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Abstract: The utilization of cytosolic protein delivery is a promising approach for treating various
diseases by replacing dysfunctional proteins. Despite the development of various nanoparticle-
based intracellular protein delivery methods, the complicated chemical synthesis of the vector,
loading efficiency and endosomal escape efficiency of proteins remain a great challenge. Recently,
9-fluorenylmethyloxycarbonyl (Fmoc)-modified amino acid derivatives have been used to self-
assemble into supramolecular nanomaterials for drug delivery. However, the instability of the
Fmoc group in aqueous medium restricts its application. To address this issue, the Fmoc ligand
neighboring arginine was substituted for dibenzocyclooctyne (DBCO) with a similar structure to
Fmoc to obtain stable DBCO-functionalized L-arginine derivative (DR). Azide-modified triethylamine
(crosslinker C) was combined with DR to construct self-assembled DRC via a click chemical reac-
tion for delivering various proteins, such as BSA and saporin (SA), into the cytosol of cells. The
hyaluronic-acid-coated DRC/SA was able to not only shield the cationic toxicity, but also enhance the
intracellular delivery efficiency of proteins by targeting CD44 overexpression on the cell membrane.
The DRC/SA/HA exhibited higher growth inhibition efficiency and lower IC50 compared to DRC/SA
toward various cancer cell lines. In conclusion, DBCO-functionalized L-arginine derivative represents
an excellent potential vector for protein-based cancer therapy.

Keywords: self-assembly; L-arginine derivatives; DBCO; click chemical reaction; protein delivery

1. Introduction

Protein drugs have been the primary treatment strategy for autoimmune diseases and
cancer induced by dysfunctional proteins [1]. Compared to the traditional small-molecule
chemical drugs, protein drugs have numerous outstanding advantages, including safety,
high efficiency and specificity. In recent years, the best-selling and most popular drugs
have almost all been proteins, such as monoclonal antibodies, cytokines and functional
hormones [2]. However, these protein drugs play an important role regarding extracellular
receptors, and intracellular protein delivery has potential value for proteins acting on
cytosolic targets [3]. Due to uncertain charge, poor membrane permeation and the instability
of protein, it remains challenging to deliver proteins into cells without losing biological
functions. Therefore, it is important for protein-based disease therapies to develop novel
protein delivery strategies [4–7].

To solve the challenge of how to achieve intracellular protein delivery, researchers have
developed and designed various methods, including: (i) membrane perturbation-based
physical strategies, such as electroporation, microinjection and microfluidics [8,9]; (ii) the
attachment of the cargo protein to the cell-permeated ligands, such as cell-penetrating
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peptides (TAT, cTAT, Pep-1) and cell-penetrating poly(disulfides) (CPD) [10–18]; and
(iii) nanotechnology-based delivery vectors, such as nanogels, metal–organic frameworks,
exosomes, liposomes and polymers [19–22]. Impressively, the organic nanovectors can
be adjusted and designed upon the properties of proteins containing diverse amino acids
of different size and charges. For the efficient internalization of native proteins into cells,
proteins should be integrated into nanovectors, which have high loading efficiency and
anti-degradation ability. Subsequently, the delivered protein was released in the cytosol
with vector-assisted efficient endo/lysosomal escape [23]. Despite significant progress in
protein delivery, recent strategies have several disadvantages, such as protein chemical
modification, the complicated synthesis process of vectors and the application of organic
solvent damaging protein [24–28]. Therefore, it is necessary to design novel nanovec-
tors with high loading efficiency, simple preparation processes and no requirement for
protein modification.

Self-assembly plays an important role in retaining the function of biological systems
through promoting the formation of delicate and precious structures. For example, self-
assembly can result in the tertiary and quaternary structures of proteins with driven
force via hydrogen bonds and hydrophobic and electrostatic interaction [29]. Inspired by
natural self-assembly behavior in protein structures, macromolecules can be employed as
building blocks to construct artificial functional materials applied to the different fields
of drug delivery, energy and biology via biomimetic design [30–32]. For instance, the
representative macromolecules, such as proteins or peptides, are the basic self-assembled
building blocks for the formation of ordered biological structures, such as α-helixes, β-
sheets and microtubules [33–36]. Proteins and peptides with self-assembly abilities can
supply the biological system with promoted mechanical force and enhanced stability. In
addition, single amino acids and their derivatives (such as Fmoc-modified amino acid)
possess advantages such as simple preparation processes, accurate constructions and
easy repetition [37,38]. They are applied to self-assemble into the formation of functional
supramolecular nanocarriers for efficient drug delivery, which offer a novel strategy for
the improvement of drug administration in clinical therapy. Therefore, it has promising
potential to develop and design self-assembled amino acid derivatives applied for the
efficient encapsulation and intracellular delivery of proteins.

In this work, as seen in Figure 1, the Fmoc ligand adjacent to L-arginine is substi-
tuted for functional DBCO containing alkynyl with a similar structure to Fmoc. DBCO
contains two benzene rings and an electron conjugation structure, which provide the inter-
molecular force with hydrophobic and π-π stacking interaction. Thus, the DBCO-modified
arginine derivatives are conducive to the formation of self-assembled materials through
intermolecular interaction. In addition, crosslinker C, azide-functionalized triethylamine,
was introduced to enhance and stabilize the morphological structure of the self-assembled
nanovector formed by DBCO-modified L-arginine derivative via click chemical reaction,
which avoids complicated preparation steps and the application of non-aqueous solvents.
Saporin (SA), derived from saponaria officinalis seeds, was selected as the model toxic
protein, which lead to the apoptosis of different cell lines by disrupting the bioactivity of
cytosolic ribosome related to protein synthesis. The DBCO-modified arginine derivative
was employed to load saporin via hydrophobic and electrostatic interaction, which was
subsequently added with crosslinker C to form the stable DRC/SA nanoparticles. Fur-
thermore, DRC/SA nanoparticles were coated with hyaluronic acid to shield their cationic
toxicity and enhance intracellular saporin delivery efficiency via the recognition of CD44
overexpression on the cancer cell membrane, which induced the death of various cancer
cell lines. Compared with DRC/SA, the DRC/SA/HA showed higher growth inhibition
efficiency and lower IC50 value toward various cancer cell lines. Moreover, due to the
properties of HA, such as its negative charges, biocompatibility and specific targeting, we
hypothesize that the uniform DRC/SA/HA nanoparticles with an appropriate diameter
have the potential to demonstrate excellent stability, good blood circulation and rapid
accumulation for further cancer therapy without damaging normal cells in vivo.
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Figure 1. Schematic illustration for the preparation process of nanoformulation and nanoformulation-
promoted intracellular delivery of protein.

2. Materials and Methods
2.1. Materials

6-amino-1-decanol was purchased from Yuanye Bio-technology (Shanghai, China).
L-Arginine was purchased from Tansoole (Shanghai, China). Saporin (SA), Bovine serum
albumin (BSA) and Hyaluronic acid (HA) were purchased from Sigma-Aldrich (St. Louis,
MO, USA). Other chemical reagents were bought from Bidepharm (Shanghai, China).
DAPI was obtained from Solarbio (Beijing, China). FITC-NHS ester was purchased from
RuixiBio (Xi’an, China). Human cervical carcinoma cell line (HeLa), human breast cancer
cell line (MDA-MB-231) and mouse breast cancer cell line (4T1) were purchased from BNCC
(Zhengzhou, China).

2.2. Synthesis

The synthesis of Compound 1: A mixture of Et3N (440 µL, 3.2 mmol) and 6-aminodecan-
1-ol (374.4 mg, 3.2 mmol) was added to the solution of 4-nitrophenyl chloroformate-
substituted DBCO (800 mg, 2.08 mmol) in CH2Cl2. The reactive solution was stirred
at room temperature overnight, then concentrated under reduced pressure. The residue
was dissolved in EtOAc (50 mL), and subsequently washed with saturated aqueous sodium
bicarbonate (3 × 50 mL). The organic phase was added to Na2SO4 to reduce water, and
condensed in vacuo. Then, the residue was purified via column chromatography with
petroleum ether/ethyl acetate (v/v = 1:1) to achieve Compound 1. 1H-NMR (400 NMR,
CDCl3): δ 1.27–1.65 (m, 8H), 2.83–2.95 (dd, 1H), 3.05–3.34 (m, 3H), 3.54–3.71 (t, 2H),
5.40–5.57 (s, 1H), 7.27–7.51 (m, 8H). 13C-NMR (100 MHz, CDCl3): δ 25.33, 26.42, 29.98, 32.55,
40.96, 46.19, 62.75, 76.69, 109.98, 112.90, 121.29, 123.64, 125.94, 126.24, 127.03, 127.86, 128.02,
129.87, 151.00, 153.76, 155.41. FT-MS (ESI) m/z: [M + H]+ calculated 364.18, found 364.44.

The synthesis of Compound 2: The combination of Et3N (132 µL, 0.96 mmol) and
DMAP (117 mg, 0.96 mmol) was added to the solution of Compound 1 (300 mg, 0.81 mmol)
in CH2Cl2. 4-nitrophenyl carbonochloridate (192 mg, 0.96 mmol) dissolved in CH2Cl2
was introduced dropwise into the mixture. After stirring at room temperature for 24 h,
the reaction solution was condensed under reduced pressure and the residue purified
via column chromatography with petroleum ether/ethyl acetate (v/v = 5:1) to obtain
Compound 2. 1H-NMR (400 NMR, CDCl3): δ 1.33–1.88 (m, 8H), 2.80–2.98 (dd, 1H),
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3.03–3.34 (m, 3H), 4.16–4.37 (m, 2H), 5.43–5.59 (s, 1H), 7.27–7.56 (m, 10H), 8.19–8.36 (d, 2H).
13C-NMR (100 MHz, CDCl3): δ 25.32, 26.26, 28.39, 29.26, 29.90, 46.18, 69.38, 76.68, 109.91,
112.91, 121.31, 121.78, 123.59, 125.29, 125.97, 126.26, 127.05, 127.85, 128.02, 129.85, 145.32,
150.97, 151.61, 152.52, 155.42, 155.52. FT-MS (ESI) m/z: [M + K]+ calcd 567.19, found 567.63.

General procedure for the synthesis of compound DR: To the solution of Compound 2
(300 mg, 0.57 mmol) and Et3N (450 µL, 2.28 mmol) in THF (30 mL), L-arginine
(198 mg, 1.14 mmol) dissolved in pH 8–9 H2O/THF was added. The reaction solution
was stirred at room temperature overnight. After THF was removed in vacuo, the residue
was added to EtOAc, then acidized with HCl (pH = 3). The organic phase was dried
with Na2SO4 and concentrated under reduced pressure. The residue was purified via
column chromatography, with CH3OH/EtOAc (v/v = 1:2) as the eluent used to achieve
compound DR. 1H-NMR (400 MHz, CD3OD): δ 1.28–1.97 (m, 12H), 2.74–2.89 (dd, 1H),
3.02–3.23 (m, 5H), 3.97–4.18 (m, 3H), 5.35–5.46 (s, 1H), 7.21–7.65 (m, 8H). 13C-NMR (100 MHz,
CD3OD): δ 24.99, 25.16, 26.00, 28.53, 28.63, 29.34, 40.29, 40.50, 45.74, 53.40, 64.70, 76.38,
109.59, 112.41, 120.97, 123.52, 125.49, 125.76, 126.86, 127.84, 127.93, 129.59, 151.02, 152.28,
156.62, 157.11, 157.63. FT-MS (ESI) m/z: [M + H]+ calcd 564.27, found 564.69.

2.3. Preparation and Characterization of DRC/Protein Nanoformulations

The synthesized DR monomer was first dissolved in sterilized ultrapure water with a
concentration of 1 mg/mL, then mixed with protein solution (dissolved in sterile water,
1 mg/mL) at a weight ratio of 4:1 for BSA (DR:BSA) and 5:1 for saporin (DR:SA) for 10 min
at room temperature, respectively. After the addition of crosslinker C (DR/C, molar/molar,
3:1), DRC/protein nanoformulations were obtained through the click chemical reaction.
After that, DRC/protein gently mixed with HA (DR/HA, w/w, 1/5) to form the com-
plexes DRC/BSA/HA and DRC/SA/HA. The size and zeta potential of each sample of
DRC/protein nanoformulations were measured using dynamic light scattering (DLS) at
room temperature (Malvern Zetasizer Nano ZS 90, Marvin, UK). All DRC/protein samples
were deposited separately onto a 200-mesh carbon-coated copper grid and air-dried before
observation. The morphologies of DRC, DRC/BSA, DRC/BSA/HA and DRC/SA/HA
were observed via transmission electron microscopy (TEM, HT7700, HITACHI, Tokyo,
Japan). Agarose electrophoresis was used to assay the formation of DRC/protein com-
plexes. The various complexes (fixed BSA or SA at a dosage of 5 µg) were electrophoresed
on the 1% (w/v) agarose electrophoresis for 1 h at the DR/protein/HA weight ratio of
4:1:20 for BSA or 5:1:25 for SA; an image was then taken by the gel imaging instrument
(ImageQuant™ LAS 500) after Coomassie blue staining.

2.4. Protein Loading Efficiency

A total of 10 µg BSA or SA (1 mg/mL) was added into DR aqueous solution (1 mg/mL)
at the weight ratio of 1:3 (protein/DR, w/w, 1:3), respectively. Then, the crosslinker C was
added into the mixture solutions of DR/BSA and DR/SA with a corresponding molar
ratio (DR/C, molar/molar, 3:1) and stirred for 10 min. Subsequently, the supernatant was
obtained through centrifugation at 8000 rpm for 5 min, then tested for the unloaded BSA or
SA via a BCA Protein Assay Kit according to the manufacturer’s instructions. The protein
loading efficiency by DRC was calculated through the following equation [39]: Loading
Efficiency = ((total weight amount of protein—the weight amount of unloaded protein)/
the total weight of nanoformulations) × 100.

2.5. The Stability of Nanoformulations

A total of 500 µL DR (1 mg/mL) aqueous solution was added to BSA or SA (1 mg/mL)
at a weight ratio of 4:1 for DR/BSA and 5:1 for DR/SA. After the introduction of crosslinker
C, the DRC/BSA and DRC/SA were prepared at a DR/C molar ratio of 3:1. Then, after the
addition of HA with a weight ratio of 4:1:20 for DR/BSA/HA and 5:1:25 for DR/SA/HA,
the samples’ DRC, DRC/BSA/HA and DRC/SA/HA diameter were prepared in order
to measure their stability in the aqueous solution every 6 h for 30 h at room temperature
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using DLS. The circular dichroism spectra (CD) were applied to estimate the conformation
of free SA and DRC/SA/HA. CD spectra were measured through using the Bio-Logic
MOS-450 Spectropolarimeter at r.t. within the wavelength range of 190–250 nm under
N2 atmosphere.

2.6. Synthesis of FITC-Labeled BSA (BSA-FITC) and FITC-Labeled Saporin (SA-FITC)

For the synthesis of BSA-FITC and SA-FITC, 2 mg BSA or SA were dissolved in
phosphate-buffered saline (PBS, pH 8.0) to obtain the protein concentration of 1 mg/mL,
and the solution was added to FITC-NHS ester dissolved in a DMSO at protein/FITC-NHS
ester molar ratio of 1:7 and solution volume ratio of 1:1 overnight at 4 ◦C conditions. The
product was purified via intensive dialyzation with distilled water (3500 Da) and then
lyophilized to obtain BSA-FITC and SA-FITC, which were added to sterile water to prepare
the protein–FITC solution at a final concentration of 1 mg/mL. The BSA and SA solution
were stored at 4 ◦C before further use.

2.7. Cell Culture and Cellular Uptake

MDA-MB-231 were cultured in Leibovitz’s L-15 Culture Medium, comprising 10%
(v/v) fetal bovine serum (FBS, GIBCO) and 1% 100 U/mL penicillin sulfate and strepto-
mycin (P/S) in an incubator at 37 ◦C. HeLa and 4T1 were cultured in Dulbecco’s modified
Eagle’s medium (DMEM, GIBCO) containing 100 U/mL P/S and 10% (v/v) FBS at 37 ◦C in
a humidified atmosphere of 5% CO2. The cellular uptake efficiency of FITC-BSA/FITC-SA
loaded nanoformulations was measured. Briefly, HeLa and MDA-MB-231 cells were seeded
in 96-well plates at a density of 1 × 104 cells per well and incubated at 37 ◦C for overnight
until 80% confluence. The cells were washed twice with PBS, and then 100 µL fresh DMEM
containing BSA-FITC, DRC/BSA-FITC or DRC/BSA-FITC/HA was added separately into
Hela cells to maintain the BSA-FITC concentration of 10 µg/mL at DR: BSA-FITC: HA
weight ratio of 4:1:25 for another 8 h of incubation [40]. In addition, the fresh medium
including DRC/SA-FITC, DRC/SA-FITC/HA (DR: SA-FITC: HA, w:w:w, 5:1:25) was added
into MDA-MB-231 cells with an SA concentration of 10 µg/mL for the same duration. The
cell nuclei were stained with DAPI (5 mg/mL) and the images were measured with a
confocal laser scanning microscope. Then, the cells were harvested and dispersed in PBS
for quantitative analysis via flow cytometry (BD FACS Calibur).

2.8. Cytotoxicity Assay

The cytotoxicities of DRC and DRC/HA complexes were measured via CCK-8 re-
duction assay. Generally, 4T1, MDA-MB-231 and HeLa cells were seeded at a density of
around 1 × 104 cells per well in 96-well plates overnight. The cells were washed twice with
PBS and cultured with 100 µL of the medium containing DRC and DRC/HA at different
concentrations (0–160 µg/mL) for 8 h. After that, the incubation medium was discarded
and the cells were further incubated with fresh medium containing 10% FBS and 1% P/S
for 20 h. Then, the cell viability was measured using a cell counting kit (CCK-8) assay
according to the introductions supplied by the manufacturer. Five repeats were conducted
for each sample.

2.9. In Vitro Anticancer Activity

4T1, MDA-MB-231 and HeLa cells were seeded in 96-well plates at a density of
1 × 104 cells per well a day before experiment, and then cells were treated with different
concentrations of free SA, DRC/SA and DRC/SA/HA complexes (the concentration of
saporin varied from 0 to 80 × 10−9 M) for 8 h of incubation. Then, the cultured medium was
replaced by the fresh complete medium containing 10% FBS and 1% P/S for another 48 h
incubation. The cell viability was also measured by the CCK-8 assay, and the percentage of
cell viability was calculated by comparing the absorbance of the control cells to that of free
SA, DRC/SA and DRC/SA/HA complex-treated cells, respectively [41].
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2.10. Statistical Analysis

All data were expressed as the mean ± standard deviation (SD). All samples were
examined with repeats. The Graphpad Prism 9.0 and Origin 2019b software was utilized
for statistical analysis.

3. Results and Discussion
3.1. Synthesis the of Vector and Crosslinker

In this study, (Figure 2a) DBCO-modified p-nitrophenylcarbonate was reacted with
aminohexanol to obtain compound 1. Subsequently, Compound 1 was modified with p-
nitrophenyl chloroformate to obtain Compound 2, which was further added with L-arginine
to obtain the final DR molecules. The hydrophobic nature of DBCO in DR was combined
with the hydrophilic nature of L-arginine to endow the DR with amphiphilic properties,
which was conducive to the self-assembly of DR in the aqueous solution. In addition,
as seen in Figure 2b, the hydroxy of triethanolamine was replaced with chlorine, then
reacted with azide to obtain the multi-claw azide functionalized triethylamine (crosslinker
C). The crosslinker C was integrated into nanoformulation formed by amphiphilic DR
to enhance its self-assembly and stabilize the morphology of DR via the click chemical
reaction. Compounds related to the main synthesis route were characterized and confirmed
by NMR (nuclear magnetic resonance) and MS (mass spectrometry).
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synthesis route of crosslinker C.

3.2. Preparation and Characterization of Various Nanoformulations

The combination of the DBCO-modified arginine and crosslinker C with azide was
employed as a building block for the formation of self-assembled nanoparticles enhanced by
the click chemical reaction. The detailed process was performed as follows: To evaluate the
protein loading ability of DR based on electrostatic interaction, bovine serum albumin (BSA,
pI = 4.7) was chosen as a model protein. The amphiphilic DBCO-modified L-arginine deriva-
tive dissolved in aqueous solution was loaded with model protein BSA and subsequently
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added to crosslinker C to improve loading efficiency and stabilize the self-assembly of BSA-
loaded nanoparticles (DRC/BSA). After calculation, the loading efficiency of DRC to BSA
was 20%. As is shown in Figure 3a,c, the results obtained by dynamic light scattering (DLS)
indicated that the mean hydrated particle diameter of nanopreparation DRC was 100 nm, and
the zeta potential of DRC was 30 mV. Furthermore, the results from transmission electron
microscopy (TEM) demonstrated that DRC had a spherical morphology, and the diameter size
of DRC nanoparticles stayed the same with the data of DLS (Figure 3b). The nanoparticle size
of BSA-loaded DRC increased to 175 nm compared with that of DRC. Meanwhile, the average
zeta potential of DRC/BSA decreased to 15 mV, indicating that the BSA was successfully
embedded into the structure of DRC by electrostatic interaction. After the introduction of
HA into the DRC/BSA solution, the DLS data show that DRC/BSA/HA with a 200 nm size
was bigger than DRC/BSA, but the outer potential of DRC/BSA/HA decreased to −3 mv,
illustrating that HA-coated DRC/BSA was promoted by electrostatic interaction.
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For saporin (SA, pI = 9.5) [42], the DRC/SA was successfully obtained according
to the DRC/BSA preparation process. The loading efficiency of DRC to SA was 16.7%.
The nanoparticles encapsuling SA were coated with hyaluronic acid to form the final
nanopreparation DRC/SA/HA. The results in Figure 3a,b indicate that the diameter size of
the DRC/SA coated with HA increased to 230 nm compared to DRC, with an average size
of 100 nm. However, the mean potential of DRC/SA slightly increased to 32 mV compared
with the zeta potential of 30 mV on the surface of DRC (Figure 3c), which demonstrated that
the SA was integrated into the morphology structure of DRC via hydrophobic interaction.
The average potential of DRC/SA/HA decreased to 5 mV because of the electrostatic
interaction between HA and DRC/SA. As is shown in Figure 4a,b, the protein loading ability
of DRC-based nanoparticles was also evaluated through agrose gel electrophoresis, and BSA
was completely loaded into DRC/BSA and DRC/BSA/HA at a DR/BSA/HA weight ratio
of 4:1:25. For saporin protein, SA was completely loaded in DRC/SA and DRC/SA/HA
at the weight ratio of 5:1:25 (DR/SA/HA, 5:1:25). The above results indicate that DRC-
based nanomaterials were able to load with protein to form nanoformulations with suitable
diameter for the intracellular delivery of cargo via electrostatic and hydrophobic interaction.
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3.3. Stability of the Protein-Loaded Nanoparticles

It was crucial for efficient cytosolic protein delivery to maintain the stability of the DRC-
based nanopreparation loaded with protein in the aqueous solution. Moreover, during the
process of protein delivery, protein was successfully transported into cells without changes
in bioactivity, which is important for protein-based biotherapeutics in diseases. Therefore, it
was necessary to evaluate the stability of nanoparticles and bioactivity of protein.

The stability of DRC-based nanoparticles was investigated at room temperature.
Figure 5a–c shows that particle size changes slightly in water, demonstrating the good
stability of DRC-based nanoparticles. Furthermore, as shown in Figure 5d, compared to
free SA, the delivery carrier and HA have little effect on the conformation of protein, main-
taining the bioactivity of SA. The above results indicated that DRC-based nanoparticles
loaded with protein have many advantages in cytosolic protein delivery in vitro or in vivo.
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3.4. Cellular Uptake of Proteins

For protein drugs acting on targets inside cells, it is crucial to achieve intracellular
protein delivery without decreased bioactivity of the protein [43]. Therefore, the internal-
ization efficiency of DRC-based nanoformulation into cells should be precisely evaluated.
To observe the cytosolic distribution of DRC-based self-assembled nanoparticles loaded
with protein, BSA and saporin were combined with FITC to track their location in real time.
Nanoparticles loaded with BSA-FITC or saporin-FITC were incubated with the medium
of Hela or MDA-MB-231, respectively. Subsequently, the cell lines were observed and
analyzed through fluorescence confocal microscopy and flow cytometry. As is shown
in Figure 6a, less fluorescence of BSA-FITC was observed in the cytosol of Hela cells,
which indicated that free BSA was difficult to internalize into Hela cells. However, the
results of DRC/BSA group shown that moderate BSA could penetrate into Hela cells with
the DRC-assisted endocytosis pathway. After the addition of HA to the DRC/BSA, the
strong fluorescence of the DRC/BSA/HA group was detected via CLSM, indicating that
DRC/BSA/HA was efficiently internalized into the cytoplasm of Hela cells with CD44-
receptor-mediated endocytosis. According to the flow cytometry data in Figure 6b,c, the
results demonstrated that the mean fluorescence intensity of DRC/BSA/HA was more than
eight-fold that of DRC/BSA, which was consistent with the consequence of fluorescence
confocal microscopy. In addition, as shown in Figure 7a, the fluorescence of saporin-loaded
DRC was weakly detected by CLSM, manifesting that limited saporin could be taken up by
MDA-MB-231 cells via DRC-assisted endocytosis. Compared with DRC/SA, the HA-coated
DRC/SA could efficiently enhance the cytosolic delivery efficiency of saporin by the CD44
receptor bound with HA (Figure 7b). The flow cytometry analysis data revealed that the
mean fluorescence intensity of DRC/SA/HA was more than six-fold that of DRC/SA,
which remained consistent with the results of CLSM. After saporin was ingested by cells,
the uptake efficiency of protein by cells influenced the bioactivity of cytosolic ribosome
related to the normal operation of cellular life. DRC-based direct delivery of saporin into
the cytosol could increase apoptosis efficiency of cancer cells, which proves that DRC is a
promising potential tool for intracellular protein delivery.
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Figure 6. In vitro Hela uptake of BSA. (a) Fluorescence confocal image of Hela cells after 8 h of
incubation with free BSA-FITC, DRC/BSA-FITC and DRC/BSA-FITC/HA, respectively. Scale bar,
75 µm. (b,c) Flow cytometry plots (b) and statistical data (c) of Hela for evaluating the intracellular
delivery efficiency of BSA. Data are presented as mean ± SD. **** p < 0.0001.
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3.5. Cytotoxicity Evaluation of DRC and Anticancer Ability of DRC-Based Nanoformulations
Containing Saporin

In order to understand the biocompatibility of DRC and HA-coated DRC (DRC/HA),
cytotoxicity was investigated in three different cell lines from humans and mice using a
CCK-8 assay kit. In human cells, different types of cancer cells, namely MDA-MB-231 (a
breast cancer cell line) and Hela (a human cervical carcinoma cell line), were selected to
study the cytotoxicity of the nanoformulations. As shown in Figure 8a, the cell survival
results showed that DRC had significant cytotoxicity at concentrations above 80 µg/mL. In
contrast, after the introduction of HA, DRC/HA had no significant toxicity toward three
different cell lines even if the concentration reached up to 160 µg/mL. The main reason
was that partly positive charges of DRC were blocked with the introduction of HA, which
greatly reduced the cytotoxicity of DRC. Generally, the above data proved that DRC/HA
had good biocompatibility and could be used as a cytosolic delivery tool for protein.
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Figure 8. Cytotoxicity and anticancer ability of nanoformulations on different cell lines. (a) The
viability of 4T1, MDA-MB-231 and Hela cells treated with DRC or DRC/HA at different concentra-
tions. (b) The cytotoxicity of SA, DRC/SA and DRC/SA/HA with different concentrations on 4T1,
MDA-MB-231 and Hela cells. Data are calculated as the mean ± SD (n = 5). In the cell viability assay,
the weight ratio of DR/SA/HA was 5:1:25.

Based on the above results, we then evaluated the in vitro anticancer efficacy of
protein-loaded DRC/SA/HA nanoparticles on different cell lines. Saporin, famous for the
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ability to block protein synthesis in eukaryotic cells by disrupting the specific nucleotide in
ribosomes, was selected as the therapeutic protein for cancer therapy [44]. As shown in
Figure 8b, free saporin did not cause any significant cytotoxicity because of its poor cell
membrane permeability. In contrast, DRC/SA displayed effective cell growth inhibition,
and the half maximal inhibitory concentration (IC50) was 20.4 nM for 4T1 cells, 33.8 nM
for MDA-MB-231 cells and 55.1 nM for Hela cells, respectively. Meanwhile, CD44-targeted
DRC/SA/HA exhibited higher growth inhibition efficiency than nontargeted DRC/SA
toward the different cancer cells with lower IC50 (9.05 nM for 4T1 cells, 14.9 nM for MDA-
MB-231 cells and 33.1 nM for Hela cells) via recognition of the over-expressed CD44 receptor
on the cell membrane. Altogether, these data convincingly prove that DRC/SA/HA can
efficiently enhance the anticancer effect.

4. Conclusions

In summary, we prepared the DBCO-modified L-arginine derivatives (DR) by replac-
ing Fmoc neighboring L-arginine with DBCO groups similar to Fmoc. DR were regarded
as basic building blocks, which were combined with azide-functionalized triethylamine
(crosslinker C) via click chemical reaction to construct the DRC-based self-assembled
supramolecular nanovector for delivering cargo proteins, such as BSA and saporin, into
the cytosol of various cell lines. The results indicated the L-arginine derivatives func-
tionalized by DBCO were efficiently loaded with BSA or saporin to form nanoparticles
with uniform and moderate diameters, which was conducive to the nanoparticle-assisted
cellular endocytosis of proteins. The DRC/SA was coated with hyaluronic acid to obtain
good biocompatibility and promote intracellular protein delivery efficiency, which led to
the excellent apoptosis of various cancer lines. This study provides a novel approach for
developing and designing DRC-based supramolecular nanomaterials for cytosolic protein
delivery in potential cancer therapy.

In the future, DRC-based vectors could be utilized to load mRNA via the electrostatic
interaction between guanidyl and phosphate groups to develop nanovaccines to stimulate
the immune response in order to protect against the occurrence of various diseases, such as
cancer, bacterial infection, virus infection and Alzheimer’s disease. In addition, we hypoth-
esize that, through metabolism engineering with N-azidoacetylgalactosamine-tetraacylated
(Ac4GalNAz), the chemical receptor azide is introduced onto the cell membrane or tumor
tissue. Subsequently, DBCO-modified amino acids loading drugs can target and penetrate
into the engineered cells with chemical receptor azides via click chemical reactions. Conse-
quently, we believe that DBCO-functionalized amino acid derivatives show a great promise
for drug delivery.

Author Contributions: X.H.: data curation, formal analysis, methodology, writing—original draft
preparation; Y.Q.: data curation, validation, methodology; S.X.: formal analysis, methodology,
investigation; Z.J.: investigation, validation, visualization; Y.T.: writing—review and editing, data
curation, methodology, funding acquisition; F.Y.: conceptualization, resources, project administration;
Y.D.: resources, funding acquisition, supervision; Y.S.: resources, project administration, supervision.
All authors have read and agreed to the published version of the manuscript.

Funding: This work was supported by the Shenzhen Science and Technology Program
(JCYJ20210324110004012), the Science and Technology research program of Chongqing Education
Commission of China (KJQN202201168) and the Scientific Research Foundation of Chongqing Uni-
versity of Technology.

Data Availability Statement: Not applicable.

Acknowledgments: The authors thank the Shenzhen Science and Technology Program
(JCYJ20210324110004012), the Science and Technology research program of Chongqing Education
Commission of China (KJQN202201168) and the Scientific Research Foundation of Chongqing Uni-
versity of Technology for their support.

Conflicts of Interest: The authors declare no conflict of interest.



J. Funct. Biomater. 2023, 14, 301 12 of 13

References
1. Hafeez, U.; Gan, H.K.; Scott, A.M. Monoclonal antibodies as immunomodulatory therapy against cancer and autoimmune

diseases. Curr. Opin. Pharmacol. 2018, 41, 114–121. [CrossRef] [PubMed]
2. Urquhart, L. Top product forecasts for 2022. Nat. Rev. Drug Discov. 2022, 21, 11. [CrossRef] [PubMed]
3. Qin, X.; Yu, C.; Wei, J.; Li, L.; Zhang, C.; Wu, Q.; Liu, J.; Yao, S.Q.; Huang, W. Rational Design of Nanocarriers for Intracellular

Protein Delivery. Adv. Mater. 2019, 31, e1902791. [CrossRef] [PubMed]
4. Wang, M.; Alberti, K.; Sun, S.; Arellano, C.L.; Xu, Q. Combinatorially Designed Lipid-like Nanoparticles for Intracellular Delivery

of Cytotoxic Protein for Cancer Therapy. Angew. Chem. Int. Edit. 2014, 53, 2893–2898. [CrossRef]
5. Nischan, N.; Herce, H.D.; Natale, F.; Bohlke, N.; Budisa, N.; Cardoso, M.C.; Hackenberger, C.P.R. Covalent Attachment of Cyclic

TAT Peptides to GFP Results in Protein Delivery into Live Cells with Immediate Bioavailability. Angew. Chem. Int. Edit. 2015, 54,
1950–1953. [CrossRef] [PubMed]

6. Brodin, J.D.; Sprangers, A.J.; McMillan, J.R.; Mirkin, C.A. DNA-Mediated Cellular Delivery of Functional Enzymes. J. Am. Chem.
Soc. 2015, 137, 14838–14841. [CrossRef]

7. Yu, M.; Wu, J.; Shi, J.; Farokhzad, O.C. Nanotechnology for protein delivery: Overview and perspectives. J. Control Release 2016,
240, 24–37. [CrossRef]

8. Cao, Y.; Ma, E.; Cestellos-Blanco, S.; Zhang, B.; Qiu, R.; Su, Y.; Doudna, J.A.; Yang, P. Nontoxic nanopore electroporation for
effective intracellular delivery of biological macromolecules. Proc. Natl. Acad. Sci. USA 2019, 116, 7899–7904. [CrossRef]

9. Stewart, M.P.; Langer, R.; Jensen, K.F. Intracellular Delivery by Membrane Disruption: Mechanisms, Strategies, and Concepts.
Chem. Rev. 2018, 118, 7409–7531. [CrossRef]

10. Mogaki, R.; Hashim, P.K.; Okuro, K.; Aida, T. Guanidinium-based “molecular glues” for modulation of biomolecular functions.
Chem. Soc. Rev. 2017, 46, 6480–6491. [CrossRef]

11. Guidotti, G.; Brambilla, L.; Rossi, D. Cell-Penetrating Peptides: From Basic Research to Clinics. Trends Pharmacol. Sci. 2017, 38,
406–424. [CrossRef] [PubMed]

12. Zhang, P.; Monteiro da Silva, G.; Deatherage, C.; Burd, C.; DiMaio, D. Cell-Penetrating Peptide Mediates Intracellular Membrane
Passage of Human Papillomavirus L2 Protein to Trigger Retrograde Trafficking. Cell 2018, 174, 1465–1476. [CrossRef] [PubMed]

13. Mout, R.; Ray, M.; Tay, T.; Sasaki, K.; Yesilbag Tonga, G.; Rotello, V.M. General Strategy for Direct Cytosolic Protein Delivery via
Protein–Nanoparticle Co-engineering. ACS Nano 2017, 11, 6416–6421. [CrossRef]

14. Schneider, A.F.L.; Kithil, M.; Cardoso, M.C.; Lehmann, M.; Hackenberger, C.P.R. Cellular uptake of large biomolecules enabled by
cell-surface-reactive cell-penetrating peptide additives. Nat. Chem. 2021, 13, 530–539. [CrossRef] [PubMed]

15. Kong, Y.; Zeng, K.; Zhang, Y.; Shao, J.; Yan, J.; Liao, J.-Y.; Wang, W.; Dai, X.; Weng, Q.; Yao, S.Q.; et al. In vivo targeted delivery of
antibodies into cancer cells with pH-responsive cell-penetrating poly(disulfide)s. ChemComm. 2022, 58, 1314–1317. [CrossRef]

16. Laurent, Q.; Martinent, R.; Lim, B.; Pham, A.-T.; Kato, T.; López-Andarias, J.; Sakai, N.; Matile, S. Thiol-Mediated Uptake. JACS
Au 2021, 1, 710–728. [CrossRef]

17. Zhang, R.; Nie, T.; Fang, Y.; Huang, H.; Wu, J. Poly(disulfide)s: From Synthesis to Drug Delivery. Biomacromolecules 2022, 23, 1–19.
[CrossRef]

18. Wang, H.; Hu, Y.; Wang, Y.; Lu, J.; Lu, H. Doxorubicin@ PEPylated interferon-polydisulfide: A multi-responsive nanoparticle for
enhanced chemo–protein combination therapy. Giant 2021, 5, 100040. [CrossRef]

19. Chen, N.X.; He, Y.; Zang, M.M.; Zhang, Y.X.; Lu, H.Y.; Zhao, Q.F.; Wang, S.L.; Gao, Y.K. Approaches and materials for endocytosis-
independent intracellular delivery of protein. Biomaterials 2022, 286, 121567. [CrossRef]

20. Xu, X.; Shen, S.; Mo, R. Bioresponsive nanogels for protein delivery. View 2022, 3, 20200136. [CrossRef]
21. Kube, S.; Hersch, N.; Naumovska, E.; Gensch, T.; Hendriks, J.; Franzen, A.; Landvogt, L.; Siebrasse, J.-P.; Kubitscheck, U.;

Hoffmann, B.; et al. Fusogenic Liposomes as Nanocarriers for the Delivery of Intracellular Proteins. Langmuir 2017, 33, 1051–1059.
[CrossRef] [PubMed]

22. Shao, L.; Gao, X.; Liu, J.; Zheng, Q.; Li, Y.; Yu, P.; Wang, M.; Mao, L. Biodegradable Metal–Organic-Frameworks-Mediated Protein
Delivery Enables Intracellular Cascade Biocatalysis and Pyroptosis In Vivo. ACS Appl. Mater. Interfaces 2022, 14, 47472–47481.
[CrossRef] [PubMed]

23. Lv, J.; He, B.; Yu, J.; Wang, Y.; Wang, C.; Zhang, S.; Wang, H.; Hu, J.; Zhang, Q.; Cheng, Y. Fluoropolymers for intracellular and
in vivo protein delivery. Biomaterials 2018, 182, 167–175. [CrossRef] [PubMed]

24. Lee, Y.-W.; Luther, D.C.; Goswami, R.; Jeon, T.; Clark, V.; Elia, J.; Gopalakrishnan, S.; Rotello, V.M. Direct Cytosolic Delivery of
Proteins through Coengineering of Proteins and Polymeric Delivery Vehicles. J. Am. Chem. Soc. 2020, 142, 4349–4355. [CrossRef]

25. Qian, L.; Fu, J.; Yuan, P.; Du, S.; Huang, W.; Li, L.; Yao, S.Q. Intracellular Delivery of Native Proteins Facilitated by Cell-Penetrating
Poly(disulfide)s. Angew. Chem. Int. Ed. 2018, 130, 1548–1552. [CrossRef]

26. Xu, J.; Li, Z.; Fan, Q.; Lv, J.; Li, Y.; Cheng, Y. Dynamic Polymer Amphiphiles for Efficient Intracellular and In Vivo Protein Delivery.
Adv. Mater. 2021, 33, 2104355. [CrossRef]

27. Kern, H.B.; Srinivasan, S.; Convertine, A.J.; Hockenbery, D.; Press, O.W.; Stayton, P.S. Enzyme-Cleavable Polymeric Micelles for
the Intracellular Delivery of Proapoptotic Peptides. Mol. Pharm. 2017, 14, 1450–1459. [CrossRef] [PubMed]

28. Liu, X.; Gao, W. In Situ Growth of Self-Assembled Protein–Polymer Nanovesicles for Enhanced Intracellular Protein Delivery.
ACS Appl. Mater. Interfaces 2017, 9, 2023–2028. [CrossRef]

https://doi.org/10.1016/j.coph.2018.05.010
https://www.ncbi.nlm.nih.gov/pubmed/29883853
https://doi.org/10.1038/d41573-021-00211-7
https://www.ncbi.nlm.nih.gov/pubmed/34893764
https://doi.org/10.1002/adma.201902791
https://www.ncbi.nlm.nih.gov/pubmed/31496027
https://doi.org/10.1002/anie.201311245
https://doi.org/10.1002/anie.201410006
https://www.ncbi.nlm.nih.gov/pubmed/25521313
https://doi.org/10.1021/jacs.5b09711
https://doi.org/10.1016/j.jconrel.2015.10.012
https://doi.org/10.1073/pnas.1818553116
https://doi.org/10.1021/acs.chemrev.7b00678
https://doi.org/10.1039/C7CS00647K
https://doi.org/10.1016/j.tips.2017.01.003
https://www.ncbi.nlm.nih.gov/pubmed/28209404
https://doi.org/10.1016/j.cell.2018.07.031
https://www.ncbi.nlm.nih.gov/pubmed/30122350
https://doi.org/10.1021/acsnano.7b02884
https://doi.org/10.1038/s41557-021-00661-x
https://www.ncbi.nlm.nih.gov/pubmed/33859390
https://doi.org/10.1039/D1CC06840G
https://doi.org/10.1021/jacsau.1c00128
https://doi.org/10.1021/acs.biomac.1c01210
https://doi.org/10.1016/j.giant.2020.100040
https://doi.org/10.1016/j.biomaterials.2022.121567
https://doi.org/10.1002/VIW.20200136
https://doi.org/10.1021/acs.langmuir.6b04304
https://www.ncbi.nlm.nih.gov/pubmed/28059515
https://doi.org/10.1021/acsami.2c14957
https://www.ncbi.nlm.nih.gov/pubmed/36227724
https://doi.org/10.1016/j.biomaterials.2018.08.023
https://www.ncbi.nlm.nih.gov/pubmed/30121426
https://doi.org/10.1021/jacs.9b12759
https://doi.org/10.1002/ange.201711651
https://doi.org/10.1002/adma.202104355
https://doi.org/10.1021/acs.molpharmaceut.6b01178
https://www.ncbi.nlm.nih.gov/pubmed/28277671
https://doi.org/10.1021/acsami.6b14132


J. Funct. Biomater. 2023, 14, 301 13 of 13

29. Dutta, K.; Hu, D.; Zhao, B.; Ribbe, A.E.; Zhuang, J.; Thayumanavan, S. Templated Self-Assembly of a Covalent Polymer Network
for Intracellular Protein Delivery and Traceless Release. J. Am. Chem. Soc. 2017, 139, 5676–5679. [CrossRef]

30. Garcia-Seisdedos, H.; Empereur-Mot, C.; Elad, N.; Levy, E.D. Proteins evolve on the edge of supramolecular self-assembly. Nature
2017, 548, 244–247. [CrossRef]

31. Levy, E.D.; Erba, E.B.; Robinson, C.V.; Teichmann, S.A. Assembly reflects evolution of protein complexes. Nature 2008, 453,
1262–1265. [CrossRef]

32. Zhang, N.; Zhao, F.; Zou, Q.; Li, Y.; Ma, G.; Yan, X. Multitriggered Tumor-Responsive Drug Delivery Vehicles Based on Protein
and Polypeptide Coassembly for Enhanced Photodynamic Tumor Ablation. Small 2016, 12, 5936–5943. [CrossRef] [PubMed]

33. Fan, T.; Yu, X.; Shen, B.; Sun, L. Peptide Self-Assembled Nanostructures for Drug Delivery Applications. J. Nanomater. 2017,
2017, 4562474. [CrossRef]

34. Gu, W.; Liu, T.; Fan, D.; Zhang, J.; Xia, Y.; Meng, F.; Xu, Y.; Cornelissen, J.J.L.M.; Liu, Z.; Zhong, Z. A6 peptide-tagged, ultra-small
and reduction-sensitive polymersomal vincristine sulfate as a smart and specific treatment for CD44+ acute myeloid leukemia.
J. Control Release 2021, 329, 706–716. [CrossRef] [PubMed]

35. McManus, J.J.; Charbonneau, P.; Zaccarelli, E.; Asherie, N. The physics of protein self-assembly. Curr. Opin. Colloid Interface Sci.
2016, 22, 73–79. [CrossRef]

36. Wang, F.; Gnewou, O.; Wang, S.; Osinski, T.; Zuo, X.; Egelman, E.H.; Conticello, V.P. Deterministic chaos in the self-assembly of β
sheet nanotubes from an amphipathic oligopeptide. Matter 2021, 4, 3217–3231. [CrossRef] [PubMed]

37. Guilbaud-Chéreau, C.; Dinesh, B.; Schurhammer, R.; Collin, D.; Bianco, A.; Ménard-Moyon, C. Protected Amino Acid–Based
Hydrogels Incorporating Carbon Nanomaterials for Near-Infrared Irradiation-Triggered Drug Release. ACS Appl. Mater. Interfaces
2019, 11, 13147–13157. [CrossRef]

38. Li, Y.; Zou, Q.; Yuan, C.; Li, S.; Xing, R.; Yan, X. Amino Acid Coordination Driven Self-Assembly for Enhancing both the Biological
Stability and Tumor Accumulation of Curcumin. Angew. Chem. Int. Edit. 2018, 57, 17084–17088. [CrossRef]

39. Cheng, G.; Han, X.; Zheng, S.Y. Magnetically Driven Nanotransporter-Assisted Intracellular Delivery and Autonomous Release
of Proteins. ACS Appl. Mater. Interfaces 2020, 12, 41096–41104. [CrossRef]

40. Barrios, A.; Estrada, M.; Moon, J.H. Carbamoylated Guanidine-Containing Polymers for Non-Covalent Functional Protein
Delivery in Serum-Containing Media. Angew Chem. Int. Ed. 2022, 61, e202116722. [CrossRef]

41. Chen, J.; He, H.; Deng, C.; Yin, L.; Zhong, Z. Saporin-loaded CD44 and EGFR dual-targeted nanogels for potent inhibition of
metastatic breast cancer in vivo. Int. J. Pharm. 2019, 560, 57–64. [CrossRef] [PubMed]

42. Song, T.; Gao, Y.; Song, M.; Qian, J.; Zhang, H.; Zhou, J.; Ding, Y. Fluoropolymers-mediated efficient biomacromolecule drug
delivery. Med. Drug Discov. 2022, 14, 100123. [CrossRef]

43. Yu, S.; Yang, H.; Li, T.; Pan, H.; Ren, S.; Luo, G.; Jiang, J.; Yu, L.; Chen, B.; Zhang, Y.; et al. Efficient intracellular delivery of proteins
by a multifunctional chimaeric peptide in vitro and in vivo. Nat. Commun. 2021, 12, 5131. [CrossRef] [PubMed]

44. Huang, W.; Zhou, S.; Tang, B.; Xu, H.; Wu, X.; Li, N.; Zan, X.; Geng, W. Efficient delivery of cytosolic proteins by protein-
hexahistidine-metal co-assemblies. Acta Biomater. 2021, 129, 199–208. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1021/jacs.7b01214
https://doi.org/10.1038/nature23320
https://doi.org/10.1038/nature06942
https://doi.org/10.1002/smll.201602339
https://www.ncbi.nlm.nih.gov/pubmed/27622681
https://doi.org/10.1155/2017/4562474
https://doi.org/10.1016/j.jconrel.2020.10.005
https://www.ncbi.nlm.nih.gov/pubmed/33031878
https://doi.org/10.1016/j.cocis.2016.02.011
https://doi.org/10.1016/j.matt.2021.06.037
https://www.ncbi.nlm.nih.gov/pubmed/34632372
https://doi.org/10.1021/acsami.9b02482
https://doi.org/10.1002/anie.201810087
https://doi.org/10.1021/acsami.0c12249
https://doi.org/10.1002/anie.202116722
https://doi.org/10.1016/j.ijpharm.2019.01.040
https://www.ncbi.nlm.nih.gov/pubmed/30699364
https://doi.org/10.1016/j.medidd.2022.100123
https://doi.org/10.1038/s41467-021-25448-z
https://www.ncbi.nlm.nih.gov/pubmed/34446736
https://doi.org/10.1016/j.actbio.2021.05.001
https://www.ncbi.nlm.nih.gov/pubmed/33991683

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis 
	Preparation and Characterization of DRC/Protein Nanoformulations 
	Protein Loading Efficiency 
	The Stability of Nanoformulations 
	Synthesis of FITC-Labeled BSA (BSA-FITC) and FITC-Labeled Saporin (SA-FITC) 
	Cell Culture and Cellular Uptake 
	Cytotoxicity Assay 
	In Vitro Anticancer Activity 
	Statistical Analysis 

	Results and Discussion 
	Synthesis the of Vector and Crosslinker 
	Preparation and Characterization of Various Nanoformulations 
	Stability of the Protein-Loaded Nanoparticles 
	Cellular Uptake of Proteins 
	Cytotoxicity Evaluation of DRC and Anticancer Ability of DRC-Based Nanoformulations Containing Saporin 

	Conclusions 
	References

