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Abstract: Ruthenium complexes are emerging as one of the most promising classes of complexes
for cancer therapy. However, their limited aqueous solubility may be the major limitation to their
potential clinical application. In view and to contribute to the progress of this field, eight new
water-soluble Ru(II) organometallic complexes of general formula [RuCp(mTPPMS)n(L)] [CF3SO3],
where mTPPMS = diphenylphosphane-benzene-3-sulfonate, for n = 2, L is an imidazole-based
ligand (imidazole, 1-benzylimidazole, 1-butylimidazole, (1-(3-aminopropyl)imidazole), and (1-(4-
methoxyphenyl)imidazole)), and for n = 1, L is a bidentate heteroaromatic ligand (2-benzoylpyridine,
(di(2-pyridyl)ketone), and (1,2-(2-pyridyl)benzo-[b]thiophene)) were synthesized and characterized.
The new complexes were fully characterized by NMR, FT-IR, UV–vis., ESI-HRMS, and cyclic voltam-
metry, which confirmed all the proposed molecular structures. The antiproliferative potential of
the new Ru(II) complexes was evaluated on MDAMB231 breast adenocarcinoma, A2780 ovarian
carcinoma, and HT29 colorectal adenocarcinoma cell lines, showing micromolar (MDAMB231 and
HT29) and submicromolar (A2780) IC50 values. The interaction of complex 6 with human serum
albumin (HSA) and fatty-acid-free human serum albumin (HSAfaf) was evaluated by fluorescence
spectroscopy techniques, and the results revealed that the ruthenium complex strongly quenches the
intrinsic fluorescence of albumin in both cases.

Keywords: water-soluble; ruthenium; cyclopentadienyl; anticancer; albumin

1. Introduction

Cancer remains one of the major health problems worldwide [1]. The clinical suc-
cess of platinum anticancer agents, which are still used as first-line anticancer drugs, has
fostered an increasing research interest in metallodrugs [2–9]. Therefore, several other tran-
sition metal complexes have been developed to prevent, treat, and diagnose malignant
cancers. In this regard, ruthenium complexes have emerged as one of the leading can-
didates for alternative platinum drugs [2,3,9–12]. In fact, ruthenium complexes are the
second most-studied class of anticancer metal complexes due to their inherent advantages
when compared with platinum-based ones, including multiple stable oxidation states, a
higher number of coordination positions available, alternative coordination geometries,
low ligand exchange rates with kinetics on the timescale of cell processes, high cytotoxi-
city, lower side effects, and different mechanisms of action [11,13–15]. Among them, some
ruthenium compounds have revealed outstanding in vivo and in vitro activities, namely
NAMI-A(Imidazolium-[trans-tetrachloro(dimethylsulfoxide)imidazoleruthenium(III)]) [16,17],
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KP1019(indazolium[trans-[tetrachlorobis(indazole)ruthenate(III)]) [18,19], NKP-1339 (the
sodium salt of KP1019, sodium trans-[tetrachloridobis(1H-indazole)ruthenate(III)]) [20–22],
and TLD1433 ([RuII(4,4′-dimethyl-2,2′-bipyridine)2(2-(2′,2′′:5′′,2′′′-terthiophene)-imidazol
[4,5-f] [1,10] phenathroline)] (Figure 1) [23]. Nevertheless, only complexes NKP-1339 and
NAMI-A, both developed as chemotherapeutic agents, and TLD1433, developed as a pho-
tosensitizer for photodynamic therapy, have reached phase I/II of clinical trials, in spite of
significant efforts [24].
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Figure 1. Structure of ruthenium(III) and ruthenium(II) complexes that have achieved clinical trials:
(A) NAMI-A, (B) KP1019, (C) NKP-1339, and (D) TLD1433.

Organometallic complexes have also attracted much attention as effective anticancer
agents. A large group of organometallic Ru(II)-arene complexes have been reported as
promising potential metallodrugs [25–30]. The most-studied organoruthenium compounds,
ruthenium(II) p-cymene derivatives in combination with mono-/bidentate ligands and
halide coordination, have proven to be potent cytotoxic agents against a range of tumor cell
lines in vitro [12,31], showing in some cases antimetastatic and antiangiogenic behaviors
in vivo [32,33]. In this frame, we have been engaged in the development of half-sandwich
organometallic complexes based on the ruthenium(II)-cyclopentadienyl (RuCp) fragment as
prospective anticancer agents [34–39]. Given the promising in vitro and in vivo antitumor
properties obtained for our lead RuCp(2,2′bipy)(PPh3)][CF3SO3] (TM34) [34–36], and being
aware that the limited aqueous solubility of metallodrugs is one of the major limitations to
its possible clinical application, we designed and synthesized a new molecular structure
[RuCp(2,2′bipy)(mTPPMSNa)][CF3SO3](TM85) analogous to our lead TM34 that showed
interesting in vitro and in vivo antitumor properties [38,40]. Nevertheless, TM85 gained
in solubility when compared to TM34 but showed a significant decrease in activity, in
particular in more aggressive cell lines. This observation clearly corroborates the well-
established finding that small structural changes produce large variations in the mode of
action at the cellular level [13].

In order to further explore the chemical and biological properties of RuCp water-soluble
compounds, we report here the synthesis and characterization of eight new complexes of gen-
eral formula [RuCp(mTPPMS)n(L)][CF3SO3], wheremTPPMS = diphenylphosphane-benzene-
3-sulfonate, for n = 2, L is an imidazole-based ligand (imidazole, 1-benzylimidazole,
1-butylimidazole, (1-(3-aminopropyl)imidazole), and (1-(4-methoxyphenyl) imidazole)), and
for n = 1 L, is a bidentate heteroaromatic ligand (2-benzoylpyridine, di(2-pyridyl)ketone, and
1,2-(2-pyridyl)benzo-[b]thiophene). The choice of these ligands was based on the promising re-
sults previously achieved for analogous complexes containing the {RuCp(PPh3)} fragment [36].
The antiproliferative activity of Ru(II)Cp complexes was assessed in three tumor cell lines.
For the most promising complex, as an initial approach to outline its pharmacokinetics,
its interaction with human serum albumin as a vehicle for transport in blood plasma was
also investigated.

2. Results and Discussion

Eight new water-soluble RuIICp complexes of general formula [RuCp(mTPPMS)n(L)]
[CF3SO3] were prepared in high yields (84–92%) by halide abstraction with AgCF3SO3



Pharmaceuticals 2022, 15, 862 3 of 19

from the precursor [RuCp(mTPPMS)nCl], where, for n = 2, L is an imidazole-based lig-
and (imidazole, 1-benzylimidazole, 1-butylimidazole, 1-(3-aminopropyl)imidazole, and
1-(4-methoxyphenyl)imidazole), and for n = 1, L is a bidentate heteroaromatic ligand
(2-benzoylpyridine, (di(2-pyridyl)ketone), and (1,2-(2-pyridyl)benzo-[b]thiophene)). The
reactions were carried out in methanol solutions at reflux or stirring at room temperature
(Scheme 1). The proposed structural details were elucidated by FT-IR, 1H, 13C and 31P
NMR, UV–vis spectroscopies, cyclic voltammetry, and accurate mass measurements.
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2.1. NMR, FT-IR Analysis, and Mass Spectral Analysis

NMR characterization of the complexes was carried out by 1H, 13C{1H}, 31P{1H},
and 2D experiments (COSY, HSQC, and HMBC). Scheme 1 shows the numbering of the
coordinated heteroaromatic ligands for simplicity of the present discussion.

After coordination of the heteroaromatic ligands a deshielding on the Cp, up to
0.45 ppm, is observed, as expected for monocationic RuCp complexes. For complexes
1–5, the effect of coordination of imidazole-based ligands is observed by a deshielding of
the protons adjacent to the coordinated nitrogen atom and a shielding of the remaining
protons. This effect is probably due to an influence of the organometallic fragment on
the electronic flow towards the heteroaromatic ring, which already been observed for
other Ru(II) piano-stool complexes with nitrogen-coordinated heteroaromatic ligands such
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as pyridylpyrazoles, pyridylimidazoles, and phenoxazine [27,37,40,41]. The effect of the
coordination of the N,O- bidentate ligand in compound 6 is characterized by a significant
deshielding of the H1 proton of the bopy ligand. This behavior has already been observed
for the analogous complex [Ru(η5-C5H5)(PPh3)(bopy)][CF3SO3] [37], and it is in accordance
with a purely sigma coordination by the nitrogen atom. For the protons closer to oxygen, a
significant shielding is observed, suggesting that the π-backdonation for the ligand takes
place through the coordinated O atom. For compound 7, the effect of the coordination of
the di(2-pyridyl)ketone ligand through the two nitrogen atoms, which is remarkable for H1
and H2 protons, is a consequence of an electronic flow towards the aromatic ligand due to
π-backdonation involving the d orbital of the ruthenium center and the π* orbital located in
the nitrogen atoms. In complex 8, after coordination of the 2-(2-pyridyl)benzo[b]thiophene
(pbt) ligand, deshielding of the H1 proton is observed, characteristic of sigma coordination
by the nitrogen atom. It is not possible to make an analysis of the protons adjacent to the
coordinated S atom since the protons are overlapped by the phosphine ligands. 13C NMR
spectra revealed the same general effect observed for the protons. 31P NMR spectra are
characterized by a single sharp signal for the mTPPMS phosphine coligand in the range of
43 to 54 ppm by expected deshielding upon coordination according to the σ donor character
of this phosphine (∆ ≈ 50 ppm).

The solid-state FT-IR spectra of all complexes present the characteristic bands of
the cyclopentadienyl rings (νC-H ≈ 3050 cm−1) and the phenyl aromatic rings (νC-H at
3040–3100 cm−1; νC=C ≈ 1435 cm−1), the counter-anion (ν(CF3SO3) at 1250–1267 cm−1),
and the sulfonate group (νS=O1195 cm−1). For compound 6, the coordination of the ketonic
functional group to the ruthenium center leads to the displacement of νC=O at ≈ 1700 cm−1

to lower energy, while for compound 7, the νC=O vibration appears at 1600 cm−1, proving
the preference of ruthenium for N,N′ chelation. The accurate mass ESI-HRMS measure-
ments were in accordance with the proposed formulation, confirming the formation of
the complexes.

2.2. Electronic Absorption Spectroscopy

The electronic spectra of complexes [Ru(η5-C5H5)(mTPPMS)n(L)][CF3SO3] (1–8) were
recorded in 10−4 to 10−6 mol dm−3 solutions of methanol and water (see Table 1). Figure 2
presents the typical electronic spectra of this family of compounds. The spectra of all
the complexes displayed strong absorption bands in the range of 225–330 nm of the UV
region, attributed to π-π* electronic transitions occurring at the {Ru(η5-C5H5)(mTPPMS)n}+

organometallic fragment and the coordinated heteroaromatic ligands. In addition, the
electronic spectra of compounds with bidentate ligands (6–8) in methanol displayed one or
two less intense maximum absorptions between 420 and 540 nm, characteristic of the metal–
ligand charge transfer (MLCT) bands involving the π*orbital of the heteroaromatic ligands
and ruthenium 4d orbitals. The imidazole-based complexes (1–5) do not present any band
in this region. For a complete characterization, electronic spectra of these compounds
were also obtained in water solutions (Table 1). The charge transfer bands for compounds
6–8 appear at slightly higher energy values, as expected, since water is more polar than
methanol but with lower intensities.
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Table 1. Electronic spectra data for complexes 1–8 of general formula [Ru(η5-C5H5)(mTPPMSNa)n(L)]
[CF3SO3] in methanol and water solutions.

Compound
λmax (nm) (εM−1 cm−1)

Compound
λmax (nm) (εM−1 cm−1)

MeOH Water MeOH Water

1
L = ImH, n = 2

238 (34,600) 245 (20,300) 5
L = 4-MpIm, n = 2

248 (44,600) 245 (29,700)
281 (sh) 283 (sh) 282 (sh) 277 (sh)

383 (1780) 379 (2010) 383 (2950) 379 (1900)

2
L = 1-BI, n = 2

238 (64,500) 218 (87,000) 6
L = bopy, n = 1

259 (9830) 260 (8520)
256 (sh) − 283 (sh) −

395 (2290) 377 (2720) 530 (759) 536 (526)

3
L = 1-BuIm, n = 2

234 (39,500) 234 (14,200)
7

L = dpk, n = 1

237 (42,100) −

267 (sh) 281 (sh)
279 (25,800) 288 (12,200)

346 (sh) 333 (sh)
379 (186) 386 (827) 515 (3380) 510 (1590)

4
L = 3-ApIm, n = 2

239(29,400) 238 (26,800)
8

L = pbt, n = 1

259 (27,800) 261 (4900)
278 (sh) −

271 (sh) 264 (sh) 318 (15,900) 318 (2670)

381 (1910) 383 (2020)
331 (sh) 332 (sh)
446 (716) 428 (228)
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Figure 2. Electronic spectra [Ru(η5-C5H5)(mTPPMSNa)(bopy)][CF3SO3] (6) (—-) in methanol com-
pared with uncoordinated ligand bopy ( . . . ..) and [Ru(η5-C5H5)(mTPPMSNa)2Cl] ( - - - - ). Inset:
detail of charge transfer band.

2.3. Electrochemical Characterization of Complexes

The electrochemical study by cyclic voltammetry (CV) of complexes [Ru(η5-C5H5)
(mTPPMSNa)2(L)][CF3SO3] (1–5) and [Ru(η5-C5H5)(mTPPMSNa)(L)][CF3SO3] (6–8), was
run at room temperature in dichloromethane and aqueous HEPES (10 mM, pH 7.4) buffer
media, and the results are summarized in Table 2. Due to the insolubility of complexes 1–5 in
dichloromethane, these were only conducted in HEPES buffer solution. The electrochemical
behavior of the ligands was also studied in both solvents, revealing redox inactivity within
the potential window used. Figure 3 shows the cyclic voltammograms of a representative
example of the bidentate complexes recorded in 0.2 M [n-Bu4N][PF6]/dichloromethane
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and HEPES-buffered 7.4 solutions. The other cyclic voltammograms are presented in the
Supplementary Materials.

Table 2. Electrochemical data for complexes [Ru(η5-C5H5)(mTPPMSNa)n(L)] [CF3SO3] (n = 1,2) in
dichloromethane and HEPES buffer. (SCE = saturated calomel electrode).

Compound
Epa (V) vs. SCE

Dichoromethane HEPES Buffer (7.4)

1 L = ImH; n = 2 – 0.86
2 L = 1-BI; n = 2 – 0.92

3 L = 1-BuIm; n = 2 – 0.93
4 L = 3-ApIm; n = 2 – 0.90
5 L = 4-MpIm; n = 2 – 0.92

6 L = bopy; n = 1 1.10 0.77
7 L = dpk; n = 1 1.02 0.83
8 L = pbt; n = 1 1.17 1.09
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Complexes [Ru(η5-C5H5)(mTPPMSNa)(L)][CF3SO3] (6–8) (L = bopy, dpk, and pbt)
are redox-active in dichloromethane, showing for the ruthenium(II/III) couple an irre-
versible oxidation process in the range of 1.02 V–1.17 V (see Table 2). When the scan
direction is reversed just after the oxidation process, a very weak cathodic wave is ob-
served. This redox behavior is in agreement with the one reported before for com-
plex [Ru(η5-C5H5)(mTPPMSNa)(2,2′-bipy)][CF3SO3] [40] and indicative of an unstable
Ru(III) species formation, followed by fast decomposition. The Epa values found for
complexes 6–8 are slightly more anodic than those observed for the related complexes
[Ru(η5-C5H5)(PPh3)(L)][CF3SO3] (L = bopy, dpk, and pbt) [37,40], for which the oxida-
tion potentials are, respectively, 0.99 V, 0.98 V, and 1.11 V. Furthermore, in contrast to the
triphenylphosphine derivatives for which ligand-based processes were observed when
scanning in the cathodic direction, in this case, no reduction processes were observed. This
indicates that the presence of the water-soluble phosphine coligand influences the electronic
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environment around the ruthenium(II) center, making the metal-centered oxidation and
the bidentate ligand reduction processes more difficult.

The water solubility of the complexes under study and the interest in electrochemical
studies in aqueous (buffer) media, closer to the conditions found in biological media,
when dealing with potential anticancer drug candidates led to the study of complexes
1–8 in 100 mM HEPES buffer (pH 7.4 at v = 50 mV·s−1). The general behavior of all
complexes is described by oxidation of ruthenium(II/III) in the range of 0.77 V–1.17 V, and
a representative example, complex 6, is shown in Figure 3. The introduction of aliphatic or
aromatic chains at the nitrogen atom of the imdazole ligand leads to slightly more positive
oxidation potentials for the ruthenium(II) center, whereas structural modifications in the
alkyl chain do not seem to influence these potentials. Solvent exchange for complexes 6–8
induces a shift to lower potentials up to 330 mV for ruthenium(II/III) oxidation (see Table 2),
which indicates a decrease in the stability at the ruthenium(II) center in aqueous media.

2.4. Complex Solubility and Stability in Aqueous Solutions and Reactivity towards O2 and
Estimation of Lipophilicity

All the complexes are highly soluble in methanol and in water (except complex 7
in methanol). The solubility of these complexes in water can be anticipated due to the
presence of one or two water-soluble phosphine ligands coordinated to the {Ru(η5-C5H5)}
fragment. Table 3 summarizes the water-solubility values found for all the complexes.
Generally, there is a dependence between the solubility of the complex and the number of
coordinated phosphine ligands, except for complexes 1 and 5, for which the heteroaromatic
ligand probably confers some insolubility.

Table 3. Solubility and stability in water in presence of air at 25 ◦C of complexes 1–8 and log
Po/w-estimated values for complexes 4, 6, and 7.

Compound S(H2O)/mg mL−1 Time (Days) Log Po/w

1 L = ImH, n = 2 21.4 (2.1 × 10−2 M) − [a] −
2 L = 1-BI, n = 2 38.6 (3.9 × 10−2 M) 0.25 −

3 L = 1-BuIm, n = 2 42.8 (4.3 × 10−2 M) 0.12 −
4 L = 3-ApIm, n = 2 48.6 (4.9 × 10−2 M) 1 4.43 ± 0.03
5 L = 4-MpIm, n = 2 28.8 (2.9 × 10−2 M) 0.12 −

6 L = bopy, n = 1 15.3 (1.5 × 10−2 M) >4 [b] 5.68 ± 0.05
7 L = dpk, n = 1 19.3 (1.9 × 10−2 M) >4 [b] 5.95 ± 0.07
8 L = pbt, n = 1 20.0 (2.0 × 10−2 M) >4 [b,c] −

[a] Hydrolyses after a few minutes. [b] No hydrolysis was observed after 4 days; no further studies were performed.
[c] Precipitate.

The stability of the complexes in water was evaluated by UV–vis and 1H and 31P
NMR spectroscopies (Table 3). As expected, compounds with bidentate heteroaromatic
ligands (6–8) are much more stable than compounds with monodentate ligands. Changes
observed in the UV–vis spectra of complexes 6 and 7 over 4 days at 37 ◦C were insignificant,
indicating that these complexes are air-stable in aqueous solution. These results were
supported by NMR spectroscopy; in the 31P NMR spectra, no changes in the number of
peaks displayed or in their chemical shift (δ) values were observed over 4 days, in D2O.
The UV–vis spectrum of compound 8 shows a decrease in the intensity of the bands due to
precipitation; however, it is possible to conclude by NMR that this compound remained
intact without the formation of new species. Figure 4 represents the evaluation of the
stability on the charge transfer of complex 6 by UV–vis and 31P-NMR spectroscopies.
Complexes with imidazole-based ligands (1–5) have been shown to undergo hydrolysis
after a few hours.
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The determination of hydrophobicity/lipophilicity of the compounds is a key issue
in the development of new drugs since it affects their absorption, blood–brain distribu-
tion, drug–receptor interaction, etc. [42]. The lipophilicity of a drug can affect its tissue
permeability, which can influence its localization in the target tissues and its capacity to
binding to biomolecules. The n-octanol/water partition coefficient was measured using
the shake-flask method at room temperature. The log Po/w values were determined only
for compounds 4, 6, and 7; for the remaining compounds, they were not determined due
to their instability and/or precipitation in water. The estimated log Po/w values (Table 3)
indicate that all the studied compounds are very lipophilic. Indeed, the presence of two
water-soluble phosphine ligands in compound 4 makes it less lipophilic than complexes 6
and 7.

2.5. Cytotoxicity in Human Cell Lines

The cytotoxic activity of [Ru(η5-C5H5)(mTPPMS)(L)] [CF3SO3] complexes (6–8) was
assessed in the ovarian A2780, triple-negative breast MDAMB231, and colon HT29 cancer
cells lines by the colorimetric MTT assay after 72 h exposure to different concentrations of
complexes 6–8. The cytotoxicity of the remaining compounds was not determined due to
the instability of the complexes.

This method allows the evaluation of the cellular viability of each complex for the
studied cell lines as an indicator of the anticancer efficiency of the complexes. All the
complexes exhibited high to moderate cytotoxicity against the three cell lines, being much
more active in the A2780 cells (Table 4) with the exception of complex 7, which is not
cytotoxic for the MDAMB231 and HT29 cell lines. None of the heteroaromatic organic
ligands were cytotoxic up to 100 µM. Besides the clear selectivity revealed for the A2780
cell line, these results also suggest that there is no relationship between cytotoxicity and
the number of phosphines.
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Table 4. In vitro cytotoxic activity of complexes 6–8 against A2780 ovarian, MDAMB231 breast,
and HT29 colon adenocarcinoma at 72 h measured as half-inhibitory concentration IC50. Data are
represented as mean ± SD of n = 3 independent experiments.

Compound
IC50 (µM)

A2780 MDAMB231 HT29

6 0.37 ± 0.20 13.4 ± 0.4 72.4 ± 50
7 0.45 ± 0.30 >100 >100
8 0.20 ± 0.08 25.4 ± 5.0 11.3 ± 2.4

CisPt [a] 1.90 ± 0.10 39 ± 5.0 7.0 ± 2.0
[a] From References [43–45].

When comparing these results with the non-water-soluble–related RuCp complexes [34–37],
it is possible to conclude that the introduction of sulfonated phosphine ligands leads to an
increase in water solubility of the complexes but slightly decreases their cytotoxic potential,
in particular for the most chemoresistant MDAMB231 and HT29 tumor cells. However, the
cytotoxic activity does not differ for the cisplatin-sensitive A2780 cells.

2.6. Fluorescence Quenching of HSA by Complex [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3] (6)

As ruthenium complexes are reported to bind albumin, we investigated the interaction
between [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3] (6) and human serum albumin (HSA)
by fluorescence spectroscopy. Complex 6 was chosen for being the most promising in
terms of solubility, stability, and cytotoxicity. Fluorescence quenching occurs when a
drug approaches the excited fluorophore as a consequence of energy transfer or electron
transfer between fluorophore and drug. The HSA exhibits intrinsic fluorescence due to
the contribution of three fluorophores: tyrosine, tryptophan, and phenylalanine amino
acid residues [46]. However, the main contribution comes from the tryptophan residue
due to the low-quantum phenylalanine and tyrosine yields [46,47]. Since HSA has only
one tryptophan residue, Trp214, that can be selectively excited at 295 nm, quenching of
its intrinsic fluorescence was employed as a probe atao evaluate the interaction between
complex 6 and HSA. Figure 5 shows the HSA and HSAfaf fluorescence spectra obtained in
the absence and the presence of increasing ruthenium complex concentrations (0–45 µM)
at near-physiological conditions, at pH 7.4, after incubation at 298 K for 24 h. HSA and
HSAfaf show an emission maximum at 335 nm, and the addition of complex 6 to HSA and
HSAfaf resulted in a gradual decrease in the fluorescence intensity, leading to 75% and 97%
of quenching at the highest Ru concentration, respectively. These results clearly indicated
the binding of the Ru complex to HSA, changing the microenvironment around Trp-214
residue and the tertiary structure of albumin. Although the presence of fatty acids in
protein does not hinder the binding of complex 6 to albumin, stronger binding is observed
in the absence of fatty acids, which indicates that complex 6 can also occupy the binding
sites on HSA for fatty acids. In addition, an isosbestic point was observed around 430 nm
in the HSA/HSAfaf -Ru systems, which might also prove the formation of {Ru-HSA} and
{Ru-HSAfaf} fluorescent complexes.
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Figure 5. Fluorescence emission spectra of [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]-HSA (A) and
[Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]-HSAfaf (B). The concentration of HSA/HSAfaf was 2.5 mM
(a) and that of [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3] was increased from 0 to 45 µM (b→s), with
increments of 2.5 µM; 10 mM HEPES buffer, pH 7.4, incubation at 37 ◦C during 24 h. Each color
represents an HSA:Ru ratio (a→s).

Fluorescence quenching can occur by distinct mechanisms that require molecular
contact between the quencher and the fluorophore, typically classified as static or dy-
namic. Dynamic quenching refers to collisions between the fluorophore and the quencher
during the transient existence of the excited state, without any permanent change in
both molecules, while static quenching refers to the formation of a fluorophore–quencher
complex [46,48]. To investigate the quenching mechanism of HSA with the Ru complex, flu-
orescence quenching data were analyzed using the Stern−Volmer equation (Equation (S1),
Supporting Information). From the plots of F0/F versus [Q] (Figure S10, Supporting Infor-
mation), the values of KSV and Kq were calculated and are listed in Table 5. These results
point out good linearity at the three different temperatures, and the increase with the
temperature of Stern–Volmer quenching constants KSV suggests a dynamic fluorescence
quenching process. Nonetheless, the Kq values of the HSA-Ru and HSAfaf-Ru systems at
the three temperatures are higher than the maximum diffusion collision quenching rate
constant (2.0 × 1010 L−1 mol−1 s−1), revealing that some static quenching mechanism
should also be involved in these interaction systems. Thus, the fluorescence quenching is
initiated by a combined process (dynamic and static mechanisms). The KSV values found
for this compound in both HSA variants are higher than those found for the non-water-
soluble–related complex [Ru(η5-C5H5)(PPh3)(bopy)][CF3SO3] (TM90) [49], thus suggesting
a higher affinity to albumin.
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Table 5. Stern–Volmer quenching constants for HSA-Ru and HSAfaf-Ru systems at different tempera-
tures. Data are represented as mean ± SD of n = 3 independent experiments.

System T (K) KSV
(L mol−1)

Kq
(L mol−1 s−1) R2

HSA-Ru
293.15 (7.91 ± 0.10) × 104 (7.91 ± 0.10) × 1012 0.9959
298.15 (8.73 ± 0.12) × 104 (8.73 ± 0.12) × 1012 0.9953
310.15 (10.4 ± 0.15) × 104 (10.4 ± 0.15) × 1012 0.9922

HSAfaf-Ru
293.15 (28.7 ± 0.49) × 104 (28.7 ± 0.49) × 1012 0.9906
298.15 (40.7 ± 0.75) × 104 (40.7 ± 0.75) × 1012 0.9917
310.15 (72.6 ± 1.02) × 104 (72.6 ± 1.02) × 1012 0.9921

Equation (S2) was employed to obtain the association constant for a site (Ka) and the
number of binding sites from the emission spectra. The binding equilibrium plots for the
fluorescence quenching of HSA and HSAfaf by [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]
(6) are shown in Figure S11, and the values of Ka, n and correlation coefficients are listed
in Table 6. The n values for these systems were approximately equal to 1, indicating the
existence of a single binding site in the two variants of HSA that is reactive to the Ru
complex. The Ka values decrease with the temperature rising, which may indicate the
formation of an unstable compound that partially decomposes at higher temperatures [50].

Table 6. Binding and thermodynamic parameters of HSA-Ru and HSAfaf-Ru systems at different
temperatures.

System T (K) Ka
(L mol−1) n R2 ∆H

(kJ mol−1)
∆G

(kJ mol−1)
∆S

(J mol−1 K−1)

HSA-Ru
293.15 (38.806 ± 1.26) × 104 1.136 0.9940 11.99

(R2 = 0.9963)

−72.37
287.92298.15 (19.467 ± 1.14) × 104 1.053 0.9978 −73.81

310.15 (13.948 ± 1.15) × 104 0.994 0.9970 −77.26

HSAfaf-Ru
293.15 (57.293 ± 1.27) × 104 1.048 0.9923 40.51

(R2 = 0.9938)

−156.59
396.16298.15 (66.764 ± 1.29) × 104 1.023 0.9909 −158.57

310.15 (80.668 ± 1.17) × 104 1.006 0.9963 −163.32

The noncovalent interactions between a protein and a drug include multiple hy-
drogen bonds, hydrophobic interactions, and van der Waals and electrostatic forces [49].
The major binding forces between a drug and a protein can be estimated through the
magnitude and sign of the enthalpy change (∆H), entropy change (∆S), and free energy
change (∆G). To better understand the interaction between the HSA and HSAfaf with Ru
complex 6, the thermodynamic parameters were calculated using Van’t Hoff equations
(Equations (S3) and (S4)) and plots (Figure S12). From Table 6, it can be observed that the
negative values of ∆G indicate that the interaction of the Ru complex with HSA and HSAfaf

is spontaneous. Both positive ∆S and ∆H suggest that hydrophobic interactions are the
major forces between the Ru complex and albumin.

To confirm the binding of the [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3] (6) complex
to site I (also called warfarin site) of HSA, competitive studies between the ruthenium
compound and warfarin (a site marker for Sudlow site I) were carried out. In this way,
the Ru complex was added to the solution of {HSA-warfarin} adduct (emits intensively at
~380 nm when excited at 305 nm). As seen in Figure 6, the fluorescence intensity of the
{HSA-warfarin} adduct decreases upon increasing the concentration of the Ru complex,
suggesting that warfarin had been partially replaced by this complex. Therefore, these
results suggest that the binding site of this Ru complex on HSA can be proposed as the
same as the warfarin binding site or Sudlow site I.
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Figure 6. Effect of the [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3] complex on the fluorescence emission
spectra of {HSA-warfarin system}. The concentration of {HSA-warf} was 2.5 µM (a) and that of [Ru(η5-
C5H5)(mTPPMS)(bopy)][CF3SO3] was increased from 0 to 45 µM (b→s), with increments of 2.5 µM;
10 mM HEPES buffer, pH 7.4, incubation at 37 ◦C during 24 h. Each color represents an HSA:Ru ratio
(a→s).

3. Materials and Methods
3.1. Materials and General Procedures

Starting reagents and solvents were used as received from standard chemical suppliers,
unless otherwise stated. The doubly purified water used in all experiments was from a
Millipore® system. All organometallic syntheses were carried out under dinitrogen atmo-
sphere using current Schlenk techniques. The solvents used were previously distilled under
nitrogen atmosphere before use, according to standard literature methods. Starting material
[RuCp(mTPPMSNa)2Cl] was prepared following the literature procedure [51]. The NMR
spectra were recorded on a Bruker Avance 400 spectrometer (1H NMR at 400.13 MHz, 13C
NMR at 100.6 MHz, 31P NMR at 161.97 MHz) at probe temperature. 1H and 13C chemical
shifts were reported downfield relative to solvent peaks considering internal Me4Si (0 ppm),
and 31P NMR chemical shifts were reported downfield relative to externally referenced
85% H3PO4. Chemical shifts (δ) are reported in parts per million (ppm), and the resonance
multiplicity is expressed as singlet (s), doublet (d), triplet (t), quintet (quint), sextet (sext),
multiplet (m), and complex (comp). All the assignments were attributed using COSY,
HSQC, and HMBC 2D-RMN techniques. Samples were prepared under air and at room
temperature, using methanol deuterated solvent. The infrared spectra (4000–400 cm−1)
were recorded by using a Thermo Nicolet 6700 spectrophotometer in dry KBr pellets, with
only significant bands being cited in the text. ESI-HRMS (HRMS = high-resolution mass
spectrometry) spectra were acquired in an Apex Ultra FTICR Mass Spectrometer equipped
with an Apollo II Dual ESI/MALDI (electrospray ionization/matrix-assisted laser desorp-
tion/ionization) ion source, from Bruker Daltonics, and a 7 T actively shielded magnet from
Magnex Scientific. Electronic UV–visible spectra were recorded at room temperature, using
1 cm optical path quartz cells, on a Jasco V-660 spectrometer in the range of 220–900 nm.
Albumin and warfarin samples were purchased from Sigma-Aldrich; fatty acid HSA (≥96%
lyophilized powder, A1653), fatty acid-free HSA (approx. 99%, lyophilized powder, A3782),
and warfarin (A2250) were used as received.
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3.2. Chemical Synthesis
3.2.1. General Procedure for the Synthesis of [RuCp(mTPPMSNa)2L][CF3SO3]
Complexes (1–5)

To a stirred solution of [RuCp(mTPPMSNa)2Cl] (0.5 mmol) in methanol (25 mL) was
added AgCF3SO3 (0.5 mmol) and the respective imidazole (0.5 mmol). The reaction was
followed for 18 to 20 h at room temperature and monitored by 1H and 31P NMR. The
solution was separated from the AgCl precipitate by cannula-filtration and the solvent
evaporated under vacuum. The product was washed with n-hexane (3 × 10 mL) and
recrystallized from dichloromethane/diethyl ether.

Data for [RuCp(mTPPMSNa)2(ImH)][CF3SO3] (1): Yellow powder; yield: 88%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.11 (s, 1, H1), 7.87 (d, 1, H2), 7.64–6.92 (m, 29,

mTPPMS + H3), 4.50 (s, 5, η5-C5H5). 13C{1H} NMR [CD3OD, δ/ppm]: 146.43 (C1), 128.42
(C2), 141.24–118.69 (singlets of aromatic mTPPMS + C3), 83.72 (η5-C5H5). 31P NMR [CD3OD,
δ/ppm]: 43.01 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H, Cp, imidazole and
phenyl rings), 1435 cm−1 (νC=C, phenyl rings), 1260 cm−1 (ν(CF3SO3)), 1195 cm−1 (ν(SO3)).
ESI-HRMS: calc. for [M+] 957.043415, found 957.04352.

Data for [RuCp(mTPPMSNa)2(1-BI)][CF3SO3] (2): Yellow powder; yield: 89%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.12 (s, 1, H1), 7.93 (d, 1, H2), 7.43–6.85 (comp, 35,

mTPPMS + H3 + H5 + H6 + H7 + H8 + H9 + H10), 4.68 (s, 2, H4), 4.49 (s, 5,
η5-C5H5). 13C{1H} NMR [CD3OD, δ/ppm]: 146.60 (C1), 143.19 (C5), 128.80 (C2), 136.74–122.91
(singlets of aromatic mTPPMS + C3 + C6 + C7 + C8 + C9 + C10), 84.02 (η5-C5H5), 52.71 (C4).
31P NMR [CD3OD, δ/ppm]: 43.67 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H,
Cp, imidazole and phenyl rings), 1435 cm−1 (νC=C, phenyl rings), 1263 cm−1 (ν(CF3SO3)),
1195 cm−1 (ν(SO3)). ESI-HRMS: calc. for [M+] 1047.090365, found 1047.09161.

Data for [RuCp(mTPPMSNa)2(1-BuIm)][CF3SO3] (3): Yellow powder; yield: 92%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.12 (s, 1, H1), 7.89 (d, 1, H2), 7.48–6.72 (m, 29,

mTPPMS + H3), 4.51 (s, 5, η5-C5H5), 3.56 (t, 2, H4), 1.35 (quint, 2, H5), 0.88 (sext, 2, H6), 0.77
(t, 3, H7). 13C{1H} NMR [CD3OD, δ/ppm]: 146.63 (C1), 128.67 (C2), 136.66–122.02 (singlets
of aromatic mTPPMS + C3), 83.96 (η5-C5H5), 48.36 (C4), 33.43 (C5), 20.32 (C6), 13.89 (C7).
31P NMR [CD3OD, δ/ppm]: 43.35 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H,
Cp, imidazole and phenyl rings), 1436 cm−1 (νC=C, phenyl rings), 1260 cm−1 (ν(CF3SO3)),
1195 cm−1 (ν(SO3)). HRMS: calc. for [M+] 1013.106015, found 1013.10614.

Data for [RuCp(mTPPMSNa)2(3-ApIm)][CF3SO3] (4): Yellow powder; yield: 84%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.08 (s, 1, H1), 7.98 (d, 1, H2), 7.68–6.89 (m, 29,

mTPPMS + H3), 4.89 (H7 + MeOD), 4.49 (s, 5, η5-C5H5), 3.69 (t, 2, H4), 2.34 (quint, 2, H5),
1.61 (quint, 2, H6). 13C{1H} NMR [CD3OD, δ/ppm]: 146.70 (C1), 128.42 (C2), 138.50–120.80
(singlets of aromatic mTPPMS + C3), 84.05 (η5-C5H5), 46.36 (C4), 39.23 (C5), 33.82 (C6). 31P
NMR [CD3OD, δ/ppm]: 43.16 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H,
Cp, imidazole and phenyl rings), 1436 cm−1 (νC=C, phenyl rings), 1265 cm−1 (ν(CF3SO3)),
1195 cm−1 (ν(SO3)). ESI-HRMS: calc. for [M+] 1020.09913, found 1020.10106.

Data for [RuCp(mTPPMSNa)2(4-MpIm)][CF3SO3] (5): Yellow powder; yield: 90%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.23 (s, 1, H1), 7.90 (d, 1, H2), 7.48–6.90 (m, 33,

mTPPMS + H3 + H5 + H6 + H8 + H9), 4.58 (s, 5, η5-C5H5), 3.81 (s, 3, H10). 13C{1H}
NMR [CD3OD, δ/ppm]: 161.05 (C7), 146.81 (C1), 130.40 (C4), 128.73 (C2), 135. 12–115.82
(singlets of aromatic mTPPMS + C3 + C5 + C6 + C8 + C9), 84.02 (η5-C5H5), 5608 (C10). 31P
NMR [CD3OD, δ/ppm]: 43.27 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H,
Cp, imidazole and phenyl rings), 1435 cm−1 (νC=C, phenyl rings), 1252 cm−1 (ν(CF3SO3)),
1195 cm−1 (ν(SO3)). ESI-HRMS: calc. for [M+] 1063.085280, found 1063.08806.

3.2.2. General Procedure for the Synthesis of [RuCp(mTPPMSNa)L][CF3SO3]
Complexes (6–8)

To a stirred solution of [RuCp(mTPPMSNa)2Cl] (0.5 mmol) in methanol (25 mL)
was added AgCF3SO3 (0.5 mmol) and the respective bidentate ligand (0.5 mmol). After
refluxing for 5 h, the solution was separated from the AgCl precipitate by cannula-filtration,
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and the solvent was evaporated under vacuum. The product was washed with n-hexane
(3 × 10 mL) and recrystallized from dichloromethane/diethyl ether.

Data for [RuCp(mTPPMSNa)(bopy)][CF3SO3] (6): Purple powder; yield: 87%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 9.71 (d, 1, H1), 8.25 (d, 1, H4), 7.16 (t, 1, H2), 7.05

(t, 1, H10), 7.93–7.31 (m, 19, mTPPMS + H3 + H8 + H9 + H11 + H12), 4.66 (s, 5, η5-C5H5).
31P NMR [CD3OD, δ/ppm]: 49.62 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H,
Cp and phenyl rings), 1300–1400 cm−1 (νC=O), 1433 cm−1 (νC=C, phenyl rings), 1267 cm−1

(ν(CF3SO3)), 1195 cm−1 (ν(SO3)). ESI-HRMS: calc. for [M+] 714.4213, found 714.03997. This
compound is not sufficiently soluble in methanol in sufficient quantities to perform 13C
NMR experiment.

Data for [RuCp(mTPPMSNa)(dpk)][CF3SO3] (7): Red powder; yield: 88%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.41 (d, 2, H1), 8.17 (d, 2, H4), 8.09 (m, 2, H3),

7.02 (m, 2, H2), 7.98–6.92 (m, 14, mTPPMS), 4.64 (s, 5, η5-C5H5). 13C{1H} NMR [CD3OD,
δ/ppm]: 159.68 (C1), 157.38 (C6(C=O)), 150.14 (C5), 130.27 (C3), 129.0 (C4), 127.88 (C2),
139.31–123.41 (singlets of aromatic mTPPMS), 79.60 (η5-C5H5). 31P NMR [CD3OD, δ/ppm]:
53.67 (s, mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H, Cp and phenyl rings),
1435 cm−1 (νC=C, phenyl rings), 1600 cm−1 (νC=O), 1264 cm−1 (ν(CF3SO3)), 1195 cm−1

(ν(SO3)). ESI-HRMS: calc. for [M+] 715.03734, found 715.03605.
Data for [RuCp(mTPPMSNa)(pbt)][CF3SO3] (8): Red powder; yield: 91%.
1H NMR [CD3OD, Me4Si, δ/ppm]: 8.80 (d, 1, H1), 8.55 (d, 1, H4), 8.27 (d, 1, H12), 8.19

(d, 1, H9), 8.09 (t, 1, H11), 8.05–6.99 (m, 18, mTPPMS + H7 + H10 + H3 + H2), 4.52 (s, 5,
η5-C5H5). 13C{1H} NMR [CD3OD, δ/ppm]: 154.50 (C1), 150.10 (C4), 132.98 (C9), 130.01
(C11), 129.41 (C13), 126.66 (C12), 123.58 (C8), 141.79–121.78 (singlets of aromatic mTPPMS
+ C2 + C3 + C5 + C6 + C7 + C10), 79.53 (η5-C5H5). 31P NMR [CD3OD, δ/ppm]: 50.41 (s,
mTPPMS). FT-IR [KBr, cm−1]: 3100–3040 cm−1 (νC-H, Cp and phenyl rings), 1435 cm−1

(νC=C, phenyl rings), 1600 cm−1 (νC=O), 1266 cm−1 (ν(CF3SO3)), 1195 cm−1 (ν(SO3)). ESI-
HRMS: calc. for [M+] 742.01921, found 742.01648.

3.3. Cyclic Voltammetry

The cyclic voltammograms were obtained with an EG&G Princeton Applied Research Po-
tentiostat/Galvanostat Model 273A equipped with Electrochemical PowerSuite v2.51 software
in anhydrous dichloromethane (with 0.2 M of tetrabutylammonium hexafluorophosphate as
supporting electrolyte) or HEPES (4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid) buffer
100 mM, pH 7.4 solutions. For the organic solutions, a homemade three-electrode configu-
ration cell with a platinum-disk working electrode (1.0 mm) probed by a Luggin capillary
connected to a silver-wire pseudo-reference electrode and a platinum wire auxiliary elec-
trode was used. The reported potentials were measured against the ferrocene/ferrocenium
redox couple as internal standard and normally quoted relative to SCE (using the ferroce-
nium/ferrocene redox couple E1/2 = 0.46 V versus SCE). The electrochemical experimental
window was −1.8 to 1.8 V, and the sweep rate range was 50–1000 mVs−1. For the HEPES
buffer solution experiments, a glassy carbon (GC) disk electrode (3.0 mm) was used as the
working electrode, the counter electrode was a platinum wire, and a saturated calomel
electrode (SCE) was used as reference. The electrode GC surface was refreshed before each
measurement by polishing with alumina, and the final cleaning was performed in water in
an ultrasonic bath. The electrochemical measurements were performed in the −0.3 to 1.2 V
potential range at a sweep rate of 50 mVs−1. The solutions, at room temperature, were
purged with nitrogen previously to each experiment and kept under nitrogen atmosphere
during the experiments. Both the sample and the electrolyte (Fluka, electrochemical grade)
were dried under vacuum for several hours prior to the experiment.

3.4. Stability in Aqueous Medium and Air

The stability of all the complexes in water was evaluated by 31P NMR and UV–visible
spectroscopies. Generally, a 5 mm NMR tube was charged in the air with the 10 mg of each
complex and D2O (0.8 mL). 1H NMR and 31P NMR were monitored for four days to evaluate
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if there was any decomposition product. Decomposition/instability of the compound can be
assessed by the disappearance of the NMR signals and/or by the appearance of new signals
that could not be assigned to the known complex, beyond the appearance of free mTPPMS
phosphine signals. Any eventual changes in the charge transfer bands between ruthenium
and ligands were followed by UV–visible in the 300–900 nm range.

3.5. Octanol-Water Partition Coefficients

The lipophilicity of the complexes was measured by the shake-flask method [52].
Distilled water and n-octanol were mixed vigorously for 24 h at 25 ◦C, to promote solvent
saturation in both phases, before the experiments. The phases were separated, and the
compounds were dissolved in aqueous phase (≈10−3 M). Aliquots of stock solutions were
equilibrated with octanol for 4 h in a mechanical shaker. The phase ratio was 2 mL/2 mL
(water/n-octanol). The aqueous and octanol layers were carefully separated (by centrifu-
gation at 5000 rpm for 10 min), and UV–vis absorption spectra of the compounds were
registered in both phases. The concentration for each sample was determined using the
calibration curve. Triplicate experiments have been performed for each complex and the
averages were calculated.

3.6. In Vitro Anticancer Activity

The cytotoxic activity of all complexes was screened against A2780 (ovarian, Sigma-
Aldrich, Lisboa, Portugal), MDAMB231 (breast, triple negative, ATCC), and HT29 (colon,
ATCC) human cancer cells. Cells were grown in RPMI 1640 (A2780) or DMEM contain-
ing GlutaMax-I (MDAMB231), or McCoy’s (HT29) supplemented with 10% FBS and 1%
penicillin/streptomycin (Invitrogen, Lisboa, Portugal). All cell lines were kept in a CO2
incubator (Heraeus, Hanau, Germany) with 5% CO2 at 37 ◦C in a humidified atmosphere.
Cell viability was measured using the colorimetric MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide) assay [53]. For the assays, cells were seeded in 200 µL of
complete medium in 96-well plates and incubated at 37 ◦C for 24 h prior to complex treat-
ment to allow cell adherence. The stock solutions in water (20 mM) of the complexes were
freshly prepared and used for sequential dilutions in medium within the concentration
range of 10−10–10−4 M. Cisplatin was also included in this study as a positive control. After
careful removal of the medium, 200 mL of a serial dilution of compounds in fresh medium
was added to the cells, and incubation was carried out for 72 h at 37 ◦C. At the end of the
treatment, the medium was discarded, and the cells were incubated with 200 mL of an MTT
solution in PBS (0.5 mg mL−1). After 3 h incubation, medium was removed, and DMSO
was added to solubilize the purple formazan crystals formed. The absorbance at 570 nm
was measured using a plate spectrophotometer (Power Wave Xs, Bio-Tek, Winooski, VT,
USA). Each experiment was repeated at least three times and each concentration tested in
at least six replicates. The IC50 values were calculated from dose–response curves analyzed
with the GraphPad Prism software (version 5.0).

3.7. Preparations of the Stock Solutions for Fluorescence Spectroscopic Measurements

Human serum albumin (HSA) was dissolved in 10 mM HEPES buffer (pH 7.4). The
HSA concentration was determined spectrophotometrically using the absorbance value at
280 nm (ε280 = 36,500 M−1cm−1) [54]. Complex 6 was dissolved in 10 mM HEPES buffer
(pH 7.4). A series of ruthenium-protein batch solutions were prepared by adding different
concentrations of ruthenium solutions to the protein solution prepared previously. For
fluorescence acquisition, the final HSA concentration was 2.5 µM, and the ruthenium were
0, 0.6, 1.2, 1.8, 2.5, 5, 7.5, 10, 12.5, 15, 17.5, 20, 22.5, 25, 27.5, 30, 32.5, 35, 37.5, 40, 42.5, and
45 µM. The solutions were stirred to ensure the formation of a homogeneous solution
and stood in an incubator at 310.15 K for 24 h to stabilize and enhance the interaction
time. The reference solutions were prepared following the procedures described above
without protein.
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3.8. Fluorescence Spectroscopic Measurements

Steady-state fluorescence measurements were carried out with a Fluorolog Model-3.22
spectrofluorometer from Horiba Jobin Yvon at 293.15, 298.15, and 310.15 K. All measure-
ments were performed in Hellma® semi-micro fluorescence cuvettes (Suprasil® quartz,
path length 10 × 4 mm, chamber volume 1.4 µL) with the 10 mm path length for the
excitation of the sample. The excitation and emission slit widths were fixed at 4.0 nm, and
the excitation wavelength was set at 295 nm to selectively excite the tryptophan 214 residue.
The emission spectra were recorded from 305 to 550 nm. Solutions of ruthenium complex
in 10 mM HEPES buffer pH 7.4 in corresponding concentrations were used as reference for
the measured fluorescence spectra of protein-complex mixtures. No intrinsic fluorescence
was displayed by complex 6 under our experimental conditions, and therefore, there was
not any contribution to the Trp-214 fluorescence of HSA. The fluorescence intensities were
corrected for the absorption of the exciting light and re-absorption of the emitted light to
decrease the inner filter effect [55,56] using UV–visible absorption data recorded for each
sample on a Jasco V-660 spectrophotometer in the range of 260 to 900 nm with 1 cm path
quartz cells.

3.9. Site-Marker Competitive Studies

Competitive binding studies were carried out by fluorescence using the classical site
marker warfarin. The concentrations of HSA and warfarin were kept equimolar. The
addition of complex 6 to {HSA-warfarin} solution was done according to the procedure
described above for the steady-state fluorescence quenching studies.

4. Conclusions

A series of new ruthenium(II)-cyclopentadienyl-based complexes containing water-
soluble phosphine were developed and investigated as potential anticancer compounds.
All the complexes are highly soluble in water, and, as expected, in general, the solubility
depends on the number of phosphine ligands.

Cyclic voltammetric measurements clearly show the influence of the water-soluble
phosphine coligand on the electronic environment and consequently on the redox behav-
ior of piano-stool Ru(II) complexes. The compounds are relatively stable to oxidation
even in aqueous solution, as demonstrated by the position of the anodic potential of the
Ru(II)/Ru(III) couple in the range of 0.77 V to 1.17 V. In general, compounds with bidentate
heteroaromatic ligands (6–8) are much more stable than compounds with monodentate
ligands. Complexes with imidazole-based ligands have been shown to undergo hydrolysis
after a few hours, the exception being complex 4, which is stable for 24 h. The estimated
log Po/w values are high, which indicates that the compounds studied are very lipophilic,
suggesting a poor ability to cross the cell membrane. All the compounds exhibited high
to moderate cytotoxicity against A2870, MDAMB231, and HT29 cells, the A2780 cells
being considerably more sensitive to the compounds. Compound 7 was not cytotoxic for
MDAMB231 and HT29 cells. From the overall results, it is not possible to correlate the
cytotoxicity, number of phosphines, and lipophilicity. All the compounds proved to be less
effective against the chemoresistant MDAMB231 and HT29 tumor cells.

The molecular interaction between complex 6 and HSA and HSAfaf was investigated
by fluorescence spectroscopy. The results showed that the ruthenium complex binds
strongly to these two albumin variants, the binding to HSAfaf being much stronger than
the binding to HSA. The fact that binding is favored when fatty acids are not present
could indicate that complex 6 can also compete with fatty acids for binding sites on HSA.
In addition, the quenching observed upon the addition of the ruthenium compound to
{HSA-warfarin} suggests that this complex binds to the protein in site I/subdomain IIA
near the Trp-214.



Pharmaceuticals 2022, 15, 862 17 of 19

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/ph15070862/s1, Figure S1: Cyclic voltammogram of complex
7 in dichloromethane at 200 mV.s−1 with a Pt disk WE; Figure S2: Cyclic voltammogram of com-
plex 8 in dichloromethane at 200 mV.s−1 with a Pt disk WE; Figure S3: Cyclic voltammogram of
complex 1 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S4: Cyclic voltammogram
of complex 2 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S5: Cyclic voltammogram
of complex 3 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S6: Cyclic voltammogram
of complex 4 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S7: Cyclic voltammogram
of complex 5 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S8: Cyclic voltammogram
of complex 7 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S9: Cyclic voltammogram
of complex 8 in Hepes buffer at 50 mV.s−1 with a GC disk WE; Figure S10: Stern–Volmer plots
at pH 7.4 for quenching of (A) HSA and (B) HSAfaf by [Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]
at three temperatures (u) 293 K, (•) 298 K, (N) 310 K; Figure S11: Double-log plots for fluores-
cence quenching for (A) {HSA-[Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]} and (B) {HSAfaf-[Ru(η5-
C5H5)(mTPPMS)(bopy)][CF3SO3]} systems at three temperatures (u) 293 K, (•) 298 K, (N) 310 K;
Figure S12: Van’t Hoff plots quenching for (A) {HSA-[Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]} and
(B) {HSAfaf-[Ru(η5-C5H5)(mTPPMS)(bopy)][CF3SO3]} systems.

Author Contributions: Conceptualization T.S.M., F.M., P.J.A.M., M.P.R. and M.H.G.; methodology,
T.S.M., F.M., P.J.A.M. and M.P.R.; validation, T.S.M., F.M., P.J.A.M., M.P.R. and M.H.G.; formal analysis,
T.S.M., F.M., P.J.A.M., M.P.R. and M.H.G.; investigation, T.S.M., F.M., P.J.A.M. and M.P.R.; writing—
original draft preparation, T.S.M.; writing—review and editing, T.S.M., F.M., P.J.A.M., M.P.R. and
M.H.G.; visualization, T.S.M., F.M., P.J.A.M., M.P.R. and M.H.G.; supervision, T.S.M. and M.H.G.;
project administration, T.S.M.; funding acquisition, T.S.M. and M.H.G. All authors have read and
agreed to the published version of the manuscript.

Funding: This work was funded by Fundação para a Ciência e Tecnologia (FCT), I.P./MCTES through
the projects PTDC/QUI-QIN/0146/2020, UIDB/00100/2020, LA/P/0056/2020 and UID/Multi/
04349/2019. T.S. Morais thanks FCT for CEECIND 2017 Initiative for the project CEECIND/00630/2017
(acknowledging FCT, POPH, and the European Social Fund (ESF)).

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Sung, H.; Ferlay, J.; Siegel, R.L.; Laversanne, M.; Soerjomataram, I.; Jemal, A.; Bray, F. Global Cancer Statistics 2020: GLOBOCAN

Estimates of Incidence and Mortality Worldwide for 36 Cancers in 185 Countries. CA Cancer J. Clin. 2021, 71, 209–249. [CrossRef]
[PubMed]

2. Liu, W.; Gust, R. Metal N-Heterocyclic Carbene Complexes as Potential Antitumor Metallodrugs. Chem. Soc. Rev. 2012, 42,
755–773. [CrossRef] [PubMed]

3. Gasser, G.; Ott, I.; Metzler-Nolte, N. Organometallic Anticancer Compounds. J. Med. Chem. 2010, 54, 3–25. [CrossRef] [PubMed]
4. Fong, T.T.-H.; Lok, C.-N.; Chung, C.Y.-S.; Fung, Y.-M.E.; Chow, P.-K.; Wan, P.-K.; Che, C.-M. Cyclometalated Palladium(II)

N-Heterocyclic Carbene Complexes: Anticancer Agents for Potent In Vitro Cytotoxicity and In Vivo Tumor Growth Suppression.
Angew. Chem. 2016, 128, 12114–12118. [CrossRef]

5. Zeng, L.; Gupta, P.; Chen, Y.; Wang, E.; Ji, L.; Chao, H.; Chen, Z.S. The Development of Anticancer Ruthenium(II) Complexes:
From Single Molecule Compounds to Nanomaterials. Chem. Soc. Rev. 2017, 46, 5771–5804. [CrossRef]

6. Liu, Z.; Romero-Canelõn, I.; Qamar, B.; Hearn, J.M.; Habtemariam, A.; Barry, N.P.E.; Pizarro, A.M.; Clarkson, G.J.; Sadler, P.J. The
Potent Oxidant Anticancer Activity of Organoiridium Catalysts. Angew. Chem. Int. Ed. 2014, 53, 3941–3946. [CrossRef]

7. Santini, C.; Pellei, M.; Gandin, V.; Porchia, M.; Tisato, F.; Marzano, C. Advances in Copper Complexes as Anticancer Agents.
Chem. Rev. 2013, 114, 815–862. [CrossRef]

8. Dyson, P.J.; Sava, G. Metal-Based Antitumour Drugs in the Post Genomic Era. Dalton Trans. 2006, 16, 1929–1933. [CrossRef]
9. Jakupec, M.A.; Galanski, M.; Arion, V.B.; Hartinger, C.G.; Keppler, B.K. Antitumour Metal Compounds: More than Theme and

Variations. Dalton Trans. 2007, 2, 183–194. [CrossRef]
10. Liu, J.; Lai, H.; Xiong, Z.; Chen, B.; Chen, T. Functionalization and Cancer-Targeting Design of Ruthenium Complexes for Precise

Cancer Therapy. Chem. Commun. 2019, 55, 9904–9914. [CrossRef]

https://www.mdpi.com/article/10.3390/ph15070862/s1
https://www.mdpi.com/article/10.3390/ph15070862/s1
http://doi.org/10.3322/caac.21660
http://www.ncbi.nlm.nih.gov/pubmed/33538338
http://doi.org/10.1039/C2CS35314H
http://www.ncbi.nlm.nih.gov/pubmed/23147001
http://doi.org/10.1021/jm100020w
http://www.ncbi.nlm.nih.gov/pubmed/21077686
http://doi.org/10.1002/ange.201602814
http://doi.org/10.1039/C7CS00195A
http://doi.org/10.1002/anie.201311161
http://doi.org/10.1021/cr400135x
http://doi.org/10.1039/b601840h
http://doi.org/10.1039/B712656P
http://doi.org/10.1039/C9CC04098F


Pharmaceuticals 2022, 15, 862 18 of 19

11. Thota, S.; Rodrigues, D.A.; Crans, D.C.; Barreiro, E.J. Ru(II) Compounds: Next-Generation Anticancer Metallotherapeutics? J.
Med. Chem. 2018, 61, 5805–5821. [CrossRef]

12. Broomfield, L.M.; Alonso-Moreno, C.; Martin, E.; Shafir, A.; Posadas, I.; Ceña, V.; Castro-Osma, J.A. Aminophosphine Ligands as
a Privileged Platform for Development of Antitumoral Ruthenium(II) Arene Complexes. Dalton Trans. 2017, 46, 16113–16125.
[CrossRef]

13. Meier-Menches, S.M.; Gerner, C.; Berger, W.; Hartinger, C.G.; Keppler, B.K. Structure–Activity Relationships for Ruthenium and
Osmium Anticancer Agents—Towards Clinical Development. Chem. Soc. Rev. 2018, 47, 909–928. [CrossRef]

14. Sudhindra, P.; Ajay Sharma, S.; Roy, N.; Moharana, P.; Paira, P. Recent Advances in Cytotoxicity, Cellular Uptake and Mechanism
of Action of Ruthenium Metallodrugs: A Review. Polyhedron 2020, 192, 114827. [CrossRef]

15. Antonarakis, E.S.; Emadi, A. Ruthenium-Based Chemotherapeutics: Are They Ready for Prime Time? Cancer Chemother. Pharmacol.
2010, 66, 1–9. [CrossRef]

16. Rademaker-Lakhai, J.M.; Van Den Bongard, D.; Pluim, D.; Beijnen, J.H.; Schellens, J.H.M. A Phase I and Pharmacological Study
with Imidazolium-Trans-DMSO-Imidazole-Tetrachlororuthenate, a Novel Ruthenium Anticancer Agent. Clin. Cancer Res. 2004,
10, 3717–3727. [CrossRef]

17. Leijen, S.; Burgers, S.A.; Baas, P.; Pluim, D.; Tibben, M.; Van Werkhoven, E.; Alessio, E.; Sava, G.; Beijnen, J.H.; Schellens, J.H.M.
Phase I/II Study with Ruthenium Compound NAMI-A and Gemcitabine in Patients with Non-Small Cell Lung Cancer after First
Line Therapy. Investig. New Drugs 2015, 33, 201–214. [CrossRef]

18. Hartinger, C.G.; Jakupec, M.A.; Zorbas-Seifried, S.; Groessl, M.; Egger, A.; Berger, W.; Zorbas, H.; Dyson, P.J.; Keppler, B.K.
KP1019, A New Redox-Active Anticancer Agent—Preclinical Development and Results of a Clinical Phase I Study in Tumor
Patients. Chem. Biodivers. 2008, 5, 2140–2155. [CrossRef]

19. Hartinger, C.G.; Zorbas-Seifried, S.; Jakupec, M.A.; Kynast, B.; Zorbas, H.; Keppler, B.K. From Bench to Bedside—Preclinical and
Early Clinical Development of the Anticancer Agent Indazolium Trans-[Tetrachlorobis(1H-Indazole)Ruthenate(III)] (KP1019 or
FFC14A). J. Inorg. Biochem. 2006, 100, 891–904. [CrossRef]

20. Trondl, R.; Heffeter, P.; Kowol, C.R.; Jakupec, M.A.; Berger, W.; Keppler, B.K. NKP-1339, the First Ruthenium-Based Anticancer
Drug on the Edge to Clinical Application. Chem. Sci. 2014, 5, 2925–2932. [CrossRef]

21. Alessio, E.; Messori, L. NAMI-A and KP1019/1339, Two Iconic Ruthenium Anticancer Drug Candidates Face-to-Face: A Case
Story in Medicinal Inorganic Chemistry. Molecules 2019, 24, 1995. [CrossRef]

22. Kuhn, P.S.; Pichler, V.; Roller, A.; Hejl, M.; Jakupec, M.A.; Kandioller, W.; Keppler, B.K. Improved Reaction Conditions for the
Synthesis of New NKP-1339 Derivatives and Preliminary Investigations on Their Anticancer Potential. Dalton Trans. 2014, 44,
659–668. [CrossRef]

23. Fong, J.; Kasimova, K.; Arenas, Y.; Kaspler, P.; Lazic, S.; Mandel, A.; Lilge, L. A Novel Class of Ruthenium-Based Photosensitizers
Effectively Kills in Vitro Cancer Cells and in Vivo Tumors. Photochem. Photobiol. Sci. 2015, 14, 2014–2023. [CrossRef]

24. Chen, Q.; Ramu, V.; Aydar, Y.; Groenewoud, A.; Zhou, X.Q.; Jager, M.J.; Cole, H.; Cameron, C.G.; McFarland, S.A.; Bonnet, S.; et al.
TLD1433 Photosensitizer Inhibits Conjunctival Melanoma Cells in Zebrafish Ectopic and Orthotopic Tumour Models. Cancers
2020, 12, 587. [CrossRef]

25. Kar, B.; Roy, N.; Pete, S.; Moharana, P.; Paira, P. Ruthenium and Iridium Based Mononuclear and Multinuclear Complexes: A
Breakthrough of Next-Generation Anticancer Metallopharmaceuticals. Inorg. Chim. Acta 2020, 512, 119858. [CrossRef]

26. Fan, C.; Wu, Q.; Chen, T.; Zhang, Y.; Zheng, W.; Wang, Q.; Mei, W. Arene Ruthenium(II) Complexes Induce S-Phase Arrest in
MG-63 Cells through Stabilization of c-Myc G-Quadruplex DNA. MedChemComm 2014, 5, 597–602. [CrossRef]

27. Vock, C.A.; Ang, W.H.; Scolaro, C.; Phillips, A.D.; Lagopoulos, L.; Juillerat-Jeanneret, L.; Sava, G.; Scopelliti, R.; Dyson, P.J.
Development of Ruthenium Antitumor Drugs That Overcome Multidrug Resistance Mechanisms. J. Med. Chem. 2007, 50,
2166–2175. [CrossRef]

28. Lv, G.; Qiu, L.; Li, K.; Liu, Q.; Li, X.; Peng, Y.; Wang, S.; Lin, J. Enhancement of Therapeutic Effect in Breast Cancer with a
Steroid-Conjugated Ruthenium Complex. New J. Chem. 2019, 43, 3419–3427. [CrossRef]

29. Ruiz, J.; Rodríguez, V.; Cutillas, N.; Espinosa, A.; Hannon, M.J. A Potent Ruthenium(II) Antitumor Complex Bearing a Lipophilic
Levonorgestrel Group. Inorg. Chem. 2011, 50, 9164–9171. [CrossRef]

30. Teixeira, R.G.; Belisario, D.C.; Fontrodona, X.; Romero, I.; Tomaz, A.I.; Garcia, M.H.; Riganti, C.; Valente, A. Unprecedented
Collateral Sensitivity for Cisplatin-Resistant Lung Cancer Cells Presented by New Ruthenium Organometallic Compounds. Inorg.
Chem. Front. 2021, 8, 1983–1996. [CrossRef]

31. Biancalana, L.; Zacchini, S.; Ferri, N.; Lupo, M.G.; Pampaloni, G.; Marchetti, F. Tuning the Cytotoxicity of Ruthenium(II) Para-
Cymene Complexes by Mono-Substitution at a Triphenylphosphine/Phenoxydiphenylphosphine Ligand. Dalton Trans. 2017, 46,
16589–16604. [CrossRef] [PubMed]

32. Weiss, A.; Berndsen, R.H.; Dubois, M.; Müller, C.; Schibli, R.; Griffioen, A.W.; Dyson, P.J.; Nowak-Sliwinska, P. In Vivo Anti-Tumor
Activity of the Organometallic Ruthenium(II)-Arene Complex [Ru(H6-p-Cymene)Cl2(Pta)] (RAPTA-C) in Human Ovarian and
Colorectal Carcinomas. Chem. Sci. 2014, 5, 4742–4748. [CrossRef]

33. Dyson, P.J. Systematic Design of a Targeted Organometallic Antitumour Drug in Pre-Clinical Development. CHIMIA Int. J. Chem.
2007, 61, 698–703. [CrossRef]

http://doi.org/10.1021/acs.jmedchem.7b01689
http://doi.org/10.1039/C7DT03369A
http://doi.org/10.1039/C7CS00332C
http://doi.org/10.1016/j.poly.2020.114827
http://doi.org/10.1007/s00280-010-1293-1
http://doi.org/10.1158/1078-0432.CCR-03-0746
http://doi.org/10.1007/s10637-014-0179-1
http://doi.org/10.1002/cbdv.200890195
http://doi.org/10.1016/j.jinorgbio.2006.02.013
http://doi.org/10.1039/C3SC53243G
http://doi.org/10.3390/molecules24101995
http://doi.org/10.1039/C4DT01645A
http://doi.org/10.1039/C4PP00438H
http://doi.org/10.3390/cancers12030587
http://doi.org/10.1016/j.ica.2020.119858
http://doi.org/10.1039/c3md00367a
http://doi.org/10.1021/jm070039f
http://doi.org/10.1039/C8NJ04159H
http://doi.org/10.1021/ic201388n
http://doi.org/10.1039/D0QI01344G
http://doi.org/10.1039/C7DT03385K
http://www.ncbi.nlm.nih.gov/pubmed/29164209
http://doi.org/10.1039/C4SC01255K
http://doi.org/10.2533/chimia.2007.698


Pharmaceuticals 2022, 15, 862 19 of 19

34. Côrte-Real, L.; Mendes, F.; Coimbra, J.; Morais, T.S.; Tomaz, A.I.; Valente, A.; Garcia, M.H.; Santos, I.; Bicho, M.; Marques, F.
Anticancer Activity of Structurally Related Ruthenium(II) Cyclopentadienyl Complexes. J. Biol. Inorg. Chem. 2014, 19, 853–867.
[CrossRef]

35. Côrte-Real, L.; Matos, A.P.; Alho, I.; Morais, T.S.; Tomaz, A.I.; Garcia, M.H.; Santos, I.; Bicho, M.P.; Marques, F. Cellular Uptake
Mechanisms of an Antitumor Ruthenium Compound: The Endosomal/Lysosomal System as a Target for Anticancer Metal-Based
Drugs. Microsc. Microanal. 2013, 19, 1122–1130. [CrossRef]

36. Morais, T.S.; Valente, A.; Tomaz, A.I.; Marques, F.; Garcia, M.H. Tracking Antitumor Metallodrugs: Promising Agents with the
Ru(II)- and Fe(II)-Cyclopentadienyl Scaffolds. Future Med. Chem. 2016, 8, 527–544. [CrossRef]

37. Morais, T.S.; Silva, T.J.L.; Marques, F.; Robalo, M.P.; Avecilla, F.; Madeira, P.J.A.; Mendes, P.J.G.; Santos, I.; Garcia, M.H. Synthesis
of Organometallic Ruthenium(II) Complexes with Strong Activity against Several Human Cancer Cell Lines. J. Inorg. Biochem.
2012, 114, 65–74. [CrossRef]

38. Gano, L.; Pinheiro, T.; Matos, A.P.; Tortosa, F.; Jorge, T.F.; Gonçalves, M.S.; Martins, M.; Morais, T.S.; Valente, A.; Tomaz, A.I.;
et al. Antitumour and Toxicity Evaluation of a Ru(II)-Cyclopentadienyl Complex in a Prostate Cancer Model by Imaging Tools.
Anti-Cancer Agents Med. Chem. 2019, 19, 1262–1275. [CrossRef]

39. Mendes, N.; Tortosa, F.; Valente, A.; Marques, F.; Matos, A.; Morais, T.; Tomaz, A.; Gärtner, F.; Garcia, M. In Vivo Performance of
a Ruthenium-Cyclopentadienyl Compound in an Orthotopic 1 Triple Negative Breast Cancer Model. Anti-Cancer Agents Med.
Chem. 2016, 16, 126–136. [CrossRef]

40. Morais, T.S.; Santos, F.C.; Jorge, T.F.; Côrte-Real, L.; Madeira, P.J.A.; Marques, F.; Robalo, M.P.; Matos, A.; Santos, I.; Garcia, M.H.
New Water-Soluble Ruthenium(II) Cytotoxic Complex: Biological Activity and Cellular Distribution. J. Inorg. Biochem. 2014, 130,
1–14. [CrossRef]

41. Mishra, H.; Mukherjee, R. Half-Sandwich H6-Benzene Ru(II) Complexes of Pyridylpyrazole and Pyridylimidazole Ligands:
Synthesis, Spectra, and Structure. J. Organomet. Chem. 2006, 691, 3545–3555. [CrossRef]

42. Hollósy, F.; Lóránd, T.; Örfi, L.; Erös, D.; Kéri, G.; Idei, M. Relationship between Lipophilicity and Antitumor Activity of Molecule
Library of Mannich Ketones Determined by High-Performance Liquid Chromatography, ClogP Calculation and Cytotoxicity Test.
J. Chromatogr. B 2002, 768, 361–368. [CrossRef]

43. Gama, S.; Santos, I.; Mendes, F.; Marques, F.; Santos, I.C.; Carvalho, M.F.; Correia, I.; Pessoa, J.C.; Paulo, A. Copper(II) Complexes
with Tridentate Pyrazole-Based Ligands: Synthesis, Characterization, DNA Cleavage Activity and Cytotoxicity. J. Inorg. Biochem.
2011, 105, 637–644. [CrossRef]

44. Pope, A.J.; Bruce, C.; Kysela, B.; Hannon, M.J. Issues Surrounding Standard Cytotoxicity Testing for Assessing Activity of
Non-Covalent DNA-Binding Metallo-Drugs. Dalton Trans. 2010, 39, 2772–2774. [CrossRef]

45. Butsch, K.; Gust, R.; Klein, A.; Ott, I.; Romanski, M. Tuning the Electronic Properties of Dppz-Ligands and Their Palladium(II)
Complexes. Dalton Trans. 2010, 39, 4331–4340. [CrossRef]

46. Lakowicz, J.R. Principles of Fluorescence Spectroscopy; Springer: Boston, MA, USA, 2006.
47. Sarzehi, S.; Chamani, J. Investigation on the Interaction between Tamoxifen and Human Holo-Transferrin: Determination of

the Binding Mechanism by Fluorescence Quenching, Resonance Light Scattering and Circular Dichroism Methods. Int. J. Biol.
Macromol. 2010, 47, 558–569. [CrossRef]

48. Valeur, B.; Berberan-Santos, M.N. Molecular Fluorescence: Principles and Applications; Wiley-VCH: Weinheim, Germany, 2013;
ISBN 978-3-527-32837-6.

49. Morais, T.S.; Santos, F.C.; Corte-Real, L.; Garcia, M.H. Exploring the Effect of the Ligand Design on the Interactions between
[Ru(H5-C5H5)(PPh3)(N,O)][CF3SO3] Complexes and Human Serum Albumin. J. Inorg. Biochem. 2013, 129, 94–101. [CrossRef]

50. Wang, Y.Q.; Zhang, H.M.; Cao, J. Binding of Hydroxylated Single-Walled Carbon Nanotubes to Two Hemoproteins, Hemoglobin
and Myoglobin. J. Photochem. Photobiol. B Biol. 2014, 141, 26–35. [CrossRef]

51. Romerosa, A.; Saoud, M.; Campos-Malpartida, T.; Lidrissi, C.; Serrano-Ruiz, M.; Peruzzini, M.; Garrido, J.A.; García-Maroto, F.
DNA Interactions Mediated by Cyclopentadienidoruthenium(II) Complexes Containing Water-Soluble Phosphanes. Eur. J. Inorg.
Chem. 2007, 2007, 2803–2812. [CrossRef]

52. Berthod, A.; Carda-Broch, S. Determination of Liquid-Liquid Partition Coefficients by Separation Methods. J. Chromatogr. A 2004,
1037, 3–14. [CrossRef]

53. Fotakis, G.; Timbrell, J.A. In Vitro Cytotoxicity Assays: Comparison of LDH, Neutral Red, MTT and Protein Assay in Hepatoma
Cell Lines Following Exposure to Cadmium Chloride. Toxicol. Lett. 2006, 160, 171–177. [CrossRef]

54. Beaven, G.H.; Chen, S.-H.; D’albis, A.; Gratzer, W.B. A Spectroscopic Study of the Haemin–Human-Serum-Albumin System. Eur.
J. Biochem. 1974, 41, 539–546. [CrossRef]

55. Kubista, M.; Sjöback, R.; Eriksson, S.; Albinsson, B. Experimental Correction for the Inner-Filter Effect in Fluorescence Spectra.
Analyst 1994, 119, 417–419. [CrossRef]

56. Coutinho, A.; Prieto, M. Ribonuclease T1 and Alcohol Dehydrogenase Fluorescence Quenching by Acrylamide: A Laboratory
Experiment for Undergraduate Students. J. Chem. Educ. 1993, 70, 425. [CrossRef]

http://doi.org/10.1007/s00775-014-1120-y
http://doi.org/10.1017/S143192761300175X
http://doi.org/10.4155/fmc.16.7
http://doi.org/10.1016/j.jinorgbio.2012.04.014
http://doi.org/10.2174/1871520619666190318152726
http://doi.org/10.2174/1871520616666160922165133
http://doi.org/10.1016/j.jinorgbio.2013.09.013
http://doi.org/10.1016/j.jorganchem.2006.04.037
http://doi.org/10.1016/S1570-0232(02)00004-1
http://doi.org/10.1016/j.jinorgbio.2011.01.013
http://doi.org/10.1039/b927129p
http://doi.org/10.1039/b926233d
http://doi.org/10.1016/j.ijbiomac.2010.08.002
http://doi.org/10.1016/j.jinorgbio.2013.09.008
http://doi.org/10.1016/j.jphotobiol.2014.08.020
http://doi.org/10.1002/ejic.200601177
http://doi.org/10.1016/j.chroma.2004.01.001
http://doi.org/10.1016/j.toxlet.2005.07.001
http://doi.org/10.1111/j.1432-1033.1974.tb03295.x
http://doi.org/10.1039/AN9941900417
http://doi.org/10.1021/ed070p425

	Introduction 
	Results and Discussion 
	NMR, FT-IR Analysis, and Mass Spectral Analysis 
	Electronic Absorption Spectroscopy 
	Electrochemical Characterization of Complexes 
	Complex Solubility and Stability in Aqueous Solutions and Reactivity towards O2 and Estimation of Lipophilicity 
	Cytotoxicity in Human Cell Lines 
	Fluorescence Quenching of HSA by Complex [Ru(5-C5H5)(mTPPMS)(bopy)][CF3SO3] (6) 

	Materials and Methods 
	Materials and General Procedures 
	Chemical Synthesis 
	General Procedure for the Synthesis of [RuCp(mTPPMSNa)2L][CF3SO3]Complexes (1–5) 
	General Procedure for the Synthesis of [RuCp(mTPPMSNa)L][CF3SO3]Complexes (6–8) 

	Cyclic Voltammetry 
	Stability in Aqueous Medium and Air 
	Octanol-Water Partition Coefficients 
	In Vitro Anticancer Activity 
	Preparations of the Stock Solutions for Fluorescence Spectroscopic Measurements 
	Fluorescence Spectroscopic Measurements 
	Site-Marker Competitive Studies 

	Conclusions 
	References

