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Effect of substituents on the 1O2 production and
biological activity of (N^N^N)Pt(py) complexes†

Guillermo Romo-Islas,a,b María Gil-Moles,c,d Arnav Saxena, a Antonio Frontera, e

M. Concepción Gimeno *c and Laura Rodríguez *a,b

Twelve (N^N^N)platinum pyridyl complexes, (N^N^N)Pt(pyF), were synthesised and investigated for their

singlet oxygen generation and potential biological activities. They exhibited 1IL and 1MLCT absorption

transitions at approximately 325 and 360 nm, identified through TD-DFT calculations. Luminescence was

observed only in the L1-derived compounds in solution, with a dual emission with the main contribution

of phosphorescence under deaerated conditions. Room temperature phosphorescence was detected in

all solid-state cases. Electron-withdrawing substituents at specific positions (R1 and X) and the number of

fluorine atoms in R2 were found to enhance the photosensitizing capabilities of these compounds.

Biological assessments, including cytotoxicity and photocytotoxicity, were conducted to evaluate their

potential as chemotherapeutic agents and photosensitizers. Complexes with chloro substitution in the

N^N^N tridentate ligand of the central pyridine ring exhibited promising chemotherapeutic properties.

Ancillary pyridine ring substitution became significant under irradiation conditions, with fluoromethylated

substituents enhancing cytotoxicity. Complex 2-CF3 was the most efficient singlet oxygen producer and a

highly effective photosensitizer. CHF2-substituted complexes also showed improved photosensitizing

activity. DNA binding studies indicated moderate interactions with DNA, offering insights into potential

biological applications.

Introduction

Coordination and organometallic compounds based on tran-
sition metals (TMs) have attracted increasing attention in the
last few decades for both fundamental and more applied
investigations. In particular, TM complexes (TMCs) with d8

electronic configuration, e.g. Pt(II) or d10, e.g. Au(I), are widely
explored due to their intrinsic photophysical properties

ascribed not only to the chemical structure of the ligands but
also to the particularity of these metals and their key role in
luminescence. These types of luminescent TMCs are currently
attracting a great deal of attention for their use as sensors,
luminescent markers for bioimaging and catalysts among
others.1–5

The particularity of these d8 and d10 specific metals is what
is called the “heavy atom effect” that favours the intersystem
crossing between the S1 and T1 excited states. The electrons
located at this T1 level can return to the ground state through
different processes, such as radiative processes, giving rise to
phosphorescent systems (or those presenting dual emission,
fluorescence + phosphorescence). Nevertheless, this emission
is frequently quenched by the presence of oxygen, which can
be ascribed to energy transfer between the TMC and the
oxygen molecules, that is, a triplet, 3O2, in the ground state.
The molecules that produce this energy transfer efficiently are
called photosensitizers, PS.

The energy transfer from these PS to the 3O2 generates
singlet oxygen, 1O2, that is a highly reactive species (ROS).6 In
fact, the generation of singlet oxygen through a PS is a
research area with really increasing interest due to its wide
range of versatile applications in several fields such as the syn-
thesis of organic molecules as fine chemicals, pollution
control, and photodynamic therapy, or waste treatment of
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contaminants.6–10 Thus, the study of 1O2 production and reac-
tivity has emerged as an important interdisciplinary field.

Some TMCs have been explored as PS, e.g. Ru(II) polypyridyl
complexes,11 iridium(III),12 gold(I) complexes,13–15 and plati-
num(II) complexes.16–19

Focusing on platinum compounds, it is well known that
these types of TMCs have been extensively explored as anti-
cancer drugs since the discovery of cisplatin.20 However,
several toxic side effects such as ototoxicity, nephrotoxicity,
and neurotoxicity of cisplatin have been detected during the
illness treatment and some improvements are strongly
required. In order to overcome these drawbacks, phototherapy
(also called photodynamic therapy, PDT) has emerged as a
non-invasive and controllable strategy for precise tumour abla-
tion.21 PDT requires the use of a PS able to transform the
oxygen present in the environment into cytotoxic 1O2 upon
irradiation with light. This causes the destruction of organelles
and leads to cancer cell death. The presence of the Pt heavy
atom, which is suitable to populate the T1 excited state, makes
Pt(II) compounds adequate to potentially react with 3O2.
Hence, the well-known anticancer activity of Pt(II) compounds
together with their potential behaviour as PS make them suit-
able candidates to be explored not only as anticancer drugs
but also to analyse the effect of light to generate a Pt(II) PS
with improved anticancer activity.

There is still a lot to be explored in this field, mainly if we
take into consideration that small variations in the chemical
structure of the Pt(II) compounds can significantly impact
their resulting photophysical properties. This will affect the T1

population and the energy transfer process with oxygen. For
this reason, in this work we have designed and synthesized
different series of Pt(II) compounds, which feature a N^N^N
tridentate ligand driving the planar geometry of the complexes
and incorporating a pyridyl ligand at the fourth coordination
position. Small variations have been introduced both in the
chemical structure of the N^N^N ligand and in the pyridyl
group to gain insight into the factors that can affect the photo-
physical properties, singlet oxygen production and biological
activity of the compounds. Fluorine ligands have been con-
sidered in this work, as previous studies have shown that
incorporating these atoms into the structure of the com-
pounds significantly enhances biological activity in potential
anticancer drugs.22 The introduction of several numbers of
fluorine atoms can be easily performed through the selected
pyridyl ligands, which is a direct tool to evaluate the effect of
fluorine ligands on the biological activity of the studied com-
pounds. Therefore, this systematic study holds great relevance
for understanding and designing promising new drugs that
can serve both as chemotherapeutic agents and PS in PDT.

Results and discussion
Synthesis and characterization

The synthesis of the (N^N^N)platinum pyridyl complexes
(from now on, (N^N^N)Pt(pyF)) was carried out following the

different steps displayed in Scheme 1. The synthesis of the bis
(triazole) N^N^N H2L

1–H2L
4 ligands and [Pt(DMSO)(L)] precur-

sors was recently reported by us.23 The [Pt(DMSO)(L)] com-
pounds were reacted with the p-R2-pyridyl ligand (R2 = CF3,
CHF2 and CH3) to obtain the final products in moderate to
high yields (45–85%).

The 1H NMR spectra of the final products show the pres-
ence of the corresponding protons of the pyridyl groups that
are 0.40–0.23 ppm downfield shifted with respect to the [Pt
(DMSO)L] precursors. A triplet centered at 6.95–6.65 ppm,
which corresponds to the hydrogen atom of the –CHF2 substi-
tuent of the pyridine ligand, can also be observed for the
x-CHF2 (x = 1–4) compounds. The signals corresponding to the
–CF3 and –CHF2 moieties are also detected in the 19F NMR
spectra of the corresponding compounds and in their IR
spectra with a well-defined vibration band between 1183 and
1061 cm−1 corresponding to the ν(C–F). The final evidence of
the correct formation of the compounds has been obtained
from the high-resolution mass spectra with the identification
of the molecular peaks corresponding to [M + H+] or [M + Na+].

Photophysical characterization

Absorption and emission spectra of the compounds were
recorded in 10−5 M DMSO solutions at room temperature.
DMSO was chosen for analogy to the biological assays per-
formed with these compounds (see below), although we are
aware that it is not the best option for recording absorption
spectra due to the long wavelength cut-off of this solvent that
hinders the main absorption transitions in the ground state.
Low-intensity absorption bands at around 325 and 360 nm
were recorded for all the compounds (Table 1) that have been
assigned to 1IL and 1MLCT transitions as reported and studied
for similar compounds in the literature.23–32

TD-DFT calculations were performed on all complexes to
further support the band assignments. We have calculated the
first 20 excited states using the CAM-B3LYP/def2-TZVP level of
theory in DMSO treated as a continuum model. The results are
shown in Fig. 1 for 1-CF3 as an exemplifying compound and
Table S1† as well as Fig. S39–S49† for the rest of the com-
pounds. The two lowest and detectable energy bands of com-
pound 1-CF3 correspond to the S0 → S1 excitation (λexc =
376 nm, 3.298 eV, f = 0.0170) and the S0 → S2 excitation (λexc =
305 nm, 4.060 eV, f = 0.0160). These values are in reasonable
agreement with the experimental values (365 and 324 nm). For
convenience and simplicity, the natural transition orbitals
(NTOs) have been computed and represented in Fig. 1 to
provide a qualitative description of the electronic transitions.
The S0 → S1 excitation consists of one NTO pair (98%) with the
highest occupied transition orbital (HOTO) located at the
metal center and the tridentate ligand. The lowest unoccupied
transition orbital (LUTO) is mainly located in the tridentate
ligand, thus revealing that the lowest energy band is a mixture
of metal–ligand and inter-ligand charge transfer. The second
band corresponds to the S0 → S2 excitation consisting mainly
of two NTO pairs (other less dominant NTO pairs have been
omitted). The most dominant NTO pair (70%) is basically
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formed due to an electron transfer from the dz2 orbital of Pt
(HOTO) to a σ*(Pt–N) antibonding orbital (LUTO) that covers
the whole PtN4 core (see Fig. 1). The second pair of the S0 → S2
excitation (17%) is very similar to the one observed in the S0 →
S1 excitation, where the “hole” orbital is localized at the Pt
atom and the tridentate ligand and the “electron” orbital is
localized mainly in the pyridine moiety of the tridentate
ligand.

The emission spectra of all compounds were also recorded
under the same conditions upon excitation of the samples at
330 nm. We have observed that only the compounds derived
from L1 (1-CF3, 1-CHF2 and 1-CH3) display significant lumine-
scence in solution and dual emission (fluorescence + phos-
phorescence bands, Fig. 2A). Phosphorescence emission is

Scheme 1 Synthetic procedure to obtain the (N^N^N)Pt precursors (A) and (N^N^N)Pt(pyF) complexes (B).

Table 1 Photophysical data of the (N^N^N)Pt(pyF) compounds in 10−5

M DMSO solutions

Compound A (ε, 103 cm−1 m−1) λmax Em (nm)

1-CF3 324 (30.0), 365 (10.3) 452, 536
1-CHF2 324 (29.1), 365 (9.5) 445, 536
1-CH3 324 (29.5), 365 (10.0) 425, 536
2-CF3 322 (13.4)
2-CHF2 322 (12.6)
2-CH3 322 (11.2)
3-CF3 342 (17.5)
3-CHF2 342 (10.6)
3-CH3 342 (9.9)
4-CF3 361 (8.0)
4-CHF2 312 (22.1), 361 (7.3)
4-CH3 312 (26.6), 361 (12.2)
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clearly predominant when oxygen is removed from the solu-
tions (Fig. 2B). The corresponding excitation spectra collected
at ca. 550 nm (see the ESI†) display in all cases two bands, one
centered at 330 nm corresponding to 1IL/1MLCT transitions
and another one of weaker intensity at ca. 420 nm, which may
be ascribed to the formation of some aggregates, as previously
observed for the [Pt(N^N^N)(diphos)] complexes recently
reported by us based on previous data reported in the litera-
ture.23 The corresponding emissions are ascribed to metal
perturbed 1IL/1MLCT transitions and 3MLCT/3MMLCT
transitions.23–32 The influence of the apparent innocent chlor-
ine substituent on the resulting emission responsible for the
quenching recorded for L2-derivatives was also previously
observed for other analogous Pt(N^N^N) complexes.23

The corresponding emission quantum yields corresponding
both to the fluorescence and to the phosphorescence band
were recorded with low values of 1–2% for the fluorescence
being about double for the phosphorescence emission
(Table 2). As expected, the latter value, the phosphorescence
quantum yield, increases in the absence of oxygen up to ca.
4%. Emission lifetimes were also measured for the fluo-

rescence band using a band-pass filter of 420 nm and the
obtained values of 1.59–2.57 ns agree with a singlet origin
transition. In the same way, the phosphorescence radiative
decay times were collected using a band-pass filter of 550 nm
obtaining lifetime values in the range of 0.5–1.2 μs that,
together with a large Stokes’ shift, agree with a triplet state
origin emission band (phosphorescence). A point to retain is
that, according to the values in Table 2, the substituent of the
pyridyl ligand does not seem to affect substantially the result-
ing photophysical properties of the compounds, and just a

Fig. 1 Representation of the NTOs involved in the S0 → S1 (left) and S0 → S2 (right) excitation of compound 1-CF3, with indication of the theoretical
λexc, oscillator strength and relative contribution of each NTO pair.

Fig. 2 Emission spectra of compounds 1-CF3, 1-CHF2 and 1-CH3 in 10−5 M air-eq. (A) and N2 sat. (B) DMSO solutions (λexc = 330 nm), respectively.

Table 2 Emission quantum yields (Φ) and lifetimes (τ) of the com-
pounds in 10−5 M DMSO solutions

Compound

Φfl
(air-eq./
N2 sat.)

τ
(air-eq./
N2 sat., ns)

Φphos
(air-eq./
N2 sat.)

τ
(air-eq./
N2 sat., μs)

1-CF3 0.01/0.01 0.02/0.03 0.77/1.26
1-CHF2 0.01/0.01 0.02/0.04 0.53/1.23
1-CH3 —/— 0.02/0.04 0.47/1.08
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small effect on the fluorescence is observed that is less
favoured for the p-methyl substituted pyridyl ligand (1-CH3).

The radiative (kr) and non-radiative (knr) rate constants were
retrieved from the corresponding emission lifetimes and QY
values and the results are displayed in Table 3.

With these values we can affirm that the increase in the
quantum yields and emission lifetimes in deoxygenated
samples is due to a decrease in the non-radiative processes, as
reflected in the lower values of knr in nitrogen saturated
samples, while the radiative processes, reflected in the kr
values, are not substantially affected by the presence of oxygen
in the solutions. This relevant information encouraged us to
analyze the potential use of our systems in the energy transfer
process from the populated triplet excited states to the triplet
ground state of the dioxygen molecule (see below). In the event

of success, our compounds may be of potential interest in
acting as photosensitizers.

Interestingly, the emission properties of the compounds
were improved in the solid state since almost all of them
(except those derived from the L2 ligand) are emissive in this
medium (see Fig. 3 and Table 4).

In general, the emission in the solid state depends slightly
on the para-substituted pyridyl ligands, except for the cases of
1-CH3 and 4-CF3, where the compounds display the most red-
shift compared to the other two complexes of the same series.
This can be due to more efficient packing that favors Pt⋯Pt
and/or π⋯π or Pt⋯π contacts. In the first case, this packing
can be more favored due to the presence of lower bulky and
more planar substituents (X = H, R1 = p-tolyl and R2 = CH3),
while the presence of all the electron-withdrawing substituents
in 4-CF3 can be the reason for this more efficient packing due
to the resulting lower electron density at the Pt center that can
be compensated by these intermolecular contacts. Regarding
this, the series derived from L4 (4-CF3, 4-CHF2 and 4-CH3) dis-
plays a more red-shifted emission wavelength with respect to
the other complexes. We must remember that this series con-
tains electron-withdrawing substituents at the N^N^N ligand
(X = Cl and R2 = CF3), supporting the direct relationship
between the deficient electron density and the recorded red-
shift.

Table 3 Radiative (kr) and non-radiative (knr) constants of the com-
pounds in solution considering the phosphorescence emission

Complex
kr (air-eq.) ×
105 s−1

knr (air-eq.) ×
105 s−1

kr (N2 sat.) ×
105 s−1

knr (N2 sat.) ×
105 s−1

1-CF3 0.26 12.70 0.24 7.70
1-CHF2 0.38 18.50 0.32 7.80
1-CH3 0.42 20.90 0.37 8.89

Fig. 3 Normalized emission spectra of compounds x-CF3, x-CHF2 and x-CH3 (x = 1, A; x = 3, B and x = 4, C) in the solid-state (λexc = 400 nm).
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The origin of these emission bands has been attributed to
3MMLCT transitions.24,28,29,31–36 The recorded emission
quantum yields are on the same order as those previously
recorded in solution while the emission lifetimes are slightly
shorter and on the order of hundreds of nanoseconds
(0.15–0.69 μs), supporting the triplet origin of the emission
(see the ESI†).

The lower lifetime values recorded in the solid state com-
pared to those in solution can be due to the more favored non-
radiative processes (knr values in Table 4) since the radiative
deactivation pathways (kr values in Table 4) are quite close to
those recorded previously in solution (Table 3).

Singlet oxygen production

As stated above, the phosphorescence emission of the com-
pounds in solution is clearly affected by the presence of
oxygen and this was an initial motivation to analyze their
potential to react with O2 (that is, a triplet in the ground state)
to produce singlet oxygen, 1O2, with potential applications as
photosensitizers, PS. The experiments were carried out in di-
chloromethane where the concentration of oxygen can be
higher in order to obtain a more rigorous analysis of the calcu-
lated singlet oxygen production quantum yields, ΦΔ, and
using perinaphthenone as a reference. The obtained results
are shown in Table 5.

The obtained data are in the range 12–42%, being the
majority in the top-range order compared to other values pre-
viously reported in the literature for Pt(II) PS.23,37–41 We can
observe that in this case, the R2 substituent at the pyridyl
ligand does affect the resulting ΦΔ but some trends can be

found. The R2 = CF3 substituent improves the behaviour of the
compound as PS in the 1 and 2-series with R1 = p-tolyl. In con-
trast, when the N^N^N ligand is electron deficient with R1 =
CF3, the best 1O2 production is recorded for the methyl substi-
tuted pyridyl ligands (R2 = CH3). Additionally, the chloride sub-
stituent at the N^N^N ligand (X = Cl) led to a general increase
of the ΦΔ. A higher population of the T1 triplet excited state in
the chlorinated derivatives may be the reason for a more
effective energy transfer to the triplet state of the oxygen, thus
allowing the formation of this 1O2 reactive species.

We can also observe that there is not a direct correlation
between the number of fluorine atoms in R2 and the resulting
ΦΔ. However, in the case of the compounds with R2 = CH3

(that is, with zero fluorine atoms at the pyridyl ligand), we can
observe a clear increase in the production of singlet oxygen,
following the L4 > L3 > L2 > L1 trend. Hence, there is some
influence of the presence of electron-withdrawing substituents
at the R1 and X positions of the complex structure on the pro-
duction of singlet oxygen. Finally, the number of fluorine
atoms in R2 with those complexes without electron-withdraw-
ing substituents at the N^N^N ligand (red bars in Fig. 4)
improves the behavior of the compounds as PS (higher ΦΔ).

Biological assays

Cytotoxicity and phototoxicity. The stability of the complexes
in biological media (phosphate buffer solution, PBS, with 5%
DMSO at 37 °C) was measured through UV-Vis spectra. The
spectra were recorded at 0, 24, 48, and 72 hours, and all of
them indicated that the platinum complexes remained stable
in solution throughout this period (see Fig. S63–S69†).

The initial phase of investigating the biological potential of
these compounds involved conducting in vitro bioactivity
assessments through MTT-reduction assays. A549 cells, a
human non-small cell lung cancer cell line, were exposed to

Table 4 Photophysical data of compounds x-CF3, x-CHF2 and x-CH3

(x = 1, A; x = 3, B and x = 4, C) in the solid state (λexc = 400 nm)

Complex
λmax Em
(nm) Φ

τ
(μs) χ2

kr
(× 105 s−1)

knr
(× 105 s−1)

1-CF3 573 0.01 0.38 1.2 0.3 26.0
1-CHF2 575 0.01 0.69 1.2 0.2 14.3
1-CH3 598 0.01 0.34 1.1 0.3 29.1
3-CF3 569 0.004 0.40 1.1 0.1 24.9
3-CHF2 578 0.003 0.29 1.3 0.1 34.4
3-CH3 572 0.02 0.28 1.1 0.5 35.2
4-CF3 618 0.005 0.23 1.1 0.2 43.3
4-CHF2 595 0.02 0.20 1.0 1.0 49.0
4-CH3 595 0.01 0.15 0.8 0.9 65.8

Table 5 1O2 production quantum yields (ΦΔ) of the (N^N^N)Pt(pyF)
compounds in air-equilibrated dichloromethane solutions (λexc =
350 nm)

Complex ΦΔ (%) Complex ΦΔ (%)

1-CF3 31 3-CF3 15
1-CHF2 22 3-CHF2 17
1-CH3 12 3-CH3 24
2-CF3 42 4-CF3 28
2-CHF2 12 4-CHF2 20
2-CH3 19 4-CH3 33

Fig. 4 Plot of singlet oxygen production quantum yield, ΦΔ, of the
(N^N^N)Pt(pyF) complexes as a function of the N^N^N ligand and the
pyridine used.
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various platinum complexes under different conditions to
evaluate their potential as both chemotherapeutic agents
(tested in the absence of light) and photosensitizers (under
photoactivation). The results obtained are presented in Table 6.
For comparison purposes the reference compound for cancer
treatment, cisplatin, has been included and measured at 72 h.42

In the absence of light, only complexes 2-CF3, 2-CHF2, and
2-CH3, which were incubated for 72 hours, demonstrated cyto-
toxic activity. Given the efficiency of these complexes as singlet
oxygen generators, they were subjected to testing under
irradiation at 405 nm under two distinct conditions. Initially,
cells were incubated with the complexes for 24 hours, followed
by 10 minutes of irradiation, and then allowed to incubate for
a total of 72 hours. Under these conditions, only complexes 2-
CF3 and 2-CHF2 improved their activity with a phototherapeu-
tic index of 6.9 and 5.9, respectively, exhibiting IC50 values in
the low micromolar range. In a second experiment, the cells
were incubated with the complexes for 1 hour, followed by
10 minutes of irradiation, and then left to incubate for a total
of 72 hours. Under these conditions very similar values were
obtained for the initially active complexes, and some of the
previous inactive complexes, such as complexes 1-CHF2, 4-
CHF2 and 4-CH3, began to exhibit moderate activity.

In an attempt to establish a structure–activity relationship,
it appears that within the N^N^N tridentate ligand, both the
chloro substituent in the para position of the central pyridyl
group and the tolyl substituent in the triazole ring enhance
activity, as only the family series 2 exhibited activity. However,
the substitution in the ancillary pyridine ligand with either
methyl or fluoromethylated groups does not seem to be critical
for activity. Nevertheless, under irradiation conditions, this
pyridine ring substitution becomes more significant. Only the
fluoromethylated species improved cytotoxicity, although
making a direct comparison with singlet oxygen production is
not straightforward. Complex 2-CF3 is the highest singlet
oxygen producer and has one of the highest phototherapeutic
indices, while complex 2-CHF2 is not, but it still shows a high
PI. Independently, the CHF2-substituted complexes appear to
be the most effective in enhancing activity as photosensitizers.

In summary, it can be asserted that the generation of singlet
oxygen is not the sole determinant of cytotoxicity. While not
all complexes demonstrate cytotoxicity, it is evident that the
increased production of singlet oxygen enhances their overall
activity. Consequently, the observed activity of these complexes
represents a synergistic blend of both chemotherapy and
photodynamic therapy.

DNA-binding

In order to know the potential biological target of these plati-
num complexes and in view of the fact that DNA is the pre-
ferred target for platinum complexes, we investigated the DNA
binding of some of the complexes.

Absorption spectral titration experiments were performed at
a constant concentration of Pt complexes (1-CF3, 2-CF3, 3-CF3,
and 4-CF3) of 20 μM, while the concentration of calf thymus
CT-DNA ranged from 0 to 200 μM. The absorbance (A) of the
complex’s most significantly affected band was measured after
incremental additions of CT-DNA. To eliminate absorbance
attributable to DNA at the specific wavelength, a reference cell
containing DNA and a solvent mixture of 1% DMSO and PBS
buffer at pH 7.4 was employed. Utilizing the data obtained
from the absorption titration, we calculated the binding con-
stant (Kb) of the Pt(II) complexes with CT-DNA, applying the
Wolfe–Shimer equation:

½DNA�
εa � εfð Þ ¼

½DNA�
εa � εfð Þ þ

1
Kb εb � εfð Þ

In this analysis, we used various coefficients to describe the
spectral changes observed. Specifically, εa represents A/[Pt(II)
complex], εf stands for the extinction coefficient of the free Pt
(II) compound, and εb signifies the extinction coefficient of the
fully bound platinum(II) complex. By plotting [DNA]/(εa − εf )
against [DNA], we can determine Kb as the ratio of the slope to
the intercept. The calculated Kb values are detailed in Table 7.

Fig. 5 provides visual insight into the UV-vis spectra gener-
ated by the incremental addition of DNA to the solutions of 1-
CF3, 2-CF3, 3-CF3, and 4-CF3. In all cases, a reduction in the
intensity of the entire wavelength range is observed, and, in
some instances, a subtle red shift is evident. This red shift
may suggest that the complexes interact with the DNA through
an intercalation mode.

When the complex–DNA interaction occurs via intercala-
tion, it likely involves weak interactions between the ligand
and the DNA base pairs. This combination of π electrons from
the compound and the π electrons from the DNA nitrogenous

Table 6 IC50 values of Pt(II) complexes in the dark and under 405 nm

Complex IC50 dark IC50 405 nm (24 h) IC50 405 nm (1 h) PIa

1-CF3 >50 >50 >50 —
1-CHF2 >50 >50 28.88 ± 3.05 >2
1-CH3 >50 >50 >50 —
2-CF3 14.61 ± 2.26 2.1 ± 1.17 2.33 ± 1.76 6.9
2-CHF2 11.36 ± 0.17 1.92 ± 0.51 1.51 ± 0.89 7.5
2-CH3 2.95 ± 0.21 2.85 ± 0.46 3.03 ± 0.74 1
3-CF3 >50 >50 >50 —
3-CHF2 >50 >50 >50 —
3-CH3 >50 >50 >50 —
4-CF3 >50 ≈50 >50 —
4-CHF2 >50 >50 36.13 ± 3.25 >2
4-CH3 >50 >50 39.70 ± 8.94 >2
Cisplatin 1.9 ± 0.8 — — —

a Best conditions.

Table 7 DNA binding constants for complexes 1-CF3–4-CF3

Complex Kb

1-CF3 1.87 × 104

2-CF3 1.08 × 104

3-CF3 6.78 × 103

4-CF3 —a

aNon-linear response; hence, it was not possible to determine Kb.
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bases results in a decrease in the energy of the electronic tran-
sition π–π*, leading to bathochromism. Conversely, the π orbi-
tals of the DNA base pairs become partially occupied, reducing
the likelihood of the transition and causing hypochromism.
Typically, interactions involving intercalation exhibit both
hypochromism and bathochromism, although a pronounced
red shift is not always observed.

The DNA-binding constants (Kb) determined in this study
are on the order of 104 M−1, indicating a moderate interaction
with DNA. Regarding this aspect, it can be stated that while
DNA interaction plays a role in the activity of some of these
complexes, it is not the sole factor. Other targets may also con-
tribute to their cytotoxic effects.

Conclusions

Electron-withdrawing substituents in (N^N^N)Pt(pyF) ligands
impact photophysical and biological behaviors. Methyl-substi-
tuted pyF ligands exhibit notable emission in solution after
excitation at 1IL and 1MLCT transitions, as confirmed by
TD-DFT calculations. In the solid state, all samples show
enhanced phosphorescence emission. The electron nature of
the ligand substituents influences singlet oxygen generation.
The most potent photosensitizers had CF3 and Cl groups on
the N^N^N ligand. In cytotoxicity studies, family series 2 com-
plexes with specific N^N^N tridentate ligand substituents
showed notable cytotoxicity. Under light, their activities gener-
ally increase, with fluoromethylated species notably increasing

photocytotoxicity. Complex 2-CF3 was particularly effective in
oxygen production and the phototherapeutic index, while
CHF2-substituted complexes emerged as top photosensitizers.
These complexes exhibit moderate DNA binding, likely
through intercalation. This interaction probably intensifies
under light, aided by singlet oxygen generation. To conclude,
the study reveals the importance of electron-based ligand
modifications in platinum complexes, shaping their photo-
physical traits and bioactivity, and hinting at innovative che-
motherapeutic and PDT drug designs.

Experimental section
General information

Solvents were purchased from commercial sources and dried
by distillation under a nitrogen atmosphere. Reagents 2,6-pyri-
dinedicarbonitrile, 4-chloropyridine-2,6-carbonitrile, N,N-diiso-
propylethylamine (DIPEA), 4-methylpyridine, 4-(trifluoro-
methyl)pyridine, 4-(difluoromethyl)pyridine, hydrazine
hydrate, p-toluoyl chloride, and trifluoroacetic acid were pur-
chased from commercial sources and used without further
purification. The [PtCl2(DMSO)2] precursor was prepared fol-
lowing the procedure described in the literature.43

Physical measurements

Infrared spectra were recorded on an FT-IR 520 Nicolet spectro-
photometer. 1H NMR (δ(TMS) = 0.0 ppm), 19F NMR (δ(CFCl3) =
0.0 ppm), and 31P NMR (δ(85% H3PO4) = 0.0 ppm) spectra were

Fig. 5 Absorption spectral titration experiment for complexes 1-CF3, 2-CF3, 3-CF3, and 4-CF3.
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obtained on Bruker 400 and Bruker 500 (Universitat de
Barcelona) instruments. High resolution electrospray mass
spectra (+) were recorded on a Fisons VG Quatro spectrometer
(Universitat de Barcelona). Absorption spectra were recorded
in a 2 mm or 4 mm quartz cuvette in DMSO on a Cary 5000
UV–Vis–NIR or Shimadzu UV-2450 spectrophotometer. The
emission spectra of the compounds in solution were recorded
in a fluorescence quartz cuvette of 2 mm or 4 mm length path
using a Horiba–Jobin–Yvon SPEX Nanolog spectrofluorimeter.
Emission quantum yields were determined with a Hamamatsu
Quantaurus QY absolute photoluminescence quantum yield
spectrometer C11347. Luminescence lifetimes were measured
on JYF-DELTAPRO-NL equipment upon excitation of the
samples with a 390 nm NanoLED and collecting the decays
through a band pass filter of 550 nm.

Singlet oxygen quantum yield measurements

Room-temperature singlet oxygen phosphorescence was
detected at 1270 nm with a Horiba Jobin Yvon SPEX Nanolog
spectrofluorometer (Universitat de Barcelona) using the
DSS-IGA020L detector. The use of a Schott RG 1000 filter was
essential to eliminate from the infrared signal all the first har-
monic contributions of sensitizer emission in the region below
850 nm. The singlet oxygen formation quantum yield was then
determined by direct measurement of phosphorescence at
1270 nm following irradiation of the aerated aqueous solution
of the samples. The samples were adjusted to an absorption of
nearly 1 concerning the excitation wavelength to increase the
sensitivity of the detection.

Theoretical calculations

The geometries of the complexes were fully optimized without
symmetry constraints at the CAM-B3LYP44/def2-TZVP45,46 level
of theory by means of the Gaussian-09 program.47 The basis
set includes scalar relativistic effects for Pt in the definition of
the ECPs.46 Solvent effects were taken into consideration using
the PCM method48 as implemented in the Gaussian-16
program.49 The TD-DFT calculations were computed using 20
excited states at the CAM-B3LYP(solvent = DMSO)/def2-TZVP
level of theory using the Gaussian-16 program.

Cell culture

The human lung carcinoma A549 cell line (from the ATCC,
USA) was cultured in high glucose Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10% fetal bovine serum
(FBS) as well as L-glutamine and penicillin/streptomycin at
37 °C under a humidified atmosphere of 95% air and 5% CO2.

Cell viability assays

Cell metabolic activity was analyzed by an MTT-reduction
assay to assess the A549 cell sensitivity to the complexes. Thus,
4000 cells (A549) per mL were seeded in flat-bottom 96-well
plates (100 µL per well) in complete medium and allowed to
attach for 24 h. A stock solution of the complexes was prepared
in 0.1 M DMSO. Subsequent dilutions of the different stock
solutions from the complexes using DMEM were prepared.

100 µL per well were added to the cells at concentrations
ranging from 0.2 to 50 µM (final concentration: 0.1% DMSO);
each concentration was performed in quadruplicate. After 1 h
or 24 h of incubation with the complexes, duplicates of each
concentration were irradiated with an LED lamp of 405 nm
with a light dose of 6.5 and 15.1 J m−2, respectively, for
10 min. The cells were cultured for a total of 72 h. 10 µL of
MTT (5 mg ml−1 in PBS) were added to each well and then
further 2 h incubation was allowed at 37 °C. Finally, after
removing the culture medium, DMSO (100 µL per well) was
added to dissolve the formazan crystals. A 96-well FLUOstar
Omega (BMG LABTECH) was used to determine the optical
density at 550 nm, and the IC50 was calculated. Each experi-
ment was repeated in at least three independent analyses.

DNA binding

The complexes were dissolved in DMSO and diluted with PBS
buffer (10 mM, pH = 7.4). The absorption spectra were
recorded in a fixed concentration of metal complexes (20 μM)
while gradually increasing the concentration of CT-DNA from
0 to 200 μM. To obtain the absorption spectra, the required
amount of CT-DNA was added to both the compound solution
and the reference solution to eliminate the absorbance of
CT-DNA itself. Each sample solution was allowed to equilibrate
for 5 min before the spectra were recorded with a Thermo
Scientific Evolution 6000. Using the absorption titration data,
the binding constant Kb was determined using the Wolfe–
Shimer equation:

½DNA�
εa � εfð Þ ¼

½DNA�
εa � εfð Þ þ

1
Kb εb � εfð Þ

where [DNA] is the concentration of CT-DNA, εa corresponds to
the extinction coefficient observed (Aobsd/[M]), εf corresponds
to the coefficient of the free compound, εb is the extinction
coefficient of the compound fully bound to CT-DNA, and Kb is
the intrinsic binding constant. The Kb value was given by the
ratio of the slope to the intercept in the plot of [DNA]/(εa − εf )
versus [DNA].

Synthesis and characterization

Synthesis of [Pt(L1)(PyCF3)], 1-CF3. 20 mg (0.30 mmol) of [Pt
(DMSO)L1] were suspended in 5 mL of dry acetonitrile under a
nitrogen atmosphere and under reflux. The suspension was
stirred for 10 minutes. Then, 4.42 mg (0.30 mmol) of 4-(tri-
fluoromethyl)pyridine were dissolved in 1 mL of acetonitrile
and added to the suspension. The reaction was stirred over-
night at 65 °C. All the volatiles were then evaporated under
vacuum to dryness and the crude product was dissolved in
2 mL of dry DCM and precipitated with an excess of dry
hexane. After filtration, a pale-yellow solid was obtained as the
final product (15.2 mg, 69% yield). 1H NMR (500 MHz, DMSO-
d6) δ = 8.88 (d, J = 5.7 Hz, 2H), 7.93 (dd, J = 7.6 Hz, 5H), 7.81
(d, J = 8.2 Hz, 2H), 7.72 (d, J = 5.1 Hz, 1H), 7.23 (dd, J = 7.8 Hz,
5H), 2.37–2.34 (m, 6H) ppm. 19F NMR (471 MHz, DMSO-d6) δ =
−63.5 (s, 3F) ppm. ESI (m/z): 733.1525 ([M + H+]+, calcd m/z
733.1527), 717.0160 ([M − CH3 + H+]+, calcd m/z 717.0257),
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694.0354 ([M − 2F + H+]+, calcd m/z 694.0521). IR (cm−1): ν =
3031 (C–Har), 2917 (C–H), 1615 (C–N), 1470 (CvC) 1183
(–CF3), 827 (Pt–N).

Synthesis of [Pt(L1)(PyCHF2)], 1-CHF2. A similar procedure
used for 1-CF3 was followed in the synthesis of 1-CHF2 but
using 4-(difluoromethyl)pyridine (3.88 mg) instead of 4-(tri-
fluoromethyl)pyridine. A pale-yellow solid was obtained after
filtration (9.3 mg, 44% yield). 1H NMR (500 MHz, CDCl3) δ =
10.07 (d, J = 6.5 Hz, 1H), 98.79 (d, J = 6.9 Hz, 5H), 8.04 (d, J =
5.2 Hz, 5H), 7.63 (s, 4H), 6.95–6.65 (m, 1H), 2.38 (s, 6H) ppm.
19F NMR (471 MHz, CDCl3) δ = −63.5 (s, 2F) ppm. ESI (m/z):
716.1624 ([M + H+]+, calcd m/z 716.1661), 666.1364 ([M + 2H+ −
CHF2]

+, calcd m/z 666.1363). IR (cm−1): ν = 3056 (C–Har), 2917
(C–H), 1615 (C–N), 1061 (C–F), 827 (Pt–N).

Synthesis of [Pt(L1)(PyCH3)], 1-CH3. A similar procedure
used for 1-CF3 was followed in the synthesis of 1-CH3 but
using 4-methylpyridine (2.76 mg) instead of 4-(trifluoromethyl)
pyridine. A pale-green solid was obtained after filtration
(12.3 mg, 60% yield). 1H NMR (400 MHz, DMSO-d6) δ = 8.33 (s,
4H), 7.97 (s, 3H), 7.24 (d, J = 11.9 Hz, 8H), 2.33 (d, J = 1.9 Hz,
9 H) ppm. ESI (m/z): 680.1833 ([M + H+]+, calcd m/z 680.1835).
IR (cm−1): ν = 3015 (C–Har), 2945 (C–H), 1615 (C–N), 1472
(CvC), 745 (Pt–N).

Synthesis of [Pt(L2)(PyCF3)], 2-CF3. A similar procedure used
for 1-CF3 was followed in the synthesis of 2-CF3 but using
[Pt(DMSO)L2] (4.20 mg) instead of [Pt(DMSO)L1]. A pale brown
solid was obtained after filtration (18.5 mg, 84% yield). 1H
NMR (500 MHz, CDCl3) δ = 10.38 (s, 2H), 9.48–8.81 (m, 1H),
8.29–7.92 (m, 1H), 7.93–7.76 (m, 5H), 7.42–7.26 (m, 5H), 2.38
(s, 6H) ppm. 19F NMR (471 MHz, CDCl3) δ = −63.9 (s, 3F) ppm.
ESI (m/z): 782.0509 ([M + NH4

+]+, calcd m/z 782.0512). IR
(cm−1): ν = 3062 (C–Har), 2923 (C–H), 1666 (C–N), 1137 (–CF3),
843 (Pt–N), 728 (C–Cl).

Synthesis of [Pt(L2)(PyCHF2)], 2-CHF2. A similar procedure
used for 2-CF3 was followed in the synthesis of 2-CHF2 but
using 4-(difluoromethyl)pyridine (3.69 mg) instead of 4-(tri-
fluoromethyl)pyridine. A pale-brown solid was obtained after
filtration (17.8 mg, 83% yield). 1H NMR (500 MHz, DMSO-d6)
δ = 8.88 (s, 4H), 8.26 (m 2H), 8.11 (d, J = 6.5 Hz, 1H), 7.96 (d,
J = 6.8 Hz, 1H), 7.90 (d, J = 6.8 Hz, 3H), 7.83–7.78 (m, 4H),
7.23–7.13 (m, 1H), 2.53 (s, 6H) ppm. 19F NMR (471 MHz,
DMSO-d6) δ = −63.4 (s, 2F) ppm. ESI (m/z): 764.0622 ([M +
NH4

+]+, calcd m/z 764.0627), 695.2037 ([M − CHF2 + H+]+, calcd
m/z 695.2039). IR (cm−1): 3002 (C–Har), 2920 (C–H), 1628 (C–
N), 1052 (C–F), 811 (Pt–N), 738 (C–Cl).

Synthesis of [Pt(L2)(PyCH3)], 2-CH3. A similar procedure
used for 2-CF3 was followed in the synthesis of 2-CH3 but
using 4-methylpyridine (3.69 mg) instead of 4-(trifluoromethyl)
pyridine. A pale-brown solid was obtained after filtration
(9.6 mg, 48% yield). 1H NMR (500 MHz, CDCl3) δ = 9.21 (s,
2H), 8.84–8.68 (m, 1H), 8.64–8.58 (m, 1H), 7.88–7.80 (m, 4H),
7.75 (d, J = 6.0 Hz, 1H), 7.34–7.37 (m, 4H), 7.26–7.15 (m, 1H),
2.50 (s, 6H), 2.48 (d, J = 15.0 Hz, 3H) ppm. ESI (m/z): 743.1697
([M + 2NH4

+]+, calcd m/z 743.1701). IR (cm−1): 3050 (C–Har),
2996 (C–H), 1625 (C–N), 1498 (CvC), 1429 (–CH3), 824 (Pt–N),
745 (C–Cl).

Synthesis of [Pt(L3)(PyCF3)], 3-CF3. A similar procedure used
for 1-CF3 was followed in the synthesis of 3-CF3 but using
[Pt(DMSO)L3] (4.73 mg) instead of [Pt(DMSO)L1]. A pale brown
solid was obtained after filtration (9.6 mg, 43% yield). 1H NMR
(500 MHz, DMSO-d6) δ = 8.89 (ddd, J = 4.4, 1.6, 0.7 Hz, 2H),
8.46–8.38 (m, 1H), 8.12 (d, J = 8.0 Hz, 1H), 7.91 (d, J = 7.9 Hz,
1H), 7.82–7.76 (m, 2H) ppm. 19F NMR (471 MHz, DMSO-d6)
δ −63.2 (s, 3F), −62.8 (s, 6F), ppm. ESI (m/z): 643.0023 ([M −
CF3 + Na+]+, calcd m/z 643.0026), 621.0198 ([M − CF3]

+, calcd
m/z 621.0201). IR (cm−1): ν = 3052 (C–Har), 2976 (C–H), 2495
(N–CH), 1654 (C–N), 1476 (CvC), 1154 (–CF3), 813 (Pt–N).

Synthesis of [Pt(L3)(PyCHF2)], 3-CHF2. A similar procedure
used for 3-CF3 was followed in the synthesis of 3-CHF2 but
using 4-(difluoromethyl)pyridine (4.15 mg) instead of 4-(tri-
fluoromethyl)pyridine. A pale brown solid was obtained after
filtration (12.5 mg, 58% yield). 1H NMR (500 MHz, CDCl3) δ =
9.98–9.92 (m, 2H), 8.08 (dd, J = 8.3, 7.7 Hz, 1H), 7.88 (d, J =
7.9 Hz, 3H), 7.82 (d, J = 6.1 Hz, 2H), 6.78 (t, J = 55.0 Hz, 1H)
ppm. 19F NMR (471 MHz, CDCl3) δ = −64.3 ppm (s, 9F). ESI
(m/z): 696.1039 ([M + Na+]+, calcd m/z 696.1041), 673.0448
([M + H+]+, calcd m/z 673.0457), 642.0040 ([M − CHF2 + Na+]+,
calcd m/z 642.0046), 621.0022 ([M − CHF2 + H+]+, calcd m/z
621.0029). IR (cm−1): 3074 (C–Har), 2940 (C–H), 2491 (N–CH),
1632 (C–N), 1160 (–CF3), 1005 (C–F), 824 (Pt–N).

Synthesis of [Pt(L3)(PyCH3)], 3-CH3. A similar procedure
used for 3-CF3 was followed in the synthesis of 3-CH3 but
using 4-methylpyridine (2.99 mg) instead of 4-(trifluoromethyl)
pyridine. A pale brown solid was obtained after filtration
(8.7 mg, 43% yield). 1H NMR (500 MHz, CDCl3) δ = 9.53–9.47
(m, 2H), 8.06 (t, J = 7.9 Hz, 1H), 7.87 (d, J = 7.9 Hz, 2H),
7.49–7.43 (m, 2H), 2.54 (s, 3H) ppm. 19F NMR (471 MHz,
CDCl3) δ = −64.3 (s, 6F) ppm. ESI (m/z): 659.1185 ([M + Na+]+,
calcd m/z 659.1181), 636.0648 ([M + H+]+, calcd m/z 636.0649).
IR (cm−1): ν = 3034 (C–Har), 2948 (C–H), 2372 (N–CH), 1634 (C–
N), 1125 (–CF3), 814 (Pt–N).

Synthesis of [Pt(L4)(PyCF3)], 4-CF3. A similar procedure used
for 1-CF3 was followed in the synthesis of 4-CF3 but using
[Pt(DMSO)L4] (4.48 mg) instead of [Pt(DMSO)L1]. A pale red
solid was obtained after filtration (9.4 mg, 42% yield). 1H NMR
(400 MHz, DMSO-d6) δ = 8.88 (d, J = 5.1 Hz, 1H), 8.75 (s, 1H),
8.21 (s, 2H), 8.11 (s, 1H), 7.79 (d, J = 5.2 Hz, 1H) ppm. 19F NMR
(376 MHz, DMSO-d6) δ = −62.8 (s, 6F), −63.1 (s, 3F) ppm. ESI
(m/z): 758.2189 ([M + Na+]+, calcd m/z 758.2198), 684.0234 ([M
− Cl]+, calcd m/z 684.0236). IR (cm−1): ν = 3088 (C–Har), 2958
(C–H), 1637 (C–N), 1318 (CvC), 1150 (–CF3), 833 (Pt–N), 789
(C–Cl).

Synthesis of [Pt(L4)(PyCHF2)], 4-CHF2. A similar procedure
used for 4-CF3 was followed in the synthesis of 4-CHF2 but
using 4-(difluoromethyl)pyridine (3.93 mg) instead of 4-(tri-
fluoromethyl)pyridine. A pale-yellow solid was obtained after
filtration (14.7 mg, 68% yield). 1H NMR (500 MHz, DMSO-d6)
δ = 8.76 (d, J = 5.8 Hz, 2H), 8.40 (s, 1H), 8.11 (s, 1H), 7.57 (d, J =
5.2 Hz, 2H), 7.26–6.93 (m, 1H) ppm. 19F NMR (471 MHz,
DMSO-d6) δ = −62.8 (s, 6F), −63.2 (s, 3F) ppm. ESI (m/z):
706.0069 ([M + H+]+, calcd m/z 706.0075), 677.9313 ([M − CHF2
+ Na+]+, calcd m/z 677.9364). IR (cm−1): 2998 (C–Har), 1618
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(C–N), 1448 (CvC), 1133 (–CF3), 1001 (C–F), 822 (Pt–N), 745
(C–Cl).

Synthesis of [Pt(L4)(PyCH3)], 4-CH3. A similar procedure
used for 3-CH3 was followed in the synthesis of 4-CH3 but
using 4-methylpyridine (2.84 mg) instead of 4-(trifluoromethyl)
pyridine. A pale-yellow solid was obtained after filtration
(9.5 mg, 47% yield). 1H NMR (500 MHz, CDCl3) δ = 9.51 (d, J =
6.1 Hz, 2H), 7.90 (s, 2H), 7.50–7.45 (m, 2H), 2.55 (s, 3H) ppm. 19F
NMR (471 MHz, CDCl3) δ = −64.3 (s, 6F) ppm. ESI (m/z): 636.0636
([M − Cl + H+]+, calcd m/z 636.0633), 568.4215 ([M − C6H7N +
H+]+, calcd m/z 568.4612). IR (cm−1): ν = 3088 (C–Har), 2948 (C–H),
2486 (N–CH), 1631 (C–N), 1121 (–CF3), 814 (Pt–N), 748 (C–Cl).
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