 1117 (m), 1063 (vw), 1030
(m), 1001 (w), 914 (w), 827 (m), 757 (m), 722 (W), 689 (m), 579 (vw),
533 (w), 484 (m) cm™ ', "H-NMR (CDCl,): 7.62 (dd, J = 7.8 Hz and
1.8 Hz, 2H, H-9,13); 7,40 (tt, / = 7.8 Hz and 1.8 Hz, 1H, H-11); 7.36
(~t,] ~ 8 Hz, 2H, H-10, 12); 4.61 (t, ] = 1.8 Hz, 2H, H-9',12'); 4.30 (t,
J = 1.8 Hz, 2H, H-10/,11"); 4.26 (s, 5H, n°-CsH;); ">*C-NMR (CDCl,):
169.4 (C-5); 157.4 (C-3); 132.3 (C-9,13); 129.8 (C-11); 128.5 (C-10,
12); 121.2 (C-8); 105.9 (C-7'); 89.2 (C-7); 82.0 (C-6); 75.7 (C-6');
72.4 (C-9',12'); 70.6 (C-10/,11"); 70.5 (n>-CsH;); 61.0 (C-8) ppm.

N-(3-((3-Halogeno-1,2,4-thiadiazol-5-yl)ethynyl)phenyl)-6,7-
bis(2-methoxyethoxy)quinazolin-4-amine (12 and 13). A mixture
of 2 (1 mmol, 0.16 g) or 3 (1 mmol, 0.34 g), erlotinib (1.1 mmol, 0.43 g),
Pd[P(¢-Bu)s], (10 mol%, 0.05 g), Cul (10 mol%, 0.02 g) and K;PO,
(1.1 mmol, 0.23 g) in freshly distilled DMF (3 mL) was stirred vigor-
ously at 80 °C for 12 h under a nitrogen atmosphere. The reaction was
monitored by TLC using hexane/ethyl acetate (50 : 50) as the eluent.
After completion of the reaction, the resulting mixture was quenched
by water (30 mL), and extracted with chloroform (3 x 20 mL). The
combined organic layers were washed with water, dried over anhy-
drous MgSO,, and concentrated under reduced pressure. The residue
was purified by column chromatography on silica gel using hexane/
ethyl acetate (50 : 50) as eluent to afford the pure light yellow prod-
ucts 12 (yield: 0.36 g, 71%, mp: 125-127 °C) or 13 (yield: 0.45 g, 75%,
mp: 118-120 °C).

21 23 12;: X=ClI
22 (o) 13: X=1
(0) 26
271 28
29
o} O\ 30
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Spectroscopic data of 12: MS: 511.7 m/z [M + 1']; HR-MS:
512.1155 m/z (most abundant [M + 1'] isotopic peak; theoret-
ical value: 512.1159). IR (neat, ATR): 3485 (w), 3321 (w), 3115 (W),
3073 (w), 2979 (vw), 2923 (W), 2882 (w), 2817 (w), 2205 (m), 1625
(m), 1573 (m), 1509 (m), 1460 (m), 1428 (s), 1391 (w), 1366 (W),
1282 (w), 1222 (s), 1118 (m), 1100 (m), 1065 (w), 1022 (m), 959
(w), 929 (m), 894 (w), 861 (m), 786 (m), 681 (m), 616 (W), 576 (m),
550 (w), 465 (w) cm ™. "H-NMR (DMSO-dg): 9.51 (s, 1H, H-15);
8.49 (s, 1H, H-18); 8.25 (br s, 1H, H-14); 7.95 (br d, J ~ 8 Hz,
1H, H-12); 7.65 (s, 1H, H-24); 7.50 (t, ] ~ 8.0 Hz, 1H, H-11); 7.44
(br d, J = 8 Hz, 1H, H-10); 7.20 (s, 1H, H-21); 4.26 (m, 4H, H-
26,27); 3.75 and 3.71 (two partly overlapping t's, J ~ 6 Hz for
each, 2 x 2H, H-28,29); 3.33 and 3.31 (2 x s, 2 x 3H, H-30,31).
BC-NMR (DMSO-dg): 171.0 (C-5); 157.9 (C-3); 156.5 (C-16); 154.3
(C-22); 153.2 (C-18); 148.8 (C-23); 147.3 (C-20); 140.6 (C-13);
129.9 (C-11); 127.3 (C-10); 125.4 (C-14); 125.1 (C-12); 119.8 (C-
9); 109.4 (C-25); 108.6 (C-21); 104.3 (C-8); 103.8 (C-24); 78.3 (C-
7); 70.6 and 70.5 (C-26,27); 68.9 and 68.6 (C-28,29); 58.9 (two
coalesced lines, C-30,31) ppm.

Spectroscopic data of 13: MS: 603.8 m/z [M + 1']; HR-MS:
604.0517 m/z (most abundant [M + 1'] isotopic peak; theoret-
ical value: 604.0516). IR (neat, ATR): 3479 (vw), 3318 (vw), 3123
(vw), 3074 (vw), 2919 (m), 2852 (w), 2817 (vw), 2202 (m), 1625
(m), 1575 (m), 1511 (m), 1456 (m), 1426 (s), 1342 (w), 1278 (vw),
1247 (w), 1221 (w), 1181 (m), 1124 (w), 1093 (w), 1065 (w), 1026
(w), 947 (w), 928 (w), 888 (W), 858 (m), 784 (m), 675 (W), 574 (W),
542 (w), 457 (w) cm ', "H-NMR (DMSO-d): 9.51 (s, 1H, H-15);
8.50 (s, 1H, H-18); 8.24 (br s, 1H, H-14); 7.97 (br d J ~ 8 Hz,
1H, H-12); 7.64 (s, 1H, H-24); 7.50 (t, ] ~ 8.0 Hz, 1H, H-11); 7.42
(br d, J = 8 Hz, 1H, H-10); 7.20 (s, 1H, H-21); 4.26 (m, 4H, H-
26,27); 3.75 and 3.71 (two partly overlapping t's, J ~ 6 Hz for
each, 2 x 2H, H-28,29); 3.33 and 3.31 (2 x s, 2 x 3H, H-30,31).
BC-NMR (DMSO-dg): 170.6 (C-5); 156.5 (C-16); 154.3 (C-22);
153.2 (C-18); 148.8 (C-23); 147.3 (C-20); 140.6 (C-13); 132.4 (C-
3); 129.9 (C-11); 127.3 (C-10); 125.4 (C-14); 125.1 (C-12); 119.8
(C-9); 109.4 (C-25); 108.6 (C-21); 104.6 (C-8); 103.8 (C-24); 78.0
(C-7); 70.60 and 70.54 (C-26,27); 68.9 and 68.6 (C-28,29); 58.87
and 58.82 (C-30,31) ppm.

Isomer mixture of N,N'-(((1,2,4-thiadiazole-3,5-diyl)
bis(ethyne-2,1-diyl))bis(3,1-phenylene))bis(6,7-bis(2-
methoxyethoxy)quinazolin-4-amine) and N,N'-(((1,3,4-
thiadiazole-2,5-diyl)bis(ethyne-2,1-diyl))bis(3,1-phenylene))
bis(6,7-bis(2-methoxyethoxy)quinazolin-4-amine) (14/15).
Procedure A: a mixture of 12 (1 mmol, 0.5 g) or 13 (1 mmol, 0.6
g), erlotinib (1.5 mmol, 0.6 g), Pd[P(¢-Bu);z], (10 mol%, 0.05 g),
Cul (10 mol%, 0.02 g) and K3PO, (1.5 mmol, 0.32 g) in freshly
distilled DMF (3 mL) was stirred vigorously at 95 °C for 15 h
under a nitrogen atmosphere. The reaction was monitored by
TLC using hexane/ethyl acetate (30:70) as the eluent. After
completion of the reaction, the resulting mixture was quenched by
water (30 mL), and extracted with chloroform (3 x 20 mL). The
combined organic layers were washed with water, dried over
anhydrous MgSO,, and concentrated under reduced pressure. The
residue was purified by column chromatography on silica gel using
hexane/ethyl acetate (30 : 70) as eluent to afford the pure white
product 14/15 (yield: 0.61 g, 70%, mp: 132-134 °C).
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Procedure B: a mixture of 2 (1 mmol, 0.16 g) or 3 (1 mmol,
0.34 2), erlotinib (3 mmol, 1.2 g), PA[P(z-Bu);], (10 mol%, 0.05 g),
Cul (10 mol%, 0.02 g) and K3PO, (3 mmol, 0.64 g) in freshly
distilled DMF (3 mL) was stirred vigorously at 95 °C for 20 h
under a nitrogen atmosphere. The reaction was monitored by
TLC using hexane/ethyl acetate (30 :70) as the eluent. After
completion of the reaction, the resulting mixture was quenched
by water (30 mL), and extracted with chloroform (3 x 20 mL).
The combined organic layers were washed with water, dried
over anhydrous MgSO,, and concentrated under reduced pres-
sure. The residue was purified by column chromatography on
silica gel using hexane/ethyl acetate (30 : 70) as eluent to afford
the pure white product 14/15 (yield: 0.53 g, 61%). Mp: 132—
134 °C.

N-N
I N2 6 4
= g~ =8 10
11
N " N
17
I S~NH HN L7\
N __ 24} N
23 19
15 2 *
(0] ¢} 21
O 25 O
7\ S 27 26
28
? SN 29/O O\
30

Spectroscopic data of a ca. 3/2 mixture of 14/15: MS: 869.4 [M
+1%], 435.4 [(M + 2)**] m/z; HR-MS: 869.3080 m/z (most abun-
dant [M + 1'] isotopic peak; theoretical value: 869.3081). IR
(neat, ATR): 3483 (vw), 3447 (vw), 3318 (vw), 3272 (vw), 3063 (vw),
2976 (vw), 2926 (w), 2883 (w), 2820 (w), 2227 (s), 1625 (m), 1576
(m), 1507 (m), 1428 (s), 1391 (m), 1281 (w), 1242 (m), 1212 (m),
1124 (m), 1068 (w), 1028 (m), 933 (w), 894 (vw), 858 (m), 784 (m),
716 (vw), 684 (W), 658 (W), 579 (W), 549 (W), 465 (w) cm*.

NMR data of 14: 'H-NMR (DMSO-d): 9.56 (s, 1H, H-14'); 9.53
(s, 1H, H-14); 8.51 (s, 1H, H-17'); 8.50 (s, 1H, H-17); 8.27 (br s,
1H, H-13"); 8.25 (br s, 1H, H-13); 7.99 (br d, J ~ 8 Hz, 1H, H-11');
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7.96 (br d, J ~ 8 Hz, 1H, H-11); 7.85 (two coalesced s', 2H, H-
23,23"); 7.52 (t, ] ~ 8.0 Hz, 1H, H-10'); 7.49 (t, ] ~ 8.0 Hz, 1H, H-
10); 7.44 (br d, J ~ 8 Hz, 1H, H-9'); 7.39 (br d, J ~ 8 Hz, 1H, H-9);
7.20 (two coalesced s', 2H, H-20,20'); 4.26 (m, 8H, H-
25,25',26,26'); 3.75 and 3.71 (m, 8H, H-27,27',28'); 3.33 and 3.31
(2 x s, 2 x 6H, H-29,29',30,30"). "*C-NMR (DMSO-dg): 169.1 (C-
5); 156.7 (C-3); 156.6 (two coalesced lines, C-15,15"); 154.31 and
154.27 (C-21,21"); 153.2 (two coalesced lines, C-17,17'); 148.76
(two coalesced lines, C-22,22'); 147.59 and 147.55 (C-19,19');
140.44 (two coalesced lines, C-12,12"); 129.9 (C-10'); 129.8 (C-10);
127.16 and 127.23 (C-9,9'); 126.4 (two coalesced lines, C-13,13');
125.0 (C-11"); 124.3 (C-11); 121.0 (C-8); 119.6 (C-8'); 109.4 (two
coalesced lines, C-24,24'); 108.7 (two coalesced lines, C-20,20');
103.8 (two coalesced lines, C-23,23'); 82.4 (C-7,7'); 73.8 (C-6,6);
70.60 and 70.57 (C-25,26/,25',26'); 68.96 and 68.62 (C-
27,28,27',28'); 58.92 and 58.85 (C-29,30,29',30") ppm.

NMR data of 15: "H-NMR (DMSO-de): 9.50 (s, 1H, H-14); 8.48
(s, 1H, H-17); 8.12 (br s, 1H, H-13); 7.89 (br d, J ~ 8 Hz, 1H, H-
11); 7.83 (s, 1H, H-23); 7.43 (t, ] ~ 8.0 Hz, 1H, H-10); 7.31 (br d, J
~ 8 Hz, 1H, H-9); 7.19 (s, 1H, H-20); 4.26 (m, 4H, H-25,26); 3.75
and 3.71 (m, 4H, H-27,28); 3.33 and 3.31 (2 x s, 2 x 3H, H-
29,30). *C-NMR (DMSO-dg): 156.7 (C-2); 156.6; (C-15); 154.19
(C-21); 153.2 (C-17); 148.68 (C-22); 147.5 (C-19); 140.4 (C-12);
129.7 (C-10); 127.6 (C-9); 126.3 (C-13); 124.1 (C-11); 121.3 (C-8);
109.4 (C-24); 108.5 (C-20); 103.7 (C-23); 82.4 (C-7); 73.8 (C-6);
70.60 and 70.57 (C-25,26); 68.96 and 68.62 (C-27,28); 58.92
and 58.85 (C-29,30) ppm.

For compounds 14 and 15 the signals from nuclei H-20,20’,
H-23,23', H-25,25'-H-30,30' and C-19,19'-C-30,30' are exactly
coalesced or almost completely overlapped.

Crystallography

Single crystals of 4-6, 8, 10, 11 suitable for single crystal X-ray
diffractometry were grown from chloroform (4, 6, 5, 11) or
chloroform/ethanol 50/50 (v/v) mixture (8, 10) by slow evapora-
tion of the solvent at room temperature. Crystals were removed
from a vial and immediately covered with a layer of silicone oil.
A single crystal was selected, mounted on a glass rod on
a copper pin, and placed in the cold N, stream provided by an
Oxford Cryosystems cryostream. XRD data collection was per-
formed for 4-6, 8, 10, 11 on a Bruker APEX II diffractometer with
the use of an IuS microsource (Incoatec microfocus) sealed tube
of Mo Ka, radiation (A = 0.71073 A) and a CCD area detector.
Empirical absorption corrections were applied using SADABS or
TWINABS.**** The structures were solved with the use of the
intrinsic phasing option in SHELXT and refined by the full-
matrix least-squares procedures in SHELXL.***” The space
group assignments and structural solutions were evaluated
using PLATON.**** Non-hydrogen atoms were refined aniso-
tropically. Hydrogen atoms were located in calculated positions
corresponding to standard bond lengths and angles. Substitu-
tional disorder in compound 8 for atoms S1 and N2 in the
thiadiazolidine ring was handled by modeling the occupancies
of the individual orientations using free variables to refine the
respective occupancy of the affected fragments (PART).*
Compound 6 was refined using the TWIN option in SHELXL as

© 2021 The Author(s). Published by the Royal Society of Chemistry
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a 2-component twin (—1 0 0 0-1 0 0 0 1). Compound 4 was
refined using the TWIN option in SHELXL as a 2-component
twin (—1 0 0 0-1 0 0 0 1). Electrostatic non-covalent intermo-
lecular interactions,*** van der Waals contacts (C-H---X),*™*
and halide interactions (X--'N, X---S, S---S, X---X)*>' were
determined by the programs Mercury®> and Diamond® using
the centroids and planes and other features of these programs.
All values for published compounds were based on a Cambridge
Structural Database® search and all values for presented and
published compounds fall within expected ranges. All crystal
structures representations were made with the program Dia-
mond with all atoms displayed as 30% ellipsoids. Table 3
contains crystallographic data and details of measurements and
refinement for compounds 4-6, 8, 10, 11. CCDC 2034611-
2034616 contain the supplementary crystallographic data for
11, 6, 8, 10, 5, and 4, respectively.

Measurement of cytostatic effect by MTT assay

Invitro cytostatic effect of the compounds was studied on A2058
human melanoma,* A431 human epidermoid carcinoma,> U87
human glioma,” HepG2 human hepatocellular carcinoma®®
and prostatic adenocarcinoma® cells. A2058 and HepG2 cells
were cultured in RPMI-1640 medium supplemented with 10%
FCS (fetal calf serum, Sigma Ltd.), 2 mM r-glutamine, peni-
cillin-streptomycin antibiotics mixture (50 IU mL ™" and 50 pg
mL ", respectively). A431, U87 and PC-3 cells were cultured in
DMEM medium supplemented with 10% FBS, 2 mM L-gluta-
mine, penicillin-streptomycin antibiotics mixture (50 IU mL ™"
and 50 pg mL™ ", respectively), 1 mM sodium pyruvate and 1%
non-essential amino acid mixture. The cultures were main-
tained at 37 °C in a humidified atmosphere with 5% CO,.

Protocol 1: the cells were grown to confluency and were
distributed into 96-well tissue culture plates with an initial cell
number of 5.0 x 10° per well. After 24 h of incubation at 37 °C,
the cells were treated with the compounds in 200 pL final
volume containing 1.0 v/v% DMSO. The cells were incubated
with the compounds at 0.4-50 pM concentration range for 20 h,
whereas control cells were treated with serum-free medium
(RPMI-1640) only or with DMSO (¢ = 1.0 v/v%) at 37 °C for 20 h.
After incubation, the cells were washed twice with serum-free
RPMI-1640 medium. To determine the in vitro cytostatic
effect, the cells were further cultured for 72 hours in 10%
serum-containing medium. 3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide solution, MTT-solution, (45 pL,
2 mg mL™", final concentration: 0.37 mg mL~") was added to
each well. The respiratory chain®** and other electron transport
systems® reduce MTT and thereby form non-water-soluble
violet formazan crystals within the cell.®

The amount of these crystals can be determined spectro-
photometrically and serves as an estimate for the number of
mitochondria and hence the number of living cells in the well.**
After 3 hours of incubation the cells were centrifuged for 5
minutes at 900 g and the supernatant was removed. The ob-
tained formazan crystals were dissolved in DMSO (100 mL) and
optical density (OD) of the samples was measured at A = 540
and 620 nm, respectively, using ELISA Reader (iEMS Reader,
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Labsystems, Finland). ODg,, values were subtracted from ODs,,
values. The percent of cytostasis was calculated by using the
following equation:

Cytostatic effect (%) = [1 — (ODeated/ ODcontrol)] X 100

Values ODyreatea and ODconero1 correspond to the optical
densities of the treated and the control cells, respectively. In
each case, two independent experiments were carried out with 4
parallel measurements. The 50% inhibitory concentration
(ICso) values were determined from the dose-response curves.
The curves were defined using Microcal™ Origin2018 software:
cytostasis was plotted as a function of concentration, fitted to
a sigmoidal curve, and based on this curve, the half-maximal
inhibitory concentration (ICs,) value was determined. ICs,
represents the concentration of a compound that is required for
50% inhibition in vitro and expressed in micromolar units.

Protocol 2 and 3: cells were divided into 96 well tissue-
culture plates in 200 pL culture medium with the initial cell
number of 5000 cells per well. The compounds were dissolved in
DMSO and then diluted with fresh culture medium (final DMSO
concentration was 1% in each well) and they were added to the
cells at 0.016, 0.08, 0.4, 2.0 and 10 puM final concentration. Cells
were incubated with the compounds at 37 °C for 72 hours
(protocol 2). The same layout of plates was parallelly treated -
culture medium was removed, then compounds dissolved in
medium containing 2.5% FBS were added to the wells, without
washing - 3 times, in every 24 hours (protocol 3). After that, cell
viability was determined by MTT-assay using 0.37 mg mL " final
concentration of MTT, in each well. After 3 hours of incubation
with MTT the absorbance was measured with ELISA-reader (Lab-
systems MS Reader) at 540 nm and 620 nm as reference wave-
lengths. IC5, values were determined from the dose-response
curves using the same method as described in Protocol 1.

Conclusions

In summary, we have demonstrated a flexible route for the
synthesis of 1,2,4-thiadiazole hybrids by cross-coupling halogen
derivatives of 1,2,4-thiadiazoles with erlotinib, ethynylferro-
cene, phenylacetylene, or ferroceneboronic acid, as well as
investigated the in vitro antiproliferative and cytotoxic activity of
these compounds on five tumorous cell lines (U87, A2058, A431,
HepG2 and PC-3). The structures of all investigated compounds
were confirmed by NMR, IR and mass spectroscopy, as well as
single crystal X-ray diffraction. Ten compounds of the investi-
gated fourteen exhibited cytostatic effect against at least one of
the investigated cell lines with ICs, value below 50 pM. Three
compounds, 3, 13, and 14/15, exhibited marked cytostatic effect
against A431 cells with ICs, values of 5.5, 5.8 and 5.6 uM,
respectively. 3, 13, and especially 14/15 were effective against
PC-3 cells with ICs, values of 3.1, 4.5 and 0.4 uM, respectively.
The isomer mixture 14/15 revealed outstanding antiproliferative
effect against U87, A2058, and HepG2 cells showing ICs, values
of 1.7, 1.2, and 1.6 uM, respectively. These compounds may
serve as new leads for developing new anticancer agents.

RSC Adv, 2021, 11, 28685-28697 | 28695


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ra05095h

Open Access Article. Published on 25 August 2021. Downloaded on 2/10/2026 9:40:42 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

RSC Advances

Conflicts of interest

There are no conflicts to declare.

Acknowledgements

We thank Dr Gerald Draeger (Institute of Organic Chemistry,
Leibniz University Hannover, Germany) for recording and ana-
lysing HR-MS data. We also thank the Hungarian Research
Fund (OTKA; grant no. 129037) for supporting this research.

Notes and references

1 R. L. Siegel, K. D. Miller and A. Jemal, Ca-Cancer J. Clin.,
2020, 70, 7-30, DOI: 10.3322/caac.21590.

2 F. Bray, J. Ferlay, I. Soerjomataram, R. L. Siegel, L. A. Torre
and A. Jemal, Ca-Cancer J. Clin., 2018, 68, 394-424, DOI:
10.3322/caac.21492.

3 R. Liy, Y. Chen, G. Liu, C. Li, Y. Song, Z. Cao, W. Li, J. Hu,
C. Lu and Y. Liu, Cell Death Dis., 2020, 11, 797, DOI:
10.1038/s41419-020-02998-6.

4Y. Garcia-Mayea, C. Mir, F. Masson, R. Paciucci and
M. E. L. Leonart, Semin. Cancer Biol., 2020, 60, 166-180,
DOLI: 10.1016/j.semcancer.2019.07.022.

5 E. Kucuksayan and T. Ozben, Curr. Top. Med. Chem., 2017,
17, 907-918, DOI: 10.2174/1568026616666160927155515.

6 S. Fortin and G. Bérubé, Expert Op. Drug Disc., 2013, 8, 1029-
1047, DOI: 10.1517/17460441.2013.798296.

7 T. Pasinszki, D. Dzsotjan, G. G. Lajgut, V. Harmat, A. Bor,
I. Zupko and A. Csampai, J. Organomet. Chem., 2018, 863,
70-76, DOL: 10.1016/j.jorganchem.2018.03.031.

8 A. J. Yool and S. Ramesh, Front. Pharmacol., 2020, 11, 358,
DOI: 10.3389/fphar.2020.00358.

9 P. Specenier, Expert Opin. Pharmacother., 2020, 21, 747-754,
DOI: 10.1080/14656566.2020.1729122.

10 C. Potenza, N. Bernardini, V. Balduzzi, L. Losco, A. Mambrin,
A. Marchesiello, E. Tolino, S. Zuber, N. Skroza and I. Proietti,
BioMed Res. Inter., 2018, 9489163, DOIL: 10.1155/2018/
9489163.

11 M. C. Cameron, E. Lee, B. P. Hibler, C. A. Barker, S. Mori,
M. Cordova, K. S. Nehal and A. M. Rossi, J. Am. Acad.
Dermatol., 2019, 80, 303-317, DOL  10.1016/
j.jaad.2018.03.060.

12 C. Meéndez-Blanco, F. Fondevila, A. Garcia-Palomo,
J. Gonzalez-Gallego and J. L. Mauriz, Exp. Mol. Med., 2018,
50, 134, DOI: 10.1038/s12276-018-0159-1.

13 R. Nader, J. E. Amm and ]. B. Aragon-Ching, Asian J. Androl.,
2018, 20, 221-229, DOIL: 10.4103/aja.aja_40_17.

14 Z.V. Todres, Chalcogenadiazoles, Chemistry and Applications,
CRC Press, Taylor & Francis Group, LLC, Boca Raton, FL,
2012.

15 D. G. S. Sudhakar, A. Srinivasa Rao and C. Ventaka Ramana
Reddy, Russ. J. Gen. Chem., 2019, 89, 1696-1701, DOI:
10.1134/s1070363219080243.

16 D. Kumar, N. M. Kumar, K. H. Chang, R. Gupta and K. Shah,
Bioorg. Med. Chem. Lett., 2011, 21, 5897-5900, DOI: 10.1016/
j-bmcl.2011.07.089.

28696 | RSC Adv, 2021, 1, 28685-28697

View Article Online

Paper

17 P. Sijongesonke and A. A. Blessing, Molecules, 2019, 24, 3604,
DOI: 10.3390/molecules24193604.

18 M. Patra and G. Gasser, Nat. Rev. Chem., 2017, 1, 0066, DOI:
10.1038/s41570-017-0066.

19 P. Pigeon, Y. Wang, S. Top, F. Najlaoui, M. C. Garcia Alvarez,
J. Bignon, M. J. McGlinchey and G. Jaouen, J. Med. Chem.,
2017, 60, 8358-8368, DOI: 10.1021/acs.jmedchem.7b00743.

20 D. H. Truong, V. K. H. Le, T. T. Pham, A. H. Dao,
T. P. D. Pham and T. Tran, J. Drug Delivery Sci. Techn.,
2020, 55, 101348, DOI: 10.1016/j.jddst.2019.101348.

21 M. Steins, M. Thomas and M. Geissler, Rec. Res. Cancer Res.,
2018, 211, 1-17, DOI: 10.1007/978-3-319-91442-8_1.

22 J. P. Perdew and Y. Wang, Phys. Rev. B: Condens. Matter
Mater. Phys., 1992, 45, 13244-13249, DOI: 10.1103/
PhysRevB.45.13244.

23 N. Godbout, D. R. Salahub, J. Andzelm and E. Wimmer, Can.
J. Chem., 1992, 70, 560-571, DOI: 10.1063/1.476521.

24 C. Peng and H. B. Schlegel, Israel J. Chem., 1993, 33, 449-454,
DOL: 10.1002/ijch.199300051.

25 M. Boulhaoua, A. Torvisco and T. Pasinszki, Res. Chem.
Intermed., 2020, 46, 1507-1519, DOIL: 10.1007/s11164-019-
04047-0.

26 H. Yu, M. Ma, J. Yan, L. Xu, J. Yu, J. Dai, T. Xu, H. Tang,
X. Wu, S. Li, B. Lian, L. Mao, Z. Chi, C. Cui, J. Guo and
Y. Kong, J. Transl. Med., 2017, 15, 243, DOIL: 10.1186/
$12967-017-1344-7.

27 R. G. de Oliveira-Junior, N. Marcoult-Fréville, G. Prunier,
L. Beaugeard, E. B. de Alencar Filho, E. D. S. Mourao,
S. Michel, L. J. Quintans-Junior, J. R. G. da Silva Almeida,
R. Grougnet and L. Picot, Chem.-Biol. Interact., 2020, 325,
109109, DOI: 10.1016/j.cbi.2020.109109.

28 B. K. Gan, K. Rullah, C. Y. Yong, K. L. Ho, A. R. Omar,
N. B. Alitheen and W. S. Tan, Sci. Rep., 2020, 10, 16867,
DOI: 10.1038/s41598-020-73967-4.

29 Q. Liu, X. Xu, M. Zhao, Z. Wei, X. Li, X. Zhang, Z. Liu, Y. Gong
and C. Shao, Mol. Cancer Therap., 2015, 14, 355-363, DOI:
10.1158/1535-7163.MCT-14-0634.

30 Y. Luo, R. Zeng, Q. Guo, J. Xu, X. Sun and L. Wang, Org.

Biomol. Chem., 2019, 17, 1519-1530, DOI: 10.1039/
c80b02193g.

31 C. M. Rocha-Lima, H. P. Soares, L. E. Raez and R. Singal,
Cancer Control, 2007, 14, 295-304, DOI: 10.1177/
107327480701400313.

32 W. L. F. Armarego and C. L. L. Chai, Purification of Laboratory

Chemicals, Butterworth-Heinemann, Elsevier Inc,
Burlington, MA, USA, 6th edn, 2009.
33 Bruker APEX2 and SAINT, Bruker AXS Inc, Madison,

Wisconsin, USA, 2012.

34 R. Blessing, Acta Crystallogr., Sect. A: Found. Crystallogr.,
1995, 51, 33-38, DOI: 10.1107/S0108767394005726.

35 G. Sheldrick, Acta Crystallogr., Sect. A: Found. Crystallogr.,
1990, 46, 467-473, DOI: 10.1107/S0108767390000277.

36 G. Sheldrick, Acta Crystallogr., Sect. A: Found. Crystallogr.,
2008, 64, 112-122, DOI: 10.1107/S0108767307043930.

37 G. M. Sheldrick, Acta Crystallogr., Sect. A: Found. Adv., 2015,
71, 3-8, DOI: 10.1107/S2053273314026370.

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


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ra05095h

Open Access Article. Published on 25 August 2021. Downloaded on 2/10/2026 9:40:42 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

38 A. L. Spek, J. Appl. Cryst., 2003, 36, 7-13, DOIL: 10.1107/
50021889802022112.

39 A. L. Spek, Acta Crystallogr., Sect. D: Biol. Crystallogr., 2009,
65, 148-155, DOI: 10.1107/S090744490804362X.

40 P. Miiller, R. Herbst-Irmer, A. L. Spek, T. R. Schneider and
M. R. Sawaya, Crystal Structure Refinement: A
Crystallographer's Guide to SHELXL Oxford University
Press, 2006, p. 232.

41 C.Janiak, J. Chem. Soc., Dalton Trans., 2000, 3885-3896, DOI:
10.1039/B0030100.

42 C. A. Hunter and J. K. M. Sanders, J. Am. Chem. Soc., 1990,
112, 5525-5534, DOI: 10.1021/ja00170a016.

43 E. A. Meyer, R. K. Castellano and F. Diederich, Angew. Chem.,
Int. Ed., 2003, 42, 1210-1250, DOI: 10.1002/anie.200390319

44 S. K. Nayak, R. Sathishkumar and T. N. G. Row,
CrystEngComm, 2010, 12, 3112-3118, DOIL 10.1039/
C001190H.

45 S. Alvarez, Dalton Trans., 2013, 42, 8617-8636, DOI: 10.1039/
C3DT50599E.

46 Y. V. Nelyubina, M. Y. Antipin and K. A. Lyssenko, J. Phys.
Chem. A, 2007, 111, 1091-1095, DOI: 10.1021/jp066049u.

47 R. D. Willett, B. Twamley, W. Montfrooij, G. E. Granroth,
S. E. Nagler, D. W. Hall, J-H. Park, B. C. Watson,
M. W. Meisel and D. R. Talham, Inorg. Chem., 2006, 45,
7689-7697, DOI: 10.1021/ic060654u.

48 G. R. Desiraju and R. Parthasarathy, J. Am. Chem. Soc., 1989,
111, 8725-8726, DOI: 10.1021/ja00205a027.

49 R. Desiraju Gautam, P. S. Ho, L. Kloo, C. Legon Anthony,
R. Marquardt, P. Metrangolo, P. Politzer, G. Resnati and
K. Rissanen, Pure Appl. Chem., 2013, 85, 1711-1713, DOIL:
10.1351/PAC-REC-12-05-10.

50 P. Metrangolo and G. Resnati, IUCr/, 2014, 1, 5-7, DOIL:
10.1107/S205225251303491X.

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

View Article Online

RSC Advances

51 L. S. Antonijevi¢, G. V. Janji¢, M. K. Mil¢i¢ and S. D. Zaric,
Cryst. Growth Des., 2016, 16, 632-639, DOIL: 10.1021/
acs.cgd.5b01058.

52 C. F. Macrae, 1. J. Bruno, J. A. Chisholm, P. R. Edgington,
P. McCabe, E. Pidcock, L. Rodriguez-Monge, R. Taylor,
J. van de Streek and P. A. Wood, J. Appl. Crystallogr., 2008,
41, 466-470, DOI: 10.1107/S0021889807067908.

53 H. Putz and K. Brandenburg, Diamond - Crystal and
Molecular Structure Visualization, 3.2i, Crystal Impact,
Bonn, Germany.

54 F. H. Allen, Acta Crystallogr., Sect. B, 2002, 58, 380-388, DOI:
10.1107/S0108768102003890.

55 R. N. Fabricant, J. E. De Larco and G. J. Todaro, Proc. Natl.
Acad. Sci. USA., 1977, 74, 565-569, DOIL: 10.1073/
pnas.74.2.565.

56 D. J. Giard, S. A. Aaronson, G. ]J. Todaro, P. Arnstein,
J. H. Kersey, H. Dosik and W. P. Parks, J. Natl. Cancer Inst.,
1973, 51, 1417-1423, DOI: 10.1093/jnci/51.5.1417.

57 J. Pontén and E. H. Macintyre, Acta Pathol. Microbiol. Scand.,
1968, 74, 465-486, DOI: 10.1111/j.1699-0463.1968.tb03502.x.

58 B. B. Knowles and D. P. Aden, US Pat., 4393133, 1983.

59 M. E. Kaighn, K. S. Narayan, Y. Ohnuki, J. F. Lechner and
L. W. Jones, Invest. Urol., 1979, 17, 16-23. PMID: 447482.
60 T. F. Slater, B. Sawyer and U. Strauli, Biochim. Biophys. Acta.,

1963, 77, 383-393, DOI: 10.1016/0006-3002(63)90513-4.

61 T. Mosmann, J. Immunol. Methods., 1983, 65, 55-63, DOL:
10.1016/0022—1759(83)90303—4.

62 Y. B. Liu, D. A. Peterson, H. Kimura and D. ]J. Schubert, J.
Neurochem., 1997, 69, 581-593, DOIL 10.1046/.1471-
4159.1997.69020581.x.

63 F. P. Altman, Prog. Histochem. Cytochem., 1976, 9, 1-56, DOIL:
10.1016/s0079-6336(76)80015-0.

64 F. Denizot and R. J. Lang, Immunol. Methods., 1986, 89, 271-
277, DOI: 10.1016/0022-1759[86)90368-6.

RSC Adv, 2021, 11, 28685-28697 | 28697


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1ra05095h

	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...

	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...

	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...
	Synthesis, structure and in vitro antiproliferative effects of alkyne-linked 1,2,4-thiadiazole hybrids including erlotinib- and ferrocene-containing...


