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activated anticancer activity of
Pt(IV) compounds via distant ferrocene
conjugation†

Huayun Shi, ‡a Fortuna Ponte, ‡b Jaspreet S. Grewal,c Guy J. Clarkson, a

Cinzia Imberti, a Ian Hands-Portman, d Robert Dallmann, c Emilia Sicilia *b

and Peter J. Sadler *a

Photoactive prodrugs offer potential for spatially-selective antitumour activity with minimal effects on normal

tissues. Excited-state chemistry can induce novel effects on biochemical pathways and combat resistance to

conventional drugs. Photoactive metal complexes in particular, have a rich and relatively unexplored

photochemistry, especially an ability to undergo facile intersystem crossing and populate triplet states. We

have conjugated the photoactive octahedral Pt(IV) complex trans, trans, trans-[Pt(N3)2(OH)2(py)2] to

ferrocene to introduce novel features into a candidate photochemotherapeutic drug. The X-ray crystal

structure of the conjugate Pt-Fe confirmed the axial coordination of a ferrocene carboxylate, with Pt(IV)

and Fe(II) 6.07 Å apart. The conjugation of ferrocene red-shifted the absorption spectrum and ferrocene

behaves as a light antenna allowing charge transfer from iron to platinum, promoting the photoactivation

of Pt-Fe with light of longer wavelength. Cancer cellular accumulation is enhanced, and generation of

reactive species is catalysed after photoirradiation, introducing ferroptosis as a contribution towards the

cell-death mechanism. TDDFT calculations were performed to shed light on the behaviour of Pt-Fe when

it is irradiated. Intersystem spin-crossing allows the formation of triplet states centred on both metal atoms.

The dissociative nature of triplet states confirms that they can be involved in ligand detachment due to

irradiation. The Pt(II) photoproducts mainly retain the trans-{Pt(py)2}
2+fragment. Visible light irradiation gives

rise to micromolar activity for Pt-Fe towards ovarian, lung, prostate and bladder cancer cells under both

normoxia and hypoxia, and some photoproducts appear to retain Pt(IV)–Fe(II) conjugation.
1. Introduction

Phototherapy is attractive for the treatment of cancer using
compounds with low dark toxicity which are activated selec-
tively in tumours using spatially-directed light.1–3 Current clin-
ical applications, as photodynamic therapy (PDT), use so-called
Type-II photosensitisers, which rely on conversion of ground-
state 3O2 to highly reactive excited state 1O2 to kill cancer
cells.2,4 There is current interest in the design of the next
generation of metal-based phototherapeutic agents on account
of their unique photophysical and photochemical properties,
especially potential for introducing novel mechanisms of
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anticancer activity to combat resistance to therapy with current
drugs.5–8 Metal complexes of Al(III), Zn(II), Ru(III), Pd(II), Sn(IV),
and Lu(III) are either approved for clinical use or in clinical trials
as photosensitisers for PDT.2,5 Particularly notable is the current
phase II clinical trial of the bipyridyl/phenanthroline Ru(III)
complex TLD1433 for non-muscle-invasive bladder cancer.9

The most widely used anticancer drug is cisplatin, cis-
[PtCl2(NH3)2].10,11 Notably, its trans isomer, transplatin, is inac-
tive. The development of resistance to treatment and the
occurrence of side effects have stimulated the search for alter-
native platinum drugs which overcome these problems.12,13

Photoactivated Pt(IV) complexes offer this possibility on account
of their kinetic inertness, stability in the dark, and introduction
of novel, excited state, mechanisms of action.14,15 First-
generation photoactive di-iodido Pt(IV) complexes suffered
from high dark cytotoxicity owing to their facile bio-reduc-
tion.16,17 Replacing iodido with azido ligands has led to photo-
active diazido Pt(IV) complexes with enhanced dark stability and
promising photocytotoxicity.15 Such complexes can generate
anticancer-active Pt(II) species, and azidyl and other radicals
upon irradiation. Importantly, their action does not rely on the
presence of oxygen in the target tissues, suggesting their
Chem. Sci., 2024, 15, 4121–4134 | 4121
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Scheme 1 Synthetic route for photoactive heteronuclear complex
trans, trans, trans-[Pt(N3)2(OH)(gly-Fc)(py)2] (Pt-Fe). (i) Fmoc-gly-OH,
TBTU, DIPEA, DMF, N2, 298 K, overnight; (ii) piperidine, DMF, N2, 298 K,
overnight; (iii) ferrocenoyl chloride, DIPEA, DCM, N2, 298 K, overnight.

Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

4 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 7

/2
3/

20
25

 1
0:

59
:4

3 
PM

. 
 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 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
potential to retain photocytotoxicity under hypoxia.18 The acti-
vation wavelengths for diazido Pt(IV) complexes are tuneable by
modication of either equatorial or axial ligands.15 For example,
trans, trans, trans-[Pt(N3)2(OH)2(NH3)(py)] exhibits promising
photocytotoxicity upon irradiation with UVA (365 nm),19 while
the two-pyridine complex trans, trans, trans-[Pt(N3)2(OH)2(py)2]
(1) can kill cancer cells when irradiated with blue light (420
nm).20 Other than diazido Pt(IV) complexes, the Pt(IV) derivatives
of cisplatin21 and oxaliplatin22,23 also exhibit promising photo-
cytotoxicity with blue, red or NIR irradiation when combined
with appropriate light antennas. Hydrogen bond formation or
charge transfer between the Pt(IV) centre and the light antennas
can facilitate the photoactivation of these Pt(IV) complexes.

Here we report the conjugation of ferrocene ([Fe(h5-C5H5)2],
Fc) to the octahedral Pt(IV) complex 1 for tuning its photo-
reactivity. The usefulness of ferrocene fragments for improving
drug design was initially established by its conjugation to the
anticancer drug tamoxifen (as ferrocifen),24 and to the antima-
larial drug chloroquine (as ferroquine).25 Since then, many other
examples of the success of this approach have been reported.26–30

The characteristic electrochemical and photochemical
properties, together with UV-vis stability of ferrocene and its
derivatives, are well suited to their use in photochemical
studies. In particular, ferrocenyl compounds, when linked to
platinum and other transition metal complexes, can act as one-
electron donor species, tuning the redox chemistry of metal
compounds.31–36 Several heterobimetallic Pt(II)-ferrocene
conjugates have been reported.37 For ferrocene-appended
[Pt(L2)diamine] complexes, charge-transfer from the ferrocene
to the diamine ligand was observed.31 Pt(II) complexes bearing
bis-aminoethyl ferrocene ligands can be more active towards
cancer cells than cisplatin with a different mechanism of
action.33 Bridging ferrocene in di-Pt(II)-ferrocene dyads gives
rise to longer-lived charge-separated states upon excitation, but
quenches Pt(II) luminescence.38 Introduction of a ferrocene as
a substituent on a chelated acetylacetonate Pt(II)(diam(m)ine)
fragment, gave a reportedmultimodal mechanism of anticancer
activity.39 Biotinylated Pt(II) ferocenylterpyridine complexes
show signicant photoinduced anticancer activity on irradia-
tion with visible light.40 Chakravarty et al. also reported that
ferrocenyl-terpyridine Pt(II) complexes are highly photo-
cytotoxic when activated by visible light and generate hydroxyl
radicals.41 Two one-electron transfers from Fc to Pt(IV) to
generate anticancer-active Pt(II) complexes were observed for
Pt(IV)-Fc conjugates, which can elevate ROS level in cancer cells
and exhibit promising cancer selectivity.42,43 However, the use of
Fc conjugates in which the Fc moiety is linked to diazido Pt(IV)
complexes for tuning their photoactivity has yet to be reported.

Such conjugates can possess interesting electronic, optical
and magnetic features and introduce synergistic biological
effects between the two active metals. Aer photoexcitation,
intramolecular electron transfer (ET) processes between the
electron donor (D) and the electron acceptor (A) units, can play
important roles in formation of the key nal charge separation
(CS) products. Generally, an effective photoinduced ET in the
donor–acceptor dyads and consequently an efficient formation
of the CS states with a long lifetime, depends on the nature of
4122 | Chem. Sci., 2024, 15, 4121–4134
the D and A groups, on the spatial arrangement related to the
distance between the donor and acceptor units, intermolecular
interactions, and charge-recombination (back electron trans-
fer).44 Although these processes can be in direct competition
with many other radiative and non-radiative deactivation
phenomena,45 it has been shown that photoexcited platinum
complexes can act as good electron acceptors in the presence of
the electron donor ferrocene and that Pt(II) uorescence can be
quenched due to efficient electron-transfer processes.38,46

Here, we report a novel Pt-containing photoactive hetero-
metallic complex trans, trans, trans-[Pt(N3)2(OH)(gly-Fc)(py)2]
(Pt-Fe, Scheme 1) in which ferrocene is connected to a diazido
Pt(IV) complex through a exible bridging ligand. This complex
was structurally characterised by X-ray analysis, and cyclic vol-
tammetry was used to study its redox behaviour. The dark
stability and photoactivation with visible light, photoreaction
with guanosine 50-monophosphate (50-GMP), photocytotoxicity
under various oxygen concentrations and cellular accumula-
tion, generation of ROS and mechanisms of action were also
investigated. Density functional theory (DFT) and, its time-
dependent extension (TDDFT), were used to investigate photo-
physical properties of Pt-Fe by the computation of the ground
state structure, excited-state energies and orbital character of
the spectral transitions, as well as optimisation of the excited-
state structure and identication of the dissociative states
prior to ligand dissociation. We envisaged that the ferrocene
fragment might act both as a photo-initiator to allow photo-
activation of the Pt(IV) centre at longer wavelength, and as
a catalyst to promote ROS generation.
2. Results
2.1. Synthesis and characterisation of trans, trans, trans-
[Pt(N3)2(OH)(gly-Fc)(py)2] (Pt–Fe)

The synthetic route for Pt(IV) complex Pt-Fe is summarised in
Scheme 1. Trans, trans, trans-[Pt(N3)2(OH)(gly)(py)2] (3) with a free
terminal NH2 group was prepared from parent complex trans,
© 2024 The Author(s). Published by the Royal Society of Chemistry
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trans, trans-[Pt(N3)2(OH)2(py)2] (1) following modied literature
procedures.20,47 This amine reacts with ferrocenoyl chloride in
the presence of DIPEA to give the heteronuclear complex Pt-Fe.
Pt-Fe was characterised by elemental analysis, HPLC (Fig. S1,
ESI†), ESI-HRMS (Fig. S2, ESI†), NMR (Fig. S3 and S4, ESI†),
UV-vis spectroscopy (Table S1 and Fig. S5, ESI†) and X-ray
crystallography (Fig. 1).

The 1H and 13C NMR spectra are consistent with the
proposed structure of Pt-Fe. The doublet with relatively sharp
195Pt satellites assignable to the ortho protons of Pt(IV)-coordi-
nated pyridine is shied to high eld from 9.09 in 1 to 8.86 ppm
for Pt-Fe. 13C NMR resonances of pyridine in Pt-Fe have shis of
149.85, 142.46 and 126.72 ppm, similar to those for 1. The 1H
NMR singlets at 4.79, 4.32 and 4.13 ppm and 13C NMR reso-
nances at 76.80, 70.27, 69.79 and 68.57 ppm are assignable to
the ferrocene fragment.

Uv-vis absorption spectra of Pt-Fe in H2O, PBS and DMSO
were recorded for comparison with 1, Fc and its derivative
ferrocene carboxylic acid (Fc-COOH) (Table S1 and Fig. S5,
ESI†). Bands at 260 nm (3 = 22 364 M−1 cm−1), 299 nm (3 = 21
714 M−1 cm−1) and 435 nm (broad, 3 = 528 M−1 cm−1) with
a tail extends to 530 nm were observed for Pt-Fe in water. In
comparison with 1, the band of Pt-Fe at 260 nm shows a ca. 2×
enhancement in intensity, while that at ca. 300 nm is redshied
from 293 to 299 nm aer conjugation with ferrocene. Notably,
the weak broad band for Fc and Fc-COOH at ca. 440 is blue-
shied to 435 nm when appended to the Pt complex, and its
intensity is enhanced by ca. 2×. The extinction coefficients of
bands for Pt-Fe in PBS and DMSO are ca. 20–40% higher than
H2O, while those of 1 and Fc-COOH are similar.
2.2. X-ray crystallography

Crystals of Pt-Fe suitable for X-ray diffraction were obtained
through the diffusion of diethyl ether into a solution of this
complex in DCM/methanol. A perspective drawing of complex
Pt-Fe is shown in Fig. 1. The crystallographic data are sum-
marised in Table S2 (ESI)† and selected bond distances and
angles are listed in Table S3 (ESI).†
Fig. 1 X-ray crystal structure of Pt-Fe with key atoms labeled and
thermal ellipsoids drawn at 50% probability level. Crystal packing and
H-bonds are shown in Fig. S6 (ESI).†

© 2024 The Author(s). Published by the Royal Society of Chemistry
Complex Pt-Fe crystallised in the monoclinic space group
P21/c with four molecules within the unit cell. Pt-Fe is a neutral
hetero-dinuclear complex consisting of Pt(IV) and Fe(II) frag-
ments. The platinummoiety is similar to its parent complex 1,20

with octahedral [N4O2] geometry for Pt(IV) slightly distorted due
to the presence of the axial gly-Fc ligand. The cyclopentadienyl
(Cp) rings are h5-bonded to Fe(II) with average Fe–C distances of
2.04 Å (range 2.036(3)–2.059(3) Å). The distance between two
metal centres (Pt/Fe) is 6.070 Å (Fig. S6a, ESI†). An ortho
pyridine proton is relatively close to the ferrocene, which might
be responsible for the induced 1H NMR shi (Fig. S6b, ESI†).
Hydrogen bonds in Pt-Fe are observed between an axial Pt–O–H
and the carbonyl group on the Cp ring (O1–H1/O23), and
between the amide N–H and an oxygen of the Pt-coordinated
carboxylate group (N22–H22/O20), as listed in Fig. S6c and
Table S4 (ESI).†

2.3. Cyclic voltammetry

A cyclic voltammogram for Pt–Fe was acquired over the range
−1.8–1.0 V in DMF at 298 K, using 0.1 M NBu4PF6 as supporting
electrolyte (Fig. S7, ESI† and Table 1). This complex exhibited
a reversible oxidation wave assigned to Fc+/Fc with Epa= 0.247 V
and E1/2 = 0.210 V, and an irreversible reduction wave assigned
to PtIV/PtII with Epc = −1.466 V. For ferrocene and parent
complex 1 alone, the reversible oxidation of the former Fc+/Fc
was determined as Epa = 0.083 V and E1/2 = 0.042 V, and the
irreversible reduction wave of 1 assigned to PtIV/PtII was deter-
mined as Epc = −1.699 V.48 Signicant shis to higher potential
of 168 and 233 mV for Fc+/Fc and PtIV/PtII, respectively, were
observed for Pt-Fe, compared with free ferrocene and parent
Pt(IV) complex 1.

2.4. Dark stability and photodecomposition

Complex Pt-Fe exhibits good dark stability in phenol red-free
RPMI-1640/5% DMSO (v/v) as monitored by UV-vis spectros-
copy (Fig. 2a). Good dark stability of Pt-Fe in aqueous solution at
310 K for 24 h was determined by LC-MS (Fig. S8, ESI†). Dark
stability of Pt-Fe towards the bio-reductant ascorbic acid, in air
and N2 saturated PBS was observed at 310 K over 2 h (Fig. S9,
ESI†). Reduction of only 12% of Pt-Fe was observed with release
of the axial ligands aer 2 h incubation, as monitored by LC-MS
(Fig. S10, ESI†). However, when the incubation time increased
to 24 h, 43% of Pt-Fe underwent reduction (Fig. S10, ESI†). In
addition, when incubated with a high concentration of GSH in
the dark for 24 h, all Pt-Fe underwent reduction (Fig. S11, ESI†).
Table 1 Cyclic voltammogram data for Pt-Fe, 1 and Fc

Compound

Fc+/Fc PtIV/PtII

Epa Epc E1/2 [DE]
a Epc

Pt-Fe 0.247 V 0.172 V 0.210 V [75 mV] −1.466 V
1 — — — −1.699 V
Fc 0.083 −0.01 0.042 V [84 mV] —

a E1/2= 0.5(Epa + Epc);DEp= (Epa− Epc), where Epa and Epc are the anodic
and the cathodic peak potentials, respectively. Scan rate = 100 mV s−1.

Chem. Sci., 2024, 15, 4121–4134 | 4123
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Fig. 2 UV-vis spectral changes for Pt-Fe (50 mM, phenol red-free RPMI-1640 with 5% DMSO) in the dark (a, 120 min) or with indigo (b, 420 nm,
60 min), blue (c, 463 nm, 60 min), green (d, 517 nm, 90 min) and orange (e, 593 nm, 90 min) light irradiation at 298 K; (f) time dependent
absorbance changes of Pt-Fe at 300 nm upon irradiation with light of different wavelengths.
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The photodecomposition of complex Pt-Fe (50 mM) in both
air- and N2-saturated cell culture medium RPMI-1640 was also
monitored by UV-vis spectroscopy at different time intervals
aer irradiation with indigo (420 nm), blue (463 nm), green (517
nm), and orange (593 nm) light at 298 K (Fig. 2 and S12, ESI†).
Irradiation with indigo, blue and green light decreased the
intensity at the absorbance maximum of Pt-Fe in air saturated
RPMI-1640 at 300 nm. An apparent increase in intensity of the
high-energy band at 260 nm and the absorbance at > 350 nm
was observed. Notably, the decrease in absorbance of Pt-Fe at
300 nm with green light irradiation, though not as large as that
with blue light, is > 2× as high as that detected for complex 1
under the same irradiation conditions (Fig. S13, ESI†). However,
no apparent decrease at 300 nm was observed aer 120 min
irradiation with orange light. For the N2-saturated solution,
similar spectral changes were observed as those in air-saturated
solution for the same irradiation conditions with blue (463 nm),
green (517 nm) and orange (593 nm) light (Fig. S12, ESI†).

To investigate the species formed upon irradiation with
indigo (420 nm), green (517 nm) and orange (593 nm) light, LC-
MS was employed to monitor the photoactivation of Pt-Fe (30
mM) in aqueous solution. The HPLC peak assigned to complex
Pt-Fe (retention time 16.5 min) decreased gradually with indigo
light exposure time, and disappeared within 15 min, more than
2× as fast as for parent complex 1 (Fig. S14 and S15, ESI†). To
determine the nature of these photodecomposition products,
photoproducts were collected from the HPLC eluent and ana-
lysed by HR-MS. The major photodecomposition products
detected aer 1 h irradiation included {PtII(CH3CN)2(py)2]

2+

(217.5507 m/z), [{PtII(py)2(N3)2}+K]
+ (476.0246 m/z), {PtII(py)2(-

CH3CN)(HCOO)}+ (439.0676 m/z), {PtIV(gly-Cp-Fe)(py)2(N3)2(-
OH)}+ (675.1004 m/z), and {PtII(py)2(N3)(CH3CN)}

+ (436.0846 m/
z). Intermediates [{PtII(gly-Fc)(py)2(OH)}+H]+ (657.1353 m/z),
4124 | Chem. Sci., 2024, 15, 4121–4134
{PtIV(gly-Fc)(py)2(N3)(OH)}+ (698.0674 m/z), and {PtIV(gly-
Fc)(py)2(N3)2}

+ (723.1282 m/z) formed, but then decomposed
aer 1 h irradiation (Fig. S14 and Table S5, ESI†). CH3CN and
HCOOH are from the mobile phase. For comparison, the
number of photoproducts from 1 is much less than Pt-Fe due to
the absence of the ferrocene-containing axial ligand (Fig. S15
and Table S6, ESI†). {PtIII(py)2(OH)2}

+ (386.0540 m/z),
{PtIII(py)2(N3)(HCOO)}+ (440.0687 m/z), and {PtII(py)2(N3)(CH3-
CN)}+ (436.0846m/z) are assigned as the main photoproducts of
1 aer 1 h irradiation at 420 nm, indicating the release of one or
two azido ligands. The Pt(III) species might be formed in the
ionisation process. More than 80% of Pt-Fe decomposed aer
1 h irradiation with green light (517 nm), yielding three main
peaks (Fig. S16 and Table S7, ESI†). These peaks can be assigned
to the Pt(II) species {PtIV(gly-Cp-Fe)(py)2(N3)2(OH)}+ (675.1004
m/z), {PtII(py)2(N3)(CH3CN)}

+ (436.0846 m/z) and {PtII(gly-
Fc)(N3)(py)(CH3CN)}

+ (643.1118 m/z) resulting from the release
of one or two azido ligands or axial ligands. In contrast, complex
1 showed negligible decomposition aer the same irradiation,
and no apparent photodecomposition products could be
detected by LC-MS.47 Upon irradiation with orange light (593
nm), only about 2% of complex Pt-Fe decomposed aer 2 h
irradiation (Fig. S17, ESI†). However, same Pt photoproducts
were detectable despite their low intensity (Table S7, ESI†).

2.5. DFT and TDDFT calculations

The optimised molecular structure of Pt-Fe obtained at the
B3LYP-D3/SDD/6-31G* level of theory using its X-ray crystal
structure as a starting point is shown in Fig. S18 (ESI).† The
most relevant geometrical parameters, compared with the
experimental counterparts, are listed. The good agreement
conrms the suitability of the computational protocol used. The
slight differences in the ferrocene Cp rings and in the Pt region
© 2024 The Author(s). Published by the Royal Society of Chemistry
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are attributable to the difference in crystal vs. solvent,
environments.

The picture of frontier molecular orbitals shown in Fig. 3,
allows the exploration of the possible communication between
the Pt and Fe fragments. The HOMO (H) orbital is centred on
ferrocene, while LUMO (L) is located on the Pt unit. Such
a characteristic distribution of orbitals is a theoretical indica-
tion that, as it will be shown in the next paragraphs, an elec-
tronic communication occurs between the two units upon
excitation.

2.5.1. Absorption spectra. The calculated UV-vis spectra of
Pt-Fe in both DMSO and in water, that better mimics the
physiological environment, are shown in Fig. 4a. The B3LYP-D3
functional was chosen to carry out calculations as a result of
a benchmark comparing several functionals (Table S8, ESI†). In
Fig. 4a, the most important regions of the calculated spectra are
labelled as (I), (II), (III). Both calculated spectra are essentially
characterised by a long low-energy tail in the 400–500 nm range
(region I) and two further absorption bands falling in the region
of 200–400 nm (II and III), consistent with the photophysical
features detected experimentally. Due to interest in possible use
of Pt-Fe as a photoactive drug, attention was focused on the
absorption spectrum simulated in water. The tail of the lowest
energy band (I), with a weak absorption in the visible region,
Fig. 3 The HOMO orbital of Pt-Fe is centred on ferrocene, while the
LUMO is located on the Pt unit.

Fig. 4 (a) B3LYP UV-vis absorption spectrum of Pt-Fe simulated in both
labelled as (I), (II) and (III); (b) NTO plots for S11 and S25 singlet states and
Fe(II) to Pt(IV), and LMCT: ligand-to-Pt (IV), contributions are shown on Fig
singlet (blue) and triplet (orange) states of Pt-Fe computed with respect t
singlets and triplet states. Only the most probable couplings (ISC) of eac
dashed lines).

© 2024 The Author(s). Published by the Royal Society of Chemistry
originates from different electronic transitions which are
described in detail in Table S9 (ESI).† A helpful way of providing
a qualitative description of electronic excitations is the use of
Natural Transition Orbitals (NTOs). NTOs allow ordinary orbital
representations to be transformed into a more compact form in
which each excitation is expressed as only a pair of orbitals: the
NTO transition occurs from excited hole (occupied orbital) to
the empty particle (unoccupied orbital).49 Overall, the transition
can be described as a metal-to-metal charge-transfer (MMCT),
where the CT occurs from the ferrocene Fe atom to the Pt centre,
as evidenced by the NTO plots collected in Fig. S19 (ESI).†
TDDFT assigns the most intense transition (Tr7), with the
largest oscillator strength, to the singlet state at 410 nm origi-
nated by the H-5 (Pt 3%, Fe 3%) / L (Pt 40%, Fe 0%), H-2 (Pt
0%, Fe 82%) / L and H-6 (Pt 2%, Fe 3%) / L transitions.

The Pt-Fe spectrum displays an intense absorption band (II)
centred at 331 nm (Tr = 8) ascribed to LMCT excitation and
originating in H-8 (Pt 6%, Fe 2%) / L (Pt 40%, Fe 0%) MOs.
Overall, such a band is described by transitions with different
features (Table S9, ESI†) and the low-energy NTOs (Fig. S19,
ESI†) for 8–16 transitions show that it is a mixed band with
ligand-to-metal (LMCT), ligand-to-ligand (LLCT), and metal-to-
metal (MMCT) charge-transfer characters, as expected experi-
mentally. Finally, the absorption band observed in the high
energy 200–250 nm range (III) can be assigned to LLCT
transitions.

2.5.2. Excited states properties. A detailed TDDFT analysis
of the excited states was carried out based on both spin–orbit
coupling constants (SOCs) and singlet–triplet (S–T) adiabatic
energy differences (DE) to investigate the behaviour of Pt-Fe
under irradiation. When Pt-Fe is irradiated, several singlet
states can be, in principle, populated. In agreement with the
experimental data, attention was focused on two excitation
wavelengths, associated with the S11 and S25 singlet states
(Fig. 4b). The excitation wavelength for S11, that falls in the low
energy region of the spectrum, was calculated to be 410 nm and
corresponds to the transition Tr7. The MMCT nature of the
transition involves exclusively charge transfer from the
DMSO (blue solid) and water (red dashed). The regions of interest are
relative theoretical assignments for hole-to-particle transitions. MMCT:
. 4c, and listed in Table S9†); (c) energy diagram of the low-lying excited
o the ground-state zero energy. Solid lines identify the most important
h singlet state with the triplet states lying below are highlighted (green
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ferrocene Fe atom to the Pt centre. In addition, the spectrum of
the complex shows a maximum absorption at 331 nm, which
corresponds to the experimentally observed value of 300 nm,
associated to the S25 singlet state (Tr8). Charge transfer
between the axial gly-Fc ligand and platinum, contributes to the
generation of a state with LMCT character. Only the singlet
deactivation channels considered more plausible are high-
lighted in Fig. 4c. In this work, all the energy transfer occurring
among states separated by a gap greater than 0.30 eV were
discarded. Thus, the couplings between the excited singlet state
S25 and the triplets named as Tn (with n = 20–27), which lie
below it, were explored together with the couplings between S11
and the underlying triplet states Tm (with m = 11–15) and re-
ported in Table 2. The triplet state character and the MO
contributions are described in Table S10 (ESI).† NTO plots are
collected in Fig. S20 (ESI).†

For all the coupling of the states separated by a small
energy difference, DE, starting from the state S11 and bearing
in mind that even internal conversion (IC) processes between
states with the same multiplicity can occur, the ISC results are
favourable. The small SOC value calculated for S11/T11
(3 cm−1) suggests a lower probability that an intersystem
crossing can occur, when compared with those calculated for
the T13 triplet state, two orders of magnitude larger. On the
basis of the analysis of MOs and NTO plots, it is possible to
assign to the triplet states T11 and T14 the same 3ILCT/3MC
character. Nevertheless, T14 state (SOC = 14 cm−1) has
a higher probability to be populated than T11 because of the
smaller energy gap between the coupled states, in spite of the
similar character. The 3MMCT nature of T12, T13 and T15
involves for all of them a charge transfer from the Fe atom to
the platinum centre. The states T12 and T13, however, mainly
originate from the excitations H (Pt 0%) / L+1 (Pt 47%) and
H-1 (Pt 0%) / L+1 (Pt 47%), respectively, involving a
higher participation of the metal than the T15 state H-2 (Pt
0%) / L (Pt 40%). It can be assumed that the two couplings,
S11-T12 and S11-T13 are driven by large computed SOC values
of 96 and 310 cm−1, respectively, as a consequence of the
involvement of the heavy platinum atom.

In contrast, the low SOC value of the T15 state can be
accounted for according to El-Sayed rules.50 A signicant SOC
value is, indeed, calculated when a change of the orbital type
Table 2 Spin orbit coupling constants, SOC, and adiabatic energy gap
(in brackets), DE(S-T), between the S25 and Tn (with n = 20–27) triplet
states and S11 and Tm (with m = 11–15) triplet states

S11-T15 S11-T14 S11-T13 S11-T12 S11-T11

SOC (cm−1) 42 14 310 96 3
DE (eV) 0.03 0.07 0.14 0.17 0.30

S25-
T27

S25-
T26

S25-
T25

S25-
T24

S25-
T23

S25-
T22

S25-
T21

SOC (cm−1) 10 10 334 65 50 2 6
DE (eV) 0.01 0.08 0.11 0.14 0.15 0.21 0.23

4126 | Chem. Sci., 2024, 15, 4121–4134
accompanies the coupling, whereas the 3MMCT character of the
T15 state is very similar to that of the S11 state.

There are several possible ISC channels starting from the S25
excited singlet state. It is possible to collect the triplet states
below S25 (with 1LMCT character) into three groups. In partic-
ular, inspection shows for T21 and T22 triplet states, a pure
3MLCT character, and the charge transfer in both states involves
the Fe centre and the py ligand. As a result, there is no partic-
ipation of the Pt centre in both triplet states, and the computed
SOC values for S25/T21 and S25/T22 couplings, remain in
the order of a few cm−1, 6 and 2 cm−1, respectively.

Charge transfer, with 3LMCT character, between several
ligands and the Pt atom contributes to the generation of the
T23, T24, T26 and T27 triplet states. In all the four states, as
shown in the MOs contribution analysis, the percentage of iron
participation, instead, is less than 3%. Although the nature of
the MOs involved in the transition is very similar to that of the
singlet state, the heavy atom effect plays a role in promoting the
ISC. In fact, the SOC values are 50, 65, 10 and 10 cm−1 for the
coupling with T23, T24, T26 and T27, respectively.

The largest coupling value computed for the S25 state
involves the T25 triplet state. This triplet state originates mainly
fromH-2 (Fe 82%, Pt 0%)/ L+1 (Pt 40%, Fe 0%) excitation and,
inspecting the NTO plot, a considerable participation of the Fe
atom in the hole and of the Pt atom in the particle can be
observed, determining the 3MMCT character of such state. This
means that the transition from S25 state to this triplet state, can
involve a change of orbital type, thus resulting in a large rate of
ISC, as postulated by El-Sayed rules, and the charge transfer that
involves the two metal centres, seems to cause a signicant
enhancement of the SOC values.

2.5.3. Triplet state features. The geometries of the states Tn
and Tm, found within the vertical approximation and consid-
ered in the SOC calculations, were primarily optimised at the
TD-B3LYP level of theory within the unrestricted Kohn–Sham
formalism (UKS).51,52 The optimised structures obtained by the
TDDFT calculations and the spin density distributions are
shown in Fig. S21 and S22 (ESI).† All the examined triplet
excited states collapsed into three different optimised triplets,
named Ta, Tb and Tc, for which the optimised structures are
shown in Table 3 together with the relative spin density distri-
butions used to establish their character, and the relative
energies calculated with respect the ground state S0. The main
bond distances for the calculated triplet states are compared
with those of the S0 ground state in Table 3.

This analysis shows that both Tb and Tc optimised triplet
states, that correspond to the triplet state indexed as T2 and
representing a charge separation (CS) state in Fig. 5, could
potentially be involved in ligand detachment. Upon irradiation,
intersystem spin crossing (ISC) and population of such states,
dissociation of both equatorial N3 and axial ligands can occur.
The mechanism proposed to rationalise the formation of the
triplet states showing CS is shown in Fig. 5. When Pt-Fe is
irradiated, excited singlet states are generated. ISC allows the
formation of triplet states centred on Fe (T1) and Pt (T3), while
an Electron Transfer (ET) from iron to platinum occurs leading
to the formation of Fe3+ and Pt3+ (T2). Ferrocene acts as a donor
© 2024 The Author(s). Published by the Royal Society of Chemistry
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Table 3 Optimised structures and spin density distributions of the calculated triplet states and their most relevant bond lengths (in Å) compared
with GS corresponding values, spin densities values (SD in a.u.) for Pt and Fe atoms and adiabatic energy gap (DE in eV) calculated respect to the
GS. Orange colour identifies the atoms where unpaired electrons are localised

S0 Ta Tb Tc

Optimised structures

Spin density distributions

Bond length/Å Pt–N1 2.104 2.098 2.544 2.112
Pt–N2 2.097 2.104 2.584 2.105
Pt–O1 2.079 2.081 2.085 2.588
Pt–O2 2.011 2.012 2.023 2.280

Spin density SD Pt — 0 0.48 0.54
Fe — 1.96 1.22 1.28

Adiabatic energy gap DE/eV 0 0.85 0.48 1.84
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unit, while the platinum acts as an acceptor. The electronic
transfer justies the formation of the Tb and Tc triplet states. Of
the described triplets, only that centred on Pt is involved in the
dissociative process leading to the release of the axial ligands.
TDDFT calculations conrm both the presence of weak transi-
tions in the visible region of the spectrum originating from the
presence of the ferrocene moiety, the electronic communication
between the two subunits and the dissociative character of the
excited states.
Fig. 5 Schematic depiction of the steps, including an Electron
Transfer (ET), leading to the formation of the triplet states potentially
involved in the photoreactivity of Pt-Fe. ISC identifies the Intersystem
Spin Crossing allowing the formation of triplet states, ET describes the
Electron Transfer process that generates the Charge Separation (CS)
state.

© 2024 The Author(s). Published by the Royal Society of Chemistry
2.6. Photoreaction with 50-GMP

The DNA base guanine is oen a preferred target for platinum
am(m)ine anticancer complexes. Therefore, the photoactivated
interaction between Pt-Fe and 50-GMP was investigated. An
aqueous solution of Pt-Fe (30 mM) and 2 mol equiv. of 50-GMP
was irradiated with indigo (420 nm) or green (517 nm) light at
298 K for 1 h without prior incubation (Fig. S23, ESI†). The
major Pt-GMP adducts detected by LC-MS were assigned as
{PtII(CH3CN)(py)2(GMP-H)}+ (755.69 m/z, A1),
{PtII(HCOO)(py)2(GMP)}+ (761.65 m/z, A2) and {PtII(N3)(py)2(-
GMP)}+ (757.67 m/z, A3) aer irradiation with indigo light (420
nm). However, with green light (517 nm) irradiation, the major
adduct detected was {PtII(N3)(py)2(GMP)}+ (757.66 m/z, A3), the
other two adducts were too weak to be detected.

These products suggest that both azido and hydroxide
ligands can act as electron donors in the photoreduction of
Pt(IV) to Pt(II), with likely retention of the trans-{Pt(py)2}

2+

fragment, and ready formation of the guanine adduct with the
labile trans position being occupied by either CH3CN or formate
from the HPLC eluent.
2.7. Photocytotoxicity

The photocytotoxicity of Pt-Fe towards human A2780 ovarian,
A549 lung, PC3 prostate, T24 and SW780 bladder cancer cells,
was investigated upon irradiation with blue (465 nm) and green
light (520 nm) in comparison with parent complex 1 and
cisplatin. The change in dose-dependent cell viability was
Chem. Sci., 2024, 15, 4121–4134 | 4127
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determined by the sulforhodamine B (SRB) colorimetric assay
and the results are summarised in Table 4.

Complex Pt-Fe had little effect on the viability of all cell lines
in the dark (IC50 values > 60 mM), including the normal lung
broblasts MRC5 cells. Upon irradiation with blue light
(465 nm, 4.8 mW cm−2) for 1 h, the cytotoxicity of Pt-Fe
increased signicantly (IC50 = 1.5 mM for A2780, 26.9 mM for
A549, 4.2 mM for PC3, 7.5 mM for T24, 25.9 mM for SW780), with
photocytotoxic indices (PI = IC50dark/IC50light) towards cancer
cells > 33 for A2780 ovarian, > 3.7 for A549 lung, > 24 for PC3
prostate > 13 for T24 bladder and > 3.8 for SW780 bladder
(Table 4). In addition, the photocytotoxicity of Pt-Fe is ca. 5×
higher than that of 1 in A2780 cells, ca. 2× more potent in A549
and ca. 13× in PC3 cells. Notably, parent complex 1 showed no
photocytotoxicity towards bladder cancer T24 and SW780 cells,
whereas signicant micromolar activity was determined for Pt-
Fe. For comparison, the clinically used drug cisplatin showed
no apparent cytotoxicity (IC50 > 100 mM) towards all cell lines,
attributable to the short incubation time. Even with a shorter
irradiation time (30 min) in A2780 cells, Pt-Fe (IC50 15.4 mM) was
much more potent than 1 (IC50 > 60 mM).
Table 4 IC50 values and photocytotoxic indices (PI) for complex Pt-Fe
in A2780 ovarian, A549 lung, PC3 prostate, T24 and SW-780 bladder
cancer, and MRC-5 lung fibroblast cells after 1 h incubation, 1 h irra-
diation (blue 465 nm, green 520 nm) and 24 h recovery. CDDP
(cisplatin) and complex 1 were studied for comparison

Cell

IC50
a (mM)

Pt–Fe 1 (ref. 53) CDDP

A2780 Dark >60 >100 >100
465 nm (0.5 h) 15.4 � 1.2 > 60 n.d.
465 nm 1.5 � 0.1 7.1 � 0.4 >100
520 nm 3.8 � 0.3 >100 n.d.
PI Blue >33 >14 —

Green >13 — —
A549 Dark >100 >100 >100

465 nm 26.9 � 0.9 51.9 � 2.5 >100
520 nm 41.3 � 1.8 >100 n.d.
PI Blue >3.7 >1.9 —

Green >2.4 — —
PC3 Dark >100 >100 >100

465 nm 4.2 � 0.4 55.6 � 0.9 >100
520 nm 9.0 � 0.1 >100 n.d.
PI Blue >24 >1.7 —

Green >11 — —
T24 Dark >100 >100 >100

465 nm 7.5 � 0.4 >100 >100
520 nm 32.8 � 1.6 n.d. n.d.
PI Blue >13 — —

Green >3.0 — —
SW780 Dark >100 >100 >100

465 nm 25.9 � 2.5 >100 >100
520 nm 41.9 � 0.9 >100 >100
PI Blue >3.8 — —

Green >2.4 — —
MRC5 Dark >100 >100 >100

a Each value is mean of two independent experiments. n.d. = not
determined.

4128 | Chem. Sci., 2024, 15, 4121–4134
The photocytotoxicity of Pt-Fe and 1 was also investigated
using green light irradiation (520 nm, 11.7 mW cm−2, Table 4).
Pt-Fe displayed remarkable photocytotoxicity (IC50 = 3.8 mM for
A2780, 41.3 mM for A549, 9.0 mM for PC3, 32.8 mM for T24, 41.9
mM for SW780) with the photocytotoxicity indices (PI) towards
cancer cells: > 13 for ovarian A2780, > 2.4 for lung A549, > 11 for
prostate PC3, > 3.0 for bladder T24, and > 2.4 for SW780 cells.
The photocytotoxicity of Pt-Fe with green light was ca. 2× lower
than with blue light, but higher than those of 1 upon irradiation
with blue light. In contrast, 1 exhibited no apparent cytotoxicity
with green light irradiation (IC50 > 100 mM).

To mimic clinical conditions, the efficacy of Pt-Fe (Table S11,
ESI†) towards human ovarian cancer A2780 and cisplatin-
resistant A2780cis was also determined with longer post-
treatment incubation (72 h) without drug removal under both
normoxia (21% O2) and hypoxia (1% O2). Due to the long
incubation time, Pt-Fe showed moderate dark cytotoxicity
under normoxia (IC50 = 6.0 mM for A2780, and 8.7 mM for
A2780cis) with ca. 7× and 1.5× enhanced photocytotoxicity in
the presence of blue and green light, respectively. Although 1
and Pt-Fe showed similar blue light cytotoxicity towards A2780
cells, its blue light cytotoxicity towards A2780cis and green light
cytotoxicity towards both cell lines were > 2× lower than that of
Pt-Fe. No signicant difference in the cytotoxicity of Pt-Fe was
observed between A2780 and cisplatin-resistant A2780cis,
whereas cisplatin showed ca. 10× decreased cytotoxicity
towards A2780cis. Notably, the light itself had no apparent
effect on the cytotoxicity of cisplatin.

Under hypoxia, Pt-Fe retained its photocytotoxicity towards
A2780ovarian cancer cells and had ca. 1.5× enhanced photo-
cytotoxicity towards resistant A2780cis, while its dark cytotox-
icity decreased signicantly. Complex 1 showed similar
properties, but the cytotoxicity of cisplatin decreased by 10×
and 1.6× towards A2780 and A2780cis, respectively.
2.8. Cellular accumulation

The cellular accumulation of Pt from Pt-Fe was determined for
A2780 ovarian, A549 lung, PC3 prostate and T24 bladder cancer
cells in comparison with that of complex 1. Cancer cells were
treated with Pt(IV) complexes (10 mM) in the dark for 1 h
(Table 5). Pt-Fe gives rise to 3–5× increased Pt accumulation
compared with parent complex 1. However, when cells were
treated with complexes at their blue light photo IC50 concen-
trations (1.5 mM for A2780, 26.9 mM for A549 and 4.2 mM for PC3)
Table 5 Accumulation of Pt (ng/106 cells) in cancer cells after expo-
sure to complexes 1 or Pt-Fe (10 mM, 1 h, in the dark)a

Complex

Platinum accumulation (ng/106 cells)

A2780 A549 PC3 T24

Pt-Fe 3.4 � 0.6** 4.9 � 1.0* 6.7 � 1.8* 3.8 � 0.4***
1 1.19 � 0.04*** 1.2 � 0.4* 1.3 � 0.5* n.d.

a All data were determined from triplicate samples and compared with
values obtained for untreated cells using a two-tail t-test with unequal
variances. *p < 0.05, **p < 0.01, ***p < 0.005.

© 2024 The Author(s). Published by the Royal Society of Chemistry
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in the dark for 1 h, the cellular accumulation of Pt from 1 was
similar to Pt-Fe (in A2780 and A549) or ca. 2× higher than Pt-Fe
(in PC3, Table S12, ESI†). The cellular fraction of Pt-Fe (10 mM)
in A549 cells aer 1 h incubation indicated that the majority of
Pt (88.9%) accumulated in the cell nuclei, 2.6% of the Pt
localised in mitochondria, while 8.5% was in the cytoplasm
(Fig. S24, ESI†).

Cellular accumulation of Pt-Fe and 1 in A2780 ovarian and
T24 bladder cancer cells when treated at their IC50 concentra-
tions were compared in the absence and presence of blue light
(465 nm, Table S13, ESI†). Incubation with Pt(IV) complexes in
the dark for 2 h resulted in accumulation of 2.0 and 0.9 ng
Pt/106 A2780 cells for complexes Pt-Fe and 1, respectively. The
IC50 of Pt-Fe is ca. 5× lower than that for 1, and its Pt accu-
mulation is ca. 2× higher than 1. Aer 1 h irradiation following
1 h incubation, Pt-Fe exhibited ca. 2× enhanced Pt accumula-
tion of 3.7 ng Pt/106 and 15.7 ng Pt/106 for A2780 and T24 cells,
respectively. Complex 1 also showed increased cellular Pt
accumulation in A2780 cells aer irradiation.
2.9. Singlet oxygen, hydrogen peroxide and radical
generation in solution

To determine the effect of a possible Fenton reaction from
ferrocene, 1O2 was detected by monitoring the uorescence of
the 1O2 probe Singlet Oxygen Sensor Green (SOSG®), a probe
which emits strong green uorescence in the presence of 1O2

(lex = 504 nm, lem = 525 nm). An aqueous solution of Pt-Fe (50
Fig. 6 (a) Time dependent fluorescence (lex = 504 nm, lem = 525 nm) of
containing Pt-Fe (50 mM) upon irradiation at 463 nm. The same solutio
comparison; (b) relative fluorescence intensity of A549 cells treatedwith P
DCFH-DA (20 mM, lex = 490 nm, lem = 510–570 nm). H2O2 (5 mM) was u
irradiated samples were evaluated by a two-tail t-test with unequal vari
microscopy images of ROS generation of A549 cells treated with Pt-Fe (I
by DCFH-DA (20 mM, lex = 488 nm, lem = 493–580 nm) in the absence
cells irradiated without Pt-Fe were used as a negative control. Scale bar

© 2024 The Author(s). Published by the Royal Society of Chemistry
mM) and SOSG (1 mM) was irradiated with blue light (463 nm)
and its uorescence was measured every 10 s. The emission at
525 nm increased rapidly and reached a plateau aer 90 s
irradiation (Fig. 6a). No apparent change in the intensity of
uorescence was detected for the solution without Pt-Fe or
irradiation.

To investigate possible hydrogen peroxide generation, 10 mL
of each Pt(IV) complex (5 mM) in aqueous solution was dropped
on a peroxide test stick (Quantox® Peroxide 25, Fig. S25, ESI†).

No colour change was observed for both complexes in the dark,
but the area stained with 1 turned blue aer 30 s irradiation with
blue light (463 nm), and the H2O2 concentration was semi-
quantitatively measured as 5 mg L−1 by comparison with the
colour scale. However, no formation of hydrogen peroxide was
determined when the test stick was treated with Pt-Fe; the stick
remained colourless even aer irradiation, suggesting that the
complex was able to catalyse decomposition of hydrogen peroxide.

To further investigate the ROS generated in the photode-
composition of Pt-Fe, EPR spectra were recorded using DMPO
as a spin trap (Fig. S26, ESI†). A mixture of 2.5 mM Pt-Fe and
10 mM DMPO in RPMI-1640 without phenol red was irradiated
continuously by blue light (463 nm) and monitored by EPR.
Spin-trap adducts with azidyl radicals DMPO–N3c and hydroxyl
radicals DMPO–OHc were detected as a 1 : 2 : 2 : 1 quartet of
triplets and a 1 : 2 : 2 : 1 quartet, respectively. Parameters used
for simulation were in good agreement with data reported
previously.54
SOSG (1 mM) in an aqueous solution (with 5% DMSO and 1% MeOH v/v)
ns in the dark and SOSG alone upon irradiation were investigated for
t-Fe (2 h or 1 h in the dark and 1 h irradiation, 465 nm) then probedwith
sed as a positive control. The statistical significance between dark and
ances. *p < 0.05, **p < 0.01, ***p < 0.005; (c) confocal fluorescence
C50 concentration, 1 h in dark and 1 h irradiation, 465 nm) then probed
and presence of antioxidant N-acetyl-L-cysteine (NAC, 10 mM). A549
= 50 mm.

Chem. Sci., 2024, 15, 4121–4134 | 4129
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2.10. Cellular ROS generation

Cumulative ROS can result in cellular damage (oxidative stress),
which can lead to cell death.55,56 The ROS level of A549 cells was
determined using the DCFH-DA assay with and without irradi-
ation with blue light (465 nm). A549 cells were seeded in 96-well
plates and exposed to Pt-Fe or 1 for 1 h at 310 K in the dark at
concentrations of 26.9 (IC50), 13.5 (0.5 × IC50), and 6.8 (0.25 ×

IC50) mM, where IC50 refers to the half inhibitory concentration
of Pt-Fe with 1 h of blue light irradiation. One plate was kept in
the dark, while the other was irradiated with blue light for 1 h.
Complexes were removed and DCFH-DA (20 mM) was added and
incubated with cells for 40 min. Cells were then washed with
HBBS and the uorescence intensity was measured in colour-
less serum-free RPMI medium. A signicant increase in uo-
rescence was observed for irradiated cells treated with Pt-Fe,
which increased with drug concentration (Fig. 6b). For cells
treated with Pt-Fe at IC50 value, a 2× enhanced uorescence was
observed compared to untreated cells, which was partially
quenched to 1.2× by the ROS scavenger N-acetyl-L-cysteine
(NAC, 10 mM). In contrast, for the dark plates, the uorescence
intensity of cells treated with Pt-Fe was similar to the control
cells. A less signicant uorescence increase (1.3×) was
observed for cells treated with 1 at same concentration upon
irradiation (Fig. 6b).

The oxidation-induced DCFH-DA uorescence was investi-
gated using confocal microscopy (LSM 880, AxioObserver). A549
cells were seeded in cell culture dishes with glass bottoms. Cells
were incubated with Pt-Fe (26.9 mM, IC50) for 1 h, irradiated with
blue light for 1 h, then exposed to DCFH-DA (20 mM) for 40 min.
Green uorescence (lex = 488 nm, lem = 493–580 nm), was
evident in treated cells, indicating the presence of ROS (Fig. 6c).
In addition, cells treated with Pt-Fe (26.9 mM, 1× IC50) and light
in the presence of the ROS inhibitor NAC (10 mM) only
exhibited weak green uorescence under the same excitation
conditions.

In comparison, no apparent uorescence was observed in
cells treated with light in the absence of Pt-Fe, suggesting
a lower ROS level. Notably, cells treated with Pt-Fe and light
exhibited cellular morphological changes, including cellular
shrinkage, loss of adhesion, and membrane disintegration,
while cells treated with light only maintained a good cellular
morphology and remained well attached to the culture dish.
2.11. Cancer cell death mechanism

Ferroptosis is an iron-dependent cell death mechanism
involving accumulation of lethal ROS, which leads to lipid
peroxidation.57 A549 cells were seeded in 6-well plates and
exposed to Pt-Fe at 0.5× or 1× IC50 for 1 h at 310 K in the dark,
followed by blue light (465 nm) irradiation for 1 h. Aer staining
with BODIPY™ 581/591C11 (5 mM, a lipid peroxidation sensor)
for 30 min, A549 cells were collected and analysed using a BD
LSR II ow cytometer (Fig. S27, ESI†). Signicant enhancement
in the uorescence at 500–560 nm (lex = 488 nm) was observed
for cells treated with Pt-Fe and irradiation, indicating lipid
peroxidation. In contrast, cells treated with Pt-Fe in the dark
showed no difference from the untreated control and
4130 | Chem. Sci., 2024, 15, 4121–4134
irradiation alone which showed only a slight increase in the
uorescence. The GSH and GXP4 levels in A549 cells were also
investigated to conrm ferroptosis induced by treatment with
irradiated Pt-Fe (Fig. S28, ESI†). A549 cells exposed to Pt-Fe at
1× IC50 for 1 h at 310 K in the dark, followed by blue light
(465 nm) irradiation for 1 h displayed a reduced GSH level (ca.
50%) compared with cells exposed to Pt-Fe without irradiation
and the untreated control (Fig. S28a, ESI†). In addition,
a decreased level of GPX4 (ca. 60%) was observed A549 cells
treated with irradiated Pt-Fe (1× IC50) using blue light (465 nm),
compared with untreated control and A549 cells treated with
Pt-Fe (1× IC50) in the dark (Fig. S28b, ESI†).

The possible contribution of apoptosis to the death of A549
cells induced by Pt-Fe was also explored, since apoptosis is
generally accepted as the mechanism of cell death for cisplatin.
Annexin V labelled with green uorescent FITC binds to phos-
phatidylserine exposed on the outermembrane of apoptotic cells.
However, when A549 cells were treated with Pt-Fe for 1 h then
465 nm irradiation for 1 h, and stained with Annexin V-FITC/PI,
no apparent difference was observed between untreated control
and cells treated with Pt-Fe and irradiation (Fig. S29, ESI†).

To exclude the effect of incubation time, apoptosis in A2780
and cisplatin-resistant A2780cis cells induced by Pt-Fe (IC50

concentration) was also explored (Fig. S30 and S31, ESI†). When
these two cell lines treated with Pt-Fe with 1 h incubation, 1 h
irradiation (465 nm), and followed by 72 h further incubation
under both normoxia and hypoxia, then stained with Annexin V-
FITC/PI, they showed no apparent difference compared with the
untreated control.
3. Discussion

Phototherapy using metal complexes is attractive for the design
of novel anticancer agents with new mechanisms of action and
fewer side effects. The choice of the metal, its oxidation state,
types and number of coordinated ligands and coordination
geometry can all be used to tune photochemical and photobio-
logical activity, an area of study still in its infancy.5 Here we have
modied a parent photochemotherapeutic agent, the octahedral
diazido Pt(IV) complex 1, by conjugation of an axial ligand to
ferrocene as a light antenna with the aim of increasing the
wavelength of activation (and increased light penetration into
tissues) and introducing an additional mechanism of biological
action based on redox reactions of ferrocene. In particular, we
have carried out detailed DFT and TDDFT calculations on the
conjugate Pt-Fe to investigate the effect of the heterobimetallic
system on electronic transitions, and intersystem crossing to
produce triplet states, and possible Pt(IV)–Fe(II) communication.
3.1. Synthesis and structure

Complex Pt-Fe was prepared via a 3-step synthetic route from
parent complex 1 with a satisfactory yield. Its structure was
conrmed by X-ray crystallography, NMR, HR-MS and
elemental analysis. A distance of 6.070 Å between the Pt and Fe
centres was observed in the X-ray crystal structure. Any
© 2024 The Author(s). Published by the Royal Society of Chemistry
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communication between Pt and Fe must occur through an
incompletely conjugated p system.

3.2. Absorption spectrum and cyclic voltammetry

A long low-energy tail in the 400–500 nm range was observed in
both experimental and calculated absorption spectra of Pt-Fe.
The transition can be described as metal-to-metal charge-
transfer (MMCT), where the CT occurs from the ferrocene Fe
atom to the Pt centre. Compared with Fc and its derivative Fc-
COOH, the absorption of Pt-Fe in this range displays a 2-3×
enhanced intensity. The absorbance at 293 nm for 1 red-shied
to 299 nm for Pt-Fe. This transition has a preponderant LMCT
character from the axial ferrocene ligand to Pt. A signicantly
enhanced absorbance at 260 nm was detected and computa-
tions assign LLCT character, involving ferrocene, to the excita-
tion in this region.

The covalently attached electron-withdrawing Pt(IV) group shis
the reversible Fc+/Fc oxidation wave of Pt-Fe to higher potential.
The less negative irreversible reduction wave assigned to PtIV/PtII of
Pt-Fe suggests more facile reduction to Pt(II) compared with the
parent complex. Communication between the two metal centres is
therefore evident even with their 6.070 Å separation and lack of
complete electronic conjugation. Similar increases in oxidation
potential for the ferrocene fragment have been observed for
complexes with an appended Pt(II) fragment containing an
electron-withdrawing terpyridyl ligand.41

3.3. Photoactivation and photoreaction

Upon irradiation, ISC is driven by large computed SOC values
between the singlet state S11 excited by 410 nm light and T12,
T13 and T15, with the 3MMCT nature all involving charge
transfer from the Fe to the Pt. The large SOC values are attrib-
utable to the presence of the heavy platinum atom. In contrast,
the S25 excited state generated by 331 nm irradiation shows
LMCT character and can undergo ISC to T23, T24, T26 and T27
triplet states with 3LMCT character, involving charge transfer
between several ligands and the Pt atom. This is ascribed as the
origin of the photodissociation of ligands from Pt. TDDFT
calculations on triplet states conrmed that the ISC allows the
formation of triplet states centred on Pt and Fe, while an elec-
tron transfer from iron to platinum can occur with the forma-
tion of Fe3+ and Pt3+.

Pt-Fe undergoes photoactivation at a >2× higher rate
compared with parent complex 1, especially with green light
(517 nm), due to the presence of the electron donating Fc
moiety. The photodecomposition mechanism of Pt-Fe is very
complicated, and includes the release of one and two azide
ligands and axial ligands (Fig. S32, ESI†). Photo-reduced Pt(II)
species were detected as products by LC-MS (Table S5, ESI†).
Azidyl and hydroxyl radicals and gly-Fc ligand are released
during photoactivation, owing to the LMCT charge transfer
involving Pt and ligands. The release of cyclopenta-1,3-diene
from Fc moiety can also be observed in LC-MS despite the low
ratio. The enhanced absorption in the range of 400–600 nm
matches well with the UV-vis spectral change during photo-
aquation of ferrocenyl derivatives.58 The Pt(II) photoproducts
© 2024 The Author(s). Published by the Royal Society of Chemistry
can form adducts with 50-GMP, indicating they are likely to bind
strongly to DNA. The combined mechanisms strongly suggest
that Pt-Fe can kill cancer cells in a different way from cisplatin.
The high dark stability of Pt-Fe in cell culture media and in the
presence of bio-reductants, suggest likely high photo-selectivity
for this complex. Notably, the photoactivation of Pt-Fe is little
affected by oxygen concentration, which suggests an ability to
retain photocytotoxicity under hypoxia.

3.4. Photocytotoxicity and cellular accumulation

Complex Pt-Fe displays low dark cytotoxicity and promising
photocytotoxicity with visible light (465 and 520 nm) in a wide
range of cancer cells aer 1 h incubation, 1 h irradiation and
24 h recovery. Since the Pt-Fe solution was removed and cells
were washed aer 2 h incubation for the dark cytotoxicity test,
the small amount of reduced Pt-Fe exerted no apparent damage
to the cells. Notably, no apparent photocytotoxicity under green
light exposure was detected for 1, while Pt-Fe shows low IC50

values under the same conditions. This matches well with the
red-shied absorption induced by ferrocene conjugation, with
enhanced photoactivation driven by MMCT from Fe to Pt, and
the stronger photooxidant activity of Pt-Fe.

Other than behaving as a light antenna, conjugation with
ferrocene improves the lipophilicity of Pt-Fe compared to 1.
Irradiation can signicantly enhance the Pt uptake within
cancer cells. Azidyl radicals generated from Pt-Fe upon irradi-
ation can attack cell membranes, so facilitating uptake. In
addition, reduction of Pt(IV) produces more reactive Pt(II)
species which can bind to intracellular sites and enhance
retention.

Notably, Pt-Fe exhibits similar cytotoxicity towards A2780 and
cisplatin resistant A2780cis ovarian cancer cells under both nor-
moxia and hypoxia when cells are treated under the clinically
relevant protocol of 1 h incubation, 1 h irradiation, and 72 h
further incubation without drug removal. Due to the longer incu-
bation time, dark cytotoxicity was observed for Pt-Fe, which
matches well with the reduction of Pt(IV)in the reductive intracel-
lular environment aer long incubation times. However,
enhancement in cytotoxicity was still observed upon photo-
activation. In addition, the ability to overcome cisplatin and
hypoxia resistance suggests a novel mechanism of action
compared with clinically drug cisplatin and PDT photosensitisers.

Enhanced cellular accumulation of Pt was observed for Pt-Fe
compared with parent complex 1 when treated with low
concentrations. Surprisingly, 88.9% of the Pt accumulated in
nuclei before irradiation, in contrast to 1 that mainly localised
in the cytoplasm in the dark.59 Since DNA appears to be a major
target for these diazido Pt complexes, high accumulation of Pt
in the nuclei can contribute the high photocytotoxicity of Pt-Fe.

3.5. ROS generation and mechanism of action

Generation of ROS, e.g., hydroxyl radicals and singlet oxygen
from Pt-Fe upon irradiation was detected in both aqueous
solution and cancer cells. No H2O2 generation was observed for
irradiated Pt-Fe, while it can be produced by 1. The role of
ferrocene involves a Fenton-type pathway as evidenced by the
Chem. Sci., 2024, 15, 4121–4134 | 4131
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lack of detection of H2O2 formation, the decomposition of H2O2

being catalysed by Fe(II). This is consistent with the ca. 2×
higher ROS level determined for cancer cells treated with Pt-Fe
compared to 1.

The large amount ROS produced by Pt-Fe seems to play an
important role in its mechanism of action. Ferroptosis, char-
acterised by lipid peroxidation, involving the key roles of iron
and ROS, appeared to be the main mechanism of cell death
induced by Pt-Fe. Decreased GSH and GPX4 levels were
observed. In contrast, apoptosis that is traditionally the mech-
anism of cell death for cisplatin was not observed. Thus, Pt-Fe
exhibits similar photocytotoxicity towards wild type and
cisplatin-resistant ovarian cancer cells. In addition, since ROS
kills cancer cells more rapidly than Pt(II) species, the improve-
ment in photocytotoxicity by introduction of ferrocene using
a short 24 h recovery was more signicant than using the longer
72 h further incubation.

4. Conclusions

A novel hetero dinuclear complex, Pt-Fe, containing both dia-
zido Pt(IV) and Fe(II) ferrocene fragments has been synthesised
and characterised, with its crystal structure determined by X-ray
diffraction. The conjugation of ferrocene with the Pt(IV) complex
contributes to the improvement of several properties of Pt-Fe.
Specically, (a) the absorption spectrum is red-shied and the
ferrocene moiety behaves as a light antenna to allow charge
transfer from iron to platinum, thereby promoting the photo-
activation of Pt-Fe with light at longer wavelength; (b) cellular
accumulation is enhanced; (c) ROS generation is catalysed aer
irradiation inducing ferroptosis as a cell-death mechanism.

Compared to the parent Pt complex 1, Pt-Fe shows a broad
absorbance band at 435 nm and a less negative irreversible
reduction wave for PtIV/PtII, together with high dark stability
and photoactivation when irradiated with blue, green, and
orange light generating cytotoxic oxygen independent species,
in contrast to conventional PDT photosensitisers. Upon irradi-
ation, Pt-Fe can bind to the DNA base guanine. Signicantly
improved photocytotoxicity towards a number of cancer cell
lines was observed for Pt-Fe when irradiated with blue and
green light with high photocytotoxicity indices. Notably, similar
photocytotoxicity towards A2780 and cisplatin-resistant
A2780cis was found for Pt-Fe under both normoxia and
hypoxia. Pt-Fe also shows increased Pt cellular accumulation
compared with 1, which appears to be enhanced by irradiation.
The ROS level in cancer cells treated with Pt-Fe and irradiation
increased markedly, driven by Fenton-type catalysis due to the
appended ferrocene. As a result, ferroptosis rather than
apoptosis was themajor mechanism of cell death induced by Pt-
Fe aer irradiation.

DFT computations demonstrated that not only do the iron
and platinum subunits in Pt-Fe communicate, but the ferrocene
is able to act as donor towards the acceptor Pt(IV) fragment
leading to the formation of charge-transfer triplets. This nding
will guide future work to produce more efficient prodrugs and
novel dyad systems by conjugating Pt(IV) photoactivatable drugs
and ferrocene donors. In particular, the nature and the distance
4132 | Chem. Sci., 2024, 15, 4121–4134
of the spacer, the electron mediator, between the donor–
acceptor units, will be varied to modulate the photochemical
properties and the photoinduced ET process will be investi-
gated in depth.

In conclusion, the novel platinum–iron complex Pt-Fe with
its charge transfer between two metal centres, visible light
activation, promising photocytotoxicity, ability to overcome
cisplatin and hypoxia resistance, and unique mechanism of
action, is a promising photoactive prodrug for cancer therapy
and will inspire the design of next-generation phototherapeutic
agents.
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A. M. Pizarro, S. A. Moggach, S. Parsons, V. Brabec and
P. J. Sadler, A potent cytotoxic photoactivated platinum
complex, Proc. Natl. Acad. Sci. U. S. A., 2007, 104, 20743–
20748.

20 N. J. Farrer, J. A. Woods, L. Salassa, Y. Zhao, K. S. Robinson,
G. Clarkson, F. S. MacKay and P. J. Sadler, A potent trans-
diimine platinum anticancer complex photoactivated by
visible light, Angew. Chem., Int. Ed., 2010, 49, 8905–8908.

21 S. Alonso-De Castro, E. Ruggiero, A. Ruiz-De-Angulo, E. Rezabal,
J. C. Mareque-Rivas, X. Lopez, F. López-Gallego and L. Salassa,
Riboavin as a bioorthogonal photocatalyst for the activation of
a PtIV prodrug, Chem. Sci., 2017, 8, 4619–4625.

22 D. Wei, Y. Huang, B. Wang, L. Ma, J. Karges and H. Xiao,
Photo-Reduction with NIR Light of Nucleus-Targeting PtIV

Nanoparticles for Combined Tumor-Targeted
Chemotherapy and Photodynamic Immunotherapy, Angew.
Chem., Int. Ed., 2022, 61, e202201486.

23 Z. Wang, N. Wang, S. C. Cheng, K. Xu, Z. Deng, S. Chen,
Z. Xu, K. Xie, M. K. Tse, P. Shi, H. Hirao, C. C. Ko and
G. Zhu, Phorbiplatin, a Highly Potent Pt(IV) Antitumor
Prodrug That Can Be Controllably Activated by Red Light,
Chem, 2019, 5, 3151–3165.

24 S. Top, J. Tang, A. Vessières, D. Carrez, C. Provot and
G. Jaouen, Ferrocenyl hydroxytamoxifen: a prototype for
a new range of oestradiol receptor site-directed cytotoxics,
Chem. Commun., 1996, 955–956.

25 O. Domarle, G. Blampain, H. Agnaniet, T. Nzadiyabi,
J. Lebibi, J. Brocard, L. Maciejewski, C. Biot, A. J. Georges
and P. Millet, In vitro antimalarial activity of a new
organometallic analog, ferrocene-chloroquine, Antimicrob.
Agents Chemother., 1998, 42, 540–544.

26 M. Patra and G. Gasser, The medicinal chemistry of
ferrocene and its derivatives, Nat. Rev. Chem, 2017, 1, 66.

27 P. Chellan and P. J. Sadler, Enhancing the activity of drugs by
conjugation to organometallic fragments, Chem.–Euro. J.,
2020, 26, 8676–8688.

28 S. Peter and B. A. Aderibigbe, Ferrocene-based compounds
with antimalaria/anticancer activity, Molecules, 2019, 24,
3604.

29 B. Sharma and V. Kumar, Has ferrocene really delivered its
role in accentuating the bioactivity of organic scaffolds?, J.
Med. Chem., 2021, 64, 16865–16921.

30 H. V. Nguyen, A. Sallustrau, J. Balzarini, M. R. Bedford,
J. C. Eden, N. Georgousi, N. J. Hodges, J. Kedge,
Y. Mehellou, C. Tselepis and J. H. R. Tucker,
Organometallic nucleoside analogues with ferrocenyl
linker groups: Synthesis and cancer cell line studies, J.
Med. Chem., 2014, 57, 5817–5822.

31 K. Heinze and S. Reinhardt, Ferrocene linked to PtL2
fragments (L2 = Cl2, fumaronitrile, 3,6-Di-tert-
butylcatecholato): A spectroscopic and theoretical
investigation of redox behavior and charge distributions,
Organometallics, 2007, 26, 5406–5414.

32 S. V. Baryshnikova, A. I. Poddel’sky, A. V. Cherkasov and
I. V. Smolyaninov, The synthesis, structure and
electrochemical properties of new cobalt and nickel
Chem. Sci., 2024, 15, 4121–4134 | 4133

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sc03092j


Chemical Science Edge Article

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 1

4 
Fe

br
ua

ry
 2

02
4.

 D
ow

nl
oa

de
d 

on
 7

/2
3/

20
25

 1
0:

59
:4

3 
PM

. 
 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 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online
complexes based on ferrocenyl-containing o-iminophenols,
Inorg. Chim. Acta, 2019, 495, 118963.
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complexes with phosphanylferrocenecarboxamides bearing
polar hydroxyalkyl groups – synthesis, molecular structure,
and catalytic use in redox isomerizations of allylic alcohols
to carbonyl compounds, Eur. J. Inorg. Chem., 2012, 2012,
5000–5010.

36 J. Rajput, J. R. Moss, A. T. Hutton, D. T. Hendricks,
C. E. Arendse and C. Imrie, Synthesis, characterization and
cytotoxicity of some palladium(II), platinum(II), rhodium(I)
and iridium(I) complexes of ferrocenylpyridine and related
ligands. Crystal and molecular structure of trans-
dichlorobis(3-ferrocenylpyridine)palladium(II), J.
Organomet. Chem., 2004, 689, 1553–1568.

37 L. Ma, L. Li and G. Zhu, Platinum-containing heterometallic
complexes in cancer therapy: advances and perspectives,
Inorg. Chem. Front., 2022, 9, 2424–2453.

38 G. Wang, K. Feng, M. J. Crossley, L. Xing, H. Xiao, W. Li,
C. Tung and L. Wu, Conformation-controlled
diplatinum(II)–ferrocene dyads to achieve long-lived charge-
separated states, Chem.–Euro. J., 2016, 22, 11962–11966.

39 S. Gadre, M. Manikandan, P. Duari, S. Chhatar, A. Sharma,
S. Khatri, J. Kode, M. Barkume, N. K. Kasinathan,
M. Nagare, M. Patkar, A. Ingle, M. Kumar, U. Kolthur-
Seetharam and M. Patra, A Rationally Designed bimetallic
platinum(II)-ferrocene antitumor agent induces non-
apoptotic cell death and exerts in vivo efficacy, Chem.–
Euro. J., 2022, 28, e202201259.

40 K. Mitra, A. Shettar, P. Kondaiah and A. R. Chakravarty,
Biotinylated platinum(II) ferrocenylterpyridine complexes
for targeted photoinduced cytotoxicity, Inorg. Chem., 2016,
55, 5612–5622.

41 K. Mitra, U. Basu, I. Khan, B. Maity, P. Kondaiah and
A. R. Chakravarty, Remarkable anticancer activity of
ferrocenyl-terpyridine platinum(ii) complexes in visible
light with low dark toxicity, Dalton Trans., 2014, 43, 751–763.

42 V. Reshetnikov, S. Daum and A. Mokhir, Cancer specic,
intracellular, reductive activation of anticancer Pt(IV)
prodrugs, Chem.–Euro. J., 2017, 23, 5678–5681.

43 V. Reshetnikov, A. Arkhypov, P. R. Julakanti and A. Mokhir, A
cancer specic oxaliplatin-releasing Pt(IV)-prodrug, Dalton
Trans., 2018, 47, 6679–6682.

44 V. Balzani, A. Credi and M. Venturi, Molecular machines
working on surfaces and at interfaces, ChemPhysChem,
2008, 9, 202–220.
4134 | Chem. Sci., 2024, 15, 4121–4134
45 J. Melomedov, J. R. Ochsmann, M. Meister, F. Laquai and
K. Heinze, Aminoferrocene and ferrocene amino acid as
electron donors in modular porphyrin–ferrocene and
porphyrin–ferrocene–porphyrin conjugates, Eur. J. Inorg.
Chem., 2014, 2014, 2902–2915.

46 J. Ding, K. Feng, C. H. Tung and L. Z. Wu, Long-lived charge
separation in a dyad system containing cyclometalated
platinum(II) complex and ferrocene donor, J. Phys. Chem.
C, 2011, 115, 833–839.

47 H. Shi, J. Kasparkova, C. Soulié, G. J. Clarkson, C. Imberti,
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