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Photodynamic therapy (PDT) is an emerging clinical tool that uses light as an agent unleashing cytotoxic
activity for treating cancer and other diseases, including those showing drug resistance. One of the main
areas of research to fully implement PDT as a real alternative to chemo or radiotherapy is the
development of improved photosensitizers (PSs). This work aims to contribute to the design of novel
PSs able to generate reactive oxygen species (ROS) upon activation with light within the biological
window (deep red or near-infrared region) while being non-toxic under dark conditions (heavy-atom-
free). For this, we have chosen BODIPY-based covalent dimers directly linked through their 3-position as
model structures. This molecular scaffold has been previously tested as a fluorescent probe to stain
cells, but not as a PS for ROS generation under red illumination. Using readily available synthetic
protocols, we have changed the steric hindrance around the linkage and added functional groups suited
to enhance targetable biorecognition and solubility in physiological media. The spectroscopic

Received 20th September 2024, characterization confirms that these dimers are photoactivated in a spectral window approaching

Accepted 13th December 2024 700 nm and display noticeable fluorescence signals beyond this wavelength, together with a notable
DOI: 10.1039/d4ma00951g generation of singlet oxygen. Encouraged by these photophysical signatures, we conducted in vitro trials

in cancer cells. These assays ratify the ability of most of the herein reported dimers to sensitize ROS and
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Introduction

Photodynamic therapy (PDT)' ™ is a minimally invasive alter-

native to the currently applied clinical protocols in oncology for
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induce cell death upon long-wavelength illumination.

the treatment of cancer and in biomedicine to kill bacteria,
especially in antimicrobial resistant diseases,”” one of the
main health challenges facing society, according to the World
Health Organization (WHO). PDT relies on the synergy of three
interplaying agents: light, photosensitizer (PS) and the presence
of oxygen in tissues (Fig. 1). While these components are
individually harmless, their combination triggers a cytotoxic
response able to kill cells. The use of light for therapeutic
purposes has been known since ancient times (phototherapy).
Nevertheless, the concept of PDT emerged in the past century
when light was combined with PS reagents.®*° Initially, PDT
was tested to treat some skin, breast and lung carcinomas,
using mainly porphyrin-based derivatives as PSs."" In recent
years, PDT has gained renewed interest as a real alternative to
the existing harsh and non-selective oncological treatments
without surgery, based on chemotherapy (delivery of drug
combinations) and radiotherapy. These traditional approaches
often have severe side effects on humans, whereas PDT enables
a more targeted treatment in specific cellular areas owing to
light-driven selective sensitization in target tissues. A crucial
discovery for the resurgence of PDT was the recognition of
the role of oxygen in the therapeutic activity.">* Upon light
exposure, the PS generates reactive oxygen species (ROS), like

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 Photochemical mechanisms involved in PDT for light-driven ROS
generation.

singlet oxygen (*0,)"° or other oxygen-based radicals and ions,
from tissue oxygen (Fig. 1). These photoinduced cytotoxic ROS
are ultimately responsible for causing cell death via apoptosis
16718 poreover, the formation of ROS from the PS is
also unravelled and two alternative mechanisms are proposed
(Fig. 1)."° On the one hand, the Type 1> mechanism involves
electron transfer between a substrate and the excited PS, leading to
the formation of radicals and ions capable of reacting with oxygen
and generating ROS (like superoxide radical ions or hydroxide
radicals). On the other hand, the Type II*' mechanism involves 'O,
generation after energy transfer from the excited triplet state of the
PS to surrounding oxygen (*0,).

Despite its promise, several hurdles remain unsolved before
PDT can be fully integrated into clinical practice. A major
challenge lies in designing improved PSs. Currently, clinically
approved PSs hold some drawbacks related to their biophotonic
performance, tedious and complex synthetic access, and lim-
ited options for post-functionalization.>>** An ideal PS should
meet several key signatures. First, it should selectively accu-
mulate in target cells or tissues and be activated by long-
wavelength light to ensure deep penetration of light into
tissues, selective excitation and minimal damage to healthy
cells. In this regard, it should absorb efficiently the incoming
light to use low irradiation doses and avoid skin photodamage.
Besides, it should be photostable (resistant to light-induced
degradation) to endure long lasting and repetitive irradiation
doses, biocompatible (not harmful to living tissues) to avoid
non-desired accumulations, and exhibit low dark toxicity
(not toxic in the absence of light). Ideally, the PS should only
generate ROS upon illumination and in a region limited to the
vicinity of the target cells. Finally, it should be easily eliminated
from the body after finishing the PDT treatment.

Many of the hitherto reported PSs are organic owing to their
light weight, small size, biocompatibility and ease of proces-
sing. Related to this property, BODIPY dyes have aroused as an
attractive molecular scaffold to develop PSs susceptible to fulfil
the above mentioned requirements (Fig. 2).>*® Indeed, the
BODIPY molecular core can be readily tailored by workable and
accessible synthetic routes to add the required functionalities,
and thereby modulate at will their photophysical and biochem-
ical properties.”” In essence, pristine BODIPYs are highly
fluorescent and have a low triplet state population, but thanks

Or necrosis.
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Fig. 2 Representative model molecular structures of heavy-atom-free
BODIPY-based dimers with different linkage positions reported in the
bibliography.

to the rich chemistry of these dyes, they can be endowed with
high enough intersystem crossing (ISC),?® for instance anchor-
ing heavy atoms.?®* However, those PSs based in heavy-atom-
free BODIPYs are receiving more attention for PDT owing to
their lower cost, reduced dark toxicity, better photostability,
and longer triplet excited state lifetime than the halogenated
ones.’*' In heavy-atom-free PSs, the promotion of intra-
molecular charge transfer (ICT) mediates in the population of
the triplet state.>>?* This photoinduced process is called spin-
orbit charge transfer intersystem crossing (SOCT-ISC).>*"*° The
ICT operating under a symmetry-breaking mechanism (SBCT)
is an effective approach to endow such spin-orbit coupling
characteristic to the ICT and reach the triplet manifold, rather
than the typical electrostatic ICT in push-pull chromophores
bearing electron donors and acceptors. The SBCT is not driven
by electrostatic forces and can be induced by directly linking
two chromophores to promote an orthogonal arrangement
between them.*’° This short distance and geometrical
configuration in a weak coupling regime enable charge separa-
tion upon excitation, and the ensuing population of the triplet
manifold after charge recombination.*°

Directly and covalently linked BODIPY dimers are model
molecular architectures undergoing this kind of CT enabling
ISC (Fig. 2).*" In fact, BODIPY dimerization is nowadays in the
spotlight as a successful strategy to render heavy-atom-free
PSs.**3*1*? Most of them involve linkage through at least one
meso position of the BODIPY core (the most tested junctions are
3-8’ and 2-8’), owing to the high sensitivity of this position to
the substituent stereoelectronic properties (Fig. 2).**** How-
ever, although these PSs effectively generate ROS, they cannot
be photoactivated at long wavelengths. The sterical hindrance-
induced orthogonal disposition of the BODIPYs enhances the
required SBCT for ISC promotion, but at the same time, it
prevents electronic coupling between the BODIPYs. Thus, the
light absorption of the dimers matches that of the corres-
ponding single BODIPY building block. Trying to shift the
absorption of the heavy-atom-free BODIPY dimers to the red
edge, other linkage positions were tested in BODIPY dimers.*®
In this regard, the 3-3’ junction®®*” has been highlighted as an
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Fig. 3 Molecular structures of compounds 1-7.

ideal linkage to develop long wavelength-emitting dimers as
fluorescent probes able to stain lysosomes and track them by
bioimaging.*® Nonetheless, the workability of this kind of long
wavelength dimers applied for PDT has not been tested yet. The
only precedent of the ability of directly linked 3-3’ dimers to
generate 'O, involves sterically hindered derivatives (peralky-
lated BODIPY chromophores). However, this generation occurs
under short wavelength irradiation (standard green light exci-
tation of the BODIPY), owing to the orthogonal disposition of
the BODIPY enabling triplet state population but hampering
electronic coupling.*®

Motivated by these pioneer findings, we became interested in
ascertaining whether this kind of 3,3’-BODIPY dimers could be
suitable as heavy-atom-free PSs photoactivated under red illumina-
tion. To this aim, we have synthesized a series of these dimers
(1,”® 2-7, in Fig. 3). On the one hand, the dimers were labelled with
functional groups, such as ester moieties, which resemble fatty
acid chains found in lipids,®® aiming to improve the specific
recognition of cellular targets or sulfonate moieties to improve
solubility.”* On the other hand, we varied the steric hindrance
around the linkage positions by introducing bulky groups (methyls
or bromines) at nearby positions (2 and 6). This allowed us to
study the impact of the geometrical arrangement of the chromo-
phoric subunits in the spectral shift and the feasibility of ISC
population mediated by ICT. Both features are key photophysical
properties in PSs because they trigger the irradiation wavelength
for photoactivation and ROS generation, respectively. Moreover, we
conducted computationally aided photophysical characterization
that provides valuable information about the relationship between
the molecular structure and photophysical properties. We have
especially focused on the evaluation of competitive processes like
fluorescence and singlet oxygen generation. Finally, we carried out
in vitro assays to assess the viability of these PSs for specific
staining of cellular targets (like lysosomes and lipid droplets) by
bioimaging and their ability to generate ROS under selective long
wavelength irradiation in cancer cells.

Results and discussion
Synthesis

Scheme 1 outlines the chemical steps for the synthesis of
the targeted 3-3’ BODIPY dimers. For the preparation of the
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Scheme 1 Synthesis of dimers 2—7. Conditions: (i) Me,Zn (molar ratio 1:5),
PdCl(PPhz),, toluene anh., rt, 1 h; (i) BrZn(CH,)sCO,Et (molar ratio 1:2),
PdCly(PPhs),, toluene anh., rt, 1 h; (i) BrZn(CH,)sCO,Et (molar ratio 1:6),
PdCl(PPhz),, toluene anh., rt, 1 h; (iv) NBS (molar ratio 1:6), DCM anh,, rt,
24 h; (v) MeyZn, toluene anh., PACLy(PPhs),/X-Phos, rt, 24 h; (vi) MESNA (molar
ratio 1:10), NaHCOgz, THF/H0, rt, 4 h.

bis-methylated analogue 2, the previously reported BODIPY
dimer 1*® was treated with excess dimethyl zinc in the presence
of PACl,(PPh;), to afford 2 in high yield. A similar Negishi
coupling of 1 with 2 or 6 equivalents of 6-ethoxy-6-oxohexyl zinc
bromide rendered the corresponding derivatives 3 and 4,
respectively, both in good yields. Subsequently, the selective
bromination of the disubstituted derivative 4 at the 2 and 6
positions with N-bromosuccinimide (NBS) in dichloromethane
(DCM) led to the tetrabromide derivative 5 in a moderate yield.
Afterwards, the polyalkylated derivative 6 was obtained through
the straightforward Negishi coupling of 5 with dimethylzinc
and PdCl,(PPh;),/X-Phos as the catalytic system. Finally, the
substitution of chlorine of 1 with sodium 2-mercaptoethane-
sulfonate (MESNA) afforded the target compound 7, with
improved solubility, in a 66% yield (Scheme 1). See the ESIt
for more details about the synthetic procedure.

All the new compounds were fully characterized by "H-NMR,
BC-NMR, IR and high-resolution mass spectrometry (HRMS)
(see the ESIt). Dimer 2 has similar NMR spectra to that of the
previously reported dimer 1*® (Fig. S1 and S2 in the ESIf). The
signals at 6 = 2.65 in "H-NMR spectra and J = 15.6 in ">C-NMR
spectra are due to the two a-pyrrolic methyl groups. The ester
moieties in dimers 3, 4, 5 and 6 lead to a quartet signal at
d ~ 4.1, corresponding to the CH, group bound to oxygen, and
five signals of methylene groups of the alkyl chain in "H-NMR
spectra (Fig. S3, S5, S7 and S9 in the ESIf). The CH; of ester
moieties appears as a triplet at 6 ~ 1.2. The ">*C-NMR spectra
show a signal at 6 ~ 173.9 (Fig. S4, S6, S8 and S10 in the ESI¥),
characteristic of the alkoxycarbonyl group. In dimer 5, the 2,6-
bromines induce a slight separation of the protons (6 = 6.97
and 6.96) and methyls (0 = 2.21 and 2.15) of the mesityl ring in
the "H-NMR spectrum (Fig. S7 in the ESIf). The same effect
is observed in "*C-NMR spectra (6 = 128.5 and 128.4 for the

© 2025 The Author(s). Published by the Royal Society of Chemistry
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protons and ¢ = 20.5 and 20.3 for the CH3). Additionally, two
C-Br signals appear at 6 = 111.7 and 109.5 (Fig. S8 in the ESIT).
In the "H-NMR spectrum of dimer 6 (Fig. S9 in ESIY), the signals
of the mesityl group are also split (protons J = 6.97 and 6.96,
and methyls § = 2.22 and 2.15). The "*C-NMR spectrum shows
these signals at 6 = 128.1, 128.0, 20.6 and 20.3 ppm (Fig. S10 in
the ESIT). In addition, there are two signals at J = 1.95 and 1.88
in the "H-NMR spectrum; § = 11.42 and 11.38 in the *C-NMR
spectrum, corresponding to the four 2,6-methyls. Finally,
the presence of the x-MESNA group (7) provides a 'H-NMR
spectrum analogous to dimer 1,*® but with two additional
signals (at 6 = 3.50 and 3.20 as multiplets in the 'H-NMR
spectrum and J = 52.3 and 28.3 in the *C-NMR spectrum,
Fig. S11 and S12 in the ESIt) from the methylenes adjacent to
the sulfur atoms.

Photophysical properties

The less constrained (unsubstituted at neighbour positions 2
and 6) 3-3’ dimers 1,*® 2-4 and 7 share similar spectroscopic
signatures. Regardless of the attached specific chemical group
(chlorine and/or polymethylene chains with end ester groups)
at the opposite position (5) of the linkage for dimerization,
dimers 1-4 display broad absorption bands but sharp and
structured fluorescence bands at the red edge of the visible
spectrum (at around 670-685 nm and 720-730 nm, respectively,
Fig. 4). These spectral bands are strongly red-shifted relative
to the 8-mesityl BODIPY subunit and show enhanced Stokes
shifts (up to two times larger, Table S1 in the ESIt). More
pronounced bathochromic shifts are achieved upon attach-
ment of the sulphur group, bearing an aliphatic chain contain-
ing end anionic sulfonate, at the said chromophoric 5 position
(7). Indeed, both absorption and emission reach the near-
infrared region (NIR, in particular at 720 nm and 770 nm,
respectively, Fig. 4) owing to the resonant effect of sulphur with
the dipyrrine. The location of the spectral bands in the red-NIR
region suggests a strong electronic coupling between the two
BODIPY subunits through the 3-3’ junction. Indeed, the com-
putationally optimized geometries feature a torsion dihedral
angle between the dipyrrine planes of 40°. This twist enables a

HOMO HOMO-1 500 600 700 800 900
Wavelength (nm)

Fig. 4 Normalized absorption (thin line) and fluorescence (thick line)
spectra of representative 3—-3’ BODIPY dimers 2 and 7 (dye concentration
2 uM) in acetonitrile to highlight the photoactive spectral region covered
with these dimers. The corresponding HOMO and LUMO contour maps of
representative dimer 2 are also included. The rest of spectra in more
solvents and for the other dimers are collected in Fig. S19-S21 in the ESI.¥
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resonant interaction between the chromophoric electronic clouds.
In fact, the frontier contour maps involved in the electronic
transitions are spread across both BODIPY subunits (Fig. 4).
These dimers 1-4 yield high fluorescence efficiencies in the
far red-NIR region (around 50-55%), with low sensibility to
the solvent polarity, and monoexponential decay curves with
lifetimes around 3 ns (Table 1 and Table S1 in the ESIf). The
fluorescence efficiency of dimer 7 is lower (not higher than
20%, Table 1) likely due to the higher internal conversion
at such long wavelengths, according to the energy gap law.
In agreement with this enhancement of non-radiative deactiva-
tion (Table S1 in the ESIT), the fluorescence lifetime also
decreases to 1.5 ns (Table 1). The low influence of the solvent
polarity on the fluorescence response suggests that the non-
orthogonal arrangement of the BODIPY is not suitable to
induce ICT, and hence the ISC should be also hindered. Despite
this, all these 3-3’ dimers are able to generate a gentle amount
of singlet oxygen (around 10-18%), reaching a remarkable 28%
in the methylated dimer 2 (Table 1). Red-emitting dimer 7 is
not soluble in chloroform and dissolves only in polar/protic
media where the singlet oxygen lifetime decays faster, hamper-
ing the spectroscopic detection of its phosphorescence emis-
sion at 1275 nm.>” This is why its 'O, generation efficiency
(18% in Table 1) was recorded in deuterated methanol to
extend 'O, lifetime and allow the detection of its emission for
quantification.”® Therefore, the 'O, generation efficiency of
these 3-3’ dimers should be enough to promote PDT action.
These results were somehow unexpected. In previously reported
BODIPY dimers involving the meso position, the perpendicular
arrangement of the chromophore was crucial to enable SBCT and
populate the SOC-ISC to reach the triplet manifold and generate
'0,. However, in our 3-3' dimers, the disposition of the BODIPYs
is no longer perpendicular and the torsional angle allows an
electron coupling between them. This interaction shifts the spectra
deep into the biological window, showing notable fluorescence
efficiency together with reasonable 'O, generation efficiency.

Table 1 Photophysical properties of the 3—-3’ BODIPY dimers in diluted
solutions (2 uM) of chloroform. Full data in more solvents are collected in
Table S1 of the ESI

j-ab Emax j-fl 1

(nm) (10*M 'em™") (nm) Py (ns) N
18 6745 5.4 720.5 0.57 3.23 0.11
2 686.0 5.4 731.5 0.51 2.91 0.28
3 685.5 3.8 726.0 0.49 3.05 0.14
4 681.0 5.2 724.5 0.55 3.33 0.10
5 575.0 8.0 676.5 0.03 0.18 0.97

(91%)-0.35 (9%)

501.5 10.7
6 575.0 3.5 676.0 0.61 3.66 0.29

4975 3.0
7° 723.0 6.3 773.0 0.14 1.33 0.18

“ Data obtained under our experimental conditions. ” Photophysical
data in ethanol and singlet oxygen generation value in deuterated
methanol (not soluble in chloroform).Absorption (/,) and fluorescence
(4n) wavelength, molar absorption at the maximum wavelength (emay),
fluorescence quantum yield (®4) and lifetime (tg), and singlet oxygen
generation quantum yield (@,).
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These findings pave the way for the implementation of these
3-3' dimers as PSs activated upon red-NIR illumination without
inducing ICT processes, which usually are detrimental for the
fluorescence response. Likely, the electronic redistribution
promoted by the resonant interaction between the 3-3’ linked
BODIPYs cores enhances the ISC and generates 'O,, while still
allowing for a remarkable fluorescence response.

These astonishing findings prompted us to ascertain the
impact of the twist angle between the chromophores on ICT
probability and evaluate its influence on fluorescence and
singlet oxygen generation. To this aim, and taking as reference
dimer 4, we inserted bulky bromines (5) and methyls (6) in the
positions 2 and 6 of both BODIPY subunits. As a result of the
induced steric hindrance around the linkage position, both
chromophores are forced to adopt a perpendicular disposition
(dihedral angle almost 90°, Fig. 5). This geometrical arrange-
ment has a clear impact on the photophysics of the dimers
(Table 1). The absorption spectral profile of these constrained
dimers 5 and 6 features two clearly distinguishable and sizable
peaks (Fig. 5): long wavelength absorption (at around 575 nm),
hypsochromically shifted to the parent dimer 4, and short
wavelength absorption (at around 500 nm), matching that
expected for isolated 8-mesityl BODIPY. The perpendicular
disposition of the BODIPYs hampers the resonant interaction
between them in dimers 5 and 6 (Fig. 5). Thus, each BODIPY
retains its own electronic identity (short wavelength absorp-
tion), and just a partial electronic coupling is feasible, leading

Molar absorption (10* M-'ecm™)

0
400 500 600 700 800
Wavelength (nm)

Fig. 5 Absorption and normalized fluorescence (dashed) spectra of 3-3'
BODIPY dimer 4 and its corresponding constrained brominated (5) and
methylated (6) derivatives in chloroform (dye concentration 2 uM). The
corresponding ground optimized geometries are also appended, high-
lighting the torsional angles between the chromophoric planes. The
corresponding spectra in more solvents are recorded as shown in
Fig. S20 and S21 of the ESL+
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to long wavelength absorption. However, this peak is not as red-
shifted as in the unconstrained dimer 4, where the resonant
interaction is not hindered. Note that the chromophoric 3
position is very sensitive to the substituent effect, and hence
aromatic moieties grafted at such positions are able to cause
pronounced spectral shifts.>® On the other hand, the fluores-
cence profile of constrained dimers 5 and 6 displays a single
broad band (at around 675 nm), without the vibrational
resolution of the less constrained dimer 4. This band is also
hypsochromically shifted relative to the unconstrained dimer 4
(Fig. 5). The absence of dual emission (in contrast to the
registered dual absorption) can be explained by intramolecular
excitation energy transfer from the BODIPY alone to the entity
formed by the partially electronic interaction of the BODIPYs.
Indeed, the same emission spectra are recorded regardless of
the excited absorption band.

The fluorescence response of the methylated dimer 6 is
affected by the solvent polarity, dropping from around 60%
in non-polar solvents to 23% in polar solvents (Table S1 in the
ESIT). This is accompanied by faster fluorescence lifetimes in
polar solvents (from around 3.5 ns down to 1.7 ns, Table S1 in
the ESIT). This trend suggests that the perpendicular arrange-
ment of the chromophores allows SBCT to occur more readily,
especially in polar media. Indeed, the fluorescence band shows
positive solvatochromism, in contrast to the negative one
recorded for the rest of the dimers (typical behaviour of BODIPYs,
Fig. $19-S21 in the ESIt). Additionally, the Stokes shift enlarges to
3000 cm™ " in polar media (Table S1 in the ESIf). As a conse-
quence, the ISC is more feasible and the 'O, generation efficiency
increases almost three times with regard to the parent dimer 4
(from 10% to 29%, Table 1). In line with this finding, the
brominated dimer 5 is the most efficient '0, PS (97% in
Table 1) among the herein tested dimers. This value is not only
a consequence of the orthogonality-induced higher SBCT prob-
ability but also a consequence of the heavy-atom effect of bromine.
The synergy of both factors enhances the ISC pathway, as evi-
denced by the almost complete loss of fluorescent signal (just 3%
for dimer 5, Table 1).

Therefore, the unconstrained 3-3’ dimers stand out as
promising PSs for ROS generation upon long wavelength (red-
NIR) irradiation in preclinical trials directed to PDT. Note that
in prior reported studies, this possibility was not considered,
and the in vitro assays were focused just on their performance
as fluorescent probes for the tracking of lysosomes within cells,
neglecting their potential for PDT.*®

In vitro PDT experiments

The phototoxic capacity of dimers 1-7 was evaluated in human
melanoma SK-Mel-103 cells and cell proliferation was mea-
sured with the WST-1 reagent (Fig. 6). SK-Mel-103 cells were
treated for 24 h with increasing concentrations of each of the
dimers, ranging from the minimum concentration of 0.25 uM
to the maximum concentration of 50 uM. Then, cells were
irradiated for 30 min with a 36 W LED source at 10 cm using a
red filter that only allows the passage of wavelengths 1 >
500 nm (16 mW cm ™ ? light dose, see the ESI} for more details).

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 6 Photocytotoxic assay in SK-Mel-103 cancer cells of 1 (A), 2 (B), 3 (C), 4 (D), 5 (E), 6 (F) and 7 (G). Cells were treated with increasing concentrations
of each of the compounds within the range of 0.05 pM to 50 uM for 24 h before irradiation with visible light (2 > 475 nm) for 30 min. DMSO refers to the
control cells exclusively treated with the maximum concentration of DMSO (1%). Cell viability was determined 24 h after the irradiation step with
the WST-1 reagent. Values are expressed as mean + SEM, and statistical significance was assessed by one-way ANOVA (n > 3). *p-value < 0.05;

**p-value < 0.01; ***p-value < 0.001 and ****p-value < 0.0001.

After irradiation, cells were incubated under dark conditions
for 24 h and cell viability was measured.

Cell viability assays show that dimers 4 and 6, despite having
the ability to generate 'O, (Table 1), are not capable of inducing
cell death upon irradiation in vitro. In contrast, dimers 1-3,
5 and 7 induced a concentration-dependent reduction in cell
viability upon cell irradiation. This reduction in the percentage
of cell viability agrees with the results obtained in the singlet
oxygen generation analysis because all the compounds have a
@, > 0 (Table 1). All of them exhibit higher efficiency in killing
irradiated SK-Mel-103 cells compared to the non-irradiated
control (dark control). The formation of ROS in cells under
both light and dark conditions will be analysed later on
(vide infra).

© 2025 The Author(s). Published by the Royal Society of Chemistry

To quantify the effectiveness of dimers 1-3, 5 and 7 in killing
cells, the ECs, values (see the ESIT for details) were calculated
from the sigmoidal fitting of the concentration-cell viability
curves (Fig. S22 in the ESIf). Dimers 2, 5 and 7 exhibited the
strongest phototoxic ability with EC5, values of 0.75 + 0.18 uM,
0.86 &+ 0.22 uM and 2.39 + 0.14 puM, respectively. In contrast,
dimers 1 and 3 were less effective with EC;, values of 7.94 +
1.38 uM and 5.16 =+ 0.81 puM, respectively. It must be mentioned
that there is not a direct correlation between the highest values
of singlet oxygen formation with a greater phototoxic capacity
of the dimers. This finding suggests that other factors besides
singlet oxygen generation, such as generation of another type
of ROS in the cells, or the PSs’ ability to be internalized in
cells, must also play a role in their capability to kill cells by
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photoactivation. To monitor the cellular uptake (vide infra), we
have selected the smallest dimer (2) and the functionalized
dimers for enhanced biorecognition (4) and solubility (7)
because all of them retain a reasonably high fluorescence
efficiency to be tracked by bioimaging (Table 1).

Organelle distribution of 2, 4 and 7

In this section, we studied the internalization of 2, 4 and 7
photoactivatable dimers and their intracellular distribution
because the intracellular localization of the photosensitizer
also affects the efficiency of apoptosis induction by PDT. The
dimers studied show a punctate cytoplasmic distribution in
SK-Mel-103 cells after 24 h of incubation (Fig. 7), indicating that
these compounds are efficiently internalized by melanoma

A Tracker 3-3’(BDP)-2 Merge Zoom

... ‘

Tracker 3-3'(BDP)-7

Tracker 3-3'(BDP)-4 Merge

Fig. 7 Subcellular co-localization of 2 (A B) and 4 (C) in SK-Mel-103
following 24 h of incubation with 5 um, 10 pM and 10 pM, respectively, and
stained with Hoechst 33342 (blue) and green trackers: PM546 (lipid
droplets, up) and LysoTracker (lysosomes, down). Images were acquired
using the confocal microscope Leica TCS SP8 HyVolution Il. Dimers 2,
4 and 7 were excited at 562 nm and the emission was collected at
640-780 nm. Green trackers were excited at 488 and the emission was
collected at 490-530 nm. Scale bar 20 um, R: Pearson’s correlation
coefficient.
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cells. Afterwards, we studied in more detail whether the lack
of cytotoxic activity of compound 4 is due to a low cellular
uptake and accumulation, and therefore, its anti-tumor effi-
ciency. As can be seen in the confocal images in Fig. S23 in the
ESI, T PS agents 4 and 7 are able to cross the cell membrane and
accumulate in the intracellular compartment in the same way.
Therefore, the inability of agent 4 to induce cell death must be
due to some other reason rather than a poor diffusion and
accumulation inside the cells. It should also be noted that the
type of PS, the type of cancer cell and the intracellular localiza-
tion of the PS are crucial to effectively induce apoptosis by PDT.
This is because ROS have extremely short diffusion distance
within cells (<50 nm),>® so that PSs generally need to be
localized in close proximity to the target structure to increase
the cytotoxic efficiency.

To this end, a co-localization analysis of each of the dimers
was carried out using the green subcellular markers Lyso-
Tracker (for lysosomes, LDs) and BODIPY dye PM546 (for
LDs) and the Pearson’s correlation coefficient (R) was calcu-
lated based on a pixel-by-pixel based analysis. Fig. 7 shows the
subcellular co-localization of 2 (A) and 7 (B) in SK-Mel-103
stained with nuclei (blue) and organelle markers (green). The
red emission of 2 and 7 does not co-localize either in lysosomes
or in LDs with a R lower than 0.7. Therefore, we can conclude
that there is no preferential accumulation of these dimers in
these intracellular structures. In contrast, 4 shows a greater co-
localization of the fluorescent signal with the lysosome marker
and to a lesser extent with the LDs, with R values of 0.72 and
0.68, respectively (Fig. 7C). Therefore, dimer 4, despite not
being a theragnostic agent, shows a greater preference than
the other compounds tested in this study for accumulating in
cellular structures. This is likely due to the grafted ester
moieties, which makes it an interesting candidate as a fluores-
cence bioimaging probe.

For that reason, we can conclude that the cytotoxic capacity
of compounds 2 and 7 compared to non-cytotoxic compound 4
may be due to other factors not associated with its intracellular
location and cellular uptake. Therefore, these differences could
be due to the type of cells treated and the biochemical char-
acteristics of the PS, which affect its pharmacokinetic proper-
ties, amphiphilicity and the capacity to trigger pro- or anti-
death signalling pathways upon light exposure.

ROS generation in cells

We evaluated the generation of ROS upon irradiation (4 >
500 nm) in cells treated with compound 7, bearing anionic
sulfonates for enhanced stability in the physiological media. It
was able to induce cell death at low concentrations (ECs, 2.39
0.14 uM). To check this behaviour unambiguously, cells were
incubated with the ROS detection reagent CM-H2DCFDA green,
which becomes fluorescent when it reacts with ROS.*® Fig. 8
shows that the fluorescence intensity of the CM-H2DCFDA
marker increases in the cells treated with 10 uM of dimer 7
and irradiated for 30 min, compared with the dark controls
(without irradiation) and cells untreated (light alone). This
result supports that dimer 7 is capable of efficiently producing

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 8 Determination of ROS generation in SK-Mel-103 cells after PDT
treatment with 7. (A) and (B) Confocal images of SK-Mel-103 cells
incubated with 10 uM of 7 during 24 h and irradiated with visible light
(A > 500 nm) (B) for 30 min, compared to control cells maintained in the
dark (A). Cells were incubated with 2 mg mL™ Hoechst 33342 (blue) and
500 nM CM-H2DCFDA probe (green). Scale bar 20 mm. (C) Quantification
of mean fluorescence intensity from confocal images of SK-Mel-103
cells incubated with 10 uM of 7 during 24 h and irradiated with visible
light (2 > 500 nm) for 30 min, compared to control cells maintained in the
dark. Values are expressed as mean + SEM, and statistical significance was
assessed using the two-tailed Student's t-test (n = 3). ****p-value <
0.0001.

ROS (such as '0,, see Table 1) in cells and thus inducing their
death when activated by light.

Conclusions

The herein conducted study brings BODIPY-based 3-3" dimers
to the spotlight as a molecular scaffold with multifunctional
potential for biophotonics. These dimers are activated within

© 2025 The Author(s). Published by the Royal Society of Chemistry
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the biological window for deep tissue penetration owing to
their absorption bands placed in the far red spectral region
(close to 700 nm). Besides, they display bright near-infrared
fluorescence signals (around 730-770 nm), enabling easier
detection within cells by bioimaging. One of the main novel
outcomes is that some of them can generate ROS and induce
cell death, without the need for heavy atoms or steric hindrance
to promote charge transfer processes, as seen in the rest of the
related BODIPY-based dimers. Therefore, this molecular design
fulfils many of the requirements for an ideal photosensitizer
in photodynamic therapy. The in vitro assays in cancer cells
validate the photophysical properties because most of
these dimers decrease cell viability owing to the induction of
ROS-mediated cell death selectively under long wavelength
irradiation. Moreover, upon proper functionalization for bio-
recognition, selected dimers accumulate preferably in lyso-
somes and to a lesser extent in lipid droplets, as evidenced by
bioimaging. Therefore, this remarkable synthetic accessibility
and easy adaptability through workable chemistry, together
with the inherent chemical robustness and photochemical
stability of the BODIPY core, envisage that this kind of BODIPY-
based PS should have a superior behaviour compared to
porphyrin-based photosensitizers (such as chlorine e6, absorbing
and emitting in a similar spectral window) in practical PDT
applications.

As a future prospect and considering that there are
free chromophoric positions amenable to further functionali-
zation in these dimers, we aim to decorate them with the
required moieties enabling a more specific targetable
staining of cells. We believe that in this way it might be
possible to design a fluorescent photosensitizer for
bioimaging-guided PDT, selectively activated with deep red
light. By combining these functionalities in a single molecule,
we envision meeting the requested criteria for an ideal PS for
clinical use.
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