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Abstract: Photodynamic therapy (PDT) has emerged as a promising locoregional therapy of hep-
atocellular carcinoma (HCC). The utilization of luminogens with aggregation-induced emission
(AIE) characteristics provides a new opportunity to design functional photosensitizers (PS). PSs
targeting the critical organelles that are susceptible to reactive oxygen species damage is a promising
strategy to enhance the effectiveness of PDT. In this paper, a new PS, 1-[2-hydroxyethyl]-4-[4-(1,2,2-
triphenylvinyl)styryl]pyridinium bromide (TPE-Py-OH) of tetraphenylethylene derivative with AIE
feature was designed and synthesized for PDT. The TPE-Py-OH can not only simultaneously target
lipid droplets and mitochondria, but also stay in cells for a long period (more than 7 days). Taking
advantage of the long retention ability of TPE-Py-OH in tumor, the PDT effect of TPE-Py-OH can
be activated through multiple irradiations after one injection, which provides a specific multiple
light-activated PDT effect. We believe that this AIE-active PS will be promising for the tracking and
photodynamic ablation of HCC with sustained effectiveness.

Keywords: photodynamic therapy;
hepatocellular carcinoma

aggregation-induced emission; organelles targeting;

1. Introduction

Locoregional ablation therapy was recommended as an effective treatment for patients
with primary hepatocellular carcinoma (HCC) and liver metastases [1,2]. The mechanism
of ablation is to cause the destruction of local tumor by physical or chemical damage.
Thermal ablation, including radiofrequency ablation and microwave ablation, has been
applied as a safe, low-cost, effective alternative of surgery in small and multifocal liver
tumor [3]. The ablation procedure often relies on the placement of the needle electrode
into target tumor under the guidance of imaging technology which requires additional
competence and fails to provide real-time self-monitoring. Multiple treatment sessions
and repetitive puncture operation may be required due to difficult tumor conditions and
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limitation of imaging technology, which may cause additional suffering of patients [4].
Alternatively, photodynamic therapy (PDT) is a potential tumor-ablative locoregional
therapy [5-7]. Fluorescent molecules with photodynamic effect can provide precise and
safe ablation of tumor at the cellular level while enabling dynamic monitoring of tumor
lesion, which has great promise in building cancer-targeted theragnostic platforms [8,9].
PDT can induce both cancer cell death and immune response against the tumor [10,11].
Additionally, intraoperative fluorescence image-guided surgery combined with PDT can
eliminate residual tumors and reduce the recurrence of cancer [12-15]. The use of PDT
has gained much attention in the treatment of HCC, and has been approved as a feasible
approach for HCC treatment in preclinical studies [6,16].

The three crucial elements of PDT are photosensitizer (PS), light irradiation, and
oxygen. PS is the core element of PDT. The procedure of PDT involves administration of
PSs which accumulate in the tumor tissue, followed by local illumination with specific
wavelength to active PSs [17]. After exposure to the light, the PSs can transfer energy from
light to molecular oxygen, contribute to their change of energy states, to generate reactive
oxygen species (ROS), which then induce apoptosis, necrosis, and autophagy in treated cells
and cause cell death [18,19]. However, traditional PSs—such as porphyrin, phthalocyanine,
and analogs—are prone to aggregate in the treated cells or aqueous solution, which will lead
to a dramatic reduction in ROS production and suppression in fluorescence emission [20,21].

In 2001, Tang’s group discovered a novel fluorogen with the opposite characteristics,
namely aggregation-induced emission (AIE) [22], which is nonemissive in a molecularly
dissolved state, but is highly emissive in their aggregate/solid state due to the mechanism
of restriction of intramolecular motions/rotations [23]. Meanwhile, as organic molecules,
AIE luminogens (AlEgens) were highly editable. The different additional groups and
molecular structures can provide different optical, physical, and chemical properties to
AlEgens, which enables broad biological medicine application [24-27]. A series of AIEgens
have been developed for translational applications in sensing, imaging, and theranostics
with excellent performance than conventional fluorescent probes [28,29]. Recently, some
AlEgens were designed to exhibit excellent photosensitization and ROS generation ability,
which broadens their potential applications in PDT of cancer. The unique features of
AlEgens provide new opportunities for the facile design of PS with special function, high
accuracy, and efficacy for image-guided PDT [30-33].

A critical limitation of PDT is that the half-life of ROS (<40 ns) is usually very short so
that it can only act on the production site (<20 nm) [34], which means simple transporta-
tion PSs into tumor tissues or cancer cells are not efficient enough to achieve expected
outcomes [34,35]. Designing PSs to target the critical organelles that are susceptible to ROS
damage is a promising strategy to enhance the effectiveness of PDT. The mitochondrion is
a promising target for PSs owing to its crucial role in ROS generation, oxidation-reduction
status modulation, and cell apoptosis mediation. Mitochondria in tumor cells are sensitive
to ROS generation induced by PDT, which ultimately induces tumor cell apoptosis by
disrupting the balance of mitochondrial ROS [36]. Recently, several AIEgens have been
designed for targeting mitochondria and have exhibited remarkable photostability, high
brightness, and excellent PDT effect [37—40]. However, multiple doses and repeated injec-
tions of PSs are always required for better outcomes in PDT procedures, which may lead to
superfluous side effects and additional toxicity to patients [36]. The destruction of tumor
vessels of PDT may also reduce the accumulation of PSs in tumor tissue and influence
the efficiency of second PDT. Lipid droplets (LDs), also known as adiposomes or lipid
bodies, are intracellular lipid-rich organelles for the long-term storage of lipids [41]. The
synthesis of lipid droplets is at a lower level in normal cells, whereas tumor cells actively
synthesize lipid droplets owing to their high-metabolism state [42,43]. Due to the suitable
metabolic activity and stability, as well as their interactions with other organelles, especially
mitochondrial, LDs can be valuable targets for PDT [44,45]. Therefore, AlEgens that could
dual-target mitochondria and LDs may provide long-term photodynamic effect and better
outcomes in PDT treatment procedure after administration of single-dose PSs.
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In this work, for developing a new PS with multiple light-activated photodynamic
effect and organelle-targeting abilities, the 1-[2-hydroxyethyl]-4-[4-(1,2,2-triphenylvinyl)
styryl]pyridinium bromide (TPE-Py-OH) was designed and synthesized. TPE-Py-OH pos-
sesses a typical AIE character and exhibits strong fluorescence emission in the aggregated
state. It could simultaneously target LDs and mitochondria in living cells. Due to its
lipophilic feature, it can aggregate and store in LDs in a relatively stable state for long-term
intracellular retention. Meanwhile, TPE-Py-OH also has efficient ROS generation ability
and PDT effect both in vitro and in vivo. All these features suggest its superior performance
in long-term tracking of living cancer cells and organelles-targeted PDT effect of cancer
cells. Benefiting from the strong fluorescence, good photostability, and efficient ROS gener-
ation ability of TPE-Py-OH, the long-term cancer cell tracking and multiple light-activated
PDT effect of HCC for more than 7 days were achieved after one PS administration. This
AlE-active PS exhibit sustained effectiveness in vitro and in vivo, which suggests that the
PS can hopefully be applied in long-term intracellular organelle imaging and multiple
light-activated photodynamic ablation of HCC.

2. Materials and Methods
2.1. Materials and Instruments

4-Methylpyridine, 2-bromoethanol, piperidine, anhydrous acetonitrile, and ethanol
were purchased from Sigma-Aldrich and used without further purification unless specified
otherwise. 4-(1,2,2-Triphenylvinyl)benzaldehyde was synthesized according to the litera-
ture method [46,47]. Other chemicals and solvents were all purchased from Aldrich and
used as received without further purification. Distilled water was used throughout the
experiments. HepG2 cells were obtained from Shanghai Cell Bank of Chinese Academy of
Sciences (Shanghai, China). Dulbecco’s modified Eagle medium, fetal bovine serum (FBS),
BODIPYTM 493/503 Dye, and JC-1 Dye were purchased from Thermo Fisher Scientific
(Waltham, MA, USA). Cell Counting Kit-8 (CCK8) was purchased from Dojindo Molecular
Technologies, Inc. (Mashikimachi, Japan). Reactive oxygen species (ROS) assay kit, calcein
AM/PI double stain kit, Annexin V-FITC/PI double stain kit and MitoTracker Red FM was
purchased from Beyotime Biotechnology (Shanghai, China). Annexin V-FITC/PI apoptosis
detection kit was purchased from Qcbio Science & Technologies (Shanghai, China). Tissue
culture flask, 96-well plates, and 24-well plates were purchased from Corning Incorpo-
rated (Corning, NY, USA). Confocal dishes were purchased from Biosharp Life Science
(Hefei, China).

'H and '3C NMR spectra were measured on a Bruker ARX 400 NMR spectrometer
(Bruker, Tucson, AZ, USA) using DMSO-d; as solvents. High-resolution mass spectra
(HRMS) were recorded on a Finnigan MAT TSQ 7000 Mass Spectrometer System (Finnigan
MAT, San Jose, CA, USA) operating in a MALDI-TOF mode. UV-vis absorption spectra
were recorded on a Biochrom UV visible spectrometer (Biochrom, Berlin, Germany). Pho-
toluminescence (PL) spectra were recorded on a PerkinElmer spectrofluorometer LS 55
(PerkinElmer, Singapore, Singapore). The cells were imaged under LSM7 DUO confocal
laser scanning microscope (CLSM; Carl Zeiss Microscopy, Jena, Germany) and fluores-
cence microscope (IX71, Olympus, Tokyo, Japan). The absorbance was measured using a
spectrophotometer (Thermo Fisher Scientific, Waltham, MA, USA).

2.2. Synthesis of 1-(2-Hydroxyethyl)-4-methylpyridinium Bromide (Compound 1)

An acetonitrile (20 mL) solution of 4-methylpyridine (0.93 g, 10.00 mmol) had 2-
bromoethanol (2.5 g, 20.00 mmol) added to it. The mixture was stirred at reflux temperature
(82 °C) under nitrogen for 24 h and then cooled to room temperature. Then, the reaction
mixture was precipitated in ethyl acetate (EA) (200 mL). The solid residue was filtrated and
washed with excess EA. The filtrate was collected and dried in a vacuum oven. Compound
1 was a light brown powder in 86% yield. 'H NMR (400 MHz, DMSO-d6, 6): 8.91 (d, 2H,
J=68Hz),7.99 (d,2H, | = 6.4 Hz), 4.64 (t,2H, ] = 15.6 Hz), 3.81 (t, 2H, ] = 15.6 Hz), 2.60 (s,
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3H). 13C NMR (100 MHz, DMSO-d6) 5: 158.5, 143.9, 127.7, 61.9, 59.7, 21.2. HRMS (LDI-TOF)
m/z caled for [CgH1,NO]*, 138.0919 [M-Br]+; found, 138.0920 [M-Br]+.

2.3. 1-[2-Hydroxyethyl]-4-[4-(1,2,2-triphenylvinyl)styrylIpyridinium Bromide (TPE-Py-OH)

A solution of 1 (0.5 g, 2 mmol) and 4-(1,2,2-triphenylvinyl)benzaldehyde (1.01 g,
2.8 mmol) was refluxed at temperature (78 °C) under nitrogen in dry ethanol (20 mL)
catalyzed by three drops of piperidine. After cooling to ambient temperature, the solvent
was evaporated under reduced pressure. The residue was purified by a silica gel column
chromatography (50 mesh) using dichloromethane/methanol mixture (5:1 v/v) as eluent to
obtain TPE-Py-OH as a yellow solid in 64% yield (0.72 g, 1.29 mmol). 'H NMR (400 MHz,
DMSO-d6) 6: 8.82 (d, 2H, ] = 6.8 Hz), 8.16 (d, 2H, ] = 6.8 Hz), 7.88 (d, 1H, ] = 16.0 Hz), 7.50 (d,
2H,] =84Hz),7.42(d, 1H, | = 16.4 Hz), 7.16-6.94 (m, 17H), 4.51 (t, 2H, | = 10.0 Hz), 3.82 (m,
2H), 3.5(brs, 1H). 13C NMR (100 MHz, DMSO-d6) &: 152.70, 145.35, 144.50, 142.79, 142.71,
142.56, 141.40, 140.07, 139.72, 133.10, 131.25, 130.53, 130.51, 130.43, 127.79, 127.68, 127.51,
126.69, 126.62, 123.22, 123.02, 61.92, 59.83. HRMS (LDI-TOF) m/z calcd for [C15H3oNOJ*,
480.2327 [M-Br]+; found, 480.2317 [M-Br]+.

2.4. Cellular Uptake and Subcellular Distribution

HepG2 human HCC cells were cultured in DMEM medium supplemented with 10%
FBS and 1% penicillin-streptomycin at 37 °C in a 5% CO,, 90% relative humidity incubator.
For cell imaging, the HepG2 cells were seeded in slide chambers at a density of 10° and
cultured overnight for adhesion. Then, cells were incubated with TPE-Py-OH at various
concentrations (2, 5, and 10 uM) for 30 min and continued to incubate with fresh medium
for 12 h. Nuclei were labeled with DAPI (1 pg/mL) overnight. After rinsing with PBS, the
cells were imaged under a confocal laser scanning microscope (CLSM, Nikon Corporation,
Tokyo, Japan). To further explore the subcellular distribution of TPE-Py-OH, 2 x 10° HepG2
cells were plated in the 35-mm confocal dish and cultured overnight, then incubated with
5 uM TPE-Py-OH for 30 min. After rising with PBS, the cells were then stained with
50 nM MitoTracker Red FM, or continuously incubated with fresh culture medium and
then stained with 1 ug/mL BODIPY for 30 min, respectively. After three washes, the
cell images were captured under CLSM, and the data was analyzed by NIS-Elements
Imaging Software (Nikon Corporation, Tokyo, Japan) and Image-] (National Institutes
of Health freeware, Bethesda, MD, USA). For TPE-Py-OH: Aex = 405 nm and band-pass
filter A = 550-600 nm. For DAPI: Aex = 405 nm and band-pass filter A = 425-475 nm. For
MitoTracker Red: Aex = 581 nm and band-pass filter A = 600-650 nm. For BODIPY 493/503:
Aex = 488 nm and band-pass filter A = 500-550 nm.

2.5. Cytotoxicity Studies In Vitro

Cell viability after incubation with various concentrations of TPE-Py-OH was evalu-
ated by CCKS assays. Briefly, the cells at a density of 1 x 10* were seeded into a 96-well
plate overnight and then incubated with a series of concentrations of TPE-Py-OH (0, 1, 3,
5,7,10, and 15 uM). After pre-treatment, all the cells were incubated with 100 uL fresh
medium including with 10 uL. CCKS8 solution per well and then continued to incubate
for 4 h. The absorbance of the solution at 450 nm was measured using a multimode plate
reader (Perkin Elmer Pte. Ltd., Singapore, Singapore).

For cytotoxicity effect induced by PDT, the cells were incubated with various concen-
trations of TPE-Py-OH for 30 min and continued to incubate with fresh medium for 12 h
and then exposed to blue laser irradiation with different duration (450 nm, 30 mW / cm?,
1.8 J/cm?-18 J/cm?). The cells were as negative controls without both laser irradiation and
TPE-Py-OH treatment. Sequentially, the cells continued to incubate for 24 h and the cell
viability was measured according to the above description.
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2.6. Intracellular ROS Detection

Intracellular ROS production was measured by 2,7-dichlorodihydrofluorescein diac-
etate (DCFH-DA) probe according to the manufacturer’s instructions. After incubation
in the presence or absence of TPE-Py-OH for 30 min, the cells were loaded with 10 uM
DCFH-DA at 37 °C for 30 min in dark. The cells were replaced with fresh medium and
then exposed to 450 nm blue laser irradiation at the power density of 30 mW/ cm?, then
immediately imaged under a fluorescence microscope (IX71, Olympus, Tokyo, Japan). For
DCFH-DA: Aex = 488 nm and band-pass filter A = 500-550 nm.

2.7. Calcein-AM and Propidium lodine (PI) Staining Assay

The live and dead cells were identified using a calcein/PI double stain kit according to
the protocol. After treatment, the cells were incubated with 2 uM calcein-AM and 5 uM PI
for 30 min at 37 °C. The fluorescence images were captured under a fluorescence microscope
(IX71, Olympus, Tokyo, Japan).

2.8. Flow Cytometry Analysis

The apoptotic and necrotic cells were detected by Annexin V-FITC/PI dual staining
using flow cytometry. The cells were seeded into a 24-well plate overnight and then
incubated with TPE-Py-OH for 30 min. After exposure to laser irradiation (450 nm,
30 mW/cm?, 4 min, or 8 min), the cells were further incubated for 24 h, then collected
and resuspended in 100 uL of binding buffer. According to the manufacturer’s instructions,
the cells were incubated with 5 pL. Annexin V-FITC and 10 uL PI for 15 min in the dark
at room temperature and then immediately measured by flow cytometry (BD Falcon, San
Jose, CA, USA).

2.9. Mitochondrial Membrane Potential (Apm) Measurement

The change of mitochondrial membrane potential (Al}m) was measured by JC-1 Dye
according to the manufacturer’s instructions. Briefly, the cells were incubated with 2 pg/mL
of JC-1 for 20 min at 37 °C after different concentrations of TPE-Py-OH administration and
different laser irradiation times, washed twice with PBS, and then imaged under CLSM.
For JC-1 (monomer): Aex = 488 nm and band-pass filter A = 500-530 nm; (J-aggregate):
Aex = 585 nm and band-pass filter A = 590 nm.

2.10. Long-Term Cell Tracking and In Vitro PDT

The cells were first stained with 10 uM TPE-Py-OH for 12 h and then rinsed with PBS
to remove the extracellular molecules. The image was captured as a reference. The cells
were incubated continuously and one-third of them were sub-cultured into another dish
for continual tracking every 2 days. Other cells were seeded into the 35-mm confocal dish.
After attachment for 24 h, the fluorescence of TPE-Py-OH in cells was imaged by CLSM,
the ROS level in cells was performed according to the above description. The step was
repeated every 2 days until non-fluorescence in cells.

To confirm the long-term localization of intracellular TPE-Py-OH, the HepG2 cells
were incubated with 10 uM TPE-Py-OH for 12 h and then cultured with fresh DMEM
medium, the daughter cells were sequentially co-stained with 1 pg/mL BODIPY for 30 min
on days 1, 3, 5, and 7 and their fluorescence images were captured under a fluorescence
microscope (IX71, Olympus, Tokyo, Japan).

For long-term PDT in vitro, the HepG2 cells were incubated with 10 uM TPE-Py-OH
for 12 h and replaced with fresh medium for following experiments. On days 1, 3, 5, and
7 after TPE-Py-OH treatment, the cells were seeded into 35-mm confocal dishes. After
attachment, the cells were exposed to blue laser irradiation with different duration (450 nm,
30 mW /cm?, 18-45 J/cm?) with half of the confocal dish covered by foil paper to avoid
light irradiation. Then the calcein/PI double stain was used to detect the effect of PDT, and
the JC-1 mitochondrial membrane potential probe was used for mitochondrial membrane
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potential measurement. The fluorescence images were captured under a fluorescence
microscope (IX71, Olympus, Tokyo, Japan).

2.11. Animal Model

Male BALB/c mice (4 weeks old, 20 g) were purchased from HFK Bioscience Co, Ltd.
(Beijing, China). All animal experiments were approved by the Ethics Committee of the
Union Hospital of Huazhong University of Science and Technology and conducted in
accordance with the guidelines of the Department of Laboratory Animals of Tongji Medical
College. H22 cells (5 x 10°) were subcutaneous injection into the right axilla of each mouse
to establish xenograft liver tumor model, and the tumor volume reached 60 mm? after
5 days.

2.12. In Vivo Multiple Light-Activated PDT

Tumor-bearing mice were randomized into 5 groups of 8 animals per group: (Group 1:
TPE-Py-OH 3 IR) 50 ug/100 uL TPE-Py-OH injected intratumorally, and then underwent
laser irradiation (450 nm, 100 mw /cm?, 10 min; 60 J/cm?) on days 1, 3, and 5 after injection;
(Group 2: TPE-Py-OH 1 IR) 50 ug/100 uL TPE-Py-OH injected intratumorally, and then
underwent laser irradiation (450nm, 100 mw/cm?, 10min; 60 J/cm?) on the first day after
injection; (Group 3: TPE-Py-OH non IR) 50 ug/100 uL TPE-Py-OH injected intratumorally
without irradiation; (Group 4: 3 IR only) 100 uL of PBS injected intratumorally, and then
underwent laser irradiation (450 nm, 100 mw /cm?, 10 min; 60 J/cm?2) on days1,3,and 5
after injection; (Group 5: NC) negative control.

Seven days after injection, 3 mice of every group were sacrificed. Tumors were
collected and kept in 4% formalin followed by embedded in paraffin. Slices cut from the
paraffin sections were stained by hematoxylin and eosin (H&E) and TUNEL before being
scanned with a fluorescence microscope (IX71, Olympus, Tokyo, Japan). The tumor size
was measured by a caliper every 2 days and calculated as the volume = (tumor length) x
(tumor width)? x 0.5.

3. Results and Discussions
3.1. Synthesis and Characterization

TPE-Py-OH was synthesized according to the synthetic route shown in Figure 1A.
Compound 1 was obtained by quaternization of 4-methylpyridine with 2-bromoethanol.
The product was purified by precipitation of the reaction mixture in excess EA. The product
was obtained by filtrating and washing with EA, which was suitable to be carried forward. 4-
(1,2,2-Triphenylvinyl)benzaldehyde (TPE-CHO) was synthesized according to the reported
method [46,47]. Finally, compound 1 and TPE-CHO were refluxed in ethanol to give
TPE-Py-OH in reasonable yield by aldol condensation. Unexpectedly, TPE-Py-OH can be
purified with silica column by using high polarity solvent mixture (DCM: MeOH = 5:1) as
eluent. Compound 1 and TPE-Py-OH were fully characterized by HRMS, and 'H and '*C
NMR spectroscopies, and gave satisfactory analysis results corresponding to their chemical
structures (Figures S1-54). Due to its ionic character, TPE-Py-OH has good solubility in
most of organic solvents like THE, DCM, and DMSO, but it is not soluble in water.

3.2. Aggregation and Micellization of TPE-Py-OH

Figure S5 shows the UV spectrum of TPE-Py-OH (10 uM) in DMSO solutions. The max-
imum absorption peak of TPE-Py-OH is located at 395 nm. For convenient bio-application,
405 nm was utilized as excitation wavelength for PL measurement. Photoexcitation of
its DMSO solution (100 pM) induces a red emission at 650 nm (Figure 1B,C), giving a
large Stokes shift of 9932 cm ™! due to its extended conjugation as well as the intramolec-
ular charge transfer (ICT) effect from the electron-donating TPE moiety to the electron-
accepting pyridinium unit [47]. Due to the positively charged characteristics and pendant
hydroxy group, TPE-Py-OH is amphiphilic and shows reversible aggregation behaviors in
DMSO/H,0 mixture (Figure S6A). Normally, solutions with a concentration of 1075-10°
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M are used in PL measurements. A highly concentrated solution (100 uM) of TPE-Py-OH is
employed for the analysis because TPE-Py-OH only forms aggregates or micelles at higher
concentrations. According to previous studies, the aromatic rings on AIEgens have larger
twisted angles in the aggregated state than in the solution state [23]. Thus, the AIEgens
generally show blue-shifted in the aggregated state compared to that in the solution state.
As shown in Figure 1B, TPE-Py-OH emits strongly in aqueous solution at 565 nm due to
the activation of the AIE effect by micelles formation. The emission becomes weaker and
shifts to 650 nm upon addition of a small amount of DMSO, presumably owing to the dis-
integration of the micelles, which releases free molecules with a more planar conformation
to the solution [48].

OH I | I
' 3% SAGWRS
| Xy BrCH,CH,OH | B
_— _
PZ MeCN, reflux P EtOH, reflux
1 (86%) OH
400
£, (vol%) /-
i —0
300 ; . —10 =]
= i blug shift 30 =M
—50 = 61
s s 70) =
2 i ——80 c
2 200 i —85 g
Z ‘ — -
5% >
99 2
d f_‘; 34 .
1001 &
\.\‘\'\c_._-
0 0 T T T T
500 600 700 800 900 0 20 40 60 80 100
Wavelength (nm) Water fraction (Vol%)

Figure 1. (A) Synthesis of molecule 2 (TPE-Py-OH). (B) PL spectra of TPE-Py-OH in DMSO/H,0
mixtures with different water fractions (fw). Concentration: 100 uM; excitation wavelength: 405 nm.
(C) Plot of PL intensity versus the composition of the DMSO/H,O mixtures of TPE-Py-OH.

To study the micellization behaviors of TPE-Py-OH, the PL of its solutions at different
concentrations were investigated by taking advantage of its AIE property. The PL intensity
of TPE-Py-OH increases with increasing the solution concentration with stable emission
spectra (Figure S6B). The plot of relative PL intensity (I/lj) against the logarithm solution
concentration generates two lines, the intersection of which determines the critical micelle
concentration (CMC) and is found to be 0.3 mM in H,O/DMSO mixtures (v/v 90%). TPE-
Py-OH is molecularly dispersed in solutions with concentrations of below 0.3 mM and
displayed weak emission. When the concentration of TPE-Py-OH was more than or equal
to 0.3 mM, the FL intensity was remarkably increased due to the AIE feature.

3.3. Dual-Organelles Targeting and Cell Imaging of TPE-Py-OH

We next studied the cellular uptake of TPE-Py-OH in HepG2 cells. The cells were
treated with TPE-Py-OH and then observed by CLSM upon excitation at 405 nm with a
collection of fluorescent signals above 585 nm. As shown in Figure S7, the bright yellow
fluorescence could be detected from the cytoplasm after incubation with TPE-Py-OH for
30 min, which demonstrated that TPE-Py-OH could be internalized with high efficiency by
HepG2 cells. Meanwhile, the fluorescence structure in cells was mainly in funicular shape
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when TPE-Py-OH entered into cells in short time and then fluorescence in punctate shape
gradually enhanced, which demonstrated the aggregation of free TPE-Py-OH molecules
in cytoplasm as the incubation time prolonged. This phenomenon indicated that the
organelles targeting of TPE-Py-OH maybe occur in live cells.

To explore the subcellular location of TPE-Py-OH in living cells, HepG2 cells were co-
stained with TPE-Py-OH and commercial fluorescent probes of mitochondria (MitoTracker
Red) and LDs (BODIPY 493/503), respectively. As shown in Figure 2A, a large amount of
yellow fluorescence from TPE-Py-OH merged with red fluorescence from MitoTracker Red
in cells. However, some extra bright yellow fluorescence signals with punctate shape did
not overlay the punctate red mitochondrial fluorescence. Sequentially, the co-localization
experiment with BODIPY showed that the yellow punctate shape fluorescence from TPE-
Py-OH and green fluorescence from BODIPY were co-localized well in live cells (Figure 2B).
The Pearson’s correlation was further quantitatively determined, which is high as 0.839
(Figure 2C). The intensity profile for the region of interest line across the cells also varied in
close synchrony (Figure 2D). All the results indicated that TPE-Py-OH has a dual-targeting
ability of mitochondria and LDs with high selectivity due to their structures of membrane
phospholipid. Furthermore, it seems that the more dissociative TPE-Py-OH in cytoplasm
could be finally inclined to LDs, and then stored in these organelles and kept stable in
cells. Additionally, the fluorescent intensity of TPE-Py-OH in cells was dependent on
its concentration in culture medium, which demonstrated that stronger fluorescence was
captured in cells incubated with higher concentration (Figure 2E).

3.4. In Vitro Anti-Cancer Efficacy of TPE-Py-OH

Biocompatibility is a vital parameter of the PS for cancer therapy in vivo, and thus the
biocompatibility of TPE-Py-OH on HepG2 cells was assessed via CCK8 assay before the
in vitro PDT experiments. The cytotoxicity of TPE-Py-OH with different concentrations
upon incubation with HepG2 cells in dark condition was first evaluated. As shown in
Figure 3A, no significant change was observed in cell viability at 24 h after 30 min incuba-
tion without light irradiation. Even after 12 h incubation with 15 uM TPE-Py-OH, the cell
viability was more than 80%, which indicated minimal cytotoxicity of TPE-Py-OH to cells
and excellent biocompatibility. Then the PDT anti-cancer efficiency of TPE-Py-OH against
HepG2 cells was further assessed. As shown in Figure 3B,C, the cell viability was signifi-
cantly decreased in the presence of 450 nm blue laser irradiation. Meanwhile, the amount of
cell death was associated with the light duration and the incubation concentration of TPE-
Py-OH. The process of ROS generation and mitochondrial-reliant photodynamic killing of
TPE-Py-OH was illustrated in Figure 3D. The intracellular ROS level after PDT treatment
was measured via ROS indicator 2,7-dichlorodihydrofluorescein diacetate (DCFH-DA),
which is highly fluorescent in the presence of ROS in living cells. A JC-1 dye was applied
to monitor the change of mitochondrial membrane potential (Alm). The decline of relative
intensity of red to green fluorescence of JC-1 dye could indicate the depolarization of
mitochondria, which is commonly used as an indicator of mitochondrial damage [49]. Ad-
ditionally, after incubation with TPE-Py-OH followed by light irradiation, the appearance
change of HepG2 cells was observed. As the concentration of TPE-Py-OH and irradiation
time increased, HepG2 cells gradually shrank and turned round, indicating early apoptosis.
After staining with DCFH-DA, green fluorescence was negligible without light irradiation
or TPE-Py-OH. In contrast, cells incubated with TPE-Py-OH showed bright green fluores-
cence with light irradiation, which indicated significantly increased ROS production. The
results of JC-1 imaging showed that TPE-Py-OH could efficiently promote the decline of
Apm under light irradiation and the decline of AYm was concentration- and irradiation
time-dependent. To further explore the PDT effect of TPE-Py-OH, HepG2 cells were stained
with calcein-AM (green fluorescence) and PI (red fluorescence) to label live and dead cells
(Figure 3E). The increased red fluorescence in TPE-Py-OH plus light irradiation group
indicated good photodynamic cell death effect. An Annexin V-FITC/PI apoptosis detection
kit was used to further investigate the cell death modality induced by PDT treatment
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(Figure 3E). An increased number of both necrotic cells and apoptotic cells were observed
with an elevation of the TPE-Py-OH concentration and irradiation time. All of the above
results indicated that TPE-Py-OH could induce cell death through ROS generation and
mitochondrial damage in the presence of light irradiation, and the dominant cell death is
closely related to the light duration and incubation concentration.

TPE-Py-OH

Pearson’ s correlation=0.839197

Mander’ s over |ap=0. 852301

Mander’ s overlap coeffcients Ki1=1.430943, K2=0.507649
Colocalization coeffcients c1=0. 988668, c2=0.964411

I
T
>
ElL
w
a
[—

BODIPY

= TPE-Py-OH
— BODIPY

Figure 2. Fluorescence imaging of TPE-Py-OH in HepG2 cells. (A) Co-staining of 5 uM TPE-Py-OH
(Aex = 405 nm) and 50 nM MitoTracker Red (Aex = 581 nm) for 30 min. (B) Co-staining of cells
incubated with 5 uM TPE-Py-OH for 30 min, followed by continuous incubation in fresh medium
for 12 h and then staining with 1 pug/L BODIPY (Aex = 488 nm) for 30 min. (C,D) Quantitation
analysis of the cells co-stained with TPE-Py-OH and BODIPY. (E) Images of TPE-Py-OH in HepG2
cells incubated at various concentrations for 30 min.
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Figure 3. In vitro ROS generation and anti-tumor efficacy of TPE-Py-OH. (A) The viability of HepG2
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cells pretreated with different concentrations of TPE-Py-OH for different times without light irradia-
tion. (B) The viability of HepG2 cells pretreated with TPE-Py-OH, followed by different irradiation
times (450 nm, 30 mW/cm?). (C) The viability of HepG2 cells pretreated with different concentrations
of TPE-Py-OH, followed by 4 min or 8 min irradiation (450 nm, 30 mW/ cm?;7.27/cm? or 14.4J/cm?).
(D) Detection cell morphology, ROS generation, and mitochondrial membrane potential (A¥m) after
different treatment of HepG2 cells. For DCFH-DA: Aex = 488 nm and band-pass filter A = 500-550 nm.
For JC-1 (monomer): Aex = 488 nm and band-pass filter A = 500-530 nm; (J-aggregate): Aex = 585 nm
and band-pass filter A = 590 nm. (E) Fluorescence images stained with calcein-AM/PI (For calcein-AM
Aex =490 nm, For PI Aex = 545 nm) and flow cytometry stain with Annexin V-FITC/PI after different
treatment of HepG2 cells. For flow cytometry: Q1: Necrotic cells; Q2: Late apoptotic cells; Q3: Early
apoptotic cells; Q4: Normal cells.

3.5. In Vitro Long-Term Tracking and PDT of TPE-Py-OH

To investigate the long-term retention of TPE-Py-OH in living cells, the HepG2 cells
stained with TPE-Py-OH were continuously cultured and their fluorescent signal was
monitored under CLSM. As shown in Figure 4A, the yellow fluorescence from TPE-Py-OH
was recorded after 12 h of incubation as a reference. Sequentially, the fluorescence signal
was captured every 2 days, and the intracellular yellow fluorescence still existed even on
the seventh day after incubation with TPE-Py-OH, which demonstrated the long-term
intracellular retention ability of TPE-Py-OH. Although the fluorescence intensity decreased
as cell divided due to the reduction of the number of the AlEgen in each cell, the residual
PSs could still be activated by light irradiation and induce ROS generation, which was
confirmed by the DCFH-DA staining. Since previous result showed intracellular storage of
TPE-Py-OH, we then explored the location of long-term retention of TPE-Py-OH in live
HepG2 cells. Although TPE-Py-OH decreased in single cell as cell division, the yellow
fluorescence was still co-localized with BODIPY, indicating that they could keep staying
in LDs with high binding characteristics in Figure 4B. To verify long-term photodynamic
effect of the remaining TPE-Py-OH in cells, the PDT efficiency was investigated using
calcein-AM/PI dual staining. As shown in Figure 4C, the region of light irradiation
(right part of the dotted line) showed increased red fluorescence of PI stain even on the
seventh day after treatment with TPE-Py-OH in contrast with the region without light
irradiation (left part of the dotted line). In the region of light irradiation, cell morphologic
changes of the early stage of apoptosis were also observed in the bright field under optical
microscope. Although the efficiency of PDT was decreased with the passage of time,
the obvious photodynamic killing effect could last for at least 1 week after primary TPE-
Py-OH treated with prolonged light irradiation. It seems that TPE-Py-OH can combine
with and store in intracellular LDs with stable fluorescence and photodynamic tumor-
killing effect. Previous results also showed that TPE-Py-OH could induce mitochondrial
damage and dysfunction due to its ability to target mitochondria. Since the TPE-Py-OH
could aggregate in LDs after long-term incubation, we further explored the change of
damage mechanism. Interestingly, JC-1 staining demonstrated that TPE-Py-OH could still
induce dramatically mitochondrial damage in spite of tending to accumulate into LDs in
Figure 4D. Singlet oxygen species produced by PDT can oxidize intracellular LDs to form
lipid oxide or lipid peroxide [50]. The intracellular lipid peroxidation could initiate cellular
ferroptosis, which can induce mitochondrial morphology disruption and depolarization in
this process [51]. This may be the mitochondrial damage mechanism of TPE-Py-OH stored
in LDs. Hence, the TPE-Py-OH could store in LDs in a relatively stable state and maintain
its ROS generation ability for more than 7 days, which allowed multiple-light activated
PDT effect and mitochondrial damage.
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C
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Calcein-AM/PI

Figure 4. Long-term tracking and PDT effect of HepG2 cells stained with 10 uM TPE-Py-OH for 12 h
and continuously cultured for different time. (A) Fluorescent images of TPE-Py-OH and intracellular
ROS generation after light irradiation (450 nm, 30 mW /cm?, 10 min). (B) Co-staining of HepG2 cells
stained with TPE-Py-OH and continuously cultured for different time, followed by staining with
1 pg/mL BODIPY for 30 min. (C) Fluorescence images stained with calcein-AM/PI of HepG2 cells
cultured for different time. left part of the dotted line: without light irradiation, right part of the
dotted line: with light irradiation. (D) Fluorescence images stained with JC-1 of HepG2 cells cultured
for different time with irradiation.
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3.6. In Vivo Multiple Light-Activated PDT Effect of TPE-Py-OH

To further evaluate the potential of PDT performance of TPE-Py-OH in vivo, we car-
ried out a mice H22 tumor model. The tumor model was established by subcutaneous
injection of 5 X 10° H22 cells in BALB/c mice. After the tumors had become 60 mm? in size,
TPE-Py-OH were injected intratumorally. In vivo distribution of TPE-Py-OH in mice over
time was monitored by whole animal fluorescence. As shown in Figure S8A, local fluores-
cence still existed even at 12th day after TPE-Py-OH administration. The compression splice
of tumor tissue shows bright yellow fluorescence in tumor cells (Figure S8B). Based on the
long-term retention of TPE-Py-OH in tumor foci after administration, we hypothesized
that the remaining TPE-Py-OH could kill the tumor cells by repeated irradiation after one
administration via PDT effect. Subsequently, to explore the multiple light-activated PDT
performance of TPE-Py-OH, H22 tumor-bearing mice were randomized into five groups:
(1) TPE-Py-OH with three irradiations; (2) TPE-Py-OH with one irradiation; (3) TPE-Py-OH
without irradiation; (4) PBS with irradiation; (5) negative control. TPE-Py-OH was intra-
tumorally injected and further irradiated with laser (450 nm, 100 mW/cm?, 10 min) and
the course of treatment is shown in Figure 5A. As shown in Figure 5B, the mice injected
TPE-Py-OH with laser irradiation three times exhibited larger scale local necrosis of tumor
and better tumor inhibition than the group treated with irradiation one time. TPE-Py-OH
without irradiation group, PBS with irradiation group and negative control group were
found to exhibit negligible tumor necrosis and inhibition. The tumor tissues were harvested
after the mice were sacrificed on the seventh Day. Hemotoxylin/eosin (H&E) staining of
tumor tissue showed a majority of dead cells in TPE-Py-OH with the three-time irradiation
group and relative mild tumor cells death in TPE-Py-OH with the one-time irradiation
group (Figure 5C). A high apoptosis rate was also observed by TUNEL stain, which demon-
strated the multiple light-activated PDT effect of TPE-Py-OH after once injection for more
than 1 week. This result was consistent with previous in vitro experiments. Tumor growth
in the different groups was monitored by recording the tumor volume every 2 days for
a period of 10 days. The tumor volume of TPE-Py-OH with three-time irradiation group
was obviously smaller than other groups (Figure 5D). Although TPE-Py-OH with the
one-irradiation group showed mild tumor inhibition after treatment, the tumor volume
significantly increased after treatment ended. Mice survival was monitored, as shown in
Figure 5E. Mice treated with TPE-Py-OH and irradiation three times showed better survival
than other groups. All these results demonstrate that TPE-Py-OH could accumulate in
the tumor region for a long time and provide multiple light-activated PDT effect for a
long time.
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Figure 5. In vivo multiple light-activated PDT effect of TPE-Py-OH in H22 tumor-bearded mice.
(A) Scheme of in vivo PDT experiment. (B) Representative photographs of mice with treatments at
different days, the irradiation was performed with 450 nm laser (100 mW/ cm?) for 10 min. (C) H&E
stained and TUNEL stained tumor tissue slices after 7 days of treatments. (D) Tumor growth curves

of mice with the various treatments. (E) Survival of mice with the various treatments.
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4. Conclusions

In summary, we have developed a dual-organelles-targeting AIEgen based on
tetraphenylethylene derivative (TPE-Py-OH). TPE-Py-OH can target both mitochondria
and LDs, exhibits excellent ability of long-term retention, has stable fluorescence emis-
sion and multiple light-activated PDT effect in cancer cells. By storing in intracellular
LDs, the fluorescence of TPE-Py-OH in cells can be maintained for a long time, and the
photodynamic tumor-killing effect could still be activated by light irradiation at 7 days
after a single treatment with TPE-Py-OH in vitro and in vivo. We believe that this AIEgen
will be promising for the long-term tracking and multiple light-activated photodynamic
ablation of HCC with sustained effectiveness. Although the tumor-targeting ability and
the approach of drug administration is less than perfect, the hydroxy group (-OH) of this
AlEgen provides excellent molecular modifiability and carrier combinability. Further modi-
fication of molecular structure and combination with nanocarrier could improve the cancer
selectivity and fluorescence properties of TPE-Py-OH. Based on molecular characteristics
of TPE-Py-OH, new PSs with improved function and a better administration approach can
be designed to achieve multiple light-activated PDT.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/10.3
390/ pharmaceutics14020459 /51, Figure S1: HRMS spectra of molecule 1; Figure S2: HRMS spectra
of TPE-Py-OH; Figure S3: TH NMR spectra of (A) TPE-Py-OH and (B) molecular 1 in DMSO-dg;
Figure S4: 13C NMR spectra of (A) TPE-Py-OH and (B) molecular 1 in DMSO-dg; Figure S5: UV
spectra of TPE-Py-OH at the concentration of 10 uM in DMSO; Figure S6: (A) PL spectra of TPE-
Py-OH in H,O/DMSO mixtures (v/v 90%) with different concentrations. Excitation wavelength:
405 nm. (B) Plot of PL intensity versus the concentrations of TPE-Py-OH. Inset: Photograph of TPE-
Py-OH with various concentrations taken under 365 nm UV irradiation; Figure S7: The dynamic
monitoring of the distribution of TPE-Py-OH in living cells. The HepG2 cells were incubated with
5 uM TPE-Py-OH for 30 min and then replaced with fresh medium, Figure S8: (A) The distribution of
TPE-Py-OH in vivo after intratumoral injection over time. (B) Imaging of compression slice of H22
tumor on day 12 after TPE-Py-OH administration.
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