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Background: Hepatocellular carcinoma (HCC), arising from hepatocytes, is the most common primary liver cancer. It is urgent to
develop novel therapeutic approaches to improve the grim prognosis of advanced HCC. 10-hydroxycamptothecin (HCPT) has good
antitumor activity in cells; however, its hydrophobicity limits its application in the chemotherapy of HCC. Recently, nanoscale
porphyrin metal-organic frameworks have been used as drug carriers due to their low biotoxicity and photodynamic properties.
Methods: Nanoscale zirconium porphyrin metal-organic frameworks (NMOFs) were coated with arginine-glycine-aspartic acid
(RGD) peptide to prepare NMOFs-RGD first. The HepG2 cell line, zebrafish embryos and larvae were used to test the biotoxicity
and fluorescence imaging capability of NMOFs-RGD both in vitro and in vivo. Then, NMOFs were used as the skeleton, HCPT was
assembled into the pores of NMOFs, while RGD peptide was wrapped around to synthesize a novel kind of nanocomposites,
HCPT@NMOFs-RGD. The tissue distribution and chemo- and photodynamic therapeutic effects of HCPT@NMOFs-RGD were
evaluated in a doxycycline-induced zebrafish HCC model and xenograft mouse model.
Results: NMOFs-RGD had low biotoxicity, good biocompatibility and excellent imaging capability. In HCC-bearing zebrafish,
HCPT@NMOFs-RGD were specifically enriched in the tumor by binding specifically to integrin αvβ3 and led to a reduction in tumor
volume. Moreover, the xenografts in mice were eliminated remarkably following HCPT@NMOFs-RGD treatment with laser
irradiation, while little morphological change was found in other main organs.
Conclusion: The nanocomposites HCPT@NMOFs-RGD accomplish tumor targeting and play synergistic chemo- and photodynamic
therapeutic effects on HCC, offering a novel imaging-guided drug delivery and theranostic platform.
Keywords: zirconium porphyrin metal-organic frameworks, 10-hydroxycamptothecin, hepatocellular carcinoma, chemotherapy,
photodynamic therapy

Introduction
Hepatocellular carcinoma (HCC) is the most common primary liver cancer and has a high mortality rate due to its
rapid progression, high malignancy and low cure rate.1,2 Although early HCC can be managed by ablation,3 the
results of surgery are poor in patients with advanced disease due to the presence of extrahepatic infiltration and
metastases.4 Chemotherapy is one of the standard strategies for patients with advanced HCC.5 Among
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chemotherapeutic drugs, 10-hydroxycamptothecin (HCPT), a topoisomerase I inhibitor, inhibits cell proliferation and
has a broad spectrum of antitumor activity against breast, colon, lung, and ovarian cancers in clinical practice.6,7

However, HCPT is insoluble in either water or acidic environments and can cause severe systemic side effects,
limiting its administration in the treatment of HCC.8 Therefore, modifying its hydrophobicity and reducing its
adverse effects on normal organs will provide great help for its clinical application. In addition, multimodal therapy
is the future trend of HCC treatment. Immunotherapy, molecular-targeted therapy, photodynamic therapy (PDT) and
photothermal therapy (PTT) have been involved in the treatment of liver cancer.9,10

In recent years, a variety of nanomaterials have been used as carriers to deliver drugs to tumor tissues.11–13 Among
them, nanoscale porphyrin metal-organic frameworks, composed of metal ions and porphyrin organic ligands, stand out
due to their tunable porosity, robust stability, fluorescent tracing and easy functionalization.14,15 Low toxic metal ions,
such as Fe2+, Zn2+ and Zr4+, provide the stability of the material, while porphyrin ligands are coupled by conjugated
double bonds to form a reticulated skeleton.16,17 Moreover, due to the electron-supplying substituents on its phenyl
group, porphyrin can be used as a photosensitizer for imaging-guided localization, diagnosis or PDT.18,19 Angiogenesis is
a characteristic manifestation of tumor proliferation, which contributes greatly to tumor growth, infiltration and
metastasis.20 In tumor tissues, after degradation of the vascular basement membrane, vascular endothelial cells are
activated, proliferated, migrated and reconstituted to form blood vessels and vascular networks.21,22 Integrins are the
primary extracellular matrix (ECM) receptors that provide a link between the external matrix scaffold and the internal
actin cytoplasm.23 Among integrins, integrin αvβ3 is highly expressed in both endothelial cells and pericytes and acts as a
ligand on the cell membrane binding to the ECM containing an arginine-glycine-aspartic acid (RGD) motif.24 Therefore,
an RGD molecule-based drug delivery system enables targeted transport and release at the tumor site.

In this study, nanoscale zirconium-porphyrin metal-organic frameworks (NMOFs) were used as the carrier skeleton.
HCPT was assembled into the pores of NMOFs, while RGD peptide was wrapped around NMOFs. Thus, a novel kind of
nanocomposites, HCPT@NMOFs-RGD, were prepared. Subsequently, we determined the following properties of
HCPT@NMOFs-RGD: 1) physical and chemical characterization; 2) in vitro and in vivo imaging capability and
biotoxicity; 3) targeted delivery to tumor sites of HCC; and 4) chemo- and photodynamic-synergistic therapeutic effects
on HCC. Our study combined fluorescence imaging-guided HCPT chemotherapy and PDT on HCC for the first time.
This not only broadened the potential applications of engineered NMOFs by demonstrating their capability for precise
targeted delivery but also provided a new approach to the treatment of HCC.

Materials and Methods
Cell Culture
The human HCC cell line HepG2 (purchased from ATCC) and human hepatocyte cell line L02 (purchased from
Beijing Union Medical College Hospital) were cultured in complete Dulbecco’s modified Eagle’s medium (DMEM;
Biological Industries (BI), Israel) and complete Roswell Park Memorial Institute 1640 (RPMI-1640) medium (BI),
respectively, containing 10% (v/v) fetal bovine serum (BI) and 1% penicillin-streptomycin (Thermo Scientific, DE,
USA). The use of cell lines was approved by the Institutional Ethics Committee at Nankai University. Both cell lines
were incubated at 37 °C with 5% CO2.

Experimental Animals
For fish experiments, wild-type zebrafish (AB strain) and transgenic zebrafish Tg (fabp10:rtTA2s-M2; TRE2:EGFP-
krasG12V) (krasG12V; a gift from Dr. Gong) were raised under standard conditions with a 10-hour dark/14-hour light cycle
at 28.5 °C.25 For mouse experiments, 6- to 8-week-old male BALB/c mice (18–20 g, license No. SCXK-2014-003) were
purchased from the Chinese Academy of Medical Sciences & Peking Union Medical College. All experimental protocols
involving animals were approved by the Institutional Animal Care and Use Committee of Nankai University and
complied with the Guide for the Care and Use of Laboratory Animals by the National Institutes of Health (NIH).
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Reagents
The following reagents were used: zirconium chloride (ZrCl4; Aladdin Chemistry Co. Ltd., Shanghai, China); poly-
etherimide (PEI, molecular weight =10,000; Fu Chen Reagent Co., Ltd., Tianjin, China); 5,10,15,20-tetrakis(4-carboxyl)-
21H,23H-porphine (TCPP; TCI Chemical Ind. Develop Co., Shanghai. China); 9,10-anthracenediyl-bis (methylene)
dimalonic acid (ABDA; Aladdin); 1-ethyl-3-(3-dimethylaminepropyl) carbodiimide (EDC; Aladdin);
N-hydroxysuccinimide (NHS; Aladdin); 10-hydroxycamptothecin (HCPT; Sigma-Aldrich, St. Louis, MO, USA); argi-
nine-glycine-aspartic acid tripeptide (RGD; Peptide Co., Ltd., Shanghai, China); and dimethylformamide (DMF;
Concord Reagent Co., Tianjin, China). All reagents were of at least analytical grade and were used as purchased without
further purification.

Preparation of NMOFs-RGD and HCPT@NMOFs-RGD
ZrCl4 (5 mg), TCPP (0.009 mmoL−1) and 0.5 mL acetic acid in 16 mL of DMF were ultrasonically dissolved in a 20 mL
Pyrex vial. The mixture was heated in a 120 °C oven for 12 h to obtain NMOFs. NMOFs were then dissolved in 10 mL
DMF, and 5 mg PEI was added while stirring for 2 h at room temperature. The mixture was centrifuged and dispersed in
10 mL distilled water. EDC (5 mg) and NHS (5 mg) were added and stirred for 12 h. The unreacted EDC and NHS were
removed by centrifugation. Finally, 2 mg RGD was added to the solution for further reaction for 24 h, and NMOFs-RGD
was obtained by centrifugation. For the preparation of HCPT@NMOFs-RGD, the above mixture was centrifuged and
dispersed in 10 mL DMF containing 20 mg HCPT for 24 h. The resulting HCPT@NMOFs were dispersed in 10 mL
distilled water. The remaining steps were the same as the preparation of NMOFs-RGD.

Instrumentation and Characterization
The instrumentation used in the analytical experiments was as follows: transmission electron microscopy (TEM) images
were recorded with a Tecnai G2 F20 (FEI, Hillsboro, OR, USA; accelerating voltage=200 kV). X-ray diffraction (XRD)
patterns were obtained by a D/max-2500 diffractometer (Rigaku, Tokyo, Japan) using Cu-Kα radiation (λ=1.5418 Å).
The Zr content was measured by inductively coupled plasma atomic emission spectroscopy (ICP-AES; IRIS advantage,
Thermo, USA). N2 adsorption-desorption isotherms and the pore size distribution were tested by TriStar 3000
(Micromeritics, Norcross, GA, USA) at 77 K. The pore-size distribution was calculated by the Barrett, Joyner and
Halenda (BJH) method according to the density functional theory (DFT) program. UV-Vis absorption spectra were
recorded by a UV-2450-visible spectrophotometer (Shimadzu, Japan). The steady-state fluorescence experiments were
performed on an FL-4600 Fluorescence Spectrometer (Hitachi, Japan) equipped with a plotter unit and a quartz cell
(1 cm × 1 cm). The slit width was 5 nm for both excitation (560 nm) and emission. Infrared spectra were obtained by
Bruker TENSOR 27 Fourier transform infrared spectroscopy. Thermogravimetric analysis (TGA) was performed on a
PTC-10ATG-DTA analyzer heated from 20 °C at a ramp rate of 10 °C min−1 under air. The singlet oxygen (1O2)
generation of NMOFs upon laser irradiation was conducted using the ABDA method. A mixed solution of NMOFs-RGD
(20 mM) and 200 mM ABDAwas irradiated with a 655 nm laser (light intensity 1000 mW cm−2). At each predetermined
time interval, the absorbance spectra were recorded. The drug release experiment of HCPT@NMOFs-RGD was carried
out by the dynamic dialysis method. 10 mg HCPT@NMOFs-RGD was dispersed in 3 mL PBS (0.01 M, pH 7.4) and
sealed in a dialysis bag (MWCO 4000 Da), which was immersed in 50 mL PBS. Within the specified time period, 100 μL
of media was collected to detect the HCPT content. The amount of released HCPT in the solution was measured with an
FL fluorescence spectrometer at λex=319 nm and λem=650 nm.

In vitro Cytotoxicity Assay
HepG2 cells were seeded in a 96-well plate (1×104 cells/well) and incubated with 100 μL of culture medium containing
NMOFs (0, 25, 50, 100, 200, and 400 μg/mL), NMOFs-RGD (0, 25, 50, 100, 200, and 400 μg/mL), or HCPT@NMOFs-
RGD (0, 25, 50, 100, 200, and 400 μg/mL) for 6 h. In vitro cytotoxicity was determined using the MTT assay according
to the manufacturer’s instructions (Keygen Biotech, Jiangsu, China). For the PDT test, cells incubated with NMOFs-
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RGD or HCPT@NMOFs-RGD were irradiated with a laser at 655 nm for 10 min (300 mW cm−2) before the MTT assay.
For each sample, three parallel replicates were measured.

In vitro Biological Imaging
HepG2 cells were seeded in a 24-well plate (4×104 cells/well) in 500 μL of medium and cultured overnight. Cells were
then incubated with fresh DMEM containing RGD-labeled NMOFs at concentrations of 0 (control), 25, 50, 100, 200, and
400 μg/mL for 6 h, washed with PBS (0.01 M, pH 7.4) three times, fixed with 4% paraformaldehyde (PFA) and labeled
with 4.6-diamino-2-phenylindole (DAPI; diluted at 1:1000; Sigma–Aldrich) for 10 minutes. Three parallel replicates
were measured at each concentration. Fluorescence images were photographed with an FV 1000 confocal microscope
(Olympus Corporation, Tokyo, Japan). Red fluorescence images of NMOFs-RGD were captured using 559 nm excita-
tion; blue fluorescence of the DAPI staining was acquired using 405 nm excitation.

In vitro Singlet Oxygen Generation Detection
Singlet oxygen (1O2) generation was detected using a 2′,7′-dichlorofluorescin diacetate (DCFH-DA) probe.26 HepG2
cells were seeded in a 24-well plate (4×104 cells/well) and cultured for 24 h. Cells were then incubated with NMOFs-
RGD or HCPT@NMOFs-RGD at a concentration of 200 μg/mL for 6 h. After removing the residual NMOFs-RGD or
HCPT@NMOFs-RGD, DCFH-DA (10 μM in PBS) was added to the cells and incubated for 1 h. The cells were washed
three times with PBS and irradiated with a laser at 655 nm for 10 min (300 mW cm−2). The generated 1O2 was captured
under an FV 1000 confocal microscope (Olympus) with an excitation wavelength of 488 nm and emission wavelength of
520 nm.

Aqueous Exposure on Zebrafish Embryos and Larvae
To evaluate the in vivo biological imaging, wild-type zebrafish embryos were collected at 1 hour postfertilization (hpf),
placed in a 24-well plate (50 embryos/well), and exposed continuously to NMOFs-RGD at concentrations of 25, 50, 100,
and 200 μg/mL. Embryos incubated in sterilized 1 × Holt buffer (3.5 g/L NaCl, 0.05 g/L KCl, 0.025 g/L NaHCO3, 0.1/L
CaCl2, pH 7.2) were used as the control. Each well contained 3 mL NMOFs-RGD solution or Holt buffer. After 5 hours,
embryos were rinsed with Holt buffer (5 minutes each, three times) and observed under a BX51 fluorescence microscope
(Olympus). To observe the distribution of NMOFs-RGD in larvae, wild-type fish at 5 days postfertilization (dpf) were
exposed to NMOFs-RGD at a concentration of 200 μg/mL for 12 hours. Bright-field and fluorescent images were
captured every 12 h until the fluorescence disappeared.

Induction and Chemotherapy of HCC in Zebrafish
To induce HCC in zebrafish, 1-month-old krasG12V juveniles were treated with doxycycline (D9891; Sigma-Aldrich) at a
concentration of 60 μg/mL for 15 days in the dark as described previously.27 HCC-bearing fish were treated with
HCPT@NMOFs-RGD at a concentration of 200 μg mL−1 for 4 days.

Fluorescence-Guided Chemotherapy and PDT on Xenograft Tumor
For the tumor xenograft experiment, 3×106 HepG2 cells were suspended in PBS (0.01 M, pH 7.4) and injected
subcutaneously into the thigh flank region of BALB/c nude mice. The tumor volumes of the mice were measured as
(width2 × length)/2. When the volume was approximately 80 mm3 (~ 2 weeks after injection), the tumor-bearing mice
were divided randomly into four groups (n = 4 in each group): chemotherapy, PDT, synergetic therapy, and control
groups. In the chemotherapy group, mice were injected with HCPT@NMOFs-RGD (200 μL, 1 mg mL−1) through the
caudal vein. In the PDT group, mice were injected with NMOFs-RGD (200 μL, 1 mg mL−1) and irradiated with a 655 nm
laser (1000 mW·cm−2) for 30 min after 24 hours. In the synergetic group, mice were injected with HCPT@NMOFs-RGD
(200 μL, 1 mg mL−1) and irradiated with a 655 nm laser (1000 mW·cm−2) for 30 min after 24 hours. PBS-injected mice
were used as the control. The administration for all the mice from the four groups was repeated every 4 days. The tumor
volume was measured every 2 days until 12 days postinjection.
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Thermal Imaging
Thermal imaging was performed with a NightOWL LB 983 small animal in vivo imaging system (Berthold Technologies
GmbH & Co. KG, Germany) under the condition of the emission wavelength of HCPT@NMOFs-RGD (Ex=530 nm,
Em=660 nm). HCC-bearing fish were anaesthetized in 0.016% tricaine (A5040; Sigma-Aldrich), euthanized immediately,
collected and thermally imaged at 24, 48, 72 and 96 hours post treatment (hpt). In mice, thermal imaging was then
performed in NMOFs-RGD-injected tumor-bearing mice at 0, 1, 6, 12 and 24 hours postinjection.

Hematoxylin and Eosin (HE) and Immunofluorescence Staining
Hematoxylin and eosin (HE) staining and immunofluorescence were performed using standard protocols.28 HCC-bearing
fish were anaesthetized in 0.016% tricaine and euthanized immediately. The livers were dissected and fixed in 4% PFA
overnight at 4 °C. For cell immunofluorescence staining, L02 or HepG2 cells were seeded in a 24-well plate at a density
of 4×104 in 500 μL/well and grown on glass coverslips. The primary antibody was anti-integrin αvβ3 antibody (1:500;
ab7166, Abcam, Cambridge, MA, USA). The secondary antibody was a fluorescently labeled Cy3 (1:200; Millipore,
Billerica, MA, USA). The sections were counterstained with DAPI (1:1000, Sigma) to label the nuclei.

Statistical Analysis
Quantitative data were analyzed using GraphPad Prism software (version 8.0, GraphPad Software Inc., San Diego, CA,
USA). For image analysis, ImageJ software (1.49X, NIH, http://rsb.info.nih.gov/ij/) was used to convert images to 8-bit
greyscale prior to thresholding, subsequently calculated the area of positive signals, the area of nuclei, or the intensity of
fluorescence. The fluorescence intensity, viability of cells and tumor weight are shown as percentages (means ± SEM).
Values between two groups were compared with Student’s t-test. Data among three or more groups were analyzed using
one-way analysis of variance (ANOVA). P<0.05 were considered statistically significant.

Results and Discussion
Schematic Illustration and Characterization of HCPT@NMOFs-RGD
Nanoscale porphyrin metal-organic frameworks are a class of porous materials. They circumvent the hydrophobic nature,
meanwhile, their ultra-large channels can carry polycyclic molecules or drugs. The photophysical properties of porphyrin
offers an approach to monitor and track the nanocomposites.29 In the present study, we designed and synthesized a novel
zirconium-porphyrin metal-organic frameworks-based nanocomposite, HCPT@NMOFs-RGD, and investigated the targeted
administration to HCC. A schematic illustration of HCPT@NMOFs-RGD is shown in Figure 1A. The structure and function
of NMOFs were determined by the selection of metal ions and the regulation of organic ligands.30 In our design strategy, Zr4+

was selected as the metal ion due to its low toxicity and promising biocompatible characteristics.31 TCPP was used as the
organic ligand to exhibit powerful fluorescence and served as a photosensitizer.32 The combination of Zr4+ and TCPP formed a
spherical skeleton with mesh-like pores to provide space for drug loading. HCPT, an anticancer drug, was assembled into the
pores of NMOFs. The NMOFs were then functionalized with the ligand c-RGD coated on the surface of HCPT@NMOFs to
give them targeting ability. The TEM images showed that NMOFs were in a monodisperse state and had a spherical structure
with a particle size of approximately 90 nm in diameter (Figure 1B). Dynamic light scattering (DLS) analysis showed that
NMOFs had a relatively narrow size distribution (d=136.8 nm; Figure S1A). Nitrogen adsorption indicated that the Brunauer-
Emmett-Teller (BET) surface area of the NMOFs was ~1900 m2/g and that its pore volume was ~0.67 cm3/g (Figure S1B). In
addition, it was observed that the size of the DFT pores was 1.25 nm, which was consistent with the results from the theoretical
prediction (Figure 1C). The precisely matched peaks in small angle sections by powder X-ray diffraction (PXRD) patterns
confirmed that the crystal structure of NMOFs was maintained (Figure S1C). Figure S1D showed the UV-vis absorption
spectra of the TCPP ligand and NMOFs. The NMOFs had a similar pattern to the TCPP ligand, where the Soret band had a
redshift at 420 nm and the Q bands had some redshifts at 525, 561, 590, and 650 nm. The redshift was attributable to the
increase in the conjugation area of porphyrin after the NMOFs were formed. The 15 nm RGD layer was clearly observed
around the NMOFs, as shown in the TEM image (Figure 1D). Both thermal gravimetric analysis (TGA) and Fourier transform
infrared (FTIR) spectra confirmed the bioconjugation of RGD peptide on the NMOFs (Figure S1E and S1F). The NMOFs-
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RGD had a strong emission wavelength at 660 nmwhen excited at 530 nm (Figure 1E). ABDAwas used to test the PDTability
of NMOFs-RGD. Due to the high penetration depth, 655 nm laser irradiation was selected for 1O2 generation. The produced
1O2 oxidized ABDA, which was monitored as the decreased ABDA absorption at 379 nm (Figure 1F). The loading efficiency
of HCPT was 88% (w/w), which was attributed to the electrostatic and noncovalent interactions between HCPT and the
NMOFs. The fast release of HCPT was observed (50% after 12 h and 80% after 24 h) in a mimic biological environment
(Figure 1G).

Imaging Ability and Biotoxicity of NMOFs-RGD
The toxicity of nanomaterials is a prerequisite for evaluating their applications. The in vitro imaging ability and toxicity
of the NMOFs-RGD were tested in HepG2 cells.33 Following 6 hours of incubation, red fluorescent signals were detected
at the membrane and in the cytoplasm (Figure 2A). To quantify this finding, we scored the ratio between the area of
NMOFs-RGD-positive signals and the area of nuclei. The results showed that the imaging of NMOFs-RGD was dose-
dependent (Figure 2B; Student’s t-test, *P<0.05, **P<0.01). The MTT assay results showed that the cell viability of the
NMOFs-RGD group was higher than 85%, even at a concentration of 400 µg mL−1. No significant difference was found
between the NMOFs and NMOFs-RGD groups at each concentration (Figure 2C; ANOVA, P>0.05), indicating a low
cytotoxicity of NMOFs-RGD. The in vivo toxicity and imaging ability of NMOFs-RGD was observed in zebrafish
embryos and larvae. Zebrafish are considered as an ideal model for evaluating in vivo toxicity due to the characteristics
of large amounts of spawning, transparent embryos and rapid development.34 The pores on the surface of the chorion
were approximately 600 nm in diameter.35 NMOFs-RGD, with a size of ~90 nm in diameter, can enter the embryo
through the pores. Following 5 hours of exposure to NMOFs-RGD, red fluorescent signals were mainly in the yolk and
intensified in a dose-dependent manner (Figure S2). We also observed the phenotype of zebrafish embryos. Compared to
the control group, no obvious malformation, such as pericardial edema and axial curvature, was found in the gross
development in any NMOFs-RGD-exposed group until 72 hpf (Figure S3). Zebrafish larvae at 5 dpf were exposed to

Figure 1 Synthesis and characterization of HCPT@NMOFs-RGD. (A) Scheme for the synthesis of HCPT@NMOFs-RGD nanocomposites. (B) TEM image of NMOFs. (C)
View of NMOFs with uniform triangular 1D channels observed in the structure. (D) TEM images of NMOFs-RGD. Note that the RGD layer is distributed around the
NMOFs at a thickness of 15 nm. (E) Fluorescence spectra (excitation at 530 nm) of NMOFs-RGD aqueous solution. (F) Absorbance spectra of ABDA in the presence of
NMOFs-RGD over different periods under laser irradiation at 655 nm. (G) HCPT release performance of HCPT@NMOFs-RGD nanocomposites in PBS. Scale bar in (B):
0.2 μm; (D): 100 nm.
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NMOFs-RGD for 12 hours to determine the absorption, distribution, metabolism, and excreted (ADME) process of
NMOFs-RGD. At 5 dpf, larvae can swim and prey, most organs have been well developed, and the gastrointestinal tract
has already played its preliminary function.36,37 The fluorescent signals were recorded until 72 hours post exposure (hpe).
At 12 hpe, bright red signals accumulated mainly in the stomach and proximal intestine. Then, the positive signals moved
to the distal intestine gradually, weakened along the exposure time and disappeared almost at 72 hpe (Figure 3A–C). This
suggested that NMOFs-RGD entered the larvae and were excreted from the gastrointestinal tract with a retention time of
approximately 60 hours. Taken together, the above data demonstrate that NMOFs-RGD have low biotoxicity and
excellent bioimaging ability, both in vitro and in vivo, making NMOFs-RGD an ideal carrier for further modification
and drug loading.

Targeting Delivery of NMOFs-RGD to HCC by Binding to Integrin αvβ3
In this study, the targeting efficiency was achieved by both passive and active methods. It is well known that
nanocomposites can accumulate in tumor sites due to the passive targeting effect, named the enhanced permeability
and retention (EPR) effect.38–40 However, the EPR effect is short, and the heterogeneity of tumor tissue may impede drug
delivery.41 Identifying molecular markers of tumor tissue is a common strategy for active delivery. Integrin αvβ3 is widely
expressed in neovascularization-rich tissues and can selectively bind to RGD.42,43 RGD is a tumor homing peptide with
cell penetration properties. RGD binds to the neuromucin-1 receptor to initiate protease hydrolysis and promote
endocytosis.44 Thus, the RGD-coated nanocomposites enable the molecular probe RGD to target the tumor cells actively
and penetrate the membrane of tumor cell. Based on this, we coated RGD molecules with NMOFs to exert an active

Figure 2 In vitro fluorescence imaging and cytotoxicity of NMOFs-RGD. (A) Fluorescence images of HepG2 cells exposed to NMOFs-RGD. Red signals are from NMOFs-
RGD. Note that NMOFs-RGD are localized at the membrane and in the cytoplasm. (B) Statistical analysis of fluorescence intensity in NMOFs-RGD-incubated cells
(Student’s t-test; *P<0.05, **P<0.01). (C) Statistical analysis of cell viability in HepG2 cells incubated with NMOFs (control) and NMOFs-RGD. Scale bar in (A): 20 μm.
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targeting effect. The targeting property of NMOFs-RGD was verified by three aspects. Firstly, at cell level, we detected
whether integrin αvβ3 was only expressed in tumor cells. No positive signal was found in normal hepatocyte L02 cells
(Figure S4A). However, integrin αvβ3 was strongly expressed in HepG2 cells and located at the membrane and in the
cytoplasm (Figure S4B). Secondly, we tested the targeting ability with doxycycline-induced krasG12V zebrafish HCC
model. With induction time, the liver was enlarged with gradually strengthened green fluorescent signals (Figure S5A
and S5B). Following 15 days of induction, the liver lost its normal morphology. The hepatic cords were disorganized, and
the cells showed remarkable pleomorphism with a higher ratio of nucleus to cytoplasm (Figure S5C), indicating that
homogeneous HCC was developed with the similar morphology and biology to human HCC.45 In HCC-bearing
zebrafish, integrin αvβ3-positive signals were densely distributed in tumor tissues (Figure 4A). Following NMOFs-
RGD exposure, numerous red fluorescent signals were detected in the liver. They were circular and distributed around the
nuclei, which was consistent with the expression pattern of integrin αvβ3 (Figure 4B). The co-localization of integrin αvβ3
and NMOFs-RGD suggested that NMOFs-RGD were targeted delivered to tumor tissue by recognizing integrin αvβ3,
laying the foundation for the chemo- and photodynamic therapy. Finally, we verified the targeting ability with mice
model. NMOFs-RGD were injected, and small animal imaging was used to track the tissue distribution in the following
24 hours. In both control and tumor-bearing mice, weak signals were detected throughout the body after 1 hour, and the

Figure 3 Time-lapse distribution of NMOFs-RGD in zebrafish larvae. (A) Fluorescence and (B) bright field images of NMOFs-RGD-exposed larvae at different hours post
exposure (hpe). Red fluorescence was emitted by NMOFs-RGD. (C) Merged images from (A and B). Scale bar: 100 μm.

Figure 4 Targeted delivery of NMOFs-RGD to tumor tissue in HCC-bearing zebrafish. (A) The expression of integrin αvβ3. Red fluorescent signals are from integrin αvβ3-
expressing cells. (B) The distribution of NMOFs-RGD in the liver of HCC krasG12V zebrafish. Red fluorescent signals are from NMOFs-RGD. Scale bar: 20 μm.
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intensity of the signals increased along the injection time, mainly located at the thymus gland and lymph nodes (arrows;
Figure 5A). Surprisingly, at 24 hours post injection, a strong signal area was detected at the xenograft tumor site (circle;
Figure 5A). We dissected the mice and tested the intensity of thermal imaging from different organs. No or very weak
signals were shown in the heart, spleen, or kidneys. Signals of moderate intensity were detected in the liver and intestine.
In contrast, signals from tumor sites were very strong (Figure 5B). This indicates that NMOFs-RGD are enriched in liver
tumor sites, due to the accurate identification of RGD with integrin αvβ3. It was reported that epidermal growth factor
receptor (EGFR) was overexpressed in HCC and played an important role in the tumor microenvironment.46 Also, EGFR

Figure 5 Time-lapse distribution of NMOFs-RGD in tumor-bearing mice. (A) Thermal images of NMOFs-RGD in control and tumor-bearing mice at 0, 1, 6, 12, and 24
hours (h) postinjection. (B) Thermal images of NMOFs-RGD in different organs of tumor-bearing mice: (a) tumor, (b) spleen, (c) liver, (d) intestine, (e) heart, (f) stomach, (g)
kidney, and (k) lung.
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regulated the activation of integrin αvβ3 and can increase tumor cell growth, proliferation, and metastasis mediated by
cell adhesion.47 Further test of EGFR in this HCC model should yield results for better understanding the targeting
delivery of NMOFs-RGD.

Chemotherapy and Synergetic Therapy of HCPT@NMOFs-RGD on HCC
For HCC treatment, we demonstrated the chemotherapy in zebrafish first. HCC-bearing krasG12V fish were continuously
treated with HCPT@NMOFs-RGD for 4 days. HCPT@NMOFs-RGD entered the fish by swallowing and/or skin
penetration.48 The chemotherapeutic effect was evaluated by thermal imaging, gross appearance and EGFP fluorescence
every 24 hours post treatment (Figure 6A–C). The fish abdomen became brighter from 24 to 48 hpt and darkened
gradually at 72 and 96 hpt (Figure 6A). At each time point, fish were euthanized and photographed to show the gross
appearance (Figure 6B). Then, the livers were dissected to observe the fluorescence. EGFP-positive signals were strong
and bulky before HCPT@NMOFs-RGD treatment, diminished gradually over the treatment time, and weakened at 96 hpt
(Figure 6C). Statistical analysis showed that the intensity of thermal imaging signals reached its peak at 48 hpt and

Figure 6 The chemotherapeutic effect of HCPT@NMOFs-RGD in HCC-bearing zebrafish. (A) Thermal imaging, (B) bright field, and (C) EGFP fluorescence of HCC-
bearing zebrafish following HCPT@NMOFs-RGD treatment at 0 (control), 24, 48, 72, and 96 hours post treatment (hpt). (D) Statistical analysis of the intensity of thermal
imaging (n=3 at each time point; ANOVA, *P<0.05, **P<0.01, ***P<0.001). (E) Statistical analysis of the intensity of EGFP-positive areas (n=3 at each time point; ANOVA,
*P<0.05, **P<0.01, ***P<0.001). Scale bar in (B and C): 200 μm.
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declined at 72 and 96 hpt (Figure 6D; ANOVA, *P<0.05, **P<0.01, ***P<0.001). Moreover, the intensity of EGFP
fluorescence diminished dramatically at 24, 48, 72 and 96 hpt (Figure 6E; ANOVA, *P<0.05, **P<0.01, ***P<0.001).
We then performed cryosectioning and DAPI staining on the dissected livers to verify the morphology. The red
fluorescent signals emitted from HCPT@NMOFs-RGD emerged at 24 hpt, became brightest at 48 hpt and gradually
decreased at 72 and 96 hpt, which was consistent with the thermal imaging results (Figure 7A). In contrast, EGFP
fluorescence decreased with treatment time and was very faint at 96 hpt (Figure 7B). HCPT@NMOFs-RGD was
distributed on the cell membrane and partially colocalized with EGFP-positive signals (Figure 7C and D). The prepared
HCPT@NMOFs-RGD solved the hydrophobicity of HCPT and can be used as imaging-guided therapy systems (IGTSs).
During 4-day administration, HCPT were not only enriched specifically in the tumor site, but also released continuously
from the nanocomposites and played chemotherapeutic effects, leading to the dramatic reduction on tumor tissues in an
HCC-bearing zebrafish model.

In order to maximize tumor suppression while minimizing toxicity to other organs, there is a trend to develop
multimodal therapy.49 PDT is a therapeutic approach involving light and photosensitizer. In HCPT@NMOFs-RGD,
porphyrin was used for fluorescence imaging as well as acted as a photosensitizer.50 After exposure to light at a specific
wavelength, the porphyrin was activated to generate singlet oxygen and exert a toxic effect on tumor cells rather than
damaging the neighboring tissue.51 Based on this, we examined the ability of 1O2 generation in NMOFs-RGD and

Figure 7 Time-lapse appearance of livers in HCC-bearing zebrafish following HCPT@NMOFs-RGD treatment. (A) Images of HCPT@NMOFs-RGD distribution in livers at
0 (control), 24, 48, 72, and 96 hours post treatment (hpt). (B) Images of EGFP fluorescence. (C) DAPI staining. (D) Merged images of (A–C). Scale bar: 20 μm.
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HCPT@NMOFs-RGD with HepG2 cells. The DCFH-DA probe can bind to 1O2 and emit green fluorescent signals.52,53

Following laser irradiation, HepG2 cells from the NMOFs-RGD- or HCPT@NMOFs-RGD-incubated groups showed
strong green fluorescence signals, while only weak green fluorescence signals were detected in the no-light group
(Figure S6A). The MTT assay showed that the cell survival rates were significantly decreased following laser irradiation,
indicating effective cell killing. Moreover, the higher the concentration of NMOFs-RGD or HCPT@NMOFs-RGD was,
the higher the killing efficiency (Figure S6B and S6C; ANOVA, *P<0.05, **P<0.01). These data demonstrate that
NMOFs-RGD and HCPT@NMOFs-RGD can kill tumor cells by photodynamic effects. Our design strategy on HCC
therapy was that HCPT@NMOFs-RGD can exert the photodynamic therapeutic effect while the release of HCPT plays
chemo-therapeutic role. Therefore, we investigated the in vivo synergetic therapy of HCPT@NMOFs-RGD on xeno-
grafts of mice. After 12 days of treatment, the tumor sizes from both the PDT and chemotherapy groups were smaller
than that of the control group (Figure 8A). Surprisingly, tumors in the synergetic group shrank dramatically, and one
tumor even disappeared (Figure 8A; dotted circle). The tumor weight declined significantly in the chemotherapy, PDT
and synergetic therapy groups (Figure 8B, ANOVA, **P<0.01, ***P<0.001). Specifically, the average tumor weight was
only 0.08 g in the synergetic group. Meanwhile, no obvious morphological changes were found in the heart, liver, spleen,
lung or kidney from all groups following 12 days of treatment (Figure 8C). These results indicate that either chemother-
apy or PDT alone can reduce the tumor volume. More importantly, compared to any single treatment, the synergy of
chemotherapy and PDT from HCPT@NMOFs-RGD provides much better curative efficacy without obvious side effects.
This may broaden the application of HCPT in chemotherapy and contribute to the comprehensive treatment of HCC.

Figure 8 The reduction of tumors in HCC-bearing mice following chemo-, photodynamic-, and synergistic therapy. (A) Images of tumors following different treatments at
12 days post treatment (dpt). Note that one tumor in the HCPT@NMOFs-RGD (+) group completely disappeared. (B) Statistical analysis of tumor weight at 12 dpt
(ANOVA; **P<0.01, ***P<0.001). (C) Images of HE staining of the heart, liver, spleen, lung and kidney. “(+)” and “(−)” represent samples with or without laser irradiation at
655 nm, respectively. Scale bar in (C): 50 μm.
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Conclusion
In summary, the synthesized NMOFs-RGD emit bright fluorescence with low biotoxicity and excellent biocompatibility.
The novel nanocomposites HCPT@NMOFs-RGD not only modify the hydrophobicity of HCPT but also accomplish
tumor targeting via specific binding to integrin αvβ3-expressing cells. Furthermore, HCPT@NMOFs-RGD play a
synergistic chemo- and photodynamic therapeutic role and show enhanced curative efficiency in HCC without significant
side effects. HCPT@NMOFs-RGD offers an imaging-guided drug delivery and theranostic platform and may provide a
promising approach for the treatment of HCC.
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