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Cancer remains a leading cause of death worldwide despite advances in technology and therapeutics.
Lipid droplets (LDs) have recently emerged as promising cancer biomarkers, as cancer cells typically exhibit
a higher abundance and viscosity of LDs than normal cells. This has driven interest in developing small-
molecule activatable fluorescent probes that respond to microenvironmental cues. Unlike conventional
“always-on" probes, these systems enhance fluorescence response selectively in environments with altered
viscosity, polarity, pH, or temperature minimizing background noise and enabling precise tracking of
molecular processes within organelles. In this context, we have designed and synthesized two new
BODIPY-based molecular rotors for LD targeting. The key difference between the two probes lies in their
molecular conformation: compound 8 features tetramethyl groups on the indacene core, which
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significantly influence its optical properties. In contrast, compound 7 with more pronounced rotor
dynamics shows higher sensitivity to viscosity variations. The photophysical properties are supported by
DFT and TD-DFT calculations (B3LYP/6-31G(d,p), Gaussian 09W). Both probes demonstrate
cytotoxicity, good photostability, and excellent LD selectivity, allowing clear distinction between normal and
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1. Introduction

Globally, cancer poses a critical health challenge and continues
to impede progress in life expectancy, with almost 10 million
cancer-related deaths in 2020."* Despite significant advance-
ments in medicine, early and accurate detection of cancer
remains a major hurdle. Traditional diagnostic tools such as
X-ray, magnetic resonance imaging (MRI), positron emission
tomography (PET), and ultrasound are widely used but are often
effective only at later stages of tumor development. Moreover,
these methods also suffer from limitations, including exposure
to harmful radiation, high costs, and low sensitivity. In recent
years, fluorescence imaging has gained attention as a promising
alternative, offering high specificity, real-time visualization, and
minimal invasiveness, with strong potential for early detection
of cancer cells.> However, the complexity and heterogenity of
cancer at the cellular level continue to challenge current diag-
nostic methods.

Recently, lipid droplets (LDs) have emerged as potential
cancer biomarkers due to their pivotal roles in metabolic
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pathways related to cancer cell proliferation, metastasis, progres-
sion, and chemoresistance.*® LDs are dynamic organelles
composed of a core of neutral lipids encapsulated in a phospho-
lipid monolayer embedded with specific proteins.”® Beyond
serving as lipid storage sites, LDs regulate key cellular processes
such as energy homeostasis, stress regulation, protein storage,
degradation, and trafficking.>® Furthermore, dysfunction of LDs
can result in diseases such as atherosclerosis, cardiovascular
diseases, fatty liver disease and cancer.®'® Cancer cells typically
possess higher number and larger size of LDs to meet their
metabolic demands.®'* These characteristics provide a valuable
basis for distinguishing cancerous cells from normal -cells,
enabling early diagnosis and targeted therapy. Although several
LD-targeted fluorescent probes such as Nile red, BODIPY, and
flavone derivatives have been developed,>™® they often suffer
from drawbacks like poor selectivity, off-target staining, low
photostability, cytotoxicity, and high background fluorescence.
In recent years, small-molecule activatable fluorescent probes
responsive to the subcellular microenvironment have emerged as
powerful tools for biological imaging and disease diagnosis. This
is largely because many cellular processes are regulated by local
physicochemical factors, where even subtle changes can lead to
disease onset.’®** Among the various microenvironmental fac-
tors, viscosity plays a particularly crucial role. It governs key
cellular activities such as macromolecular diffusion, intracellular
transport, signal transduction, and metabolic waste removal.”* >
Aberrant changes in viscosity have been closely associated with
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the onset and progression of various diseases, including cancer,
neurodegenerative disorders, and metabolic syndromes. Despite
the development of several viscosity-sensitive rotors targeting
LDs,*® challenges still persist. These include interference from
other environmental parameters such as solvent polarity, tem-
perature, and pH, non-specific organelle targeting, poor photo-
stability, and limited accuracy in detecting viscosity changes
hinder the precise LD imaging.

Recently, our research focused on designing activatable
fluorophores that combine organelle specificity, viscosity sensi-
tivity, and synthetic accessibility. In our previous work, we
introduced BODIPY-cyanostilbene-based fluorophores featuring
a donor-acceptor (D-A) architecture and demonstrated their
ability to localize selectively to LDs and distinguish between
cancerous and non-cancerous cells.”” These molecules exhibited
favorable photophysical traits including high brightness, photo-
stability, and sensitivity to viscosity fluctuations. In the present
work, our focus is to (1) synthesize new D-A conjugated BODIPY-
cyanostilbene fluorophores functionalized with organelle-specific
targeting motifs; (2) explore the effect of structural modulations,
specifically via tetramethyl substitution on the indacene core;
and (3) evaluate the impact of these changes on the optical
properties and suitability for bioimaging applications. Here, we
tried to build on existing design by incorporating a morpholine
group commonly used for lysosomal targeting into two newly
synthesized BODIPY-cyanostilbene derivatives. Our findings
suggest that hydrophobicity of the target fluorophores rules
over the mildly alkaline nature of morpholine functionality,
leading to strong and selective accumulation of the probes to
LDs. These insights highlight the critical role of hydrophobicity
in organelle targeting and could serve as a valuable reference for
the future design of efficient organelle-specific probes. The two
probes differ in their substitution pattern at the BODIPY core,
with one containing sterically demanding tetramethyl groups on
the indacene moiety that modulate conformational rigidity and
influence the probe’s response to environmental viscosity.
Detailed spectroscopic analysis and live-cell imaging revealed
that both fluorophores exhibit excellent viscosity-dependent
fluorescence enhancement, minimal sensitivity to polarity or
pH variations, and strong LD specificity. Importantly, they also
demonstrate low cytotoxicity and robust imaging performance
in live cells, making them suitable candidates for distinguishing
two different types of cells.

2. Results and discussion
2.1 Synthesis and characterisation

In this study, we strategically designed and synthesized two
fluorescent probes by modifying the molecular conformation
through the incorporation of methyl groups on the indacene
unit as well as by integrating the organelle-specific functional
moiety into the fluorophore. The synthetic routes adopted to
synthesize the target fluorophores are shown in Scheme 1 and
the detailed synthetic procedure is described in the SI. To
summarize, the synthetic strategy involved a stepwise approach,

This journal is © The Royal Society of Chemistry and the Centre National de la Recherche Scientifique 2025

View Article Online

NJC

starting with the synthesis of precursors followed by Suzuki cross-
coupling reactions to achieve the desired products. The precur-
sors 1 and 2 were easily synthesized according to the reported
methods.”® Next, the Knoevenagel condensation reaction between
compound 2 and 4-bromo phenyl acetonitrile resulted in com-
pound 3, which was then subjected to a palladium-catalyzed
Suzuki-Miyaura cross-coupling reaction, leading to the formation
of compound 4 in good yields. Furthermore, the BODIPY core
precursors (compounds 5 and 6) were synthesized following the
reported procedure.' Initially, a trifluoroacetic acid (TFA)-catalyzed
condensation of 4-bromo benzaldehyde with the corresponding
pyrroles resulted in the formation of dipyrromethane intermedi-
ates, which were subjected to an oxidation reaction with DDQ (2,3-
dichloro-5,6-dicyano-1,4-benzoquinone) to form the respective
dipyrromethenes and subsequently these dipyrromethenes under-
went complexation with BF;-Et,0O in dichloromethane (DCM).
Finally, palladium-catalyzed Suzuki-Miyaura cross-coupling reac-
tions of compounds 5 and 6 with the aryl boronic ester (compound
4) resulted in the synthesis of our D-A conjugated morpholine
functionalized target fluorophores. All newly synthesized com-
pounds were thoroughly characterized using a range of advanced
analytical techniques such as "H NMR, *C NMR, ''B NMR, and "°F
NMR spectroscopies, as well as high-resolution mass spectrometry
(HRMS) to confirm their structure and purity.

2.2 Photophysical properties

To investigate the optical characteristics of fluorophores 7 and 8,
their UV-vis absorption and fluorescence spectra were recorded in
DCM. As presented in Fig. 1 and Fig. S18, both compounds exhibit
two main absorption bands spanning from 300 to 550 nm. The
absorption band near 350 nm is related to the n—n* transition of
the cyanostilbene unit, while the band around 500 nm originates
from the m-n* (S, — S;) transition of the BODIPY core. A more
detailed overview of these photophysical parameters is provided in
Table 1. Distinct spectral differences between the two compounds
point to structural influences on their electronic behavior. Com-
pound 7 displays a broadened absorption region between 450 and
480 nm, suggesting some degrees of interaction or overlap
between the cyanostilbene and BODIPY units, possibly due to
flexible molecular geometry.””*>*° In contrast, compound 8, bear-
ing bulky methyl substitutions on the indacene ring, shows well-
resolved and sharper absorption bands, implying weaker electro-
nic communication and a more orthogonal orientation between its
donor and acceptor units.>”*" Fluorescence studies with excitation
at 350 nm further distinguish the photophysical profiles of the two
probes. Compound 7 shows dual emission behavior: a sharp
emission band at 523 nm corresponding to the BODIPY core,
and a weaker, broader emission that originates from the cyanos-
tilbene unit. This dual emission reflects partial energy transfer,
likely due to the flexible meso-aryl rings that allow rotational
freedom, thus hindering optimal D-A alignment for efficient
transfer.””?> On the other hand, compound 8 exhibits a single,
intense emission peak at 515 nm, exclusively from the BODIPY
unit, with no detectable contribution from the cyanostilbene
donor. This clean emission profile suggests complete energy
transfer, facilitated by restricted intramolecular motion and better
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orbital alignment owing to steric constraints imposed by the
tetramethyl substitutions. The rigidity of compound 8 not only
enhances energy transfer efficiency but also suppresses non-
radiative decay pathways, resulting in higher fluorescence
intensity.””** Supporting these observations, the quantum yield

16916 | New J. Chem., 2025, 49, 16914-16924

Wavelength (nm)

(A) Normalized absorption (10 pM) and (B) normalized emission spectra of compounds 7 and 8 in DCM (2 puM, Aex = 350 nm).

of compound 8 is significantly higher than that of compound 7
(refer to Table 1). Additionally, the emission maximum of com-
pound 7 shows a slight red-shift compared to compound 8, a
feature that likely stems from increased electronic delocalization
due to greater planarity and conjugation in the absence of bulky

This journal is © The Royal Society of Chemistry and the Centre National de la Recherche Scientifique 2025
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Table 1 Photophysical data of compounds

Compounds Jabs (nm)/e (x10%) Jeem (NM) dF
7 358 (4), 433 (1.6), 499 (2) 432, 523 16 £ 1
8 356 (2.5), 500 (3.3) 515 55 & 2

“ Quantum yields are calculated using quinine sulfate (0.1 M in H,SO,,
&y = 57.7%) solution as reference and using the following formula ¢ =
¢r x I/Ig x Ap/A x n*/ng?, where ¢ is the quantum yield, I is the integral
area of the emission peak, 4 is the absorbance at Ay, and # is the
refractive index of the solvent.

substituents. These findings underscore the crucial role of mole-
cular design in tuning photophysical behavior. By carefully mod-
ulating conformational rigidity and the steric environment, one
can fine-tune energy transfer efficiency and fluorescence output,
paving the way for the development of highly responsive fluores-
cent systems.

2.3 Selectivity and competitive studies

Understanding how small-molecule fluorophores behave under
biologically relevant conditions is essential for their successful
application in cellular imaging. To this end, we evaluated the
optical responses of BODIPY-cyanostilbene derivatives (com-
pounds 7 and 8) across a broad range of solvent environments,
aiming to determine their sensitivity to polarity as shown in
Fig. 2 and Fig. S19 and S20 and Table S1. Initial spectroscopic
analysis revealed that both fluorophores display two primary
absorption features-one attributed to the cyanostilbene unit
(~350 nm) and another from the BODIPY core (~500 nm).
Notably, the absorption profiles remained unchanged across
solvents of varying polarity (from hexane to DMF), indicating

View Article Online
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that the ground-state electronic structure of these molecules is
largely unaffected by a solvent dielectric constant.>”** Emission
behavior, however, revealed subtle but clear distinctions. While the
emission maxima of both compounds were relatively consistent
across solvents, compound 7 exhibited noticeable changes in
emission intensity depending on the polarity of the medium. In
polar solvents, the cyanostilbene donor emission was quenched
significantly, implying an enhanced intramolecular energy transfer
to the BODIPY acceptor. In non-polar solvents, the donor emission
was more prominent, suggesting reduced energy transfer effi-
ciency. In contrast, compound 8 displayed a single dominant
emission band from the BODIPY unit, regardless of the solvent
environment, likely due to the restricted molecular motion
imposed by its tetramethyl-substituted core. Given the molecular
design of these probes, we next examined their response to
viscosity, a crucial parameter for mapping lipid-rich organelles
such as LDs. In a viscous glycerol medium, compound 7 showed
a marked increase in fluorescence intensity, consistent with mole-
cular rotor behavior where restricted intramolecular rotation sup-
presses non-radiative relaxation pathways. Compound 8, lacking
such flexibility, exhibited only marginal fluorescence enhancement,
confirming that structural rigidity hinders viscosity sensitivity.

To determine their biological specificity, both compounds
were tested in the presence of a wide spectrum of physiologi-
cally relevant ions, amino acids, and reactive species as illu-
strated in Fig. 2 and Fig. S21. These included metal ions (e.g.,
Fe*’, Zzn**, and Cu”"), small anions (e.g., NO,~ and HCO;"),
reactive oxygen/sulfur species (e.g., H,O,, GSH, and Cys), and
polar amino acids. Impressively, the fluorescence profiles of
both probes remained largely unaltered, suggesting excellent
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Fig. 2 Emission studies of compounds (A) 7 and (B) 8 in different solvent polarity. Emission spectra of compounds (C) 7 and (D) 8 in DMSO with various
competitive species (100 uM) (blank, Zn(OAc),, FeCls, Cu(OAc),, NaCl, KCl, CaCl,, K,CO3z, NaHCO3, NaNO,, Ser, Asn, Thr, Tyr, GSH, Cys, Hcy, OCL™, H,O,,
and glycerol). Emission studies of compounds (E) 7 and (F) 8 at different pH values and viscous media (DMSO and DMSO : glycerol = 1:1) (2 uM, ey =

350 nm).

This journal is © The Royal Society of Chemistry and the Centre National de la Recherche Scientifique 2025

New J. Chem., 2025, 49, 16914-16924 | 16917


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d5nj02328a

Open Access Article. Published on 13 aostu 2025. Downloaded on 10/12/2025 7:53:49.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

NJC

chemical selectivity toward viscosity changes rather than inter-
ference from these species. We further investigated the impact
of pH variation, a parameter that varies widely between cellular
compartments and disease states. The fluorescence of both
compounds remained stable over a physiological pH range (4-
10), under both low-viscosity (DMSO) and high-viscosity (gly-
cerol: DMSO 1:1) conditions (see Fig. 2 and Fig. S22).>* This
reinforces the pH-independence of their photophysical beha-
vior, a valuable trait for biological applications where local
acidity may fluctuate. Furthermore, in order to investigate the
stability of our target compounds, we monitored their fluores-
cence behavior in DMSO upon treatment with 10 equivalents of
trifluoroacetic acid (TFA) over a 24 h. As shown in Fig. 523, the
emission spectra of both probes exhibited a marked increase in
fluorescence intensity immediately after TFA addition, which
remained consistent over time. This might be attributed due to
protonation of the tertiary amine in the morpholine moiety of our
probes, which effectively suppresses the photoinduced electron
transfer (PET) from the morpholine nitrogen to the BODIPY core
leading to a significant increase in emission intensity. For
compound 8, a slight decrease in intensity was observed after
6 h. However, the fluorescence intensity remained substantially
higher than the compound 8 without TFA. These findings
indicate that the BODIPY framework retains its structural integ-
rity under acidic conditions, with no signs of BF, dissociation or
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decomposition of the pyrrolic core.*> We have also evaluated the
impact of aggregation on our fluorophores via fluorescence
emission studies in DMSO-water mixtures. As depicted in Fig.
S24, both probes exhibited a significant decrease in fluorescence
intensity with increasing water content (0-90%), a characteristic
behavior of aggregation-caused quenching (ACQ). These results
confirm that the fluorescence response of the probes arises
specifically from viscosity variations rather than aggregate for-
mation. Altogether, these findings establish compounds 7 and 8
as robust, selective, and viscosity-sensitive probes, capable of
operating effectively in complex biological environments without
interference from pH, polarity, or common intracellular species.

2.4 Viscosity sensitivity measurements

To systematically evaluate how microenvironmental parameters
such as viscosity influences the photophysical properties of our
BODIPY-cyanostilbene fluorophores, we conducted fluorescence
studies across a dynamic viscosity range from 2 cP (pure DMSO)
to 878.32 cP (glycerol) by varying the DMSO/glycerol ratio as
shown in Fig. 3. Compound 7, when excited at 350 nm, exhibited
very weak fluorescence in pure DMSO, a low-viscosity environ-
ment due to intramolecular rotations, which facilitates non-
radiative deactivation of the excited state. However, as the
glycerol content increased, a remarkable enhancement in emis-
sion intensity was observed, resulting in a ~24-fold increment in
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Fig. 3 Emission spectra of compounds (A) 7 (10 pM, Zex = 350 nm) and (B) 8 (1 uM, Aex = 350 nm), recorded in DMSO—-glycerol mixtures with increasing
glycerol content from 0% to 99%. Photographs captured under a UV 365 nm lamp are shown above each spectrum. Graphs illustrate the linear
relationship between log/ (fluorescence intensity) and log# (viscosity) of compounds 7 (C) and 8 (D).
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nearly pure glycerol (99%). This fluorescence amplification is
attributed to the suppression of intramolecular rotation in a
viscous medium, which inhibits non-radiative decay and pro-
motes radiative relaxation. This behavior is characteristic of a
molecular rotor mechanism, confirming that compound 7 is
highly sensitive to local viscosity changes. In contrast, com-
pound 8 displayed only a modest ~ 2-fold fluorescence enhance-
ment across the same viscosity gradient. This can be rationalized
by its structural rigidity; the presence of four methyl substituents
at the indacene core restricts torsional freedom even under low-
viscosity conditions, thereby limiting further fluorescence mod-
ulation by viscosity.>® As a result, compound 8 exhibits relatively
stable emission intensity, which is less responsive to environ-
mental viscosity but beneficial for applications requiring con-
sistent signal output.

To quantitatively assess viscosity sensitivity, we analyzed the
fluorescence data using the Forster-Hoffmann equation:*”*’

logI=C + xlogn (1)

where I stands for the fluorescence intensity, C is a constant, x
reflects the probe’s sensitivity to viscosity, and 7 is the viscosity.
Compound 7 exhibited a significantly higher slope (x value),
reinforcing its superior sensitivity to viscosity and confirming
its molecular rotor functionality compared to compound 8 as
shown in Fig. 3.

2.5 Theoretical calculations

To achieve a comprehensive understanding of the structural
and electronic factors underlying the distinct photophysical
characteristics of our target fluorophores, we employed density
functional theory (DFT) calculations using the Gaussian 09W
suite. All calculations were carried out in the gas phase at the
B3LYP/6-31G(d,p) level of theory, without applying symmetry

constraints.>”*® Qur primary focus was to analyze the dihedral
Fig. 4 Important frontier molecular orbitals (MOs) of compounds 7

the B3LYP/6-31G(d,p) level with Gaussian 09.
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angles between the BODIPY core and the meso-substituted
phenyl ring, which play a pivotal role in modulating the electronic
coupling between the BODIPY and cyanostilbene chromophores
(Fig. S25). One of the primary structural distinctions between
compound 7 and 8 lies in the torsional relationship between the
BODIPY framework and the meso-phenyl substituent. Geometry
optimization revealed that compound 7 maintains a tilted con-
formation with a dihedral angle of ~53° allowing partial m-
conjugation across the chromophores. In contrast, compound 8
adopts a nearly orthogonal geometry (~90°), which disrupts n-
conjugation and minimizes electronic communication between the
donor and acceptor units thereby enabling efficient and complete
energy transfer from the donor to the acceptor. This divergence in
conformation plays a pivotal role in shaping their photophysical
attributes. In compound 7, the semi-planar alignment fosters
moderate orbital overlap which facilitates partial intramolecular
charge transfer resulting in dual-band fluorescence. Conversely, the
rigid perpendicular alignment in compound 8 eliminates such
interactions, resulting in a highly localized excitation and a single
emission pathway. To further understand these electronic features,
we analyzed the frontier molecular orbitals (FMOs) of both mole-
cules as shown in Fig. 4 and Table S2. In compound 7, the HOMO
and LUMO+1 were largely localized on the cyanostilbene moiety,
while the LUMO and HOMO-1 were confined to the BODIPY unit.
Interestingly, the partial delocalization observed in the LUMO and
LUMO+1 orbitals support the interchromophoric communication
consistent with energy transfer mechanisms. On the other hand,
compound 8 displayed a more compartmentalized orbital distribu-
tion: both the HOMO and the LUMO are centered on the BODIPY
core, while HOMO—1 and LUMO+1 are localized on the cyanos-
tilbene unit, with no evidence of orbital overlap or interaction. This
electronic isolation confirms the orthogonality of the chromo-
phores and supports the absence of energy transfer, as observed
in experimental emission studies.

LUMO+1

(A), and 8 (B). Calculations were based on the optimized ground state geometry at

New J. Chem., 2025, 49,16914-16924 | 16919
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To validate the absorption behavior and observed experi-
mental trends, we employed time-dependent DFT (TD-DFT) calcu-
lations on the ground-state optimized structures (see Fig. S26 and
Table S3). The computed vertical excitation energies corresponded
well with experimental UV-vis spectra. For compound 7,
the principal transitions involved HOMO — LUMO+1 and
HOMO-1 — LUMO, representing excitations centered on the
cyanostilbene and BODIPY fragments, respectively. The broader
absorption band observed in compound 7 is likely due to partial
orbital interactions between the two chromophores. In contrast,
compound 8 exhibited distinct and well-separated transitions:
HOMO-1 — LUMO+1 and HOMO — LUMO, corresponding to
the isolated excitations within the cyanostilbene and BODIPY
domains, respectively. This accounts for the additive nature of
its absorption features, as seen experimentally. Overall, these
computational insights highlight how subtle changes in mole-
cular geometry and orbital distribution can profoundly impact
the photophysical response of D-A systems.

2.6 Lipid droplet localization

After analyzing the promising features of our target fluorophores,
we next evaluated their biological applicability. Cytotoxicity
assessment is a crucial prerequisite before undertaking detailed
biological studies. Therefore, we conducted cytotoxicity tests
using the 3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium
bromide (MTT) assay on HeLa cells as shown in Fig. S27. Cells
were treated with increasing concentrations of the fluorophores
for 24 hours. The results showed that cell viability remained
above 50% even at concentrations up to 5 uM, although viability
gradually decreased at higher concentrations. This is well within
the acceptable range for further studies, as the effective concen-
tration required for cellular imaging was approximately 500 nM,
minimizing any concerns regarding toxicity, consistent with our
previous findings.*”

Moving forward, we investigated the co-localization beha-
viour of our probes with cellular organelles. Based on our previous
studies with similar BODIPY-cyanostilbene fluorophores, which
showed LD localization, we sought to modify the current

A) Compound.7

Compound 8

View Article Online

Paper

fluorophores with an organelle-targeting group. With this aim,
we introduced a morpholine moiety, known for their lysosomal
localization. We anticipated that the probes would either localize
specifically to lysosomes or simultaneously target both lysosomes
and LDs, allowing us to visualize and monitor the dynamic inter-
play between these organelles. However, as evidenced by the
appearance of bright, punctate fluorescent spots distributed
throughout the cytoplasm, these probes specifically localized to
LDs*>* To confirm LD-specific targeting, we performed co-
localization studies using the commercial LD marker Nile red in
HeLa cells as illustrated in Fig. 5 and Fig. S28. The complete
spectral overlap between the green emission of our probes and the
red fluorescence of Nile red confirmed their selective accumulation
in LDs and the Pearson coefficient was calculated to be 0.96 and
0.98 for compounds 7 and 8, respectively. Furthermore, co-
localization experiments with other organelle-specific dyes, includ-
ing Lyso-Tracker red (lysosomes) and Hoechst (nuclei), were also
performed to validate the specificity as shown in Fig. S29 and S30.
No significant spectral overlap was observed between the fluoro-
phores and the organelle-specific trackers, further confirming the
LD specificity of our probes. This is likely attributed to the strong
lipophilicity arising from the highly conjugated aromatic structure
of our probes outweighs the mildly alkaline character of the
morpholine moiety.>® These results emphasise the crucial role of
hydrophobicity in organelle targeting and can help guide the
design of more effective probes in future studies. Additionally, we
evaluated the photostability of our probes, a fundamental require-
ment for advanced clinical applications. The fluorescence intensity
remained stable over an extended period, validating the good
photostability of our probes (Fig. S31). In summary, our probes
specifically localize to LDs and exhibit low cytotoxicity, good
photostability, and resistance to interference from competitive
biological species.

2.7 Tracking LD changes during oleic acid (OA) treatment

To evaluate the efficacy of our target compounds in monitoring
changes in the LD production, HeLa cells were pre-treated with
OA for 30 minutes, followed by incubation with the compounds
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Fig. 5 Confocal fluorescence microscopy images showing intracellular co-localization in Hela cells. Cells were treated with compounds 7 and 8
(500 nM) (left), commercially available lipid droplet staining Nile red (middle), and the merged images (right). (B) Pearson’s correlation coefficient
quantifying the extent of co-localization between compounds 7 and 8 and Nile red.
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Fig. 6 Confocal fluorescence microscopy images of Hela cells incubated with O uM (control) and 100 uM OA for 30 minutes followed by staining with
compounds 7 (A) and 8 (B) (500 nM) (left), commercially available lipid droplet staining Nile red (middle), and the merged images (right). Quantitative
comparison of relative fluorescence intensities for compounds 7 (C) and 8 (D), respectively.

for an additional 30 minutes. OA, due to its nutrient-rich nature
and efficient cellular uptake, stimulates the production of
additional LDs to accommodate excess lipid storage.*' As
shown in Fig. 6, the probes exhibited very weak fluorescence
in the absence of OA. In contrast, treatment with 100 uM OA
resulted in a significant enhancement of fluorescence intensity,
corresponding to an increased number of LDs. These findings
demonstrate the potential of our probes to visualize and
quantify OA-induced alterations in LD abundance via fluores-
cence intensity modulation.

2.8 Discriminating normal and cancer cells

Due to their uncontrolled division and rapid growth, cancer cells
have higher metabolic demands, leading to a greater number and
larger size of LDs with increased viscosity compared to normal
cells. Based on this, we were curious to determine whether our
probes could serve as biomarkers to distinguish normal from
cancerous cells. To test this, we incubated the probes with two
different cell lines: HeLa cells (cancer model) and HEK293T cells
(normal model) and performed fluorescence imaging under
identical conditions using confocal microscopy. As shown in
Fig. 7, a clear distinction was observed between the two cell
types: HeLa cells exhibited markedly stronger fluorescence, likely
due to the combined effects of increased LD number and higher

This journal is © The Royal Society of Chemistry and the Centre National de la Recherche Scientifique 2025

LD viscosity, whereas HEK293T cells displayed weak fluorescence
and fewer LDs. Quantitative analysis further confirmed this
difference, with compound 7 showing a 2.6-fold increase and
for compound 8 showing a 1.9-fold increment in fluorescence
intensity in HeLa cells compared to HEK293T cells. These results
demonstrate that our probes are promising candidates for dis-
tinguishing cancerous cells from healthy cells.

3. Conclusions

In this study, we successfully synthesized two new D-A conju-
gated fluorophores based on BODIPY-cyanostilbene scaffolds
which can exclusively localize to LDs. Despite their structural
similarity, a subtle but critical difference in their molecular
conformations led to markedly distinct photophysical behaviors.
Compound 7 exhibited weak fluorescence in low-viscosity envir-
onments, primarily due to the free intramolecular rotation of the
meso-phenyl rings, which facilitates non-radiative decay of the
excited state. However, as the viscosity of the surrounding
medium increased from 0% to 99% glycerol content, a dramatic
24-fold enhancement in emission intensity was observed. This
strong viscosity-dependent fluorescence response identified
compound 7 as an efficient molecular rotor. In contrast, com-
pound 8, which bears four methyl substituents on the indacene
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Fig. 7 Confocal fluorescence microscopy images showing different cell lines treated with compounds 7 (A) and 8 (B) (500 nM) (left), commercially
available lipid droplet staining Nile red (middle), and the merged images (right) including normal cells (HEK293T) and cancer cells (HelLa). Quantitative
comparison of fluorescence intensities for compounds 7 (C) and 8 (D) in cancer cells and normal cells, respectively.

core, possessed a more rigid molecular structure that limits
intramolecular motion. As a result, it exhibited strong fluores-
cence even in low-viscosity media, with only minimal intensity
enhancement under viscous conditions. The distinct optical
properties of both compounds were further supported by DFT
and TD-DFT calculations. The computational studies provided
insights into the conformational geometries, electronic distribu-
tions, and excited-state transitions, all of which align well with
the experimental observations and further reinforce the role of
structural rigidity in modulating fluorescence behaviour.
Furthermore, both compounds selectively localized in LDs,
suggesting that overall lipophilicity rather than the moderate
alkalinity of the morpholine moiety predominantly governs their
subcellular distribution. The results underscore the significant
role that hydrophobicity plays in directing organelle specificity
and can guide the design of more effective probes in future
studies. Additionally, both fluorophores exhibited good photo-
stability, low cytotoxicity, and the capability to discriminate
between normal and cancerous cells.
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