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The advent of the clinically approved drug cisplatin started a new era in the design of metallodrugs for

cancer chemotherapy. However, to date, there has not been much success in this field due to the

persistence of some side effects and multi-drug resistance of cancer cells. In recent years, there has

been increasing interest in the design of metal chemotherapeutics using organometallic complexes due

to their good stability and unique properties in comparison to normal coordination complexes. Their

intermediate properties between that of traditional inorganic and organic materials provide researchers

with a new platform for the development of more promising cancer therapeutics. Classical metal-based

drugs exert their therapeutic potential by targeting only DNA, but in the case of organometallic

complexes, their molecular target is quite distinct to avoid drug resistance by cancer cells. Some

organometallic drugs act by targeting a protein or inhibition of enzymes such as thioredoxin reductase
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(TrRx), while some target mitochondria and endoplasmic reticulum. In this review, we mainly discuss

organometallic complexes of Ru, Ti, Au, Fe and Os and their mechanisms of action and how new

approaches improve their therapeutic potential towards various cancer phenotypes. Herein, we discuss

the role of structure-reactivity relationships in enhancing the anticancer potential of drugs for the benefit

of humans both in vitro and in vivo. Besides, we also include in vivo tumor models that mimic human

physiology to accelerate the development of more efficient clinical organometallic chemotherapeutics.
Introduction

Current emphasis towards the development organometallic
chemotherapeutics has attracted many researchers in the
search for new cancer therapeutic agents with improved activity
and less toxicity.1–4 For centuries, organometallic compounds
have been reviewed as catalysts, but are now studied in the
exploration of new potential anticancer drugs aer the land-
mark investigation on titanocene by Kopf and Kopf-Maier.5,6

Subsequently, several titanocene-based organometallic
complexes entered clinical trials and their mechanism of action
was found to be different to that of the clinically approved drug
cisplatin.7,8 Since then, scientists have focused more on the
development of organometallic transitionmetal antitumor drug
candidates since these complexes show high kinetic stability
and reactivity due to the presence of a metal–carbon bond and
p-bound arenes. Due to the presence of the transition metal-
arene system, the hydrophilicity and hydrophobicity of these
complexes can be easily controlled, resulting in better cellular
uptake inside tumor cells compared to normal cells.9,10 Also,
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these complexes show much better selectivity towards cancer
cells, which have a slightly lower pH than that of normal cells,
as seen with the [Ru(h6-p-cymene)Cl2(pta)] complex, resulting in
pH-dependent DNA damage.11 Similarly attaching a ferrocene
moiety in place of the phenyl ring in tamoxifen led to the
formation of ferrocifen, which showed improved activity in
breast cancer cells and will enter a clinical trial soon.12,13

Therefore the use of organometallic complexes provides much
scope for rational drug design with better cellular uptake,
minimum unwanted side effects and different modes of action
inside tumor cells. These molecules are less toxic and show
different modes of action than cisplatin, and directly interact
with the biological target DNA and undergo ligand hydro-
lysis.14–18 The kinetic properties of organometallic complexes
such as ligand exchange depend upon various factors such as
ligand substitution, redox reactions, kinetic stability, low
oxidation state of the metal centre and lipophilic character.
Modeled aer the action of cisplatin, the pharmacokinetic
activity of sandwiched and half-sandwiched organometallic
compounds of ruthenium, titanium, carbene complexes of gold
and ferrocenyl derivatives of iron can be varied by substituting
different groups on the phenyl/cyclopentadienyl ring. Another
class of organometallics includes metallocenes and metal
carbonyls, which display enhanced biological activities due to
their high stability and the release of CO at the selective
target.19–21 It is known that the covalently graed organometallic
unit is basically inert to ligand substitution; however, it
increases the activity of compounds through the modication
of their pharmacokinetic prole or acts as a structural mimic.22

Additionally, many organometallic complexes are highly reac-
tive due to the presence of labile biomolecule ligands, such as
nucleobases.23–29 This type of complex acts as a prodrug, where
as they enter the body, they undergo ligand substitution at the
target site. Currently, the design of organometallic compounds
for cancer chemotherapy is ourishing due to their lower
toxicity, controlled ligand substitution and alternative mecha-
nism of action compared to that of the classic metal-based
drugs.30

Besides, organometallic complexes show different modes of
action compared to classic metal-based drugs. These complexes
show enhanced activity towards cancer cells compared to
normal coordination complexes due to the following reasons:
(a) direct binding with the target site, (b) indirect interaction
through non-covalent interactions at the target, (c) activity
mainly due to the metal-arene system, where the metal acts as
a carrier in vivo, (d) production of reactive oxygen species
(ROS),31 (e) organometallic complexes are photoactive and act as
photosensitizer,32 (f) selectivity and efficiency towards multiple
targets such as thioredoxin reductase (TrRx), mitochondria,
This journal is © The Royal Society of Chemistry 2019
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endoplasmic reticulum, DNA, proteins and enzymes, (g)
controlled ligand substitution and redox reactions and (h)
kinetic stability and relative lipophilicity and the presence of
a metal in a low oxidation state.

The idea of introducing various functionalities in metal-
based drugs to better target cancer cells is not a new
concept.33–41 For many centuries, the use of metallodrugs for
cancer chemotherapy has been the focus of many scientists.
Currently, with the use of modern technology and better
understanding of cancer mechanisms, the strategies for the
development of new multifunctional chemotherapeutic drugs
have accelerated with less toxicity and different mechanisms of
action. Although random screening is still a useful weapon in
drug discovery, presently, scientists rationally design drugs via
the implementation of various pharmacologically active
ligands, modication of functional groups and targeting
different sites. The main step in drug design is the identica-
tion of the site of action, which may be DNA, proteins, enzymes
and any organelle in cancer cells. Once the target site of action
has been chosen, another challenge for scientists working in
the eld of metal-based drugs is to design drugs that will
directly act on this target without causing side effects to healthy
cells. However, it is difficult to determine whether the synthe-
sized complexes need to be inert to redox activity or these
reactions need to be controlled under biological conditions to
reach the target site. Aer detailed studies in this eld, many
scientists concluded that metal- and/or ligand-centered redox
reactions provide a unique platform for drug design with
mechanisms totally different from that of organic drugs.

In this review we mainly focus on the interactions of
organometallic metal-based drugs with various target sites,
including DNA, proteins, endoplasmic reticulum (ER) and
enzymes. Despite the fact that the traditional clinical platinum
antitumor drugs have DNA as their major target, nowadays DNA
is not considered as the favored target in the development of
antitumor drugs. This is mainly because DNA is present in all
types of cells, and thus drugs targeting DNA cause high toxicity
and adverse side effects on normal healthy cells besides their
action on cancer cells. However, it has been found that
chemotherapeutic drugs that target a protein or enzyme are not
always successful since cells readily become resistant to such
drugs and utilize alternative metabolic pathways. Therefore,
before designing drugs, it should be considered that they must
target multiple sites to avoid resistance by cancer cells.
Accordingly, strategies for targeting multiple sites and the
search for new therapeutic targets are becoming increasingly
important in the development of chemotherapeutic drugs.
Currently, scientists are continuously working to determine new
target sites for metallodrugs and much progress has been made
on target-site validation. Therefore, this suggests that quest for
the design of chemotherapeutic drugs and progress in identi-
fying effective targeting sites are still ongoing in the eld of
medicinal inorganic chemistry.42

From a chemical perspective, the comparatively robust
nature of the organometallic scaffold present in metal
complexes represents an ideal template for rational drug
design. This has helped researchers to determine the
This journal is © The Royal Society of Chemistry 2019
mechanism of the anticancer activity of drugs and identify the
mechanisms by which drug activity can be optimized.43,44 In
organometallic complexes, their metal–carbon (M–C) bonds
endow these coordination compounds with special properties.
Additionally, they have high a trans effect and trans inuence,
where the lability of bonds to other ligands (M–L) in the
complex can be greatly inuenced by the presence of M–C
bonds. On the other hand, p-bonded aromatic arene and
cyclopentadienyl ligands can act both as electron donors and p-
acceptors. Therefore, these ligands can modify the donor/
acceptor behavior (and reactivity) of other ligands in the
complex.45 Accordingly, in this review, we outline the recent
developments in organometallic complexes as antitumor agents
together with their general mechanisms of action and the
approaches used to improve their anticancer efficacy. In
particular, detailed analysis of the systematic variations of
complexes based on a single scaffold has increased the under-
standing of how each part of a molecule contributes to the
function of complexes as antitumor agents.

Organometallic ruthenium complexes
targeting human serum albumin (HSA),
mitochondria, endoplasmic reticulum
(ER), DNA and enzymes

Organometallic compounds display distinct chemical proper-
ties compared to other metal complexes due to the presence of
metal–carbon bonds. These complexes show a high trans effect,
which enhances the lability of other ligands in the complex,
thereby resulting in a spectrum of antitumor activity. Speci-
cally, P. J. Dyson and P. J. Sadler et al. found that two ruth-
enium(II)-arene compounds, namely [Ru(h6-p-cymene)Cl(en)],
where, en ¼ ethylenediamine (termed RAED-C)46,47 and [Ru(h6-
p-cymene)Cl2(pta)], where, pta ¼ 1,3,5-triaza-7-
phosphaadamantane (termed RAPTA-C) (Fig. 1), showed inter-
esting in vivo proles for cancer cell growth.48 It has been
observed that RAED-C reduces the growth of primary tumors;
whereas, RAPTA-C strongly affects solid tumor metastases.49–56

This is attributed to the differential preferential binding site of
each molecule to chromatin, where the RAED-C complex binds
with DNA, while RAPTA-C binds with the histone core and exerts
cytotoxicity.57 Arguably, the RAPTA-C complex has been found
to be the most successful ruthenium organometallic chemo-
therapeutic agent in the literature. Besides binding to DNA/
histone proteins, Ru(II) organometallics preferentially inhibit
the activity of some enzymes such as thioredoxin reductase and
cathepsin B, which are mainly involved in cancer progression.58

Generally, their mechanism of action is thought to involve
hydrolysis of the Ru–X bond, generating an active Ru–OH2

species, which is responsible for the cytotoxic activity of these
complexes. However, the rate of hydrolysis is very important,
where, if the complexes hydrolyze too fast they may not reach
the target site, and thus a key factor for this type of complex. It
has been well established in the literature that the primary
cellular target for Ru(II) organometallics is DNA, which is
similar to other metal-based drugs. Therefore, the factors
RSC Adv., 2019, 9, 3239–3278 | 3241
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Fig. 1 Chemical structures of (a) RAED-C and (b) RAPTA-C.
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affecting DNA binding such as rate and extent of binding and
non-covalent interactions such as hydrogen bonding and DNA
intercalation are crucial for their antitumor activity.59 Conse-
quently, improvement of the selectivity and broadening of the
therapeutic action of ruthenium organometallics have prompt
researchers to develop more effective antitumor chemothera-
peutics. In recent years, a plethora of new strategies have
emerged to increase the efficiency of ruthenium organometal-
lics via ligand modulation to access diverse compounds
endowed with a wide range of functionality, thereby providing
a new platform for the development of prospective new organ-
ometallic chemotherapeutics.60 These strategies involve the
targeting of human serum albumin (HSA), mitochondria,
endoplasmic reticulum (ER), DNA and enzymes. Some
complexes target HSA to reach the cancer cells. HSA is a carrier
protein found in the blood in high quantities, and it has been
observed that this protein accumulates in cancer cells. Thus, if
a complex interacts with this protein then it will easily reach the
target cancer cells. Similarly, mitochondria and endoplasmic
reticulum are involved in the production of reactive oxygen
species (ROS), and if drugs disrupt their proper functioning
then cancer cells will undergo cell death due to the high
production of ROS. In addition, DNA and different enzymes
(TrRx and Topo) are well-known targets for classical drugs.
Thioredoxin reductase (TrRx) is one of the enzymes present in
cancer cells, which is involved in the removal of ROS. This
enzyme is present in a very low concentration in cancer cells;
thus, if the function of this enzyme is inhibited, then cancer
cells will undergo cell arrest or apoptosis due to the
Fig. 2 Chemical structures of complexes (a) [Ru(h6-p-cymene)(NQ)C
synthesized for macromolecular conjugation.

3242 | RSC Adv., 2019, 9, 3239–3278
accumulation of ROS. Thus, all these strategies are very
important in the design of chemotherapeutic drugs.

In this review, we only discuss selected examples of ruthe-
nium complexes showing promising antitumor activities. The
use of half-sandwich organometallic complexes provides a new
strategy in the development of new chemotherapeutics agents
with enhanced in vitro and in vivo activities since these
complexes are highly stable and selective towards low pH levels,
which are commonly found in solid tumors.61 Recently P.
Heffeter and W. Kandioller et al.62 tested poorly soluble metal-
based half-sandwich complexes of the type [Ru(h6-p-cyme-
ne)(NQ)Cl], [Ru(h6-p-cymene)(PT)Cl] and [Ru(h6-p-cyme-
ne)(CHM)Cl] where, NQ ¼ 2-hydroxy-3-methylnaphthalene-1,4-
dione, PT ¼ 3-hydroxy-2-methyl-4H-pyran-4-thione, and CHM
¼ 2-(4-chlorophenyl)-3-hydroxy-4H-chromen-4-one, with the
aim of controlled, pH-triggered release of the active metal-
lodrugs (Fig. 2). The aqueous solubility of these complexes
could be enhanced via their conjugation to hydrophilic poly-
mers such as poly(organo)-phosphazene macromolecules. The
synthesized conjugates and the complexes were well-
characterized and compared for their antiproliferative activity
on various human carcinomas. It was observed that the conju-
gation of the free organometallics to phosphazenes signicantly
diminished their in vitro activity compared to that of the free
complexes. However, the conjugates showed excellent anti-
tumor proles in vivo and there was considerable tumor
shrinkage aer administration of the rst dose of loaded poly-
mers. This effect was much more pronounced in the case of the
naphthoquinone-based Ru(II) conjugate [Ru(h6-p-cymene)(NQ)
Cl], where, specically, onemouse experiencedmore than 100%
survival time. Generally, the conjugation of organometallics to
poly(organo)phosphazenes for drug delivery has given
researchers new impetus in the treatment of cancer. This
strategy not only stabilizes reactive organometallics, but also
tremendously reduces adverse side effects such as the defor-
mation of organs in vivo.

It is estimated that the addition of a half-sandwich metal
center increases the antitumor activity of compounds, but in
some cases moderate activity has been observed, as reported by
G. S. Smith et al.63 Here, we suggest that modication in the
l], (b) [Ru(h6-p-cymene)(PT)Cl] and (c) [Ru(h6-p-cymene)(CHM)Cl]

This journal is © The Royal Society of Chemistry 2019
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Fig. 3 Chemical structure of (a) dinuclear [Ru2(h
6-p-cymene)2(DIXD)Cl2] and (b) trinuclear [Ru3(h

6-p-cymene)3(BTPE)Cl6] ruthenium complexes
of polypyridyl ester.

Fig. 4 Chemical structure of ruthenium(II) arene benzhydrazone
complexes.
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arene ring system and cyclopentadienyl ligands increases the
hydrophilicity, which may be helpful to increase the antitumor
efficacy. G. S. Smith et al. synthesized the di- and trinuclear
ruthenium complexes [Ru2(h

6-p-cymene)2(DIXD)Cl2] and
[Ru3(h

6-p-cymene)3(BTPE)Cl6] (where, DIXD ¼ diisonicotinic
acid 1,4-xylylene diester, BTPE ¼ benzene-1,3,5-tricarboxylic
acid tripyridin-4-ylmethyl ester) of polypyridyl ester ligands
(Fig. 3) and evaluated their antitumor activity on the A2780
(cisplatin-sensitive) and A2780cisR (cisplatin-resistant) human
ovarian cancer cell lines. The results revealed that the dinuclear
ruthenium complex did not show promising results, but the
trinuclear ruthenium complex exhibited good antiproliferative
activity, which is mainly attributed to its increased number of
aryl ester groups and type of metal moiety in the complex. It was
observed that the trinuclear complex [Ru3(h

6-p-cymene)3(BTPE)
Cl6] was less active on the A2780cisR cell line with an IC50 value
of 84.4 mM compared to the A2780 cell line with an IC50 value of
53.0 mM. However the complex [Ru3(h

6-p-cymene)3(BTPE)Cl6]
was not as active as cisplatin on both cancer cell lines (IC50¼ 1.5
mM for A2780 and 25 mM for A2780cisR cells). Also, the toxicity
studies for the trinuclear complex [Ru3(h

6-p-cymene)3(BTPE)
Cl6] on a non-tumorous human embryonic kidney (HEK) cell
line showed that it was less toxic compared to the traditional
drug cisplatin. Thus, it can be concluded that antitumor activity
increases with an increase in the size and the number of metal
centers, but unfortunately in this case the activity was
moderate. However, there is a much scope to increase the
pharmacological activity of these complexes through modica-
tion of the ligand structure and the metal moieties such as the
use of arene ligands.

Half-sandwich complexes, oen called ‘piano-stool’
complexes, provide a new platform for the design of chemo-
therapeutic candidates. Their thermodynamic and kinetic
parameters can be easily controlled via modication of their
aromatic ring system and by increasing the size of the coordi-
nated arene moiety, which increases their activity in human
ovarian cancer cell lines. Besides, changing the chelating ligand
in thesemetal arene complexes also have a good impact on their
nucleobase selectivity and the kinetics of the drug molecules.64

Due to the scarcity of the literature on the biological properties
of arene ruthenium complexes bearing aroylhydrazones, R.
Ramesh et al.65 combined an arene ruthenium unit with
This journal is © The Royal Society of Chemistry 2019
a benzhydrazone ligand to generate a series of organometallic
compounds (Fig. 4) with promising antitumor activities. All the
complexes were thoroughly screened for their cytotoxicity
against human cervical cancer cells (HeLa), human breast
cancer cells (MDA-MB-231) and human liver carcinoma cells
(Hep G2) under in vitro conditions. It was inferred that three
complexes, [Ru(h6-C6H6)(Cl)(L3)], [Ru(h6-p-cymene)(Cl)(L1)]
and [Ru(h6-p-cymene)(Cl)(L3)] (where, L1 and L3 are indole-3-
carboxaldehyde benzhydrazone ligands), were highly active
against all the tested cell lines with very low IC50 values
compared with that of the classic drug cisplatin. Moreover, the
in vitro cytotoxic activity studies of these complexes on healthy
mouse embryonic broblast cells (NIH 3T3) conrmed their
high selectivity towards cancer cells. For the [Ru(h6-
C6H6)(Cl)(L3)] and [Ru(h6-p-cymene)(Cl)(L3)] complexes, their
high activity is correlated with the electron-donating methoxy
substituent at the phenyl ring of the ligand, which increases the
lipophilic behavior and allows easy permeation through the cell
membrane. Further evaluation using uorescence staining and
ow cytometry techniques revealed that the [Ru(h6-
C6H6)(Cl)(L3)] and [Ru(h6-p-cymene)(Cl)(L3)] complexes
induced mitochondria-mediated apoptosis in MDA-MB-231
cancer cells (Fig. 5), suggesting their chemopreventive and
chemotherapeutic potential for human cancers.
RSC Adv., 2019, 9, 3239–3278 | 3243
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Fig. 5 MDA-MB-231 cells were treated with complexes [Ru(h6-C6H6)(Cl)(L3)] and [Ru(h6-p-cymene)(Cl)(L3) for 24 h. The scale bar is 20 mm.
This figure was reproduced from ref. 65 with permission from the Royal Society of Chemistry.

Fig. 6 Design of ligand framework and chemical structure of organometallic ruthenium Ru(II) arene 9-anthraldehyde benzhydrazone
complexes. This figure was reproduced from ref. 66 with permission from the Royal Society of Chemistry (Great Britain).

Fig. 7 Chemical structure of ruthenium(II) Schiff-base (RAS)
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In continuation of their work, R. Ramesh et al.66 also re-
ported another series of organometallic ruthenium(II) arene
benzhydrazone complexes, in which the ruthenium unit was
combined with an anthraquinone moiety and the benzhy-
drazone ligand (Fig. 6). The in vitro cytotoxicity of all the
complexes against HeLa, MDA-MB-231, Hep G2 and NIH 3T3
revealed that they are signicantly active due to the presence of
extended p conjugation and chelation of Ru(II) ions. However,
the [Ru(h6-p-cymene)(Cl)(L3)] complex showed higher efficacy
with very low IC50 values compared to cisplatin due to the
substitution of the electron-donating methoxy group in the
benzhydrazone ligand. This can be explained by the fact that the
methoxy group increases the lipophilic character while the p-
cymene moiety imparts hydrophobicity, thereby enhancing the
cellular accumulation and increasing the antitumor activity.
Besides, it was observed that the complexes arrested the
proliferation of MDA-MB-231 cells to a much greater extent than
HeLa and Hep-G2 cells. Additionally, morphological changes
were investigated for the [Ru(h6-p-cymene)(Cl)(L1)] and [Ru(h6-
p-cymene)(Cl)(L3)] complexes (where, L1 and L3 are 9-anthral-
dehyde benzhydrazone derivatives) using various biochemical
apoptosis assays, and the results suggested that both complexes
3244 | RSC Adv., 2019, 9, 3239–3278
induced apoptosis in MDA-MB-231 cancer cells. Also, hemolytic
activity studies showed that there was only negligible red
hemoglobin release, implying that the complexes are negligibly
toxic and are safe to normal cells. Overall, it can be concluded
complexes [Ru(h6-HMB)(MQMA)Cl]Cl and [Ru(h6-TBP)(MQMA)Cl]Cl.

This journal is © The Royal Society of Chemistry 2019
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Fig. 8 Differential ER stress pathway activation by the [Ru(h6-
HMB)(MQMA)Cl]Cl and [Ru(h6-TBP)(MQMA)Cl]Cl complexes leads to
an alternative (non-apoptotic) PCD, which bypasses drug resistance
mechanisms. This figure was reproduced from ref. 68 [M. J. Chow, C.
Licona, G. Pastorin, G. Mellitzer, W. H. Ang and C. Gaiddon, Chem. Sci.,
2016, 7, 4117–4124.] with permission from The Royal Society of
Chemistry.

Fig. 9 Design of a novel ligand for metallodrugs. This figure was
reproduced from ref. 71a with permission from the Royal Society of
Chemistry (Great Britain).
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that ruthenium-arene-based benzhydrazone complexes are
promising antitumor agents that further warrant in vivo studies.

Generally, the mechanism of action of these chemothera-
peutic drugs involves apoptosis in cancer cells, but the effec-
tiveness of chemotherapeutic treatments is frequently
diminished because of multidrug-resistance (MDR) found in
many types of cancer cells. Thus, to overcome the problem of
multidrug resistance, we have to change our strategy by select-
ing non-apoptotic routes to induce cancer cell death. Non-
apoptotic cell death can be induced by choosing organome-
tallic facially-bound arene ligands since they can have drastic
effects on the mechanism of action leading to cell death via
non-apoptotic programmed cell death (PCD).67 In this regard,
recently, W. H. Ang and C. Gaiddon et al.68 reported the
combinatorial synthesis and evaluation of a new class of water-
soluble/stable half-sandwich RuII arene Schiff-base (RAS)
complexes, [Ru(h6-HMB)(MQMA)Cl]Cl and [Ru(h6-TBP)(MQMA)
Cl]Cl {where, TPB ¼ 1,3,5-triisopropybenzene, HMB ¼ hexam-
ethylbenzene, and MQMA ¼ 4-methoxy-N-(2-quinolinyl-
methylene)-aniline} (Fig. 7). The [Ru(h6-TBP)(MQMA)Cl]Cl
complex contained triisopropylbenzene (TIPB) and iminoqui-
noline ligands, which are highly active against various cancer
cell lines, distinct from classic alkylating agents, such as
cisplatin and previously reported anticancer RuII complexes. It
was observed that the [Ru(h6-TBP)(MQMA)Cl]Cl complex was
stable against hydrolysis and did not interact directly with
dGMP nucleotides. In addition, it did not induce upregulation
in p53 expression, which is commonly associated with DNA
damage. Since most of the classic drugs act through apoptosis,
drugs capable of inducing alternative forms of programmed cell
death (PCD) can potentially harnessed to bypass multidrug
resistance (MDR). An alternative strategy is to bypass the
mechanism of MDR entirely to induce cancer cell death via non-
This journal is © The Royal Society of Chemistry 2019
apoptotic programmed cell death (PCD). Therefore to unravel
the mechanism of action of the [Ru(h6-HMB)(MQMA)Cl]Cl and
[Ru(h6-TBP)(MQMA)Cl]Cl complexes, they were tested on AGS
gastric cancer cells to determine their effect on cellular ROS
levels. Both organoruthenium complexes induced non-
apoptotic PCD through ER stress pathways, but their modes
of action were quite different irrespective of their structural
variations. The [Ru(h6-TBP)(MQMA)Cl]Cl complex acted
through ROS-mediated ER stress; whereas, [Ru(h6-
HMB)(MQMA)Cl]Cl exhibited ROS-independent activity (Fig. 8).
This independent activation of both pathways led to non-
apoptotic PCD in the treated cells, and thus, this strategy can
be harnessed to overcome apoptosis resistance. These
complexes were more active against apoptosis-resistant cells
compared to certain clinical drugs, including oxaliplatin. This
study, for the rst time, provided a molecular basis for under-
pinning ER stress, demonstrating the role of structure-reactivity
relationship to bypass apoptosis resistance.

To improve the traditional paradigm of rational drug design,
organometallic compounds have been considered as promising
alternatives with improved efficacy and tolerability. In this
regard, organometallic half-sandwich metal complexes show
signicantly enhanced potential in the development of anti-
tumor agents. Further, it was also observed that hydrophobic
arene ligands facilitate the diffusion of drug molecules through
the cell membrane.69,70 Also, the selectivity of chemotherapeutic
candidates can be improved by the implementation of different
chelating ligands and functional groups. Therefore, the use of
heterocyclic compounds as chelating ligands together with
organometallic frameworks provides a new strategy for the
development of promising organometallic drugs. Thus, J. Ruiz
et al.71a designed (Fig. 9) and synthesized benzimidazole cyclo-
metalated arene ruthenium complexes (Fig. 10), [Ru(h6-p-
cymene)(Bnz-Bu)Cl] and [Ru(h6-p-cymene)(Bnz-Bz)Cl] (where,
Bnz-Bu and Bnz-Bz are 2-phenyl-1H-benzimidazole-5-
carboxylate derivatives with a butyl and benzyl group attached
to the N atom, respectively), and evaluated their cytotoxicity
against epithelial ovarian carcinoma A2780 and A2780cisR cells
(acquired resistance to cisplatin), breast cancer cells (T47D) and
colon cancer cells (HT29). It was observed that these complexes
were much more effective on the HT29 and T47D cell lines than
cisplatin with very low IC50 values of 2.18 mM and 5.48 mM,
RSC Adv., 2019, 9, 3239–3278 | 3245
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Fig. 10 Synthesis of cyclometalated ruthenium complexes (a) [Ru(h6-p-cymene)(Bnz-Bu)Cl], (b) [Ru(h6-p-cymene)(Bnz-Bz)Cl] and (c) [Ru(h6-p-
cymene)(Bnz-Bu$R)Cl].

Fig. 11 (a) Curcuma longa- (turmeric) and (b) ruthenium(II) arene RAPTA-type complexes [Ru(h6-p-cymene)(curc)-(PTA)]X and [Ru(hmb)(-
curc)(PTA)]X derived from curcumin. (a) was reproduced from its original paper after taking the copyright from ACS. This figure was taken from
ref. 72, which is an open access article published under an ACS Author Choice License, which permits copying and redistribution of the article or
any adaptations for non-commercial purposes.
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respectively. Furthermore, it was observed that the complex
containing the butyl chain was more active compared to its
benzyl analog on almost all cell lines. Further studies indicated
that the [Ru(h6-p-cymene)(Bnz-Bu)Cl] complex specially
induced apoptosis, good accumulation and S-phase cell cycle
arrest together with strong binding to HSA sites I and II and
weak binding in DNA minor grooves. Subsequently, J. Ruiz
et al.71b also studied the effect of various substituents (H, Me, F,
CF3, MeO, NO2 and Ph) at the R4 position of the phenyl ring of
2-phenylbenzimidazole on the therapeutic potential of the
complexes (Fig. 10). It was observed that the rate of hydrolysis of
the ruthenium–chlorido bond was very fast for the [Ru(h6-p-
cymene)(Bnz-Bu Me)Cl], [Ru(h6-p-cymene)(Bnz-Bu F)Cl] and
[Ru(h6-p-cymene)(Bnz-Bu$Ph)Cl] complexes. Furthermore, all
the compounds were screened on a panel of human cancer cell
lines (A2780, A427, 5637, LCLC, SISO and HT29) and results
showed that the complex with phenyl and CF3 substitution was
highly potent. The relative hydrophobicities according to RP-
UPLC-QTOF-MS studies were in the order of [Ru(h6-p-
cymene)(Bnz-Bu F)Cl] < [Ru(h6-p-cymene)(Bnz-Bu Me)Cl]
< [Ru(h6-p-cymene)(Bnz-Bu$Ph)Cl]. Further, in vitro angiogen-
esis studies suggested that [Ru(h6-p-cymene)(Bnz-Bu$CF3)Cl]
and [Ru(h6-p-cymene)(Bnz-Bu$Ph)Cl] were the most active
3246 | RSC Adv., 2019, 9, 3239–3278
angiogenic inhibitors in EA.hy926 cells at very low doses. Most
of the new compounds weremore active than CDDP in A427 and
HT29 cells. Also, the complexes were more effective than
cisplatin in A427 and HT29 cells and were able to kill A2780cisR
cells with IC50 values in the range of 0.96–3.26 mM.

Another approach to improve the therapeutic efficacy and
preferential selectivity of ruthenium arene complexes towards
cancer cells may be to tether them to a known compound of
therapeutic value. Accordingly, R. Pettinari and P. J. Dyson
et al.72 designed a series of novel water-soluble ruthenium(II)
arene RAPTA-type complexes, [Ru(h6-p-cymene)(curc)-(PTA)]X
and [Ru(hmb)(curc)(PTA)]X (where, curcH ¼ curcumin, hmb ¼
hexamethyl benzene, PTA ¼ 1,3,5-triaza-7-
phosphaadamantane, and X ¼ SO3CF3

�, and PF6
�), contain-

ing curcumin-based ligands (Fig. 11). The in vitro antitumor
activity of all the complexes was evaluated against human
ovarian carcinoma cells (A2780 and A2780cisR), and non-
tumorous human embryonic kidney (HEK293) cells. It was
observed that all the complexes were 100-fold more cytotoxic
compared to cisplatin on A2780 and A2780cisR cells with IC50

values typically # 1 mM together with excellent selectivity
towards cancer cells in comparison to non-tumorous human
embryonic kidney cells, i.e. less cytotoxic on healthy cells. The
This journal is © The Royal Society of Chemistry 2019
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Fig. 12 Design of RAPTA-type ruthenium(II) complexes [Ru(h6-p-
cymene)(F3C-acac-Ar)Cl] and [Ru(h6-p-cymene)(F3C-acac-Ar)pta]PF6
containing the F3C-acac-Ar ligand. This figure was reproduced from
ref. 73 with permission from the American Chemical Society.
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presence or absence of peripheral methoxy groups in curcumin
and the different arene rings did not strongly inuence the
cytotoxicity proles of the complexes, despite leading to differ-
ences in hydrolysis rates. In contrast, the PTA ligand greatly
enhanced the pharmacological properties and selectivity of the
curcumin-based ruthenium(II)-arene complexes. To gain further
insight into the mechanism of action and selectivity index of
these complexes, further in vivo studies are required for
modeling metal drugs for clinical therapeutic applications.

Similarly, to further improve the efficacy of half-sandwich
complexes, W. Berger and I. Turel et al.73 reported the
synthesis and antitumor properties of a series of ruthenium(II)
chlorido complexes with uorinated O, O3 ligands and phos-
phaadamantane (PTA) derivatives, [Ru(h6-p-cymene)(F3C-acac-
Ar)Cl] and [Ru(h6-p-cymene)(F3C-acac-Ar)PTA]PF6 (where, F3C-
acac-Ar ¼ acetyl acetonate derivatives and PTA ¼ 1,3,5-triaza-
7-phosphaadamantane) (Fig. 12). They observed that all the
complexes were efficacious against two cancer cell models
(ovarian and osteosarcoma), but did not produce any toxic
effects on nonmalignant keratinocytes. The PTA Ru(II)
complexes showed lower cellular Ru accumulation, but higher
efficacy, especially in the osteosarcoma cells compared to their
chloride analogues. It was clearly observed that the chloride
series [Ru(h6-p-cymene)(F3C-acac-Ar)Cl] exerted its antitumor
activity via oxidative stress, DNA damage and apoptotic cell
death in the G0/G1 phase. In contrast, for the PTA complexes,
[Ru(h6-p-cymene)(F3C-acac-Ar)pta]PF6, there was no production
of ROS and they blocked cell cycle progression in the G0/G1
phase. This revealed that there was a clear-cut shi from cyto-
toxic to cytostatic activity upon replacing the halido with the
PTA ligand, conrming the structure-reactivity relationship
with different modes of action. Also the reduction in gluta-
thione levels by buthionine-sulfoximine (BSO) signicantly
enhanced the activity of all the compounds with the most
pronounced effects observed for the PTA series, resulting in IC50

values in the nanomolar range. Finally, it can be concluded that
proper tuning of the chemical structure of complexes by
altering their ligand sphere allows better understanding of the
This journal is © The Royal Society of Chemistry 2019
selective modes of action of future organometallic
chemotherapeutics.
Organometallic titanium complexes
with thioredoxin reductase (TrRx) as
the target

To date, the search for antitumor chemotherapeutic agents that
overcome the toxicity and intrinsic resistance of cisplatin has
prompted the discovery of cytotoxic complexes based on various
metals. The actual interest in organometallic therapeutics
began aer the discovery of titanocene dichloride (Cp2TiCl2) in
1979 (Fig. 13) by Kopf and Kopf-Maier.74,75 This complex
exhibited much better activity than cisplatin and showed
promising cytotoxic effects on various carcinoma lines, such as
Ehrlich ascites tumor, B16 melanoma, colon 38 carcinoma and
Lewis lung carcinoma. Additionally, titanocene dichloride was
found to be highly effective on cisplatin-resistant cells with less
toxic effects.

Titanocene dichloride (Cp2TiCl2) displayed medium anti-
proliferative activity in vitro but promising results in vivo.76–78

Due to its high efficacy on tumors in vivo, this was the rst
organometallic complex to enter clinical trials in 1993 with
a maximum tolerable dose of 315 mg m�2 per week.79,80

However, the efficacy of Cp2TiCl2 in Phase II clinical trials was
too low to be pursued in patients with metastatic renal cell
carcinoma and metastatic breast cancer81–84 due to its rapid
hydrolysis to unidentied aggregates in the biological medium.
This lack of hydrolytic stability at physiological pH restricted its
further use as a chemotherapeutic drug for the treatment of
cancer. In the literature, it is well established that uptake of
albumin in cancer cells as a nutrient is very high to facilitate
their rapid growth.85 Thus, anti-cancer drugs bound to albumin
are of signicant advantage since this can facilitate their uptake
across the endothelial cell wall of blood vessels of tumors in an
albumin receptor-mediated transport pathway. Besides, many
Fig. 13 Chemical structure of titanocene dichloride.
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Fig. 14 Chemical structure of substituted titanocene salts (a) [Cp(CH2)2N(CH2)5]2TiBr2$2HBr, (b) [Cp][Cp(CH2)2N(CH2)5]TiBr2$HBr and (c) [Cp-
(SiMe3)2][Cp(CH2)2N(CH2)5]TiCl2$HCl.
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organometallic titanocene complexes exert their antitumor
effect by targeting the enzyme thioredoxin reductase (TrRx).
Thioredoxin reductase (TrRx) is a selenoenzyme that maintains
intracellular oxidative balance and is found in high concentra-
tion in many human tumor cells (in addition to cisplatin-
resistant cells). Cancer cells are highly dependent on the
concentration of this enzyme since it removes reactive oxygen
species (ROS) and helps in cancer progression. Thus, if the
function of TrRx is inhibited, then the concentration of ROS will
increase in cancer cells to an extent that will lead to cell death or
Fig. 15 Chemical structure of a series of titanocene derivatives, [(h5-C
both or one ring.

3248 | RSC Adv., 2019, 9, 3239–3278
apoptosis. Due to its important role in cancer progression, TrRx
is becoming an attractive target in the development of chemo-
therapeutic antitumor drugs.86–90

Thus, in the last two decades, there has been growing
interest towards the development of new substituted titanocene
dichloride derivatives by considering TrRx as a target. Interest
in the development of other titanium organometallic complexes
started aer the synthesis of water-soluble and antitumor ring-
substituted cationic titanocene dichloride derivatives with
activity against ovarian cancers by P. C. McGowan et al.91–93
p-R1)(h
5-Cp-R2)TiCl2], containing alkylammonium pendant groups on

This journal is © The Royal Society of Chemistry 2019
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Another series of water soluble titanocene dichloride complexes
with effective antitumor against lung and ovarian cancers was
synthesized by M. C. Baird et al.94,99 Furthermore, new method
for the development of substituted titanocene complexes
starting from substituted fulvenes was recently reported by
Tacke et al.95,96 Altogether, the discoveries in this eld has led to
the synthesis of substituted titanocenes that exhibit remarkable
antitumor activity against the kidney carcinoma LLC-PK cell
line, with IC50 values as low as 5.4 mM. Nevertheless, many
researchers are on a quest for the development of effective
antitumor agents using titanium organometallics with reduced
side effects and non-cross resistance. In this review, we discuss
the various substituted titanocene derivatives synthesized by
these eminent scientists. Firstly, we focus on the discovery of P.
C. McGowan et al.91–93 who synthesized a series of water-soluble
and stable substituted titanocene salts via the direct reaction of
neutral amino-substituted cyclopentadienes with TiCl4. This
series included compounds of the type [Cp(CH2)2N(CH2)5]2-
TiBr2$2HBr and [Cp-R][Cp(CH2)2N(CH2)5]TiX2$HX, where, Cp ¼
cyclopentadienyl moiety, R¼H and (SiMe3)2 and X ¼ Br and Cl,
as depicted in Fig. 14. Aer evaluating the therapeutic potential
of the entire series, it was well established that the most effec-
tive complex was [Cp-(SiMe3)2][Cp(CH2)2N(CH2)5]TiCl2$HCl,
which contained two trimethylsilyl groups, resulting in a potent
cytotoxic effect on a cisplatin-resistant ovarian tumor cell line.
The prominent activity of this complex is mainly due to the
Fig. 16 Chemical structure of a series of substituted ansa-titanocenes.

This journal is © The Royal Society of Chemistry 2019
formation of interstrand crosslinks with cellular DNA in the
resistant and sensitive forms of the ovarian cancer cell line
A2780. Further assessment of the antitumor activity of the other
complexes against the A2780 and A2780 cisplatin-resistant cell
lines led to the conclusion that the [Cp(CH2)2N(CH2)5]2-
TiBr2$2HBr, [Cp][Cp(CH2)2N(CH2)5]TiBr2$HBr and [Cp-
(SiMe3)2][Cp(CH2)2N(CH2)5]TiCl2$HCl complexes showed
promising activity. Generally, it can be estimated that ionic
titanocenes exhibit much better activity and stability compared
to non-functionalised titanocenes. It can be envisaged that
these complexes follow structure-reactivity relationships and we
can further increase the chemotherapeutic potential of ionic
metallocenes by varying the: (i) transition metal, (ii) counter-
ions, (iii) spacer linking the Cp and amino group, (iv) substit-
uents attached to the Cp ring (which may affect the
hydrophobicity and intercalating ability), and (v) pH of the
metallocene dihalides depending on the substituent on the
nitrogen atom and the counterion.

Another scientist, M. C. Baird et al.,97–99 synthesized a series
of water-soluble titanocene dichlorides of the type [(h5-Cp-
R1)(h

5-Cp-R2)TiCl2] containing alkylammonium group
pendants on one (monocationic complexes) or both (dicationic
complexes) cyclopentadienyl rings (Fig. 15). All the complexes
were screened for in vitro cytotoxicity against human lung
cancer (H209, A549, and H209/CP) and ovarian cancer (A2780
and A2780/CP) cell lines, and the results were compared with
RSC Adv., 2019, 9, 3239–3278 | 3249
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Fig. 17 Chemical structure of dimethylamino-functionalised titano-
cene {h5-Cp-CH[NMe2][C5H3Z]}2TiCl2.

RSC Advances Review

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

4 
 2

01
9.

 D
ow

nl
oa

de
d 

on
 3

1.
01

.2
6 

13
:3

7:
23

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
both the classic drug cisplatin (cis-PtCl2(NH3)2) and a titano-
cene dichloride. Unfortunately, it was concluded that none of
the complexes exhibited greater activity than cisplatin, but were
superior to the clinical formulation of titanocene dichloride.
Aer reviewing all the complexes, we can conclude that dica-
tionic complexes are more active compared to their mono-
cationic analogues, and derivatives containing protonated
piperidinyl rings exhibit greater potency than compounds
containing protonated 2-aminoethyl and 3-aminopropyl
groups. Among them, the most active is the dicationic complex
containing 3-picolylium groups, which showed the lowest IC50

value of 41 mM. Due to the structural differences in the side
chains of the complexes, they showed different activities, which
is mainly attributed to the different rates of hydrolysis of the
Cp–Ti bonds, and hence uptake of the metal by transfer.
However, the introduction of the electron withdrawing carbo-
methoxy group into the cyclopentadienyl rings increased the
effectiveness of this class of drugs. The complex with two car-
bomethoxy groups [(h5-Cp-COOMe)(h5-Cp-COOMe)TiCl2]
showed an IC50 value of 1 mg mL�1, which is comparable to that
of cisplatin (IC50 ¼ 2 mg mL�1) against SCLC NCI-H209.

M. Tacke et al.100–102 established a novel process starting from
titanium dichloride and fulvenes for direct access to highly
substituted ansa-titanocenes and titanocenes containing
a carbon–carbon bridge. They synthesized a series of ansa-
derivatives using the above method with the general formula
[1,2-(R)2C2H2{h

5-Cp}2]TiCl2, where R ¼ p-OMe-C6H4, 20,40,60-
(MeO)3-C6H2, and 3,30-(MeO)2-C6H3; [1,2-(4-Me2N-
C6H4)2C2H2{h

5-Cp}2]TiX2 and [1,2-(4-Me5C6)2C2H2{h
5-Cp}2]

TiX2, where X ¼ Cl and NCS; and [1,2-(2-C4H3X)2C2H2{h
5-Cp}2]

TiCl2, where X ¼ O, S, and N-Me, as shown in Fig. 16. He also
evaluated the cytotoxic activity of these complexes against pig
kidney carcinoma (LLC-PK) cells with IC50 values in the range of
2.0 � 10�4 to 4.5 � 10�4 M. [1,2-(2-C4H3-NMe)2C2H2{h

5-Cp}2]
TiCl2 with an N-methyl-2-pyrrolyl ring was found to be the most
cytotoxic in this series. M. Tacke et al.103 also synthesized novel
benzyl substituted titanocene of the type [(h5-Cp-CH2-C6H4-
R)]2TiCl2 (where, R ¼ NMe2, OMe, and NHMe2Cl) via the reac-
tion of Super-Hydride (LiB(Et)3H) with substituted fulvenes and
TiCl4. When these complexes were screened for cytotoxicity
against LLC-PK cells, it was found that they were more cytotoxic
than the previously reported ansa-titanocenes. In this series, the
lowest IC50 value of 2.1 � 10�5 M was obtained for the [(h5-Cp-
CH2-C6H4-OMe)]2TiCl2 complex with two methoxy groups due
to the loss of its stereocenter. Another method for the synthesis
of analogous of unbridged titanocenes was established via the
carbolithiation of 6-heteroarylfulvenes with aryl lithium species
followed by transmetallation with TiCl4.104 Substituted titano-
cenes with the general formula {h5-Cp-CH-[C4H4-R]2}2TiCl2
(where, R ¼ O, S, and NMe) synthesized using this method
exhibited much better cytotoxicity on LLC-PK cells than the
corresponding ansa-analogues and benzyl-substituted titano-
cenes with the promising IC50 value of 32 mM (cisplatin ¼ 3.3 �
0.5 mM) for the {h5-Cp-CH-[C4H4-NMe]2}2TiCl2 complex con-
taining N-methyl amino pyrrolyl groups. Surprisingly, the
change in the substitution pattern of titanocenes enhanced the
cytotoxic activity of these substituted titanocenes probably due
3250 | RSC Adv., 2019, 9, 3239–3278
to their increased solubility and stabilization of themetal centre
by different groups.

Carbolithiation of 6 N,N-dimethyl amino fulvene with lithi-
ated heteroaryl species followed by transmetallation is another
method for the synthesis of new chiral heteroaryl-substituted
and dimethylamino-functionalised metallocenes of the type
{h5-Cp-CH[NMe2][C5H3Z]}2TiCl2, where, Z ¼ S, O, and NMe.105

The complexes in this series showed the highest cytotoxicity
against LLC-PK, indicating their high potential as anti-cancer
drugs. The titanocene derivative {h5-Cp-CH[NMe2][C5H3-
NMe]}2TiCl2 was the most cytotoxic with an IC50 value of 5.5 mM,
which is very close to that of cisplatin (3.3 mM) against LLC-PK
and 400 times better than that of titanocene dichloride (Fig. 17).
The increase in cytotoxicity is due to the methoxy and dime-
thylamino groups, which increase the solubility and potentially
stabilize the metal centre via intramolecular coordination of the
methoxy/dimethylamino substituents to the Ti metal centre
upon displacement of the chloride ligands. A study on the
cellular mechanism of the p-methoxy derivative in prostate
cancer cells showed that this complex induced more apoptosis
than cisplatin in a dose-dependent manner.

Thus, it can be concluded that the activity of these ionic
metallocenes can be increased by changing their counter ions,
substituent linkers between the two cyclopentadienyl rings (cp)
and the pH of the ionic metallocenes depending on the struc-
ture of the chemotherapeutic agent. Finally, we can conclude
that there is a type of structure-reactivity relationship with thi-
oredoxin reductase (TrRx) as target for the mode of action
between these molecules, where slight changes in structure will
drastically improve the chemotherapeutic efficiency of the
compounds.

However, the problem of acquired resistance towards the
chemotherapeutic drug still exists in cancerous cells, and thus,
scientists are focusing on the development of heterometallic
complexes to enhance the antitumor potential. It has been
observed that the presence of two different metals in the same
pharmacological framework improves its chemotherapeutic
activity, probably due to their multiple targets. For example,
titanocene dichloride is hydrolyzed at pH 7, liberating the Cp
rings and binding to transferrin to be transported into tumor
This journal is © The Royal Society of Chemistry 2019
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Fig. 18 Chemical structure of titanocene–gold complexes [Ti{h5-
Cp(CH2)nPPh2(AuCl)}2]$2THF.
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cells, and released by via a non-redox pathway.106–109 Thus, it can
be expected that heterometallic compounds potentially break
into monometallic species in physiological media or in vivo
before reaching tumors. We hypothesized that incorporating
a second metal to a ligand strongly bound to a titanium(IV)
center will ensure that heterometallic Ti-M species remain aer
Ti-Cp hydrolysis occurs under physiological pH conditions.

Accordingly, M. Contel et al.110 synthesized stable trinuclear
TiAu2 complexes of the type [Ti{h5-Cp(CH2)nPPh2(AuCl)}2]$
Fig. 19 Chemical structure of titanocene–gold complexes (a) [(h5-Cp)2

This journal is © The Royal Society of Chemistry 2019
2THF, where, n ¼ 0, 2, and 3 based on a titanocene phosphine
backbone (Fig. 18). The stability of these complexes in different
deuterated solvents (including buffer solutions) was deter-
mined via 31P{1H} NMR spectroscopy. The cytotoxic studies
revealed that these TiAu2 complexes were highly cytotoxic in
vitro on HeLa human cervical carcinoma and DU-145 human
prostate cancer cells. However, the most cytotoxic complex [Ti
{h5-Cp(CH2)3PPh2(AuCl)}2]$2THF, which contained a propyl
spacer between the P atom and Cp ring. This complex was more
active on HeLa cells with an IC50 value of 1.12 mM than its
parent titanocene dichloride and titanocene phosphine deriv-
atives and second metal-related precursors. In addition, all the
TiAu2 complexes interacted with DNA through the electrostatic
binding mode. However, it was not conrmed that DNA is the
ultimate biomolecular target for these complexes, and hence
further studies on transport and mitochondrial proteins are
warranted to determine the plausible mode of action of these
types of heteronuclear complexes.

To further increase the stability of heterometallic Ti
complexes, M. Contel et al.111 envisioned that carboxylate
instead of the labile chlorine may be the ideal group to bind
titanium(IV) centers (Fig. 19). Considering this, they synthesized
new early-late transition metal TiAu2 heterometallic complexes
[(h5-Cp)2Ti{OC(O)RPPh2AuCl}2 (where, R ¼ CH2 and 4-C6H4) as
potential anticancer agents in vitro against renal (A498, UO31,
and Caki-1) and prostate cancer cell lines (PC3 and DU145).
Both complexes were signicantly more active than their
monometallic titanocene dichloride (IC50 ¼ >200 mM) and
gold(I) [{HOC(O)RPPh2}AuCl] (R ¼ –CH2 and –4-C6H4) deriva-
tives with IC50 values in the range of 1.2 to 43 mM in renal cancer
cell lines, revealing the synergistic effect of the heterometallic
Ti{OC(O)CH2PPh2AuCl}2 and (b) [(h5-Cp)2Ti{OC(O)-C6H4PPh2AuCl}2.

RSC Adv., 2019, 9, 3239–3278 | 3251
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Fig. 20 Chemical structure of titanocene–gold complex containing
gold(I)-phosphane [(h5-Cp)2TiMe(m-mba)Au(PPh3)].

Fig. 21 Chemical structure of heterobimetallic titanocene–gold
complexes [(h5-Cp)2Ti(CH3){OC(O)-p-C6H4SAu(NHC)}].
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species in vitro. The cytotoxicity of the [(h5-Cp)2Ti{OC(O)-C6H4-
PPh2AuCl}2 complex on renal cancer cell lines (IC50 ¼ 0.3 mM on
UO31 cells) was extraordinarily higher than that of cisplatin and
highly active titanocene Y, while being considerably less toxic to
the non-tumorigenic human embryonic kidney cell line (HEK-
293T). Furthermore, the cell death induced by the compounds
was studied, which revealed apoptosis for [(h5-Cp)2Ti{OC(O)-
C6H4PPh2AuCl}2. The lack of interaction of the compounds with
plasmid (pBR322) DNA indicates that other bimolecular targets
may be implicated in their cell death pathways. In addition,
both complexes inhibited protein kinases of the AKT and
MAPKAPK families with a higher selectivity toward MAPKAPK3
(IC50 for [(h

5-Cp)2Ti{OC(O)CH2PPh2AuCl}2 ¼ 91 nM and IC50 for
[(h5-Cp)2Ti{OC(O)-C6H4PPh2AuCl}2¼ 117 nM). The selectivity of
complex [(h5-Cp)2Ti{OC(O)-C6H4PPh2AuCl}2 in vitro against
renal cancer cell lines and its favorable preliminary toxicity
prole on C57black6 mice proved that it is an excellent candi-
date for further development as a potential chemotherapeutic
agent, and even higher target specicity can be achieved by
rational modication of its ligand scaffolds.

Following their work on heterometallic titanocene–gold
complexes as potential chemotherapeutic agents for renal
cancer, M. Contel et al.112 reported the synthesis of another new
titanocene complex, [(h5-Cp)2TiMe(m-mba)Au(PPh3)] (where,
mba ¼ S–C6H4–COO

�), containing a methyl group and
a carboxylate ligand bound to gold(I)-phosphane fragments
(Fig. 20). This complex was found to be more stable and highly
cytotoxic on human cancer renal cells (IC50 ¼ 0.12 mM on Caki-1
cells) as compared to their previously reported complex [(h-
Cp)2Ti{OC(O)-4-C6H4-P(Ph2)AuCl}2]. Mechanistic studies on
[(h5-Cp)2TiMe(m-mba)Au(PPh3)] revealed that it showed anti-
invasive properties, i.e. it blocked the growth of renal cancer
both in vitro and in vivo through the inhibition of thioredoxin
reductase and decreased the expression of protein kinases
known to drive cell migration (AKT, p90-RSK, and MAPKAPK3).
In vivo studies on mice showed impressive tumor reduction
(67%) with the heterometallic compound [(h5-Cp)2TiMe(m-mba)
Au(PPh3)] compared with their previously described complex
[(h-Cp)2Ti{OC(O)-4-C6H4-P(Ph2)AuCl}2], which was non-
inhibitory. These ndings further indicated the structure-
activity relationship via the inhibition of thioredoxin reduc-
tase, i.e. slight structural modications in the ligand scaffold
increased the in vivo efficacy of this class of compounds.
3252 | RSC Adv., 2019, 9, 3239–3278
Thus, to further improve the efficacy and stability of titano-
cene–gold derivatives as potential anticancer agents compared
to their previously reported complexes, recently M. Contel
et al.113 replaced the gold(I)-phosphane fragments with gold(I)-
N-heterocyclic carbene moieties to obtain complexes of the type
[(h5-Cp)2Ti(CH3){OC(O)-p-C6H4SAu(NHC)}] (where, NHC ¼ IPr,
IMes, and ICy), as shown in Fig. 21. The cytotoxic activity of all
the heterometallic complexes was tested on the prostate PC3
and DU145, renal Caki-1, colon DLL1 and breast MDA-MB-231
cancer cell lines. Unfortunately, the IC50 values of these
complexes were found to be higher than that of the previously
described complexes of the same type. However, they exhibited
higher selectivity with respect to non-cancerous cell lines in
prostate and colon cancer cell lines. Similarly to other titano-
cene–gold complexes containing phosphanes, the new hetero-
metallic carbene derivatives did not display signicant
interaction with plasmid (pBR322) DNA. The selective hetero-
metallic complex [(h5-Cp)2Ti(CH3){OC(O)-p-C6H4SAu(IPr)}] was
found to be highly apoptotic and inhibited thioredoxin reduc-
tase (TrRx) in the prostate PC3 cancer cell line. Finally, it can be
concluded that substitution of PR3-gold(I) by NHC-gold(I) frag-
ments in titanocene–gold complexes is not proven to be
successful and further optimization of NHC ligands with more
detailed mechanistic studies is necessary for the design of
chemotherapeutic candidates with improved pharmacological
properties.

Organometallic gold complexes with
ER stress, mitochondria and TrRx as
targets

For centuries gold has been utilized as a therapeutic agent for
the treatment of various diseases. However, its chemothera-
peutic potential as an antitumor agent was accelerated aer the
clinical entry of auranon, a triethylphosphine gold(I) glucose-
thiolate, which was used for the treatment of rheumatoid
arthritis.114 The oral availability of this antiarthritic caused
a major breakthrough in the eld of cancer therapeutics.
Subsequently, auranon was found to possess potent in vitro
antitumor properties and promising in vivo effects in a P388
This journal is © The Royal Society of Chemistry 2019
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Fig. 22 Chemical structure of Au(III) complexes of 2-(dimethylami-
nomethyl)phenyl (dmamp). (a) [Au(dmamp)Cl2] and (b)
[Au(dmamp)(OAc)2].
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leukemia mouse model.115 Many gold chemotherapeutics are
also highly effective on cisplatin-resistant cell lines probably
due to their different mechanisms of action compared to the
classic drug cisplatin, which acts only on DNA.116,117 The litera-
ture revealed that antitumor gold chemotherapeutic agents
exert their cytotoxic effect by interaction with different targets,
such as endoplasmic reticulum (ER), mitochondria and thiol-
containing proteins/enzymes, such as thioredoxin reductase
(TrRx).118 The enzyme thioredoxin reductase (TrRx) is present in
high quantities inside tumor cells because there is high
production of ROS in tumor cells and this enzyme helps in
maintaining the oxidative stress produced by ROS. Thus, if the
function of the TrRx enzyme is inhibited in any way, due to the
high accumulation of ROS, cancer cells will undergo apoptosis
or cell death.87,90 Similarly, mitochondria are one of the main
sources of intracellular ROS due to electron ow in the respi-
ratory chain. Antitumor drugs targeting the mitochondria lead
to the accumulation of drugs inside the mitochondria, which
results in dysfunction in the various metabolic processes, such
increases mitochondria permeability and the production of
ROS. This ultimately leads to cell death or apoptosis without
causing any adverse effects and toxicity issues.119–121 Besides,
many drugs target the endoplasmic reticulum and cause ER-
stress inside tumor cells, which activates the unfolded protein
response (UPR). This response (UPR) either restores homeo-
stasis and promotes survival of cells or activates cell death or
apoptosis.122,123 Therefore, all these strategies are very important
in the design and development of antitumor drugs. Recently,
organometallic gold(I) N-heterocyclic carbene (NHC) complexes
have been extensively investigated in the eld of organometallic
chemotherapeutics.124–127 This type of complex was found to
inhibit the activity of thioredoxin reductase (TrRx) at low
nanomolar levels, which is probably due to the delivery of the
bioactive metal at the target site and stabilization of the metal
ion by the NHC ligand under physiological conditions. Thus,
organometallic gold complexes act as prospective drug candi-
dates with potent antitumor activities on drug-resistant malig-
nant tumors due to their different modes of action compared to
classic drugs.128–133 Other scientists believed that mitochondria
and the pathways of oxidative phosphorylation were the primary
intracellular targets for organometallic gold chemotherapeu-
tics.134,135 However, studies on many organometallic gold(I) and
gold(III) complexes revealed that inhibition of thioredoxin
reductase (TrRx) was their major mechanism of cytotoxic action,
which ultimately led to apoptosis via the mitochondrial
pathway and endoplasmic reticulum stress.136,137 Therefore, the
mechanisms of action of anticancer gold complexes are
different from that of cisplatin, where most cytotoxic gold
complexes are also effective against cisplatin-resistant cancer
cells, revealing the promising prospect in the development of
gold chemotherapeutics to resolve the problem of cisplatin
resistance. Some Au(I) and Au(III) complexes have also been
demonstrated to display signicant in vivo anticancer effects.

Despite their promising therapeutic potential, there is a risk
in developing chemotherapeutic Au(III) compounds due to their
low stability in intracellular medium. To stabilize the Au(III)
metal ion, researchers are focusing on the development of
This journal is © The Royal Society of Chemistry 2019
organometallic gold(III) complexes because presence of a direct
carbon–gold bond greatly stabilizes the gold(III) oxidation state
and guarantees more controlled chemical speciation in an
aqueous environment. Generally, both organometallic gold(I)
and gold(III) centers exhibit increased stability with respect to
classical gold-based coordination complexes and are extremely
suitable for the design of organometallic gold chemothera-
peutic agents. In general, Au(III) complexes are redox active and
can be easily reduced to Au(I)/Au(0). Thus, choosing the
appropriate ligand to stabilize the Au(III) ion is of great interest.
The bioactive organometallic gold compounds mainly include
cyclometallated gold(III) complexes with C, N-donor ligands,
gold(I) and gold(I/III) N-heterocyclic (NHC) carbene complexes,
and gold(I) alkynyl complexes, which have promising anticancer
activities. In normal gold coordination compounds, the Au(III)
ion is reduced tometallic gold in biological media, which can be
toxic to the human body. Thus, to prevent the reduction of
Au(III), the organometallic complexes of gold are found to be
promising due to the presence of M–C bonds, which provide
high stability to the complex. Thus, in this review, we focus on
the development of organometallic antitumor compounds due
to their high stability. For the rst time, R. V Parish et al.138,139

discovered the antitumor properties of gold(III) complexes of the
type [Au(dmamp)X2] {where, X ¼ Cl, and OAc and dmamp ¼ 2-
(dimethylaminomethy1)-phenyl}, as shown in Fig. 22. These
complexes displayed similar cytotoxicity to that of cisplatin
against several human tumor cell lines. Their acetato analogs,
[Au(dmamp)(OAc)2], showed higher solubility in water
compared to [Au(dmamp)Cl2]; thereby, exhibiting promising in
vitro and moderate in vivo antitumor activity against ZR-75-1
human carcinoma xenogras.140,141 Thus, this suggests that
changing the chloride ion to the acetate ion increases the
hydrolysis of the complex similar to cisplatin and the these
complexes present an example of structure-reactivity relation-
ship by inhibiting proteases. Both complexes inhibited the
cysteine proteases cathepsin B and K and were also very potent
inhibitors of TrRx.142

It is well established that gold complexes containing the
covalent Au–C bond are more difficult to decompose in physi-
ological media. Further, these compounds are isoelectronic
with the well-known classical drug cisplatin, and thereby show
RSC Adv., 2019, 9, 3239–3278 | 3253
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Fig. 23 Chemical structure of a series of a series of cycloaurated complexes (a) [Au(dmamp)(X–X)], (b) [Au(R-C^N)(X–X)] and (c) [Au(R-N^E^C-R0)
X2].
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high activity due to their interaction with DNA. However,
besides their interaction with DNA, organometallic gold
complexes exert their antitumor activity by interacting with
thiol-containing molecules such as TrRx activity and cancer cell
killing capacity as potential antitumor agents. Therefore, Simon
P. Fricker et al., Robert G. Buckley et al. and Yongbao Zhu
et al.140,141,143,144 synthesized a series of square planar six-
membered cycloaurated complexes of the type [Au(dmamp)(X–
X)] {where, X–X ¼ catecholate bis(amidate)}, [Au(R-C^N)(X–X)]
{where, C^N ¼ pyridinyl-phenyl unit, R ¼ H and Me, and X–X ¼
thiosalicylate and bis(amidate)} and [Au(R-N^E^C-R0)X2] {where,
N^E^C ¼ pyridinyl linker phenyl unit; E ¼ CH2, CHPh, CO, NH,
NMe, O, and S; X ¼ Cl and OAc; X2 ¼ CH2(COO)2 and thio-
salicylate; R ¼ H, Me, Et, Prn, CH2OMe, CH2Ph, and Ph; and R0

¼ H, Me, Et, Bun, Hexn, CH2Ph, Cl, and OR00} (Fig. 23). All these
complexes were found to inhibit the cathepsin cysteine prote-
ases B and K in the same manner. However, only [Au(N^CH2^C)
Cl2], [Au(N^NH^C)Cl2], [Au(N^O^C)Cl2], [Au(N^S^C)Cl2] and
[Au(N^CH2^C)(THS)2], where, THS ¼ thiosalicylate, were tested
for in vitro activity against a panel of human tumor cell lines.
The results revealed that the thiosalicylate compound
[Au(N^CH2^C)(THS)2] was more active than the chloro
Fig. 24 Chemical structure of gold(III) biguanide complexes (a) [AuIII(R-C

3254 | RSC Adv., 2019, 9, 3239–3278
compound [Au(N^CH2^C)Cl2], and their mechanism of cytotox-
icity may be gold–protein interactions. Furthermore, it was also
observed that an increase in the number of C–Au bonds and
substitution at the 6 position of the pyridine ring caused the
complexes to become more active and lipophilic, thereby facil-
itating their intracellular uptake. However, the ability of these
complexes to interact with the thiols and selenol groups of
proteins appeared to be reduced.

Moreover, there has been considerable interest in the
development of organometallic lipophilic metal complex
cations since they show promising cytotoxicity under in vitro
and in vivo conditions in cancer cells. However, enhanced lip-
ophilicity can lead to a decrease in aqueous solubility, resulting
in lower bioavailability, which restricts their application. Thus,
a balance between lipophilicity and aqueous solubility must be
considered for the development of clinically useful organo–gold
complexes. Accordingly, C. M. Che et al.145 reported gold(III)
biguanide complexes with the general formula [AuIII(R-C^N)L]n+

(where, R ¼ H and butyl, C^N ¼ pyridinyl-phenyl unit, and L ¼
biguanide (BG) and biuret (BU), with n ¼ 0–1), which contained
the lipophilic 2-(4-n-butylphenyl) pyridine moiety and hydro-
philic chelating biguanide (Fig. 24). They modied the
^N)(BG)]Cl and (b) [AuIII(R-C^N)(BU)].

This journal is © The Royal Society of Chemistry 2019
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Fig. 25 Fluorescence images of HeLa cells co-expressing mRFP and
YFP-ER after treatment with or without [AuIII(nBu-C^N)(BG)]Cl (24mM,
24 h). This figure was reproduced from ref. 145 with permission from
the Royal Society of Chemistry (Great Britain).
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lipophilicity of the complexes by varying the R group and
ensured their solubility by using a polar ligand in the synthesis
of the organometallic gold(III) complexes. The [AuIII(nBu-
C^N)(BG)]Cl and [AuIII(nBu-C^N)(BU)] complexes were more
cytotoxic (IC50 ¼ 1.5–17 mM) than cisplatin (IC50 ¼ 12.0–66.7
mM) against HeLa cells due to their lipophilic n-butyl group(s),
which enhances their cellular uptake. However, the [AuIII(nBu-
Fig. 26 Chemical structure of organogold(III) complexes (a) [Au{k2-C
2}(S2CN-R2)]PF6, (c) [Au{k

2-C,N-C6H4(PPh2]N(C6H5)-2}(P{Cp(m-C6H4-

This journal is © The Royal Society of Chemistry 2019
C^N)(BG)]Cl complex exhibited high toxicity against HeLa
cells (Fig. 25) and low toxicity towards normal lung broblast
CCD-19Lu normal cells. Further studies conrmed that this
complex interacted rapidly with GSH to form gold-GSH
adduct(s), which induced ER stress, ER swelling and up-
regulated ER-stress markers, such as CHOP and HSP70. These
markers promote partial S-phase arrest in HeLa cells, and
subsequently, apoptosis- and necrosis-independent cell death.

Further, attention has been directed towards the synthesis of
organo-gold complexes because they mostly adopt a square
planar geometry similar to that of cisplatin. However, cisplatin
acts by covalent binding to DNA purine bases, while the
mechanism of action of organo-gold(III) compounds is totally
different. Organo-gold complexes containing a C, N-backbone
are highly stable, and the lipophilicity/hydrophilicity of
these complexes can be easily tuned by using different ligands
and functional groups. Therefore, Brian K. Nicholson et al.,146

Isabel Marzo et al., and Maria Contel et al.147–149 synthesized
organogold(III) complexes containing the “pincer” iminophos-
phorane Ph3P]NPh. Isabel Marzo et al. and Maria Contel et al.
reported the biological activities of organogold(III)
complexes of the type [Au{k2-C,N-C6H4(PPh2]N(C6H5)-2}Cl2],
[Au{k2-C,N-C6H4(PPh2]N(C6H5)-2}(S2CN-R2)]PF6 (where, R ¼
Me and CH2Ph), [Au{k2-C,N-C6H4(PPh2]N(C6H5)-2}(P{Cp(m-
,N-C6H4(PPh2]N(C6H5)-2}Cl2], (b) [Au{k
2-C,N-C6H4(PPh2]N(C6H5)-

SO3Na)2}3)Cl] and (d) [Au{k2-C,N-C6H4(PPh2]N(C6H5)-2}(PR3)2Cl]PF6.

RSC Adv., 2019, 9, 3239–3278 | 3255
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Fig. 27 Chemical structure of gold(III)-phosphine complex [Au2-
(C^N^C)2(m-dppp)](CF3SO3)2.
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C6H4-SO3Na)2}3)Cl] and [Au{k2-C,N-C6H4(PPh2]N(C6H5)-
2}(PR3)2Cl]PF6 (where, PR3 ¼ PTA (1,3,5-triaza-7-
phosphaadamantane) (Fig. 26). Isabel Marzo et al. observed
that the [Au{k2-C,N-C6H4(PPh2]N(C6H5)-2}Cl2], C6H4(PPh2]

N(C6H5)-2}(S2CN-Me2)]PF6, and [Au{k2-C,N-C6H4(PPh2]

N(C6H5)-2}(S2CN-(CH2Ph)2)]PF6 complexes induced mitochon-
drial depolarization preceding apoptotic or necrotic cell death.
Also, these complexes were highly cytotoxic towards Jurkat T-
cell acute lymphoblastic leukemia cells and B-CLL cells
compared to normal T-lymphocytes. Furthermore, experiments
with Bax/Bak-decient Jurkat cells indicated that the [Au{k2-
C,N-C6H4(PPh2]N(C6H5)-2}(S2CN-(CH2Ph)2)]PF6 complex
induced apoptotic cell death; whereas the [Au{k2-C,N-
C6H4(PPh2]N(C6H5)-2}Cl2] and C6H4(PPh2]N(C6H5)-2}(S2CN-
Me2)]PF6 complexes resulted in necrotic cell death. This
difference in mechanism of cell death is probably due to the
reduction of the Au(III) to Au(I) species [AuCl{Cp(m-C6H4-
SO3Na)2}3)] in the [Au{k2-C,N-C6H4(PPh2]N(C6H5)-2}(S2CN-
(CH2Ph)2)]PF6 complex. Similarly, Maria Contel et al. evaluated
the activity of all their complexes against HeLa human cervical
carcinoma and Jurkat-T acute lymphoblastic leukemia cells. All
the complexes displayed prominent cytotoxic activity compared
to cisplatin. However, the C6H4(PPh2]N(C6H5)-2}(S2CN-Me2)]
PF6 complex was the most cytotoxic, and apoptosis studies on
HeLa cells revealed that it triggered cell death by activating not
only apoptotic pathways (major) but also other death mecha-
nisms such as necrosis. In addition these complexes did not
show any interaction with DNA, indicating that their mecha-
nism of action is different from DNA damage. Thus, determine
their mode of action, the interaction of the C6H4(PPh2]

N(C6H5)-2}(S2CN-Me2)]PF6 complex with two model proteins
(cytochrome c and thioredoxin reductase) was analyzed via
spectroscopic methods (UV-vis and uorescence). The
C6H4(PPh2]N(C6H5)-2}(S2CN-Me2)]PF6 complex displayed slow
interaction with cytochrome c, but with protein thioredoxin
reductase it induced irreversible denaturation. Generally, it can
be concluded that these complexes do not interact with DNA
and their mechanism of action may involve either direct mito-
chondrial damage or deregulation of the thioredoxin reductase/
thioredoxin redox system.

To enhance the stability and bioavailability of gold(III)
complexes under physiological conditions, scientists have used
multidentate and strong s-donor C^N^C ligands to stabilize the
gold(III) ion in organo-gold complexes. Accordingly, Chi-Ming
Che et al.150 reported the stable gold(III)-phosphine complex
[Au2(C^N^C)2(m-dppp)](CF3SO3)2 (where, HC^N^CH ¼ 2,6-
diphenylpyridine and dppp ¼ bis(diphenylphosphino)
propane), as shown in Fig. 27. This complex displayed more
potent in vitro cytotoxicity towards toward various human
hepatocellular carcinoma (HCC) (Hep G2 and PLC) and human
cervical epithelial carcinoma (HeLa) cell lines than its structural
and iso-electronic platinum(II) analog [Pt2(C^N^N)2(m-
dppp)](CF3SO3)2 (where, HC^N^N ¼ 6-phenyl-2,20-bipyridine)
and gold(III)-carbene complexes. Administration of the [Au2(-
C^N^C)2(m-dppp)](CF3SO3)2 complex via intravenous (i.v.)
injection suppressed the growth of tumor in nude mice models
bearing human H22 hepatocellular carcinoma cells and human
3256 | RSC Adv., 2019, 9, 3239–3278
S180 sarcoma cells. In addition, its acute and sub-chronic
toxicities were examined in mice and beagle dogs and the
results revealed that there was no severe and irreversible side-
effect in these animal models. Furthermore, transcriptomic
and connectivity map analyses revealed that the transcriptional
prole of [Au2(C^N^C)2(m-dppp)](CF3SO3)2 is similar to that of
inhibitors of thioredoxin reductase (TrRx) and inducers of
endoplasmic reticulum (ER) stress such as CHOP.151 Endo-
plasmic reticulum (ER) stress activates apoptosis via multiple
mechanisms including transcriptional down-regulation of the
levels of the anti-apoptotic bcl-2 and up-regulation of DR5,
which is a member of the death receptor protein family. DR5 is
the receptor of the death ligand TRAIL152–154 and the binding of
TRAIL to DR5 activates caspase, which ultimately leads to death-
receptor-dependent apoptosis. Thus, we can conclude that
[Au2(C^N^C)2(m-dppp)](CF3SO3)2 is the only organo-gold(III)
complex found in the literature to have promising in vivo anti-
tumor activity in an orthotropic model (Fig. 28). Therefore,
[Au2(C^N^C)2(m-dppp)](CF3SO3)2 warrants further pre-clinical/
clinical evaluations.

To improve the biological properties of organometallic gold
compounds, the proper choice of secondary ligands must be
considered, such as PTA for increased water solubility and thio-
sugar moieties to inuence uptake and reduce exchange with
biological nucleophiles. By considering this, recently M. A.
Cinellu and A. Casini et al.155 reported the synthesis of a new
series of (C^N) cyclometallated gold(III) complexes with general
formula [Au(pyb-H)L1L2]n+ (where, pyb-H ¼ C^N cyclometallated
2-benzylpyridine, L1 and L2 ¼ chlorido 1,3,5-triaza-7-
phosphaadamantane (PTA) and glucosethiolato (GST) ligands,
respectively, and n¼ 0 or 10) (Fig. 29) bearing different ancillary
ligands such as PTA for increased water-solubility and thio-
sugar moieties to inuence uptake and reduce exchange with
biological nucleophiles. The X-ray structure of the [Au(pyb-
H)(PTA)Cl]PF6 complex displayed the typical square-planar
geometry of the gold(III) cation with the phosphane ligand
trans to the nitrogen. All the complexes were screened in vitro in
a panel of human cancer cell lines, including ovarian adeno-
carcinoma (A2780), mammary carcinoma (MCF-7), lung carci-
noma (A549) and colon carcinoma overexpressing p53 (HCT116
p53+/+) or p53 knock-out (HCT116 p53�/�), as well as on
healthy human embryonic kidney cells (HEK-293T). It was
observed that the new cyclometallated complexes [Au(pyb-
This journal is © The Royal Society of Chemistry 2019
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Fig. 28 (A) The sizes of tumor nodules of the vehicle-control (NT, left) or [Au2(C^N^C)2(m-dppp)](CF3SO3)2-treated (0.5 mg kg�1) rat examined
by Xenogen Imaging System (upper) and dissect ion (lower). (B) H&E, vWF, and TUNEL staining of the tumor tissue of vehicle control (NT) and
[Au2(C^N^C)2(m-dppp)](CF3SO3)2-treated (0.5 mg kg–1) rats. This figure is reproduced from ref. 150 with permission from the Royal Society of
Chemistry (Great Britain).

Fig. 29 Chemical structure of novel (C^N)gold(III) cyclometallated compounds (a) [Au(pyb-H)Cl2], (b) [Au(py
b-H)(PTA)Cl]PF6, (c) [Au(py

b-H)(GST)
Cl] and (d) [Au(pyb-H)(GST)2].
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H)(PTA)Cl]PF6, [Au(py
b-H)(GST)Cl] and [Au(pyb-H)(GST)2] were

more cytotoxic than their precursor [Au(pyb-H)Cl2] in all the cell
lines except the A549 cell line. The most interesting toxicity
prole was shown by the phosphane-containing complex
[Au(pyb-H)(PTA)Cl]PF6, where this complex was twice as toxic as
cisplatin against HCT116+/+ cells, which suggested its depen-
dence on p53 pathways. Also the [Au(pyb-H)(PTA)Cl]PF6
complex was less toxic on healthy human embryonic kidney
cells (HEK-293T). The complexes containing the tetra-acetylated
b-D-glucose-1-thiolato ligand, [Au(pyb-H)(GST)Cl] and [Au(pyb-
H)(GST)2], showed moderate antiproliferative activity. Further-
more, the [Au(pyb-H)Cl2] and [Au(pyb-H)(PTA)Cl]PF6 complexes
This journal is © The Royal Society of Chemistry 2019
were revealed to be potent inhibitors of the zinc nger protein
PARP-1, which is involved in the mechanism of cisplatin
resistance.

Besides organometallic gold(III) complexes, the interest in
neutral gold(I) complexes started when auranon, a triethyl-
phosphine gold(I) glucose-thiolate, was marketed in 1982 as an
anti-rheumatic substance.156 The oral availability of this
substance represented a major breakthrough in the eld of gold
organometallics. In past decades, it was well established that
auranon (Fig. 30) inhibited the growth of different cancer cells
in vitro. However, in mice bearing the P388 leukemia model,
auranon was only effective when it was administered via the
RSC Adv., 2019, 9, 3239–3278 | 3257
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Fig. 30 Chemical structures of the clinically used antirheumatic gold(I) complexes with promising anticancer potential.
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i.p. route and remained inactive when administered via the i.v.
and s.c. routes.157 Detailed studies revealed that auranon
rapidly reacts with Cys-34 of serum albumin (free –SH concen-
tration is �400 mM in the bloodstream).158 Despite the signi-
cant effort, auranon was not very successful in tumor models
in vivo. Thus, to further improve cytotoxicity in vivo, Kamei
et al.159 reported the antitumor activity of another antiarthritic
gold(I) drug, aurothiomalate (ATM). They observed that treat-
ment of tumor-bearing mice with ATM at 30 mg per kg per day
(s.c.) or by oral administration (p.o.) at 75 mg per kg per day
signicantly increased the survival time of the mice. Also, ATM
was comparatively less toxic than cisplatin. Another group of
scientists, Fields et al.,160 found that aurothioglucose (ATG) and
ATM as potent inhibitors disrupt the interaction of protein
kinase Ci (PKCi) (required for the transformed growth of
human non-small-cell lung cancer (NSCLC)) with its down-
stream effector Par6. They also observed that ATG signicantly
reduced the tumor size in nude mice inoculated with human
lung adenocarcinoma (A549).

The traditional gold complexes such as auranon and
aurothioglucose are readily metabolized under physiological
conditions by thiol-containing biomolecules and their ligands
are easily lost before they reach the target enzyme. This means
Fig. 31 Chemical structures of (a) [Au(NHC)Cl], (b) [Au(NHC)2]I (c) [Au(N

3258 | RSC Adv., 2019, 9, 3239–3278
that these gold complexes are not stable in physiological
conditions. Thus, to stabilize these complexes, scientists are
focusing on the development of organometallic gold complexes
because they are more stable and prevent the metabolization of
complexes. In this regard, NHC ligands are more attractive due
to their high stability and interesting biological properties, such
as they induce apoptosis and inhibit thioredoxin reductase
(TrRx) enzyme. Therefore, gold(I)-NHC complexes of the type
[Au(NHC) L]n+ (where, NHC ¼ N-heterocyclic carbene; L ¼ –Cl,
–NHC, or –PR3 (R ¼ Me, Et, iPr, and Ph), and n ¼ 0–1) (Fig. 31)
have been extensively investigated in the past by B. Price et al.
and I. Ott et al.161–164 as cytotoxic agents that interact with both
DNA and the disulde reductase enzyme thioredoxin reductase
(TrRx). The majority of complexes binds to human serum
albumin in the order [Au(NHC)Cl], [Au(NHC)2]I and [Au(NHC)
PPh3]I. The chloro derivative [Au(NHC)Cl] was found to be the
specic inhibitor of TrRx and showed intensive binding to
albumin similar to auranon. The cationic complex [Au(NHC)2]
I with two NHC ligands exhibited the lowest inhibition of TrRx
and was found to exhibit the lowest binding capacity to
albumin. Finally, the triphenylphosphine derivative [Au(NHC)
PPh3]I strongly inhibited TrRx and showed increased binding
with protein. It was also observed that cationic complexes of
HC)PR3]I and (d) [Au(NHC)(NAP)Cl] complexes.

This journal is © The Royal Society of Chemistry 2019
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Fig. 32 Chemical structure of the dinuclear gold(I) complex [Au(B-
NHC)(B-DP)](PF6)2.
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[Au(NHC)2]I and [Au(NHC)PPh3]I are lipophilic, and thus called
delocalized lipophilic cations (DLC). These DLCs can penetrate
the hydrophobic barriers of cellular membranes and show
selective accumulation in tumor cell mitochondria.165 Berners-
Price et al. reported clearly that DLC effects increased the
cellular uptake of gold(I) complexes in tumor cells.166 Therefore
the cellular uptake of the [Au(NHC)2]I and [Au(NHC)PPh3]I
complexes was enhanced compared to [Au(NHC)Cl]. The
increased cellular andmitochondrial uptake of [Au(NHC)2]I and
[Au(NHC)PPh3]I induced apoptosis and ROS formation in
tumor cells. However, the cationic complex with the triphenyl-
phosphine and NHC ligands, [Au(NHC)PPh3]I, was found to be
the most active among them. Furthermore, the incorporation of
the naphthalimide moiety increased the intercalation of the
[Au(NHC)(NAP)Cl] complex (where, NAP ¼ naphthalimide
moiety) with DNA together with the TrRx inhibition. Hence, the
conjugation of naphthalimides with gold(I) NHC moieties
provides a useful strategy for the design of chemotherapeutic
agents with multiple (nonrelated) modes of action.

In continuation of this, C.-M. Che et al.167 recently reported
a dinuclear gold(I) complex containing a bridging bis(N-
heterocyclic carbene) ligand as the rst gold(I) complex reported
to inhibit cancer stem cell activity and inhibit in vivo
Fig. 33 Antitumor effect of [Au(B-NHC)(B-DP)](PF6)2 on mice bearing H
[Au(B-NHC)(B-DP)](PF6)2,*p < 0.05. (b) Representative mouse photos af
permission from John Wiley and Sons.

This journal is © The Royal Society of Chemistry 2019
angiogenesis in a tumor model (Fig. 32). The [Au(B-NHC)(B-
DP)](PF6)2 complex (where, B-NHC ¼ bis-(NHC) bridging
ligands and B-DP ¼ bridging diphosphine ligand) was quite
stable, as envisaged from its low reactivity towards blood thiols,
and potently inhibited TrRx activity in the presence of GSH in
a time- and concentration-dependent manner. Therefore, the
activity of [Au(B-NHC)(B-DP)](PF6)2 can be attributed to its high
thiol reactivity and inhibition of TrRx. Subsequently, using
a model TrRx C-terminal GCUG (glycine-cysteine-
selenocysteine-glycine) peptide, high-resolution ESI-MS
together with 1H NMR experiments revealed that the dinu-
clear gold(I) complex formed a 1 : 1 adduct with the GCUG
motif. Altogether, these studies conrmed the simultaneous
coordination of the dinuclear [Au2(dcpm)]+ unit to the corre-
sponding S(Cys) and Se(Sec) of GCUG, accompanied by the
release of bis(NHC), but not the dcpm ligand. Further studies
showed that the complex inhibited the tumor growth of HeLa
xenogras and highly aggressive mouse B16-F10 melanoma
with no mouse death or bodyweight loss. It also inhibited
angiogenesis in the tumor models (Fig. 33) and in vitro sphere
formation in cancer stem cells. The toxicology results revealed
that [Au(B-NHC)(B-DP)](PF6)2 did not show systemic anaphy-
laxis on guinea pigs and localized irritation on rabbits. Thus, it
can be inferred that gold(I)-NHC complexes are very promising
candidates for the development of chemotherapeutic agents
and warrant clinical investigations.

Similar to organometallic gold(I)-NHC complexes, gold(I)
complexes are also stabilized via the use of alkyne ligands due
to the presence of the Au(I)-carbon bond. These organometallic
gold(I) complexes show more pronounced antiproliferative
activity compared to the classical drug cisplatin. Recently,
organometallic gold(I) derivatives with an alkyne ligand dis-
played promising in vitro and in vivo anticancer activity. M.
Laguna et al.168 synthesized an alkyne gold(I) complex,
[Au(C^CCH2S pyridine)(PTA)] (where, C^CCH2Spyridine ¼
alkyl S-pyridine and PTA ¼ 1,3,5-triaza-7-phosphaadamantane),
as shown in Fig. 34, and investigated its anticancer activity
against the colon cancer cell line Caco-2 (PD7 and TC7 clones).
This complex showed strong antiproliferative effects, which
eLa xenografts. (a) Changes in tumor volume (V) after treatment with
ter 9 days of treatment. This figure was reproduced from ref. 167 with

RSC Adv., 2019, 9, 3239–3278 | 3259
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Fig. 34 Chemical structure of the alkyne gold(I) complex
[Au(C^CCH2Spyridine)(PTA)].
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were even more pronounced than cisplatin but similar to aur-
anon. The interaction of this complex with bovine serum
albumin (BSA) was also studied via uorescence spectroscopy,
and moderate binding constant values were obtained. Ther-
modynamically, the [Au(C^CCH2Spyridine)(PTA)] complex
interacts with protein through van der Waals interactions or
hydrogen bonding. Furthermore, [Au(C^CCH2Spyridine)(PTA)]
showed inhibition in colon cancer proliferation of the HTC-116-
luc2 cell line via the apoptotic pathway and S-phase arrest of the
Fig. 35 (A) Bioluminescence images after injection of luciferin to mice inf
116-luc2 tumor volume against number of days inmice treatedwith [Au(C
vs. control. This figure was reproduced from ref. 168 with permission fro

Fig. 36 Chemical structure of (a) [Au(C^CPh)(DAPTA)], (b) [Au(C^C-3-

3260 | RSC Adv., 2019, 9, 3239–3278
cell cycle. Intraperitoneal injection of [Au(C^CCH2-
Spyridine)(PTA)] in athymic nude mice inoculated with HTC-
116-luc2 cells prolonged their survival and resulted in
moderate inhibition of the tumor growth with no subsequent
organ (kidney and liver) damage (Fig. 35).

Since the organometallic alkynyl gold(I) complexes displayed
much better activity than cisplatin both in vitro and in vivo, no
evidence of necrosis was observed in the vital organs of the
mice. Therefore, P. J. Dyson et al.169 also reported alkynyl
phosphane gold(I) derivatives, [Au(C^CPh)(DAPTA)], [Au(C^C-
3-SC4H3)(DAPTA)] and N[Au(C^CCH2)(DAPTA)]3, containing
the water-soluble 1,3,5-triaza-7-phosphaadamantane (PTA)
and 3,7-diacetyl-1,3,7-triaza-5-phosphabicyclo[3.3.1]-nonane
(DAPTA) phosphane ligands (Fig. 36). These complexes dis-
played cytotoxicity on A2780 ovarian cancer cells and on the
cisplatin-resistant cell line A2780cisR similar to that of aur-
anon. Furthermore, due to their highly luminescent nature,
their cellular uptake was observed via uorescence microscopy
and the images shows that the complexes were efficiently and
rapidly taken up by the cancer cells.169 However, these
complexes did not interact with DNA like auranon, which
suggests they have a different target of action. Although the
exact mechanism of Au(I) phosphane-induced cytotoxicity is
unknown, some studies suggest involvement of
ectedwith HCT-116-luc2. (B) Results showing the changes in the HCT-
^CCH2Spyridine)(PTA)] in comparisonwith the control mice. *P < 0.05
m the Royal Society of Chemistry (Great Britain).

SC4H3)(DAPTA)] and (c) N[Au(C^CCH2)(DAPTA)]3.

This journal is © The Royal Society of Chemistry 2019
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Fig. 37 Chemical structure of alkynyl gold(I) complexes (a) [Au(C^C-BnZO)PPh3] and (b) [Au(C^C-MeOPh)PPh3].

Fig. 38 Blood vessel formation in developing zebrafish embryos
(transgenic zebrafish line, Tg:fli1/eGFP) was monitored three days after
fertilization; top: ligand HC^C-BnZO (0.1 mm) and bottom: [Au(C^C-
MeOPh)PPh3] (0.1 mm). Examples of effects on vessel formation are
marked with arrows. This figure was reproduced from ref. 171 with
permission from John Wiley and Sons.
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mitochondria.170 Also the high affinity of Au(I) for S- and Se-
donor ligands indicates that proteins, including enzymes and
transport proteins, may be possible targets.

Ingo Ott et al.171 also reported the synthesis of mononuclear
alkynyl gold(I) complexes, [Au(C^C-BnZO)PPh3] and [Au(C^C-
MeOPh)PPh3] (where, BnZO ¼ benzyloxy group and MeOPh ¼
methoxyphenyl group) by reacting the respective alkynes with
chloro(triphenylphosphine)gold(I), as depicted in Fig. 37. These
complexes, particularly [Au(C^C-BnZO)PPh3] and [Au(C^C-
MeOPh)PPh3], exhibited good antiproliferative effects and were
generally strong inhibitors of thioredoxin reductase (TrRx) with
high selectivity for the related enzyme glutathione reductase,
where TrRx is an enzyme with various physiological and path-
ophysiological functions.172,173 These complexes also showed
Fig. 39 Chemical structure of Au(I) triphenylphosphine complexes (a) [A

This journal is © The Royal Society of Chemistry 2019
effects against tumor cell metabolism and mitochondrial
respiration, thus preventing tumor formation. Furthermore,
they showed prominent anti-angiogenic properties in zebrash
embryos, i.e. inhibited the formation of blood vessels in
growing tumors, resulting in cell death, compared to the ligand,
which is inactive. This approach led to the development of
a human cancer model in in vivo assays using developing zebra
sh embryos (Fig. 38).174 These models provide fast and reliable
results and have practical applicability for drug screening
procedures and are already being utilized in academia and
industry. Thus, attention has been further stimulated by the
amenability of zebra sh, which allows the visualization of
cancer progression and angiogenesis in live animals.

Organometallic gold(I)-alkynyl complexes have been consid-
ered as motifs for the design of antitumor drugs due to their
potential stability, luminescence and apoptosis-inducing prop-
erties. Subsequently, Simon J. A. Pope et al.175 synthesized
a series of highly luminescent mono- and dimetallic Au(I) tri-
phenylphosphine complexes, [Au(1-DOQ)PPh3], [Au(1,4-DOQ)
PPh3] and [Au(1,8-DOQ)PPh3] (where DOQ ¼ 1,1,4- and 1,8-
dialkynyloxyanthraquinone), as shown in Fig. 39. The ligands
generally showed lower cytotoxicity compare to the complexes,
which were considerably more toxic to MCF-7 cells. The MCF-7
cell line has higher mitochondrial mass, which indicates that
mitochondria may be the intracellular target of gold complexes.
Also the observed cytotoxicity of these complexes is associated
with their gold alkynyl unit rather than the biological properties
of the anthraquinones. Cellular imaging studies showed that
these complexes accumulated in a signicant concentration
across the entire cytoplasm, including all organelles, conrm-
ing that the mode of gold cytotoxicity involves mitochondrial
inhibition (Fig. 40).
u(1-DOQ)PPh3], (b) [Au(1,4-DOQ)PPh3] and (c) [Au(1,8-DOQ)PPh3].
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Fig. 40 Images of MCF-7 cells incubated with [Au(1,4-DOQ)PPh3] (100 mg mL�1, 4 �C, 30 min), excited at 405 nm, acquired at 530–580 nm
showing: (A) cytoplasmic distribution (overlaid luminescence and transmitted light), (B) appearance of vacuoles upon irradiation (transmitted light
only) and (C and D) photobleaching (luminescence only). This figure was reproduced from ref. 171 with permission from the American Chemical
Society.
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Organometallic iron complexes with
thioredoxin reductases (TrRxs) as
targets

Generally, iron is mostly found in heme complexes, which are
basically the oxygen binding cytochrome proteins, such as
hemoglobin, myoglobin and leghemoglobin. Therefore iron, is
required by cancer cells for their proliferation.176,177 One of the
well-known iron-containing glycopeptide antitumor drugs is
Bleomycin, which acts on cancer cells by causing the oxidative
cleavage of DNA, leading to cell death.178–180 The high activity of
Bleomycin has led to the search for other iron-containing
complexes as chemotherapeutic agents by many scientists. In
this regard, an organometallic iron metallocene named ferro-
cene has attracted attention due to its small size, relative lip-
ophilicity, ease of chemical modication, and redox
potential.181–183 Many ferrocenyl derivatives showed promising
activities, such as antineoplastic, antimalarial, antifungal,
antibacterial and DNA-cleaving activities.184–188 Very early in
1984, oxidized ferrocene, denoted as ferrocenium salt, exhibited
in vivo and in vitro antiproliferative activity.189 The mechanism
of the antitumor activity of the ferrocenium derivatives was
mainly due to the oxidative cleavage of DNA by reactive oxygens
species through the Fenton mechanism.190,191 It was also found
that the ferrocenyl group induced lymphocyte activation and
antitumor activity mediated by redox-sensitive signaling.192
Fig. 41 Chemical structures of (a) ferrocenium picrate and (b) ferroceni

3262 | RSC Adv., 2019, 9, 3239–3278
Currently, the incorporation of the ferrocenyl moiety into
existing drug molecules has become a pioneering strategy for
the enhancement of therapeutic effectiveness in tumor cells.
Some examples are the antiestrogen tamoxifen,193,194 poly-
phenols,195–197 steroidal androgens,198 and the commercial
antiandrogen nilutamide and benzo[b]thiophene derivative
raloxifene.199 Moreover, ferrocene containing alcohols with
longer side chains and low formal reduction potential was
found to be cytotoxic on HeLa cancer cell lines.200 Furthermore,
other iron organometallics demonstrated potent antitumor
activities and some of them can potentially overcome the
intrinsic resistance caused by classical drugs.201–203 Therefore, it
was thought that iron organometallics with different ligand
frameworks and functional groups may act as ideal chemo-
therapeutic agents with different mechanisms of action.
Currently, many organometallic iron complexes are being
developed worldwide in the quest to ght cancer cells effectively
without causing adverse effects on normal cells.

The discovery of iron organometallics as antitumor agents
was rst revealed by Kopf and Kopf-Mayer in 1984. They re-
ported that ferrocenium picrate and ferricenium tri-
chloroacetate salts (Fig. 41) exhibited antineoplastic properties
with optimal cure rates due to oxidative DNA damage.185,189,204

However, the exploration of the anticancer efficacies of ferro-
cene derivatives can be traced back to the early studies by S.
Brynes et al., who reported the synthesis and anticancer activity
of ferrocenyl complexes with amine or amide groups against
um trichloroacetate salts.

This journal is © The Royal Society of Chemistry 2019
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Fig. 42 Chemical structure of 2-ferrocenyl-1,1-diphenylbut-1-ene
complex [Fe(h5-cp)2(TAM)].
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lymphocytic leukemia P-388 cells.205 Specically, the amide
ferrocenyl complexes displayed signicant antitumor activity on
P-388 cells, which is probably due to their binding with the
tumor cell surface nucleic acid. This was enough to provide
a platform for the development of several classes of ferrocenyl
Fig. 43 Chemical structure of (a) hydroxyferrocifens [Fe(h5-cp)2(TAM-O
[Fe(h5-cp)2(QM)] and [Fe(h5-cp)2(QM$R)].

This journal is © The Royal Society of Chemistry 2019
complexes with interesting anticancer activities.206–209 Later, this
eld gained attention when ferrocene was incorporated in
tamoxifen derivatives, which were called ferrocifens. The fer-
rocifens exhibited highly promising antiproliferative activity
towards breast cancer due to the redox behavior of iron.210–212

Thus, A. C. de Oliveira et al.213 examined the anticancer poten-
tial of the [Fe(h5-cp)2(TAM)] complex (where, cp ¼ cyclo-
pentadienyl and TAM ¼ tamoxifen derivative) on a panel of cell
lines such as HL-60 acute promyelocytic leukemia, HCT-8
human colon cancer, SF-295 human glioblastoma, OVCAR-8
ovarian carcinoma and GBM glomerular basement membrane
non-cancerous cells. This complex (Fig. 42) was not cytotoxic
toward GBM monkey cells, but was able to decrease, in
a concentration-dependent manner, the number of viable cells
in the HL-60 line. Usually, in the presence of DNA damage, cells
can trigger a complex sequence of events, including checkpoint
activation, leading to cell-cycle arrest, thus allowing DNA repair.
Moreover, it induces cell-cycle arrest at the G0/G1 phase despite
the low ER expression, followed by an increase in the number of
cells with DNA fragmentation. Indeed, cells treated with [Fe(h5-
cp)2(TAM)] underwent characteristic apoptotic cell death, as
demonstrated by the morphology of the treated cells, increase
in number of cells with DNA fragmentation, PS externalization
and caspase 3 activation, all phenotypic and biochemical
features related to apoptosis. Thus, tethering ferrocene to
tamoxifen derivatives for targeting receptors and enzymes open
a new panoramic view for modeling chemotherapeutic drugs
with diverse and simultaneous functions.

The effectiveness of the available chemotherapeutic drugs is
still limited due to the intrinsic resistance inside cancer cells.
This intrinsic resistance can be overcome via the use of organ-
ometallic redox active complexes such as ferrocene, which are
H)], [Fe(h5-cp)2(TAM-OH$R)] and their (b) ferrocenyl quinone methides

RSC Adv., 2019, 9, 3239–3278 | 3263
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highly stable and redox active. Furthermore, biological activity
can be improved by tethering them with pharmacologically
active molecules. It was observed that ferrocene analogs are
strong inhibitors of thioredoxin reductases (TrRxs), which are
selenoenzymes; thus, they have been suggested as molecular
targets. Accordingly, M. P. Rigobello et al.214 reported two TrRx-
targeting hydroxyferrocifens, [Fe(h5-cp)2(TAM-OH)] and [Fe(h5-
cp)2(TAM-OH R)] and their corresponding quinone methides
[Fe(h5-cp)2(QM)] and [Fe(h5-cp)2(QM R)] (where, TAM-OH ¼ the
hydroxyl derivative of tamoxifen, QM ¼ quinone methides, and
R ¼ O(CH2)3N(CH3)2)) (Fig. 43). It was observed that the
quinone methides, [Fe(h5-cp)2(QM)] and [Fe(h5-cp)2(QMR)]
(IC50 z 2.5 mM), were signicantly more cytotoxic to TrRx in
vitro than the hydroxyferrocifens, [Fe(h5-cp)2(TAM-OH)] and
[Fe(h5-cp)2(TAM-OH R)] (IC50 z 15 mM). The [Fe(h5-cp)2(TAM-
OHR)] and [Fe(h5-cp)2(QM R)] complexes inhibited TrRxs
almost to the same extent; thereby, causing the accumulation of
oxidized forms of cytosolic and mitochondrial thioredoxin in
Jurkat cancer cells. However, [Fe(h5-cp)2(TAM-OH)] and [Fe(h5-
cp)2(QM)] were almost inactive on Jurkat cancer cells. This
differential behaviour of ferrocenyl derivatives was mainly
Fig. 44 Chemical structure of ferrocenyl tamoxifen derivatives [Fe(h5-c

3264 | RSC Adv., 2019, 9, 3239–3278
attributed to the competitive transformation of [Fe(h5-
cp)2(QM)] into an inactive indene in protic medium. This study
for the rst time substantiated the unique role of ferrocenyl
quinone methides in the eld of anticancer activity.

The organic drug tamoxifen was found to be highly effective
against breast cancer cells due to its anti-proliferative action on
estrogen receptor positive (ER+) cancers. However, the use of
tamoxifen is limited since it does not show any effect on tumors
that do not express the estrogen receptor (ER�).215,216 Also, the
long-term use of tamoxifen increases the risk of uterine and
endometrial cancer because tamoxifen and its analogs are
further metabolized to catechol 3,4-di hydroxytamoxifen.217

Further, the combination of the ferrocenyl group with catechol
via a conjugated system increased its in vitro anti-proliferative
activity on hormone-independent (MDA-MB-231) breast cancer
cells, as reported by G. Jaouen et al.218 They synthesized a series
of complexes with the general formula [Fe(h5-cp)2(CTAM)] and
[Fe(h5-cp)2-m-C3H5(CTAM)] (Fig. 44) by tethering organometallic
biovectors (where, CTAM ¼ catechol 3,4-di hydroxytamoxifen).
The catechol complexes discussed here exhibited signicant
anti-proliferative potency (IC50 ¼ 0.48–1.21 mM) in comparison
p)2(CTAM)] and [Fe(h5-cp)2-m-C3H5(CTAM)].

This journal is © The Royal Society of Chemistry 2019
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Fig. 45 Chemical structure of ferrocene (a) [Fe(h5-cp)2(DPME)] and (b) [3]ferrocenophane [Fe(h5-cp)2-m-C3H5(DPME)] and tetrasubstituted
olefin derivatives.

Fig. 46 Chemical structure of ansa-FcdiOH molecule [Fe(h5-cp)2-m-
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to their corresponding phenolic analogues (0.57–12.7 mM).
However, among the catechol complexes, [Fe(h5-cp)2-m-
C3H5(CTAM)], with the [3]ferrocenophane motif, displayed the
highest anti-proliferative activity. Finally, these results sup-
ported the hypothesis that the ferrocenyl group also plays an
important role in the oxidation of catechol derivatives. This
molecule can be transformed into a quinone methide or
orthoquinone, which is responsible for the anti-proliferative
activity of these complexes.

The attachment of a covalently-graed organometallic unit
to a normal metal complex prevents ligand substitution, but it
potentiates the activity of biomolecules either by modication
of their pharmacokinetic prole or by acting as structural
mimics.219 Therefore, G. Jaouen et al.220 synthesized and
compared the antitumor activity of a series of ferrocene, [Fe(h5-
cp)2(DPME)], and [3]ferrocenophane, [Fe(h5-cp)2-m-
C3H5(DPME)] {where, DPME ¼ 1-(diphenylmethylidenyl)ethyl
substituted derivatives}, tetrasubstituted olen derivatives
(Fig. 45). All the complexes were screened for their activity
against the MDA-MB-231 human breast cancer cell line, which
is a hormone-independent line. The results revealed that the [3]
ferrocenophane complexes, [Fe(h5-cp)2-m-C3H5(DPME), were
comparatively more active against the MDA-MB-231 cell line
than the corresponding ferrocenyl complexes. This is ascribed
to the smaller HOMO–LUMO gap present in the oxidized form
of the [3]ferrocenophane compounds. Moreover, the complexes
that could form quinone or imine methides were the most
active among the [3]ferrocenophane and ferrocene series.
Furthermore, the complexes from the [3]ferrocenophanyl and
ferrocenyl series possessing two phenol groups were screened
on the NCI/DTP 60-cell line panel. The results showed that the
[Fe(h5-cp)2-m-C3H5(DPME-OH)] complex with the [3]ferroceno-
phanyl motif exhibited greater cell line selectivity compared to
the ferrocenyl analog on leukemia, CNS cancer, and renal
cancer cells. The low systemic toxicity and lack of interaction
with DNA suggested their different modes of action.
This journal is © The Royal Society of Chemistry 2019
Furthermore, C. Passirani and G. Jaouen et al.221 tested the
[3]ferrocenophanyl complex with two phenol groups, [Fe(h5-
cp)2-m-C3H5(DPME-OH)] (Fig. 46), for brain tumor therapy by
encapsulating it in 40 nm-sized stealth lipid nanocapsules
(LNCs). This complex displayed a potent effect on 9L glioma
cells (IC50 ¼ 0.1 mM), which is related with oxidative stress and
dose-dependent alteration of the cell cycle. Also inhibition in
tumor growth was observed in rats bearing ectopic glioma upon
repeated intravenous administration of the stealth [Fe(h5-cp)2-
m-C3H5(DPME-OH)] LNCs. In addition, there was no liver
damage in the treated rats, indicating that the complex-loaded
stealth [Fe(h5-cp)2-m-C3H5(DPME-OH)] LNCs may represent as
an alternative approach to treat cancer andmay comply with the
current needs in oncology.

However, the incorporation of the ferrocenyl moiety does not
always increase the cytotoxic activity of chemotherapeutic drug
C3H5(DPME-OH)].

RSC Adv., 2019, 9, 3239–3278 | 3265
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Fig. 47 Chemical structure of (a) [Fe(h5-cp)2(NL)] and (b) [Fe(h5-cp)2(TAM-OH$R)].
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molecules. To further improve the cytotoxic activity of organo-
metallic biovectors, cytotoxic moieties need to be introduced,
such the nonsteroidal antiandrogen nilutamide bearing an
organometallic ferrocenyl substituent. Thus, G. Jaouen
et al.206,222 reported the synthesis and antitumor activity of
[Fe(h5-cp)2(NL)] and [Fe(h5-cp)2(TAM-OH$R)] (where, NL ¼
substituted nilutamide TAM-OH ¼ hydroxyl derivative of
tamoxifen and R ¼ O(CH2)3N(CH3)2)) complexes (Fig. 47). The
C31H22F6FeN4O2 complex displayed promising activity on
prostate cancer (PC3) cells with a low IC50 value of 5.4 mM. This
complex mainly acted through the recognition of cannabinoid
receptors since a higher level of these receptors is found in
prostate cancer cells compared to healthy organs. Another
complex, C33H41FeNO2, exhibited strong cell growth inhibition
in three melanoma cells, WM9, WM35 and WM793, compared
to normal melanocytes. Mechanistic studies suggested that
there was no production of ROS species as found for ferrocenyl
derivatives in breast cancer cells. Therefore, the results clearly
indicated that the complex was actively metabolized into
quinone methides by rat liver microsomes or recombinant
human cytochromes. Chemotherapy-induced alopecia (hair
Fig. 48 Chemical structure of the ferrocene-derived HUNI 068
[Fe(h5-cp)2(Fmoc-AA)].

3266 | RSC Adv., 2019, 9, 3239–3278
loss) is a common side effect attributable to the high prolifer-
ative rate of follicular matrix cells, which makes hair follicles
highly sensitive. Thus, the potential toxicity of the complex
C33H41FeNO2 was explored on hair follicle growth, and the
results predicted hair loss as a potential side effect of treatment.

Another approach to investigate the effect of the organo-
metallic ferrocene unit in biological systems is to incorporate it
as building blocks into peptide chains. Thus, H. G. Schmalz
et al.223,224 reported the synthesis of HUNI 068 as a class of
ferrocene-derived compounds with clinically promising activity
(Fig. 48). This complex, [Fe(h5-cp)2(Fmoc-AA)] (HUNI 068)
(where, Fmoc-AA ¼ Fmoc-protected amino acid building
blocks), induced strong apoptosis, DNA fragmentation and
phosphatidylserine exposure without signicantly affecting
membrane integrity. It also overcame multiple drug resistance
(MDR), which is a major problem in the treatment of relapsed
malignant diseases. Generally, tumor cells develop resistance
via the overexpression of p-glycoprotein and Bcl-2, which are
common causes of MDR. Therefore, to improve the current
therapies, more selective drugs with the ability to overcome
mechanisms of MDR are urgently required. Besides, this
complex was active against Burkitt-like lymphoma (BJAB) and
human B cell precursor leukemia (Nalm-6 cells) cells with IC50

values in the range of 30–40 mM. It induced apoptosis via the
intrinsic mitochondrial pathway probably by acting indepen-
dently of the Bcl-2 protein. Experiments on primary lympho-
blasts also showed that the apoptotic activity of HUNI 068 was
higher than that of other drugs, which was tested in patients
with childhood leukemia. Thus, it can be concluded that HUNI
068 is quite useful in the therapy of childhood leukemia when
conventional compounds fail.

To further explore the biological potential of metal-
containing nucleosides, the stable organometallic ferrocene
moiety was incorporated into bioactive nucleoside analogs. In
this endeavor, H.-G. Schmalz et al.225 reported the synthesis of
a series of novel carbocyclic nucleoside analogues with a ferro-
cenocyclopentene backbone (Fig. 49). The cytotoxic activity of
these new ferrocenyl nucleoside complexes, [Fe(h5-cp)2(-
Nuc-tBu)] and [Fe(h5-cp)2(Nuc-DTS)] (where, Nuc-

tBu ¼ carbo-
cyclic nucleoside derivative with tertiary butyl group and Nuc-
This journal is © The Royal Society of Chemistry 2019
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Fig. 49 Chemical structure of the carbocyclic nucleoside analogues (a) [Fe(h5-cp)2(Nuc-tBu)] and (b) [Fe(h5-cp)2(Nuc-DTS)].
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DTS ¼ carbocyclic nucleoside derivative with dimethylthex-
ylsilyl group), were investigated in vitro and ex vivo using BJAB
tumor cells (Burkitt-like lymphoma cells) and primary
lymphoblasts from children with acute lymphoblastic leukemia
(ALL). Both complexes exhibited apoptosis-inducing activity at
low concentrations (LD50 ¼ 10–20 mM). Moreover, the cells
treated with both complexes displayed characteristic apoptosis
behavior, such as changes in cell shape, cytoplasm condensa-
tion, nuclear envelope changes, and blebbing. Surprisingly, the
Fig. 50 Chemical structure of the (a) [Fe(h5-cp)(dppe)(1-BuIm)]CF3SO3, (b
(d) [Fe(h5-cp)(dppe)(1-HmIm)]CF3SO3 complexes.

This journal is © The Royal Society of Chemistry 2019
[Fe(h5-cp)2(Nuc-
tBu)] complex was able to overcome resistance

in primary lymphoblasts isolated from children ex vivo with
a relapse. Therefore, it can be concluded that ferrocenyl
nucleoside complexes are suitable for the development of
organometallic antitumor agents with pronounced apoptosis-
inducing activity, which is related to their structure-activity
dependency. To determine the mechanism of action of these
complexes and also to explore the specic role of the metal
fragment for biological activity further studies are required.
) [Fe(h5-cp)(dppe)(1-BI)]CF3SO3, (c) [Fe(h
5-cp)(dppe)(ImH)]CF3SO3 and

RSC Adv., 2019, 9, 3239–3278 | 3267
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Fig. 51 Chemical structure of N-(ferrocenylmethyl)thymine [Fe(h5-
cp)2(THY)].
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Aer obtaining encouraging results with organometallic
half-sandwich ruthenium complexes and their ability to over-
come the limitations of cisplatin, enormous effort has been
directed towards the development of half-sandwich iron
complexes since they displayed enhanced antitumor activities.
Accordingly, M. H. Garcia et al.226 synthesized four new half-
sandwich iron(II) complexes of the type [FeCp(dppe)L][CF3SO3]
(Fig. 50) containing derivatives of imidazoles substituted
ligands, and ethylenebis(diphenylphosphane) (dppe) for the
rst time. All four complexes, [Fe(h5-cp)(dppe)(1-BuIm)]CF3SO3,
[Fe(h5-cp)(dppe)(1-BI)]CF3SO3, [Fe(h5-cp)(dppe)(ImH)]CF3SO3

and [Fe(h5-cp)(dppe)(1-HmIm)]CF3SO3 (where, 1-BuIm ¼ 1-
butylimidazole, 1-BI ¼ benzyl imidazole, ImH ¼ imidazole and
1-HmIm ¼ N-hydroxymethylimidazole), displayed promising
cytotoxic activity against the ovarian A2780 (cisplatin sensitive),
breast MCF7 and cervical HeLa human carcinoma (ATCC) cell
lines with much lower IC50 values than that for cisplatin,
particularly for MCF7 cells. Furthermore, the highest cytotox-
icity for A2780 cells was found for the [Fe(h5-cp)(dppe)(1-BuIm)]
CF3SO3 complex; whereas, for MCF7 and HeLa cells, the [Fe(h5-
cp)(dppe)(1-BuIm)]CF3SO3 and [Fe(h5-cp)(dppe)(1-BI)]CF3SO3

complexes showed equal values of cytotoxicity. Thus, it was
concluded that the [Fe(h5-cp)(dppe)(1-BuIm)]CF3SO3 and
[Fe(h5-cp)(dppe)(1-BI)]CF3SO3 complexes were 3.5 to 7 times
more cytotoxic than the well-known drug cisplatin. Therefore,
these complexes are as promising anticancer drugs and further
warrant in vivo studies.
Fig. 52 Chemical structures of the ferrocene-carborane conjugates (a)

3268 | RSC Adv., 2019, 9, 3239–3278
Since tumors are known to develop vasculature and interact
with the stroma, in vivo activity investigations allow the evalu-
ation of actual toxicity and pharmacokinetic activity of drugs.
The development of drugs for the treatment of cancer requires
studies on preclinical models such as mice, wherein important
parameters of effectiveness such as an increase in lifetime and
tumor growth delay in tumor-bearing mice are monitored
according to standard protocols. Unfortunately, in vivo studies
of only a few iron complexes have been carried out in detail. A. A
Simenel et al.227 synthesized a ferrocenylmethyl thymine
complex [Fe(h5-cp)2(THY)] (where, THY¼ thymine) (Fig. 51) and
demonstrated its in vivo antitumor activity on solid tumor
models, such as carcinoma 755 (Ca755), melanoma B16 (B16)
and Lewis lung carcinoma (LLC). This complex showed a strong
antitumor effect at small doses against carcinoma 755 cells with
the maximum level of tumor growth inhibition of 70%
compared to the control. Moreover, the [Fe(h5-cp)2(THY)]
complex displayed a synergistic therapeutic effect with the well-
known antitumor drug cyclophosphamide against carcinoma
755 cells, which suggests ferrocene compounds should be
investigated as potential organometallic drugs for antitumor
polychemotherapy.

The organometallic ferrocene moiety has been incorporated
in many drug molecules due to its small size, lipophilicity, ease
of chemical modication, redox potential and promising
bioactivities. Using this strategy, H. Yan and X. Wang et al.228

reported the synthesis and in vitro antineoplastic activities of
ferrocene-substituted dithio-o-carborane conjugates [Fe(h5-
cp)2(SB1)], [Fe(h

5-cp)2(SB2)] and [Fe(h5-cp)2(SBCO)] where, SB1,
SB2 and SBCO are dithio-o-carborane units (Fig. 52). The results
of electrochemical and MTT experiments revealed that the
highly hydrophobic ferrocenyl and carboranyl groups allow the
conjugates to rapidly enter human hepatocellular carcinoma
(SMMC-7721) and human hepatocellular carcinoma (Hep G2)
cancer cells and exert acute cytotoxicity aer 4 h incubation in
serum-free media. All the complexes exhibited high inhibition
activity on the proliferation of SMMC-7721 and Hep G2 cancer
cells via the G0/G1 arrest mechanism. Specically, [Fe(h5-
cp)2(SB1)] and [Fe(h5-cp)2(SB2)] displayed a potent inhibition
effect on the proliferation of SMMC-7721 and Hep G2 cancer
cells, but showed almost no effect on the normal cell line, the
human embryonic lung broblast (HELF) cells. The observed
order of anticancer activity was found to be [Fe(h5-cp)2(SB2)] >
[Fe(h5-cp)2(SB1)], (b) [Fe(h
5-cp)2(SB2)] and (c) [Fe(h5-cp)2(SBCO)].

This journal is © The Royal Society of Chemistry 2019
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[Fe(h5-cp)2(SB1)] > [Fe(h5-cp)2(SBCO)], which was consistent
with the order of redox potential in the ferrocenyl moiety of the
conjugates. All these studies demonstrated the anticancer
structure-reactivity relationship of carborane-ferrocene conju-
gates, which may become prospective candidates for the
development of novel anticancer drugs.
Fig. 54 Chemical structures of the osmium-arene complexes [Os(h6-
p-cymene)(BIG-R)Cl2] containing P-derived sugar ligands.
Organometallic osmium complexes
with DNA and mitochondria as the
target

A number of potential organometallic osmium compounds
have been discovered over the past few years as chemothera-
peutic agents. They provide a new platform for the development
of antitumor agents together with specic recognition towards
the molecular target DNA. For decades, DNA has been a well-
known target because inside cancer cells there is uncontrolled
division of DNA, and if the further replication of DNA is
stopped, then we stop the further growth of tumor cells. Simi-
larly, mitochondria are considered as recent targets for anti-
tumor drugs due to their high production of ROS, where if the
proper functioning of mitochondria is altered, then due to very
high production of ROS, cancer cells will undergo
mitochondria-induced apoptosis or cell death.229

Osmium-arene complexes were rst developed by Paul J.
Dyson, Peter J. Sadler and Bernhard K. Keppler as analogs of
Ru(II)/Ru(III) drugs, which included Os-RAPTA-C, Os-RM175 and
Os-NAMI-A (Fig. 53).230–233 It has been found that in organome-
tallic ruthenium-PTA complexes, the loss of aromatic arene
takes place in physiological conditions; whereas, in organo-
metallic osmium complexes, the loss of arene is not observed.
Os-RAPTA-C binds to the oligonucleotide molecule with the loss
of a chloride ligand, thereby providing more stability to the
osmium–arene bond. However, unfortunately, Os-RM175
complexes do not show promising cytotoxicity towards A2780
ovarian cancer cells due to the formation of inactive hydroxo-
adduct at physiological pH. Osmium–arene complexes are
relatively inert, but the kinetics of ligand substitution reactions
of Os-arene complexes in aqueous solution can be controlled by
varying the chelating ligand. On the other hand, amazingly Os-
Fig. 53 Chemical structures of the osmium complexes (a) Os-RAPTA-C

This journal is © The Royal Society of Chemistry 2019
NAMI-A showed reasonable in vitro antiproliferative activity
against the HT-29 (colon carcinoma) and SK-BR-3 (mammary
carcinoma) cell lines. It was observed that the Os-NAMI-A
complexes were markedly more inert than their related ruthe-
nium compounds towards ligand substitution reactions, such
as hydrolysis and interaction with DNA bases. Due to their inert
behavior, they partially show higher antiproliferative activity
than their related ruthenium analogs.

This unpredictable activity and inertness of osmium-arene
complexes provide a new platform for the design of novel
antitumor agents using the osmium-arene framework and
changing the other ligands. Therefore, Paul J. Dyson and B. K.
Keppler et al.234 further explored the antitumor properties of
organometallic osmium complexes of the type [Os(h6-p-cyme-
ne)(BIG-R)Cl2] (where, BIG ¼ 3,5,6-bicyclophosphite-1,2-o-iso-
propylidene-a-D-glucofuranoside and R ¼ C(CH3)2 and C6H10)
by choosing carbohydrate-derived phosphorus-containing
ligands as secondary ligands (Fig. 54). It was observed that the
[Os(h6-p-cymene)(BIG-C6H10)Cl2] complex exhibited slightly
higher IC50 values than its Ru analogs on the human ovarian
cancer (CH1) cell line. This complex also lacked reactivity
towards 50-GMP and exhibited a slow hydrolysis rate, which may
be one of the reasons for its low cytotoxicity. Thus, this suggests
that the further design of organometallic osmium complexes is
warranted to improve the chemotherapeutic potential.
, (b) Os-RM175 and (c) Os-NAMI-A.

RSC Adv., 2019, 9, 3239–3278 | 3269
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Fig. 55 Chemical structures of the osmium-arene complexes (a) [Os(h6-bip)(pico)Cl] and (b) [Os(h6-p-cym)(NPP)Cl].
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Organometallic complexes offer many advantages over
normal coordination complexes; however, to date, they have not
been successful in the development of clinically approved
antitumor drugs. This is mainly due to their relative inertness,
and the lack of understanding of the aqueous chemistry of
organometallic complexes is found to be the major obstacle in
their further development. Accordingly, P. C. McGowan and P. J.
Sadler et al.235,236 controlled the aqueous chemistry by designing
osmium-arene N, O- and N,N-coordinated [Os(h6-bip)(pico)Cl]
and [Os(h6-p-cym)(NPP)Cl] complexes (where, pico ¼ picolinic
acid and NPP ¼ N-4-nitro-Ph-picolinamide), as depicted in
Fig. 55. They observed that the N, O–coordinated complex,
[Os(h6-bip)(pico)Cl], hydrolyzed much more slowly than the
N,N-coordinated [Os(h6-p-cym)(NPP)Cl] complex. Also, the
[Os(h6-bip)(pico)Cl] complex displayed no reactivity towards
guanine or adenine nucleobases, but showed prominent activity
towards the A2780 cancer cell line (IC50 ¼ 4.2 mM), which
suggests its target of action may not be DNA. However, the
[Os(h6-p-cym)(NPP)Cl] complex exhibited a better rate of
hydrolysis and strong DNA binding affinity with selectivity
towards guanine base. As a result, [Os(h6-p-cym)(NPP)Cl] dis-
played very promising activity in the HCT116(colon) and
A2780cis (ovarian cisplatin resistant) cell lines.
Fig. 56 Chemical structure of the osmium-arene complexes (a) [M(h
anionic O,O-chelating ligand.

3270 | RSC Adv., 2019, 9, 3239–3278
Although organometallic osmium complexes are kinetically
more inert than their analogous ruthenium complexes, the
aqueous chemistry of osmium-arene complexes can be
controlled/increased by changing the chelating ligands. To
further improve the hydrolysis rate, Peter J. Sadler et al.237

changed the N, O- and N,N-chelating ligands to an anionic O,O-
chelating ligand in the [M(h6-p-cym)(mal)Cl] complex (where,
mal ¼ maltolato), as shown in Fig. 56. In can be seen that the
reactivity of the Os–Cl bond drastically increased compared to
the complexes with N,N-chelating ligands. They hydrolysed and
bound to guanine nucleobases rapidly compared to their
ruthenium analogs. However, they were still deactivated to
a signicant extent at particular concentrations due to the
formation of inert hydroxo-bridged dimers. Similarly, B. K.
Keppler and C. G. Hartinger et al.238 used another O,O-chelating
ligand in the same osmium-arene framework to synthesize
a new complex, [Os(h6-p-cymene)(NEHP)Cl] (where, NEHP ¼ N-
[(ethoxycarbonyl)methyl]-3-hydroxy-2-(1H)-pyridone), as shown
in Fig. 56. The hydrolysis rate of this complex was also found to
be high together with the quick binding with the proteins
biquitin and cytochrome c, forming adducts of type [protein +
Os(h6-p-cymene)]. However, due to their binding with the
proteins, the pyridone ligands were cleaved from the [Os(h6-p-
cymene)(NEHP)Cl] complex, but the cleavage of these ligands
6-p-cym)(mal)Cl] and (b) [Os(h6-p-cymene)(NEHP)Cl] containing an

This journal is © The Royal Society of Chemistry 2019
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Fig. 57 Chemical structure of the cyclometalated osmium-arene
complexes [Ru(h6-p-cym)(k2-C^N-R)Cl].

Fig. 58 Chemical structure of the S, N-coordinated osmium-arene
complexes of the type [Os(h6-p-cym)(PCA)Cl]Cl.

Fig. 59 Chemical structure of the N,N-coordinated osmium-arene
complexes of the type [Os(h6-p-cym)(Impy-R)Cl]PF .
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was found to be less for the osmium complex compared to its
ruthenium analogs. Further, the [Os(h6-p-cymene)(NEHP)Cl]
complex showed good in vitro activity due to its strong binding
with the N7 atom of the guanine nucleobase. These ndings
give insights into the aqueous solution chemistry of metal-
arene complexes under biologically relevant conditions and
further aid in the rational design of organometallic chemo-
therapeutic agents.

Further, to enhance the antitumor prole and structure-
reactivity relationship of osmium arene complexes, W. Kan-
dioller and B. K. Keppler et al.239 synthesized cyclometalated
osmium(II) complexes of the type [Ru(h6-p-cym)(k2-C^N-R)Cl]
(where, R ¼ p-OMe Bn and (CH2)2CH3), as indicated in
Fig. 57. They observed that the osmium(II) cyclometalates with
C, N-coordination exhibited higher antiproliferative activities
than their ruthenium(II) counterparts in three human cancer
cell lines (A549, SW480, and CH1/PA-1). However, the anti-
proliferative activity of the complex with the methoxy butyl R
group [Ru(h6-p-cym)(k2-C^N-p-OMe Bn)Cl] was found to be
extraordinarily higher compared to that with propyl R group,
[Ru(h6-p-cym)(k2-C^N-(CH2)2CH3))Cl], which further shed light
on their structure-reactivity relationship. Specically, the cyto-
toxicity increases with an increase in the lipophilicity of these
complexes, leading to their higher accumulation inside cancer
cells. Investigations on their mode of action revealed that the
prepared organometallics were unable to inhibit topoisomerase
Iia, which further warrants investigation.

Further, the coordination was changed to S,N- in osmium-
arene complexes by B. K. Keppler and C. G. Hartinger et al.240

They synthesized a series of osmium-arene complexes of the
type [Os(h6-p-cym)(PCA)Cl]Cl (where, PCA ¼ N-substituted 2-
pyridinecarbothioamides) (Fig. 58). To explore the possible
reasons for the structure-reactivity relationships with the mode
of action as protein histidine, the lipophilicity of these
compounds was determined. They observed that the highly
lipophilic compound with a uorine R group showed the most
potent cytotoxic activities in human ovarian cancer (CH1), colon
This journal is © The Royal Society of Chemistry 2019
carcinoma (SW480) and non-small cell lung cancer (A549) cell
lines. The other complexes with morpholinyl and benzoyl R
groups were expected to show higher lipophilicity; however,
they found to be sterically demanding and a exhibited lower
antiproliferative effect. Thus, it can be concluded that the most
lipophilic and smallest congeners are the most effective with
IC50 values in the low micromolar range. Further these
complexes form adducts with histidine protein located on the
nucleosome surface, suggesting interference with chromatin
activity as the possible mode of action of these compounds. The
osmium–arene complex with a uorine R group displayed slow
ligand exchange kinetics, high in vitro cytotoxicity and high
stability in HCl, whichmake it an excellent candidate as the rst
orally active osmium organometallic.

The coordination was further changed to N,N- by Peter J.
Sadler et al.241 to obtain the complexes [Os(h6-p-cym)(Impy-
NMe2)Cl]PF6 and [Os(h6-p-cym)(Impy-OH)Cl]PF6 (where, Impy
¼ N,N0-chelated phenyliminopyridine) (Fig. 59). Both complexes
showed outstanding antitumor activity against A2780 human
ovarian and A549 human lung cancer cell lines. However, the
[Os(h6-p-cym)(Impy-NMe2)Cl]PF6 complex (IC50 ¼ 6.7 mM)
exhibited higher activity than the classical drug cisplatin (IC50¼
6
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Fig. 60 Chemical structure of the N,N-coordinated osmium-arene
complexes bearing 3-(1H-benzimidazol-2-yl)-1H-quinoxalin-2-one
with the general formula [Os(h6-p-cym)(BOQ)Cl]Cl and [Os(h6-p-
cym)(BTQ)Cl]Cl.
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8.7 mM) on A549 human lung cancer cells. Further, [Os(h6-p-
cym)(Impy-NMe2)Cl]PF6 strongly interacted with guanine base
of DNA and induced the formation of ROS in A549 lung cancer
cells, which account for its higher antitumor activity.

In continuation of the work by P. J. Sadler et al., B. K. Keppler
et al.242 also designed new N,N-coordinated osmium-arene
complexes bearing 3-(1H-benzimidazol-2-yl)-1H-quinoxalin-2-
one with the general formula [Os(h6-p-cym)(BOQ)Cl]Cl and
[Os(h6-p-cym)(BTQ)Cl]Cl (where, BOQ ¼ 3-(benzoxazol-2-yl)-1H-
quinoxalin-2-one and BTQ ¼ 3-(benzothiazole-2-yl)-1H-
quinoxalin-2-one) (Fig. 60). All the complexes exhibited prom-
ising cytotoxicity against A549, CH1, SW480 cancer cell lines,
but the complex [Os(h6-p-cym)(BTQ)Cl]Cl showed much higher
Fig. 61 Chemical structure of the N,N-coordinated osmium-arene co
formula (a) [Os(h6-p-cymene)L1Cl]Cl and (b) [Os(h6-p-cymene)L2Cl]Cl.

3272 | RSC Adv., 2019, 9, 3239–3278
activity than [Os(h6-p-cym)(BOQ)Cl]Cl. The lower cytotoxicity of
[Os(h6-p-cym)(BOQ)Cl]Cl containing benzoxazole derivatives
was probably due to its lower thermodynamic and kinetic
stability. However, it was observed that both complexes induced
apoptosis in the low micromolar concentration range, sug-
gesting that other effects not affecting the cell cycle contribute
to their activity in vitro. All these ndings should be considered
for the future design of new osmium-arene complexes, which
certainly open new possibilities for the development of cancer
chemotherapeutics.

It has been observed that tethering an organometallic
framework to pharmacologically active ligands increases the
affinity of these complexes towards the target together with an
increase in cellular uptake. This strategy for the design of
chemotherapeutic drugs also helps in overcoming the acquired
resistance caused by other classical metal-based drugs.
Accordingly, V. B. Arion and B. K. Keppler et al.243,244 designed
two osmium-arene complexes by using the bioactive paullone-
based organic ligand of the general formula [Os(h6-p-cymene)
L1Cl]Cl and [Os(h6-p-cymene)L2Cl]Cl (where, L1 and L2 are the
paullone-based organic ligands), as indicated in Fig. 61. The
antiproliferative activity of both complexes was tested against
A549, CH1, and SW480 cancer cells. Both complexes exhibited
promising antiproliferative activity, but the most potent activity
reported to date was observed for [Os(h6-p-cymene)LCl]Cl
against CH1 cancer cells with an IC50 value of 0.75 mM.
However, these complexes did not show strong binding with 50-
GMP, but high antiproliferative activity, which suggests that
they exert their effect either by binding to DNA non-covalently,
i.e. intercalation, or by binding to proteins.
Conclusion

The eld of antitumor metal-based drugs attracted signicant
interest aer the discovery of cisplatin and its analogues, which
proved the therapeutic potential of metal complexes for the
design of efficient chemotherapeutic agents. The classical
antitumor dugs show serious side effects such as systematic
mplexes containing a bioactive paullone-based ligand of the general

This journal is © The Royal Society of Chemistry 2019
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toxicity and intrinsic resistance. Therefore, scientists are
focusing towards the development of new chemotherapeutic
agents by employing new strategies and different metal ions.
However, there are many obstacles in the design of chemo-
therapeutic agents, and to achieve the perfect antitumor drugs
we have to focus not only cytotoxic activity but also on the
mechanism of action on tumor cells. Generally, classical drugs
target DNA, but since DNA is present in healthy cells also, we
have to design drugs that target only tumor cells, leaving
healthy cells unaffected. Besides, proper strategies are required
for the use of metal-based drugs, selection of the target and
interaction of the drug with biomolecules. Therefore, it is
important to understand the behavior of metal ions and the
reactivity of ligands towards the recognition of the target site,
also called the structure-reactivity relationship. Presently, with
advanced techniques and computational molecular orbital
calculations, it is much easier to understand the structure-
reactivity relationship of metal complexes towards tumor
cells. However, unfortunately, to date, we have not achieved
100% success in this eld and it requires further thrust. In the
search for new therapeutic strategies, scientists are focusing on
organometallic complexes of transition metals, which may
provide a breakthrough. Organometallic complexes are highly
stable and have been used as catalysts for centuries. However,
the advent of the organometallic framework in the eld of
chemotherapeutic drugs provides rational drug design with
high potential towards a selective target and less toxicity.
Currently, many organometallic drugs are in clinical trials,
providing new paradigms for the design of novel chemothera-
peutic drugs for cancer. The main target for organometallic
drugs is not only DNA, and they act via other targets and
mechanisms. Some of them act by causing endoplasmic retic-
ulum stress and mitochondrial stress, while some target
proteins and various enzymes such as thioredoxin reductases
(TrRxs) leading to cell death. The focus of scientists working in
this eld is the synthesis of effective antitumor agents that will
target only tumor cells, which can be accomplished by changing
or modifying the ligand framework and utilizing new metal
ions. In this review, we summarized the novel antitumor
organometallics such as ruthenium, titanium, gold, iron and
osmium complexes with excellent properties, which will provide
a new platform for the development of further organometallic
chemotherapeutics.
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