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Abstract: Cyclosporin A (CsA) is a molecule with well-known immunosuppressive properties. As
it also acts on the opening of mitochondrial permeability transition pore (mPTP), CsA has been
evaluated for ischemic heart diseases (IHD). However, its distribution throughout the body and its
physicochemical characteristics strongly limit the use of CsA for intravenous administration. In this
context, nanoparticles (NPs) have emerged as an opportunity to circumvent the above-mentioned
limitations. We have developed in our laboratory an innovative nanoformulation based on the
covalent bond between squalene (Sq) and cyclosporin A to avoid burst release phenomena and
increase drug loading. After a thorough characterization of the bioconjugate, we proceeded with
a nanoprecipitation in aqueous medium in order to obtain SqCsA NPs of well-defined size. The
SqCsA NPs were further characterized using dynamic light scattering (DLS), cryogenic transmission
electron microscopy (cryoTEM), and high-performance liquid chromatography (HPLC), and their
cytotoxicity was evaluated. As the goal is to employ them for IHD, we evaluated the cardioprotective
capacity on two cardiac cell lines. A strong cardioprotective effect was observed on cardiomyoblasts
subjected to experimental hypoxia/reoxygenation. Further research is needed in order to understand
the mechanisms of action of SqCsA NPs in cells. This new formulation of CsA could pave the way
for possible medical application.

Keywords: squalene; cyclosporin A; bioconjugate; cardiac cell line; cytotoxicity; cellular uptake

1. Introduction

Cyclosporin A (CsA) is a well-known immunosuppressive drug identified and iso-
lated from Tolypocladium inflatum or Cylindrocapron lucidum [1]. It is a hydrophobic neutral
cyclic peptide with the molecular formula CgHj111N11012, and a molecular weight of
1202.6 Da [2—4]. This peptide is composed of eleven amino acid residues, seven of which
are N-methylated. According to the Biopharmaceutical Classification Systems, CsA is
classified as a class II compound that is known to have extremely low aqueous solubility
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(6.6 ng/mL) and high lipophilicity (Log P = 3) [5]. As a result of its immunosuppressive
capabilities, this peptide was initially approved to prevent graft rejection in organ trans-
plantation [6,7], but other clinical applications are now employed, such as in psoriasis or in
atopic dermatitis treatment. In addition, clinical trials for the treatment of other types of
diseases such as rheumatoid arthritis, ulcerative colitis, or ophthalmic applications are cur-
rently under investigation [8-12]. CsA was initially marketed as an oil-based formulation
for oral administration (Sandimmune Neoral® from Novartis); however, nowadays, other
commercial formulations of CsA are available on the market. Restasis® (from Allergan)
marketed in 2003 in the USA, containing 0.5 mg/mL of CsA, is an anionic emulsion of
castor oil in water. Ikervis® (from Santen), marketed in 2015 in Europe, is a nanoemulsion
containing 1 mg/mL of CsA [5,13].

CsA possesses a selective action on T lymphocytes while avoiding myelotoxicity [14].
The mechanisms of action of this peptide are relatively well known. CsA binds to cy-
clophilin A, with high affinity forming a complex that binds to calcineurin and inhibits
it. The formation of this complex is necessary for its immunosuppressive effect. Indeed,
it prevents the translocation of the nuclear factor of activated T cells (NF-AT) from the
cytoplasm to the nucleus, thereby blocking the early expression of interleukins (IL), in
particular IL-2, IL-3, IL-4, and tumor necrosis factor « (TNF) [2,15]. More recently, CsA
has shown its potential in IHD treatment. IHD often result from the negative effects of
myocardial ischemia/reperfusion injuries. The opening of the mitochondrial permeability
transition pore (mPTP) is one of the critical mechanisms leading to injuries after reperfusion
and ultimately to cardiomyocyte death. Numerous preclinical studies have shown that
CsA can inhibit mPTP opening by binding to cyclophilin D, which is a major component of
mPTP [16-18].

In 2008, a proof-of-concept clinical study conducted by Piot et al. [19] first demon-
strated that a single intravenous bolus of CsA 2.5 mg/kg administered 10 min prior to
reperfusion could limit the size of myocardial infarct in ST-elevation myocardial infarction
(STEMI) patients. However, these results were subsequently mitigated when conducted
in larger randomized, double blind, multicenter trials [20,21]. These contradictory re-
sults could be explained by the fact that when injected into the blood, CsA is distributed
throughout the body and accumulates in lower amounts in the heart due to its low cell
permeability.

To circumvent the above-mentioned limitations, a nanoparticle (NP) formulation could
be a promising approach to increase the bioavailability, solubility, and circulation time
as well as deliver this peptide into targeted tissues and organs. To this end, several CsA-
loaded nanoparticles have been developed, including lipid-based nanoparticles [22,23],
microspheres [24,25], or polymeric nanoparticles [26,27]. However, these formulations
are mainly developed for oral or local administration (i.e., ocular, cutaneous) and possess
some limitations such as low entrapment efficacy, inconsistent drug release, and sometimes
toxicity [28-30].

To improve on these issues, we propose a new nanomedicine based on the use of
squalene (5q), a natural, biocompatible, and biodegradable lipid [31]. The conjugation of
therapeutic molecules to squalene has been shown to enhance blood circulation time [32],
provide interesting targeting properties [33-35], and lower toxicity [36]. More recently,
we reported the development of multidrug nanoparticles made of squalene conjugated to
adenosine and encapsulating x-tocopherol as antioxidant for the mitigation of uncontrolled
inflammation [37]. Furthermore, we have demonstrated the scaling-up synthesis and
formulation of Sq-based NPs from laboratory to industrial scale while maintaining control
of their characteristics [38].

In the present study, we have engineered a new type of nanomedicine obtained after
the covalent conjugation of squalene to cyclosporin A. The bioconjugate as well as the
nanoparticles obtained after nanoprecipitation in an aqueous medium were thoroughly
characterized. Finally, the cytotoxicity, the cellular uptake, and the cardioprotective effect
were assessed in vitro on two cardiac cell lines.
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2. Materials and Methods
2.1. Materials

Chemicals obtained from commercial suppliers were used without further purification.
Cyclosporin A (CsA) was supplied by Carbosynth (Berkshire, UK). MilliQ water (resistivity
of 18.2 M()-cm) was obtained in house and purified with a Millipore system. CDCl3 and
C¢D¢ were purchased from Eurisotop (Saint-Aubain, France). The MCEC cell line was pur-
chased from Tebu-Bio (Le Perray en Yvelines, France). H9¢2 cell line, Dulbecco’s Modified
Eagle’s Medium (DMEM) D6429 and D5796 high glucose, D5030 (without glucose), Dul-
becco’s Phosphate-Buffered Saline (PBS), 4-(2-hydroxyethyl)-1-piperazineethanesulfonic
acid (HEPES; 1 M, pH 7.0-7.6), trypsin-ethylenediamine tetraacetic acid (EDTA), Triton™
X-100, penicillin—-streptomycin, phalloidin—Atto 488, D-(+)-glucose, thiazolyl blue tetra-
zolium bromide (MTT), methanol, ethyl acetate, squalene, sodium chloride, chloroacetic
anhydride, cesium hydrogencarbonate and Cameo syringe filters (1 um) were purchased
from Sigma-Aldrich (Lyon, France). Lactate dehydrogenase (LDH) tests were purchased
from Promega (Paris, France). Absolute ethanol, HPLC grade water, dimethyl sulfox-
ide (DMSO) and diethyl ether were purchased from VWR chemicals (Paris, France).
Fetal Bovine Serum (FBS) was obtained from Life Technologies (Illkirch-Graffenstaden,
France). Cholesteryl 4,4-difluoro-5-(4-methoxyphenyl)-4-bora-3a,4a-diaza-s-Indacene-3-
undecanoate (CholEsteryl BODIPY™, 542 /563 C11) was purchased from Thermo Fisher
Scientific (Illkirch Graffenstaden, France). Ibidi p-Slide 8-well plates and immunofluores-
cence mounting medium containing 4’,6-diamidino-2-phénylindole (DAPI) were obtained
from CliniSciences (Nanterre, France). Paraformaldehyde (PFA) was purchased from Carl
Roth (Lagny sur Marne, France).

2.2. Synthesis of the SqCsA Conjugate
2.2.1. General

Infrared (IR) spectra were obtained as solid or neat liquid on a Fourier Transform
Bruker Vector 22 spectrometer. Only significant absorptions are listed. Optical rotations
were measured on a Perkin-Elmer 241 Polarimeter at 589 nm. The 'H and '3C nuclear
magnetic resonance (NMR) spectra were recorded on Bruker Avance 300 (300 MHz and
75 MHz for 'H and '3C, respectively) or Bruker Avance 400 (400 MHz and 100 MHz
for 'H and 13C, respectively) spectrometers. Recognition of methyl, methylene, methine,
and quaternary carbon nuclei in '3C NMR spectra rests on the J-modulated spin-echo
sequence. Mass spectra were recorded on a Bruker Esquire-LC. High-resolution mass
spectra were recorded on a electrospray ionization time-of-flight (ESI/TOF) (LCT, Waters,
Milford, MA, USA) LC-spectrometer. Analytical thin-layer chromatography (TLC) was
performed on Merck silica gel 60F,s4 glass precoated plates (0.25 mm layer). Column
chromatography was performed on Merck silica gel 60 (230—400 mesh ASTM). Toluene,
pyridine, dimethylformamide (DMF), and CH,Cl, were distilled from calcium hydride,
under a nitrogen atmosphere. All reactions involving air- or water-sensitive compounds
were routinely conducted in glassware, which was flame-dried under a positive pressure
of nitrogen.

2.2.2. Synthesis of Cyclosporin A Chloroacetic Ester (CsA-COCH,Cl)

Chloroacetic anhydride (600 mg, 3.5 mmol) was added portion-wise to a solution of
cyclosporin A (500 mg, 0.42 mmol) in pyridine (1.25 mL, 16 mmol). The thick reaction
mixture was stirred at 50 °C for 3 h under nitrogen flow and monitored by TLC with ethyl
acetate/cyclohexane (80:20) as eluent. The reaction mixture was taken into water (7 mL)
and extracted with Et;O (3 x 20 mL). The combined organic layers were washed with brine
(1 x 20 mL), dried over MgSQO;, and concentrated under reduced pressure. The crude
product was purified by silica gel chromatography eluted with ethyl acetate/cyclohexane
(80:20) to obtain the cyclosporin A chloroacetic ester (290 mg, 55% yield) as a white solid.
'H NMR (Cg¢Dg, 300 MHz) 6: 8.69 (d, ] = 9.6 Hz, 1H, NH-2), 8.24 (d, ] = 6.9 Hz, 1H, NH-7),
790 (d, ] = 7.8 Hz, 1H, NH-8), 7.48 (d, | = 9.3 Hz, 1H, NH-5), 6.05 (d, | = 11.1 Hz, 1H,
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H-1B), 5.95-5.85), (m, 1H-9«), 5.84 (d, ] = 11.1 Hz, 1H, H-1«x), 5.65-5.30 (m, 5H), 5.01 (t,
] = 9.3 Hz, 1H), 5.05-4.95 (m, 2H), 4.85-4.72 (m, 2H), 4.56 (quint, ] = 6.9 Hz, 1H, H-7«), 4.39
(d, ] =14.7 Hz, 1H, CH,Cl), 4.02 (d, ] = 13.5 Hz, 1H, H-3x), 3.95 (d, ] = 14.7 Hz, 1H, CH,Cl),
3.33 (s, 3H, NCH3), 3.29 (s, 3H, NCH3), 3.16 (s, 3H, NCH3), 3.09 (s, 3H, NCH3), 2.95 (s, 3H,
NCHj3), 2.78 (s, 3H, NCH3), 2.62 (s, 3H, NCH3), 2.55-2.15 (m, 10H), 1.80 (d, ] = 4.5 Hz, 3H,
CH;3CH=), 1.51 (d, ] = 7.2 Hz, 3H, CH3CH-8), 1.95-1.30 (m, 4H), 1.30-1.18 (m, 13H), 1.13
(d, ] = 6.3 Hz, 3H), 1.02 (d, ] = 7.2 Hz, 3H), 0.99 (d, ] = 6.6 Hz, 6H), 0.91 (d, ] = 6.3 Hz, 6H),
0.90-0.80 (m, 11 H), 0.74 (d, ] = 6.3 Hz, 3H), 0.59 (d, | = 6.3 Hz, 3H) ppm; 13C NMR (75 MHz,
CDCl) é: 173.97 (C, CO), 173.55 (C, CO), 173.06 (C, CO), 172.83 (C, CO), 171.51 (C, CO),
171.33 (C, CO), 171.08 (C, CO), 170.92 (C, CO), 169.97 (C, CO), 167.82 (C, CO), 167.31 (C,
CO), 128.93 (CH, CH3;HC=CH), 126.74 (CH, CH3HC=CH), 75.50 (CH, C-1B), 58.89 (CH),
57.50 (CH), 55.87 (CH), 55.32 (CH), 54.84 (CH), 54.36 (CH), 50.15 (CH,, CH,Cl), 48.88 (CH),
48.33 (CH), 48.04 (CH), 44.76 (CH), 40.97 (CH,), 40.88 (2CH,), 39.38 (CH3, NCH3), 39.31
(CH,), 37.08 (CH,), 35.93 (CH,), 33.77 (CH,), 33.23 (CH;3, NCH3), 32.32 (CH), 31.70 (CH),
31.43 (CH; NCH3), 31.39 (CH3, NCHj3), 30.35 (CH), 30.01 (CH), 29.75 (CHj), 29.46 (CH3),
25.09 (CH,, C-2p), 24.87 (CH), 24.73 (CH3), 24.64 (CHj), 24.30 (CH3), 23.93 (CH3), 23.86
(CH3), 23.71 (CH3), 23.62 (CH3), 21.89 (CHj3), 21.35 (CH3), 21.24 (CHj), 20.73 (CH3), 19.73
(CH3), 18.69 (CH3), 18.25 (CH3), 17.84 (CH3), 17.79 (CH3), 17.68 (CH3), 15.12 (CH3, C-7y),
9.97 (CHz, C-2y) ppm; MS (ESI+) m/z (%): 1300.8 (100) [M+Na]*, 1278.8 (5) [M+H]*, 666.9
(70) [M+Na+K]?*, 661.9 (85) [M+2Na]**, 650.9 (3) [M+2H]**.

2.2.3. Synthesis of 1,1’,2-Trisnorsqualenic Acid Cesium Salt

Cesium hydrogencarbonate (296 mg, 1.52 mmol) was added to a solution of tris-
norsqualenic acid (580 mg, 1.45 mmol) in methanol (20 mL) [39,40]. The reaction mixture
was stirred at room temperature for 2 h and concentrated under reduced pressure. The
waxy solid obtained was used directly in the next step.

2.2.4. Synthesis of SqCsA Bioconjugate (SqCsA)

First, 1,1’ 2-trisnorsqualenic acid cesium salt (122 mg, 0.23 mmol) was added to a
solution of cyclosporin chloroacetic ester (117 mg, 0.092 mmol) in DMF (250 pL). The
reaction was stirred at 50 °C for 24 h. Once the reaction completed, the product was
concentrated under reduced pressure and taken into 5 mL of water and extracted with
ethyl acetate (3 x 10 mL). The combined organic layers were washed with brine (1 x 5mL),
dried over MgSQOy, and concentrated under reduced pressure. The crude product was
purified by silica gel chromatography eluted with ethyl acetate/cyclohexane (50:50) to
obtain the SqCsA bioconjugate (94 mg, 62% yield) as a colorless foam. [«]p -212.8 (EtOH,
¢ =0.5); IR (neat, cm~!) v: 3400-3200, 2963, 2933, 2873, 1769, 1750, 1677, 1620, 1539, 1517,
1472, 1414, 1388, 1383, 1367, 1319, 1290, 1267, 1211, 1193, 1149, 1097, 984, 968; 'H NMR
(CgDg, 400 MHz) only the major conformer is described 6: 8.73 (d, ] = 9.6 Hz, 1H, NH-2),
8.30(d,J =72Hz, 1H,NH-7),7.93 (d, ] =7.6 Hz, 1H, NH-8), 7.48 (d, ] = 9.6 Hz, 1H, NH-5),
6.11(d,J=11.2Hz, 1H, H-1p), 5.95-5.85 (m, 2H, H-1, H-9«), 5.61 (dt, | = 12.0 Hz, ] = 3.6 Hz,
1H, H-4«), 5.34-5.16 (m, 5H, HC=C(Me)), 5.10 (d, | = 15.6 Hz, 1H, SqCO,CH,CO), 5.02 (t,
J =9.6 Hz, 1H), 4.86 (d, ] = 11.2 Hz, 1H, H-5w), 4.82 (d, ] = 15.6 Hz, 1H, SqCO,CH,CO),
4.77 (quint, | = 7.2 Hz, 1H, H-8«), 4.57 (quint, ] =7.2 Hz, 1H, H-7«x), 4.03 (d, | = 13.6 Hz, 1H,
H-3w), 3.46 (s, 3H, NCH3), 3.28 (s, 3H, NCH3), 3.16 (s, 3H, NCHj3), 3.10 (s, 3H, NCHj3), 2.98
(s, 3H, NCH3), 2.82 (s, 3H, NCH3), 2.63 (s, 4H, H-53, NCH3), 2.50-1.90 (m, 32H), 1.90-1.70
(m, 6H), 1.68 (s, 3H, =C(CH3),), 1.63 (s, 3H, =C(CH3)CHy), 1.61 (s, 3H, =C(CH3)CHy), 1.59
(s, 3H, =C(CH3)CH,), 1.57 (s, 3H, =C(CH3)CH,), 1.54 (d, ] = 7.2 Hz, 3H, H-7f3), 1.53-1.25
(m, 3H), 1.45 (s, 3H, =C(CH3)CH3), 1.35 (d, ] = 6.8 Hz, 3H), 1.25 (t, ] = 7.0 Hz, 9H), 1.21
(d, ] =6.4Hz 3H), 1.14 (d, ] = 6.8 Hz, 3H), 1.07 (d, ] = 6.4 Hz, 3H), 1.04 (d, ] = 6.8 Hz,
3H), 0.99 (d, | = 6.4 Hz, 3H), 0.94-0.90 (m, 6H), 0.88-0.82 (m, 9H), 0.76 (d, | = 6.8 Hz, 3H,
H-11y), 0.60 (d, ] = 6.4 Hz, 3H, H-11y) ppm; 3C NMR (C¢Ds, 100 MHz) §: 174.64 (C, CO),
173.98 (C, CO), 173.58 (C, CO), 173.06 (C, CO), 172.42 (C, SqCO,CH,CO), 171.69 (C, CO),
171.49 (C, CO), 171.21 (C, CO), 171.01, 170.87 (C, CO), 169.79 (C, CO), 168.24 (C, CO-2),
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168.20 (C, SqQCO,CH,CO), 135.17 (2C, CH»(CH;3)C=), 134.97 (C, CH,(CHj3)C=), 133.46 (C,
CH,(CHj3)C=), 131.10 (C, (CH3),C=), 130.07 (CH, CH3;HC=CH), 126.78 (CH, CH;HC=CH),
125.44 (CH, CH,(CH3)C=CH), 125.00 (CH, CH,(CH3)C=CH), 124.92 (CH, CH,(CH3)C=CH),
124.87 (CH, CH,(CH3)C=CH), 124.84 (CH, CH,(CH3)C=CH), 75.01 (CH, C-1B), 61.30 (CH,,
SqCO,CH,COy), 59.06 (CH), 57.80 (CH), 56.42 (CH), 55.48 (CH), 55.02 (CH), 54.73 (CH),
49.51 (CH,, C-3x), 49.05 (CH), 48.51 (CH), 48.23 (CH), 45.00 (CH), 41.32 (CH,), 40.23 (2CH,),
40.03 (CH»), 39.92 (CH,), 39.08 (CH3, NCH3), 37.71 (CH,), 36.29 (CH,), 34.76 (CH,), 34.67
(CH,), 33.68 (CH), 33.06 (CH3), 32.59 (CH3, NCH3), 32.09 (CH), 31.54 (CH3, NCH3), 30.98
(CH3, NCH3), 30.82 (CH3, NCH3), 30.15 (CH5), 30.11 (CH3, NCH3), 29.79 (CH), 29.62 (CH3,
NCHs), 28.76, (2CH,), 27.27 (CH,), 27.14 (2CHy), 25.87 (CH3, =C(CH3),), 25.53 (CH3), 25.19
(CH3), 25.07(CH3), 25.03 (CH3), 24.99 (CH3), 24.87 (CH3), 24.14 (CH3), 24.04 (CH3), 23.94
(CHa), 23.76 (CH3), 22.06 (CH3), 21.69 (CH3), 21.39 (CH3), 20.25 (CH3), 19.95 (CH3), 18.59
(CH3), 18.36 (CH3), 17.94 (CH3), 17.77 (CH3), 17.55 (CH3), 16.20 (CH3), 16.15 (CH3), 15.90
(CHj3), 15.31 (CH3), 10.17 (CHz, C-2y) ppm; MS (ESI+) m/z (%): 1665.2 (92) [M+Na]*, 1643.2
(48) [M+H]*, 844.1 (45) [M+2Na]?*, 833.1 (25) [M+H+Na]?*, 822.1 (17) [M+2H]**. HRMS
(—ESI) calced. for C91H155015N11Na: 1665.1596; found 1665.1569.

2.3. Preparation and Characterization of SqCsA Nanoparticles

SqCsA NPs were prepared by nanoprecipitation, which was a technique previously
validated in our laboratory with other drugs such as adenosine [31,32,37]. Briefly, SqCsA
was dissolved in absolute ethanol (6 mg/mL) and added dropwise under vigorous stirring
to 1 mL of a 5% (w/v) dextrose solution to give an aqueous suspension of SqQCsA NPs
at 2 mg/mL. The ethanol was completely evaporated using a Rotavapor (80 rpm, 40 °C,
43 mbar), and the suspension was filtered through a 1 um syringe filter. Similarly, the
NPs aqueous suspension at 4 mg/mL was obtained by adding the ethanolic suspension to
2 mL of a 2.5% (w/v) dextrose solution. Evaporation of ethanol and 1 mL of MilliQ water
resulted in a 5% dextrose solution with NPs concentrated at 4 mg/mL. Fluorescent NPs
were prepared using the same protocol, although 0.1% (w/w) of CholEsteryl BODIPY™
C11 was added to the ethanolic phase. NPs size (hydrodynamic diameter), polydispersity
index, and surface charge (zeta potential) were measured using a Zetasizer Nano ZS (173°
scattering angle, 25 °C Malvern). For size and zeta potential measurements, 50 uL of NPs
were respectively mixed with 950 uL of MilliQ water and NaCl 1 mM before filling the
measurement cells. The mean zeta potential for each preparation resulted from the mean of
three measurements in automatic mode, followed by the application of the Smoluchowski
equation.

2.4. Morphology by CryoTEM

The morphology of SqCsA NPs was observed by cryogenic transmission electron
microscopy (cryoTEM) as previously published [38]. Briefly, a few drops of the NPs
suspension (2 mg/mL) were deposited on EM grids covered with a holey carbon film
(Quantifoil R2/2) previously treated with a plasma glow discharge. The observations were
conducted at low temperature (—180 °C) on a JEOL 2010 FEG microscope operated at
200 kV, and images were recorded with a Gatan camera.

2.5. Stability of NPs

The stability of the NPs suspensions was assessed by evaluating the size and surface
charge measurement by Zetasizer Nano ZS at different times: day 0, 1, 2, 5,7, 9, 12, 14,
28 and different storage conditions: 4 °C and room temperature (RT). At each time point,
3 measurements were taken.

2.6. HPLC Analysis
2.6.1. Sample Preparation

Two hundred microliters of SqCsA NPs (2 mg/mL) were incubated in 427 uL of
nonfiltered FBS in 21 hemolysis tubes for 0, 0.5, 1, 4, 18, 24, and 48 h (3 for each time-point).
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Four milliliters of a mixture of diethyl ether and methanol (95/5 v/v) were added to each
hemolysis tube. After vortex mixing for 30 s, the tubes were stirred for 1 h in a water bath
at 37 °C. Samples were vortex-mixed for 30 s and centrifuged for 30 min at 1000 G. The
organic phase was recovered, and the aqueous phase was re-extracted using to the same
protocol. Then, the pooled organic phases of each tube were evaporated to dryness under
nitrogen flow at room temperature. Ultimately, it was resuspended in 400 pL of methanol,
vortexed for 30 s, and 10 puL were injected into the HPLC.

Calibration curves were obtained using 11 concentrations between 0.001 and 0.1 mg/mL
for CsA and squalenic acid and between 0.01 and 1 mg/mL for SqCsA bioconjugate. We
verified that all points of the calibration curves were greater than or equal to 10 times the
background noise or limit of quantification (LOQ).

2.6.2. Chromatographic System

HPLC analysis was carried out on a Dionex Ultimate 3000 (Thermo Fisher Scientific)
apparatus, equipped with a Corona CAD® system (ESA, Chelmsford, MA, USA), and the
signal was acquired with a Chromeleon data station (Thermo Fisher Scientific). Corona
CAD® settings were as follows: range 500 pA, no filter, and air pressure 35 psi. Chro-
matographic separation was performed on a Kromasil C8 column (150 x 4.6 mm, 5 pm
particle size) at room temperature. The mobile phase system consisted of a mixture (90/10
v/v) of methanol and HPLC grade water (A) and ethyl acetate (B), and the flow rate was
1 mL/min. A gradient elution was used: from 100% of A to 100% of B over a period of
15 min and maintained at 100% of B during 7 min. Then, the column was equilibrated with
100% A for 10 min.

2.7. Cell Culture

Immortalized Mouse Cardiac Endothelial Cells (MCEC) and rat cardiomyoblasts
(H9c2) cells were cultured in 75 cm? culture flasks containing 12 mL of a complete medium
at 37 °C in a 5% CO, humidified incubator. The complete medium was composed of
DMEM D6429 with 10% FBS and 1% penicillin—streptomycin for H9c2 cells and DMEM
D5796 with 5% FBS, 1% penicillin—streptomycin and 1% HEPES for MCEC.

2.8. Cytotoxicity of SqCsA NPs

The cytotoxicity of SQCsA NPs was evaluated on MCEC and H9c2 cells using an
MTT assay. Cells were seeded in 96-well plates at 6000 cells per well (MCEC) and 10,000
cells per well (H9c2) for 24 h. Subsequently, cells were incubated at 37 °C in a 5% CO,
humidified incubator with concentrations of SQCsA NPs ranging from 0.6 to 60 pug/mL
and 44 pg/mL of free CsA (equivalent maximal dose, dissolved in ethanol) for 4 and 24 h.
After incubation, an MTT solution (5 mg/mL in PBS) was added to each well for 2 h.
Then, the culture medium was removed, and 200 puL. of DMSO were used in each well to
dissolve formazan crystals. Plates were stirred for 5 min at 40 rpm on a plate shaker, and
the absorbance was measured at 570 nm using an ELISA plate reader. Cell viability was
expressed as a percentage of the control wells (untreated cells).

2.9. Cell Uptake of Fluorescently Labeled SqCsA NPs

MCEC and H9¢2 cells were seeded in 8-well Ibidi plates at a density of 15,000 cells per
well. Cells were left to adhere for 24 h and then incubated with 12 pg/mL or 60 pg/mL
of fluorescent SqCsA NPs for 2, 18, and 24 h in a 5% CO; humidified incubator at 37 °C.
After incubation, wells were washed with PBS, and then, cells were fixed with 4% PFA for
5 min and permeabilized with 0.1% Triton™ X-100 for 3 min. The cytoskeleton of actin was
stained with phalloidin for 1 h at room temperature, and nuclei were stained with DAPI
contained in the mounting medium 15 min before observation. Images were obtained
using an inverted Confocal Laser Scanning Microscope (CLSM) Leica TCS SP8 with an
HC PL APO CS2 63 x /1.40 oil immersion objective lens. The instrument was equipped
with a 405 nm diode for DAPI (nuclei) excitation and a WLL Laser (488 nm excitation for
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phalloidin-Atto 488 and 542 nm for CholEsteryl BODIPY™ NPs). Blue, green, and red
fluorescence emissions were collected respectively with 410-460, 505-550, and 560-760 nm
wide emission slits using a sequential mode. The pinhole was set at 1.0 Airy unit giving an
optical slice thickness of 0.89 pm. Twelve-bit numerical images were acquired using Leica
SP8 LAS X software (Version 3.6; Leica, Wetzlar, Germany)

2.10. Cardioprotective Effect Assessment

To assess whether the nanoparticles have cardioprotective effects, MCEC and H9c2
cells were seeded on 96-well plates as described above. Twenty-four hours after plating,
the cells were treated for another 24 h with SqCsA NPs. Controls were performed simulta-
neously: free CsA, Sq NPs, and untreated cells. The following day, the cells were washed
with PBS and incubated with glucose-free medium and FBS under hypoxic conditions
(1% Oy) in a dedicated incubator (Panasonic, France). Three conditions were tested: 6 h
of hypoxia (6 h), 6 h of hypoxia and 30 min of reoxygenation (6 h + 30 min), and 6 h of
hypoxia and 1 h of reoxygenation (6 h + 1 h). Reoxygenation was obtained by adding
enriched media specific for each cell type followed by incubation under normoxia (17% O,
and 5% CO,;). We assessed the protective effect by using MTT and LDH tests.

2.11. Statistical Analysis

Data were expressed as mean =+ standard deviation (SD). Statistics were computed
using the GraphPad Prism 7.0 software (GraphPad Software, Inc., San Diego, CA, USA).
Statistical differences between two groups were evaluated using the unpaired Student  test.
A value of p < 0.05 was considered significant.

3. Results and Discussion
3.1. Synthesis of the SqCsA Conjugate

Many CsA conjugates have been previously tailored to increase its water solubility or
cellular uptake. Other than a few derivatives made by functionalization of the double bond
of the 2-butenyl-4-N-dimethyl-L-threonine residue (MeBmt) [41,42], most bioconjugates
were prepared by using the free hydroxyl group on the side chain of the MeBmt amino
acid. However, this group embedded in the CsA core turned out to be highly hindered
and poorly reactive. For instance, the conversion of CsA into its corresponding chloro-
formate derivative using phosgene required a one-week reaction with a large excess of
reagent [43]. Extensive research in the field led to the discovery that condensation with
chloro- or bromoacetic anhydride constituted the most efficient way for the derivatization
of CsA [44—-46]. In the present case, the chloroacetate derivative was chosen as the starting
material to obtain the squalene conjugate. Thus, CsA was first condensed with chloroacetic
anhydride to give the known chloroacetate [44—46], which further reacted with the cesium
salt of 1,1’,2-trisnorsqualenic acid [39,40] through SN2 type reaction (Figure 1). Accordingly,
the SqCsA conjugate was obtained with an overall yield of 35%. The compound appeared
as a colorless amorphous solid that is soluble only in organic solvents.

Extensive characterization was performed by IR spectrometry, 'H and *C NMR
including HSQC and HMBC 2D experiments and mass spectrometry. The SqCsA conjugate
exhibited the characteristic absorption bands in the Fourier transform infrared (FTIR)
spectrum for the C=0 ester functions at 1769 and 1750 cm ! as well as the strong absorption
at 1620 cm ™! resulting from the amide bond of the CsA peptide core. The 'H spectrum
in CDCl3 was found quite difficult to analyze due to the presence of conformers in slow
interconversion [47]. A more straightforward spectrum was observed in C4Dg in which a
major conformer (94%) was observed together with a minor component (6%) as evidence in
the downfield part of the spectrum for the four NH signals (Figure 2). In addition to a few
changes to the protons of cyclosporin A, the 'H NMR spectrum revealed the characteristic
ethylenic protons of the five trisubstituted olefins of the squalene chain at 5.30-5.15 ppm
together with the two multiplets at 2.51 and 2.32 assigned to the CH,CH,CO, moiety.
The H-C($3) of the MeBmt residue was shifted downfield at 6.05 ppm, as expected after



Pharmaceutics 2021, 13, 91

8 of 18

acylation. The AB system of the glycolate linker appeared as two doublets with a 15.6 Hz
coupling constant at 4.82 and 5.10 ppm, respectively. '>*C NMR analysis revealed the
presence of the two ester carbonyl groups at 168.2 and 172.4 ppm and the five double bonds
of the squalene in addition to the two carbons of the double bond of the MeBmt amino
acid in the range between 135 and 125 ppm. The covalent coupling with the squalenoyl
moiety was further confirmed by ESI (+) mass spectrometry analysis, which showed the
parent peak at m/z = 1665.2 corresponding to a monocharged [M+Na]* ion together with
the bicharged [M+Na]?* ion at 844.1. High-resolution mass spectroscopy unambiguously
confirmed the Cg1H;55015N1; formula of the bioconjugate.
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Figure 1. Synthetic scheme of the squalene cyclosporin A (SqCsA) conjugate. The squalene chain was introduced on the
side chain of the MeBmt residue through a glycolate linker by chloroacetylation of the CsA followed by Sn2 displacement
of the chloride using squalenic acid cesium salt.
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Figure 2. 'H NMR of SqCsA (400 MHz, C¢Dg). The AB system of the methylene system; the glycolate linker is enlarged.

3.2. Formulation and Characterization of S5qCsA NPs

5qCsA NPs were obtained by nanoprecipitation of an ethanolic solution of a bioconju-
gate in a 5% dextrose aqueous solution. The covalent bond results in NPs with a high drug
loading (ratio between molecular weights in percent) of 73%. CryoTEM images showed
NPs with a spherical shape and size ranging from 60 to 150 nm with a mean diameter
of approximately 105 nm (Figure 3A,B). These data were confirmed by dynamic light
scattering (DLS) showing a unimodal size distribution with a mean diameter of 117 £ 1.11
nm and a polydispersity index of 0.09 (Figure 3C). The same size distribution can be found
for multiple other Sq bioconjugates such as nucleoside analogues [32,38,48], anticancer
drugs [33,35,49], or peptides [34].

Although other forms of lipid NPs of CsA exist (liposomes and solid lipid NPs), they
lead either to larger NPs size/higher polydispersity index [22,50,51] or to a smaller size
but with modest drug loading [52]. Furthermore, polymeric nanoparticles of CsA did not
improve this general trend and exhibit identical characteristics as lipid NPs [53-56]. Our
nanoparticles showed a surface zeta potential of —14.2 & 0.65 mV, which remained stable
over time, indicating an adequate colloidal stability. NP stability was assessed over 28
days at two concentrations (2 and 4 mg/mL) and under two storage conditions (4 °C and
RT) (Figure 3D). The stability was evaluated based on visual inspection of the vials and
evolution of the size measured by DLS. Storage at 4 °C was found not to be optimal because
a precipitation occurred at day 9 for 4 mg/mL and day 21 for 2 mg/mL. By contrast, both
NP concentrations stored at RT remained stable, with an increase in size between day 5
and 14 for 4 mg/mL. Our results revealed that SQqCsA NPs possess interesting physical
characteristics, since they combine a small size and narrow polydispersity, as well as a
favorable colloidal stability at RT.
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Figure 3. SqCsA nanoparticles (NPs) characterization by using cryogenic transmission electron microscopy (cryoTEM)

(A,B) and dynamic light scattering (DLS) (C,D) of NPs suspensions. Stability assessment was performed for 28 days (D).

3.3. HPLC Analysis

To evaluate the degradation of SqCsA bioconjugate and the release of CsA in serum,
the amount of SqCsA bioconjugate, free CsA, and free squalenic acid were studied using
HPLC. The drug release study was carried out in FBS incubated at 37 °C to adjust the
method to more realistic conditions. The results (Figure 4) showed no significant decrease
of SqCsA bioconjugates incubated in serum over 48 h. Moreover, we could not quantify
any release of neither CsA nor squalenic acid from the SqCsA bioconjugates. These results
are close to those obtained with the same type of NPs but with a different molecule such
as adenosine/vitamin E [37]. However, our NPs appear even more stable than those
with adenosine, which was most likely because CsA is more lipophilic. This observation
has already been made for another type of lipid NP; in fact, the more lipophilic the
molecule is, the slower the release will be [57]. Consequently, the NPs are stable, and
the bond between CsA and squalenic acid is hardly hydrolyzable in FBS. Previously, our
laboratory demonstrated that the same type of NPs but conjugated with antibiotics could
lead to intracellular release of the drug [58]. This leads us to believe that if our NPs were
internalized by the cells, CsA would be released into the cytoplasm within the cells.

3.4. Cytotoxicity of SqCsA NPs

Increasing concentrations of SqCsA NPs were tested on two different cardiac cell lines,
HO9c2 and MCEC, to determine their toxicity with an MTT assay. A free CsA solution at a
dose equivalent to the highest concentration of NPs was used as a positive control. Cell
viability was high at over 70%, regardless of NPs concentration and cell line (Figure 5A,B).
Nevertheless, NPs were slightly cytotoxic but not more than free CsA (Figure 5C,D). Indeed,
it has already been shown that free CsA can be cytotoxic at high concentrations on H9¢2
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cells [59]. Moreover, the effect is even more pronounced in MCEC cells (Figure 5C) as well
as in another endothelial cell line [60].
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Figure 4. Remaining SqCsA bioconjugate in fetal bovine serum for 48 h. We see no degradation of
the bioconjugate. Data represent mean =+ SD of three replicates.
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3.5. Cell Uptake of Fluorescently Labeled SqCsA NPs

We evaluated the cellular uptake of NPs on two cardiac lines: H9¢2 and MCEC.
After incubation with two different concentrations of SqCsA NPs, the cells were fixed and
analyzed at different times by using CLSM (Confocal Laser Scanning Microscopy).

NP uptake by the two types of cardiac cells was cell type dependent but also depended
on the incubation time. The uptake was observed as early as 120 min, which gradually
increased with the incubation time. Our results showed a very low accumulation into H9c2
at 2 h but reached a plateau between 17 and 24 h when incubated with 60 pg/mL of SqCsA
NPs (Figure 6).

SqCsA NPs Free BODIPY

L . L
f

Figure 6. SqCsA NPs uptake assessment. The H9c2 cell line was incubated with two concentrations of nanoparticles
12 or 60 ug/mL loaded with Cholesteryl 4,4-difluoro-5-(4-methoxyphenyl)-4-bora-3a,4a-diaza-s-Indacene-3-undecanoate
(CholEsteryl BODIPY™, red). After different times, cells were rinsed, fixed, and incubated with phalloidin (green). The cells
were mounted with medium containing 4’,6-diamidino-2-phénylindole (DAPI, blue), analyzed under confocal microscope,
and imaged. Cells incubated with only CholEsteryl BODIPY™, at an equivalent concentration to 60 ug/mL of NPs, were
used as control and imaged at 24 h. Insert 90 x magnification. Scale bar = 50 pm.

In contrast, MCEC showed higher cellular uptake as early as 2 h (Figure 7). This could
be explained by the different characteristics of these two types of cells. Endothelial cells
possess a better capability for endocytosis [61-63], whereas this mechanism is not a char-
acteristic of cardiomyocytes. Recently, Zhang et al. [56] found that the uptake of targeted
poly(lactic-co-glycolic acid) (PLGA) -CsA NPs by H9¢2 displayed time-dependency and
was mainly achieved through macropinocytosis pathways. It would also be interesting to
determine the mechanism through which SqCsA NPs enter these two cell types. Moreover,
serial z-sections of the cells, each 1 um thick, confirmed the detection of fluorescence in
all the sections between 10 and 25 pm from the surface of the cells, indicating that the
nanoparticles are effectively internalized by the cells and are not on the outer surface of the
cell membrane.
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L

SqCsA NPs Free BODIPY

Figure 7. SqCsA NPs uptake assessment. The MCEC cell line was incubated with two concentrations of nanoparticles 12 or
60 pg/mL loaded with CholEsteryl BODIPY™ (red). After different times, cells were rinsed, fixed, and incubated with
phalloidin (green). The cells were mounted with medium containing DAPI (blue), analyzed under confocal microscope, and
imaged. Cells incubated with only CholEsteryl BODIPY™, at an equivalent concentration to 60 pg/mL of NPs, were used
as control and imaged at 24 h. Insert 90 x magnification. Scale bar = 50 um.

3.6. Cardioprotective Effect Assessment

We assessed the ability of the new nanomedicines to protect cardiac cells from the
deleterious effects of ischemia. mPTP is known to be a key mediator of cardiomyocyte death
in the early phase of ischemia/reperfusion injury, as it remains closed during ischemia
but opens rapidly in the first few minutes after cardiac reperfusion. The opening of
mPTP induces potential mitochondrial membrane collapse, cytochrome C efflux, and
finally cell death [64,65]. Based on the results obtained on cellular uptake under normoxic
conditions, we incubated H9¢2 and MCEC cardiac cell lines with SqCsA NPs 24 h prior
to hypoxia. H9¢2 cells were chosen for this study because they were found to be closer to
normal primary cardiomyocytes in terms of energy metabolism characteristics and their
sensitivity to hypoxia/reoxygenation [66]. Here, we analyzed cell viability at three time
points: after 6 h of hypoxia, after 6 h of hypoxia followed by 30 min of reoxygenation,
and after 6 h of hypoxia followed by 1 h of reoxygenation. The results obtained with
the MTT test (Figure 8) showed a protective effect when H9c2 cells were incubated with
SqCsA NPs at both concentrations (12 and 60 pg/mL), while no protective effect was
observed on cells incubated with free CsA or only Sq NPs. This cardioprotective effect
was even stronger when cells were reoxygenated for 30 min or for 1 h. Similar results
were obtained with an LDH assay, which measures LDH release in culture supernatants
upon cell lysis. Once again, our results highlighted a protective effect on cells incubated
with SqCsA NPs compared to those untreated or incubated with free CsA or SqQNPs
(Figure 8). One explanation could be related to the fact that SqCsA NPs accumulate in the
endosomes/lysosomes of the cells and that CsA is progressively released by the NPs and
thereby could act at low drug concentrations in the mitochondria. Further experiments
should be performed to quantify the accumulation of these NPs in the endosomes and to
determine the mechanisms by which CsA is released from the NPs.
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Figure 8. Cardioprotective effect assessment on H9c2 cell line. Cells were incubated with SqCsA NPs for 24 h. Controls
(untreated cells, free CsA, or Sq NPs) were done under the same conditions. After incubation time, cells were rinsed with
Phosphate-Buffered Saline (PBS) and incubated in hypoxic condition (1% O, and restraint medium without fetal bovine
serum (FBS) and glucose). Cardioprotection was assessed by using thiazolyl blue tetrazolium bromide (MTT) test (upper
panel) and lactate dehydrogenase (LDH) test (lower panel). For the MTT tests, the higher the percentage, the more viable
the cells. For the LDH tests, the higher the percentage of LDH-released protein, the more damaged the cells. * p < 0.05,
**p <0.01, *** p <0.001, **** p < 0.0001.

The strong inhibition of LDH release had previously been observed by Zhang et al. [56]
when incubating CsA@PLGA-PEG-5531 with H9c2 cells. It is noted that in this study, H9¢c2
cells were incubated with hypoxic culture medium for 3 h and treated with NPs 4 h before
reoxygenation. In a study conducted on primary cardiomyocytes, cultures of 14-day old
Sprague-Dawley rats were subjected to simulated ischemia for 4 h and reperfusion for
3 h. Under hypoxic conditions, the authors observed maximum cytoprotection after 3 h
of reoxygenation at 50-100 nM. Increasing free CsA concentrations at 200 nM decreased
cytoprotection [67]. The reason for this narrow therapeutic range is unclear, but it could
be attributed to the non-specific inhibitory effects of CsA on cytosolic cyclophilin or the
inhibitory effects of CsA on mitochondrial respiration [15]. Nazareth et al. [68] found
protection on adult rat ventricular cardiomyocytes against necrotic cell death in a narrow
therapeutic range (200 to 400 nM).

The results obtained on MCEC were more mitigated (Figure 9). Even though SqCsA
NPs showed almost no effect compared to untreated cells, they appeared to be less dele-
terious than free CsA. This could be explained by a greater absorption by these cells.
Accumulation at high doses in endothelial cells would have a deleterious effect on the cells.
Another explanation could be that a higher accumulation in the cell could lead to a higher
release of cyclosporine and thus exceed the therapeutic window. Therefore, it would be
interesting to test lower doses on this type of cells.
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Figure 9. Cardioprotective effect assessment on MCEC cell line. Cells were incubated with SqCsA NPs for 24 h. Controls
(untreated cells, free CsA, or Sq NPs) were done under the same conditions. After incubation time, cells were rinsed with
PBS and incubated in hypoxic condition (1% O, and restraint medium without FBS and glucose). Cardioprotection was
assessed by using MTT test (upper panel) and LDH test (lower panel). For the MTT tests, the higher the percentage, the
more viable the cells. For the LDH tests, the higher the percentage of LDH-released protein, the more damaged the cells.
*p <0.05,** p < 0.01, ** p <0.001, *** p < 0.0001.

4. Conclusions

In conclusion, we obtained a new type of NPs based on the covalent bond between
squalene and cyclosporin A. This bioconjugate formed NPs of controlled size in an aqueous
medium. The NPs obtained were stable at room temperature for several weeks, and no
significant release of CsA was found when incubated in FBS over 48 h. The cardioprotective
capabilities of these NPs were evaluated on two cardiac cell lines subjected to experimental
hypoxia/reoxygenation. They appeared to have a strong protective effect on cardiomy-
oblasts but a more mitigated one on endothelial cells, suggesting a possible hydrolysis of
the ester bond between CsA and squalene inside the cells. Understanding the outcome
of NPs in the cells and the mechanisms of cyclosporin release from NPs is essential for a
possible future medical application.

Author Contributions: Conceptualization, A.G., D.D. and M.V.; methodology, A.G., N.L.L.T,, J.L.,
R.B., AR,S.A,PC,D.D, and M.V,; writing—original draft preparation, A.G., N.L.L.T.,, R.B., PC,,
S.A., D.D., and M.V,; writing—review and editing, A.G., D.D. and M.V;; visualization, F.G., V.N.;
supervision, D.D. and M.V; funding acquisition, J.L., and M.V. All authors have read and agreed to
the published version of the manuscript.

Funding: This research was funded by la Fondation pour la Recherche Médicale (FRM) grant number
PBR202006012195 and was further supported by Fonds de la Recherche Scientifique (FRS-FNRS),
PDR-THEMA CARDIO, grant number PC02120F. This work was supported by Investissements
d’Avenir LabEx PALM (ANR10-LABX-0039-PALM).

Institutional Review Board Statement: Not applicable.



Pharmaceutics 2021, 13, 91 16 of 18

Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Acknowledgments: The authors are grateful to Severine Domenichini (UMS IPSIT, Université
Paris-Saclay, Chatenay-Malabry, France) for assistance with confocal microscopy experiments and
Kimberley Pinet-Eve for her review of the English language.

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

References

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

Fahr, A. Cyclosporin Clinical Pharmacokinetics. Clin. Pharmacokinet. 1993, 24, 472-495. [CrossRef] [PubMed]

Czogalla, A. Oral cyclosporine A the current picture of its liposomal and other delivery systems. Cell. Mol. Biol. Lett. 2009,
14, 139-152. [CrossRef] [PubMed]

Faulds, D.; Goa, K.L.; Benfield, P. Cyclosporin: A Review of its Pharmacodynamic and Pharmacokinetic Properties, and
Therapeutic Use in Immunoregulatory Disorders. Drugs 1993, 45, 953-1040. [CrossRef] [PubMed]

Italia, J.L.; Bhardwaj, V.; Ravi Kumar, M.N.V. Disease, destination, dose and delivery aspects of ciclosporin: The state of the art.
Drug Discov. Today 2006, 11, 846-854. [CrossRef] [PubMed]

Shen, Y.; Yu, Y.; Chaurasiya, B.; Li, X,; Xu, Y.; Webster, T.; Tu, J.; Sun, R. Stability, safety, and transcorneal mechanistic studies of
ophthalmic lyophilized cyclosporine-loaded polymeric micelles. Int. |. Nanomed. 2018, 13, 8281-8296. [CrossRef]

Gackler, A.; Dolff, S.; Rohn, H.; Korth, J.; Wilde, B.; Eisenberger, U.; Mitchell, A.; Kribben, A.; Witzke, O. Randomized, open-label,
comparative phase IV study on the bioavailability of Ciclosporin Pro (Teva) versus Sandimmun®Optoral (Novartis) under fasting
versus fed conditions in patients with stable renal transplants. BMC Nephrol. 2019, 20, 167. [CrossRef]

Kim, D.; Choi, J.-O.; Oh, J.; Cho, H.J.; Jung, S.-H.; Lee, H.-Y.; Kang, S.-M.; Kim, ].-].; Jeon, E.-S. The Korean Organ Transplant
Registry (KOTRY): Second Official Adult Heart Transplant Report. Korean Circ. J. 2019, 49, 724-737. [CrossRef]
Moller-Bisgaard, S.; Ejbjerg, B.; Eshed, I.; Horslev-Petersen, K.; Hetland, M.; Jurik, A.; Thomsen, H.; Torfing, T.; Stengaard-
Pedersen, K.; Junker, P; et al. Effect of a treat-to-target strategy based on methotrexate and intra-articular betamethasone with
or without additional cyclosporin on MRI-assessed synovitis, osteitis, tenosynovitis, bone erosion, and joint space narrowing
in early rheumatoid arthritis: Results from a 2-year randomized double-blind placebo-controlled trial (CIMESTRA). Scand. |.
Rheumatol. 2017, 46, 335-345. [CrossRef]

Essaghraoui, A.; Belfkira, A.; Hamdaoui, B.; Nunes, C.; Lima, S.A.C.; Reis, S. Improved Dermal Delivery of Cyclosporine A
Loaded in Solid Lipid Nanoparticles. Nanomaterials 2019, 9, 1204. [CrossRef]

Goldberg, D.F,; Malhotra, R.P.; Schechter, B.A.; Justice, A.; Weiss, S.L.; Sheppard, ].D. A Phase 3, Randomized, Double-Masked
Study of OTX-101 Ophthalmic Solution 0.09% in the Treatment of Dry Eye Disease. Ophthalmology 2019, 126, 1230-1237. [CrossRef]
Kang, M.-].; Kim, Y.-H.; Chou, M.; Hwang, J.; Cheon, E.-].; Lee, H.-].; Chung, S.-H. Evaluation of the Efficacy and Safety of A
Novel 0.05% Cyclosporin A Topical Nanoemulsion in Primary Sjogren’s Syndrome Dry Eye. Ocul. Immunol. Inflamm. 2020,
28,370-378. [CrossRef] [PubMed]

Tauber, J.; Schechter, B.A.; Bacharach, J.; Toyos, M.M.; Smyth-Medina, R.; Weiss, S.L.; Luchs, J.I. A Phase II/III, randomized,
double-masked, vehicle-controlled, dose-ranging study of the safety and efficacy of OTX-101 in the treatment of dry eye disease.
Clin. Ophthalmol. 2018, 12, 1921-1929. [CrossRef] [PubMed]

Guada, M.; Beloqui, A.; Kumar, M.N.V.R,; Préat, V.; del Carmen Dios-Viéitez, M.; Blanco-Prieto, M.]. Reformulating cyclosporine
A (CsA): More than just a life cycle management strategy. J. Control. Release 2016, 225, 269-282. [CrossRef] [PubMed]
Fukuzawa, M.; Shearer, G.M. Effect of cyclosporin A on T cell immunity I. Dose-dependent suppression of different murine T
helper cell pathways. Eur. ]. Immunol. 1989, 19, 49-56. [CrossRef]

Hausenloy, D.; Boston-Griffiths, E.; Yellon, D. Cyclosporin A and cardioprotection: From investigative tool to therapeutic agent:
CsA and cardioprotection. Br. J. Pharmacol. 2012, 165, 1235-1245. [CrossRef]

Leshnower, B.G.; Kanemoto, S.; Matsubara, M.; Sakamoto, H.; Hinmon, R.; Gorman, J.H.; Gorman, R.C. Cyclosporine Preserves
Mitochondrial Morphology After Myocardial Ischemia/Reperfusion Independent of Calcineurin Inhibition. Ann. Thorac. Surg.
2008, 86, 1286-1292. [CrossRef]

Pagel, P.S.; Krolikowski, J.G. Transient Metabolic Alkalosis During Early Reperfusion Abolishes Helium Preconditioning Against
Myocardial Infarction: Restoration of Cardioprotection by Cyclosporin A in Rabbits. Anesth. Analg. 2009, 108, 1076-1082.
[CrossRef]

Xie, ].-R.; Yu, L.-N. Cardioprotective effects of cyclosporine A in an in vivo model of myocardial ischemia and reperfusion. Acta
Anaesthesiol. Scand. 2007, 51, 909-913. [CrossRef]

Piot, C.; Croisille, P; Staat, P; Thibault, H.; Rioufol, G.; Mewton, N.; Elbelghiti, R.; Cung, T.T.; Bonnefoy, E.; Angoulvant, D.; et al.
Effect of Cyclosporine on Reperfusion Injury in Acute Myocardial Infarction. N. Engl. . Med. 2008, 359, 473-481. [CrossRef]
Cung, T.-T.; Morel, O.; Cayla, G.; Rioufol, G.; Garcia-Dorado, D.; Angoulvant, D.; Bonnefoy-Cudraz, E.; Guérin, P; Elbaz, M.;
Delarche, N.; et al. Cyclosporine before PCI in Patients with Acute Myocardial Infarction. N. Engl. . Med. 2015, 373, 1021-1031.
[CrossRef]


http://doi.org/10.2165/00003088-199324060-00004
http://www.ncbi.nlm.nih.gov/pubmed/8513650
http://doi.org/10.2478/s11658-008-0041-6
http://www.ncbi.nlm.nih.gov/pubmed/19005620
http://doi.org/10.2165/00003495-199345060-00007
http://www.ncbi.nlm.nih.gov/pubmed/7691501
http://doi.org/10.1016/j.drudis.2006.07.015
http://www.ncbi.nlm.nih.gov/pubmed/16935754
http://doi.org/10.2147/IJN.S173691
http://doi.org/10.1186/s12882-019-1340-z
http://doi.org/10.4070/kcj.2018.0392
http://doi.org/10.1080/03009742.2016.1209550
http://doi.org/10.3390/nano9091204
http://doi.org/10.1016/j.ophtha.2019.03.050
http://doi.org/10.1080/09273948.2019.1587470
http://www.ncbi.nlm.nih.gov/pubmed/30986119
http://doi.org/10.2147/OPTH.S175065
http://www.ncbi.nlm.nih.gov/pubmed/30323548
http://doi.org/10.1016/j.jconrel.2016.01.056
http://www.ncbi.nlm.nih.gov/pubmed/26829101
http://doi.org/10.1002/eji.1830190109
http://doi.org/10.1111/j.1476-5381.2011.01700.x
http://doi.org/10.1016/j.athoracsur.2008.06.033
http://doi.org/10.1213/ane.0b013e318193e934
http://doi.org/10.1111/j.1399-6576.2007.01342.x
http://doi.org/10.1056/NEJMoa071142
http://doi.org/10.1056/NEJMoa1505489

Pharmaceutics 2021, 13, 91 17 of 18

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.
43.

44.

45.

46.

Ottani, F; Latini, R.; Staszewsky, L.; La Vecchia, L.; Locuratolo, N.; Sicuro, M.; Masson, S.; Barlera, S.; Milani, V.; Lombardi,
M.; et al. Cyclosporine A in Reperfused Myocardial Infarction. J. Am. Coll. Cardiol. 2016, 67, 365-374. [CrossRef] [PubMed]
Guada, M.; Lasa-Saracibar, B.; Lana, H.; del Carmen Dios-Viéitez, M.; Blanco-Prieto, M.]. Lipid nanoparticles enhance the
absorption of cyclosporine A through the gastrointestinal barrier: In vitro and in vivo studies. Int. J. Pharm. 2016, 500, 154-161.
[CrossRef]

Partoazar, A.; Nasoohi, S.; Rezayat, S.M.; Gilani, K.; Mehr, S.E.; Amani, A.; Rahimi, N.; Dehpour, A.R. Nanoliposome containing
cyclosporine A reduced neuroinflammation responses and improved neurological activities in cerebral ischemia/reperfusion in
rat. Fundam. Clin. Pharmacol. 2017, 31, 185-193. [CrossRef] [PubMed]

Lahiani-Skiba, M.; Hallouard, F,; Bounoure, E; Milon, N.; Karrout, Y.; Skiba, M. Enhanced Dissolution and Oral Bioavailability of
Cyclosporine A: Microspheres Based on o 3-Cyclodextrins Polymers. Pharmaceutics 2018, 10, 285. [CrossRef] [PubMed]

Yang, T.-T.; Wen, B.-F,; Liu, K.; Qin, M.; Gao, Y.-Y,; Ding, D.-].; Li, W.-T.; Zhang, Y.-X.; Zhang, W.-F. Cyclosporine A/porous
quaternized chitosan microspheres as a novel pulmonary drug delivery system. Artif. Cells Nanomed. Biotechnol. 2018, 46, 552-564.
[CrossRef]

Goyal, R.; Macri, L.; Kohn, J. Formulation Strategy for the Delivery of Cyclosporine A: Comparison of Two Polymeric Nanospheres.
Sci. Rep. 2015, 5, 13065. [CrossRef]

Ikeda, G.; Matoba, T.; Nakano, Y.; Nagaoka, K.; Ishikita, A.; Nakano, K.; Funamoto, D.; Sunagawa, K.; Egashira, K. Nanoparticle-
Mediated Targeting of Cyclosporine A Enhances Cardioprotection Against Ischemia-Reperfusion Injury Through Inhibition of
Mitochondrial Permeability Transition Pore Opening. Sci. Rep. 2016, 6, 20467. [CrossRef]

Sercombe, L.; Veerati, T.; Moheimani, F.; Wu, S.Y.; Sood, A K.; Hua, S. Advances and Challenges of Liposome Assisted Drug
Delivery. Front. Pharmacol. 2015, 6, 286. [CrossRef]

Jain, A.; Jain, A.; Gulbake, A.; Shilpi, S.; Hurkat, P.; Jain, S.K. Peptide and Protein Delivery Using New Drug Delivery Systems.
Crit. Rev. Ther. Drug Carrier Syst. 2013, 30, 293-329. [CrossRef]

Kumari, A.; Yadav, S.K.; Yadav, S.C. Biodegradable polymeric nanoparticles based drug delivery systems. Colloids Surf. B
Biointerfaces 2010, 75, 1-18. [CrossRef]

Couvreur, P; Stella, B.; Reddy, L.H.; Hillaireau, H.; Dubernet, C.; Desmaéle, D.; Lepétre-Mouelhi, S.; Rocco, F.; Dereuddre-Bosquet,
N.; Clayette, P; et al. Squalenoyl Nanomedicines as Potential Therapeutics. Nano Lett. 2006, 6, 2544-2548. [CrossRef] [PubMed]
Gaudin, A.; Yemisci, M.; Eroglu, H.; Lepetre-Mouelhi, S.; Turkoglu, O.F,; Dénmez-Demir, B.; Caban, S.; Sargon, M.F.; Garcia-
Argote, S.; Pieters, G.; et al. Squalenoyl adenosine nanoparticles provide neuroprotection after stroke and spinal cord injury. Nat.
Nanotechnol. 2014, 9, 1054-1062. [CrossRef]

Maksimenko, A.; Caron, J.; Mougin, ]J.; Desmaéle, D.; Couvreur, P. Gemcitabine-based therapy for pancreatic cancer using the
squalenoyl nucleoside monophosphate nanoassemblies. Int. J. Pharm. 2015, 482, 38—46. [CrossRef] [PubMed]

Feng, J.; Lepetre-Mouelhi, S.; Gautier, A.; Mura, S.; Cailleau, C.; Coudore, F; Hamon, M.; Couvreur, P. A new painkiller
nanomedicine to bypass the blood-brain barrier and the use of morphine. Sci. Adv. 2019, 5, eaau5148. [CrossRef] [PubMed]
Sobot, D.; Mura, S.; Rouquette, M.; Vukosavljevic, B.; Cayre, F; Buchy, E.; Pieters, G.; Garcia-Argote, S.; Windbergs, M.; Desmaéle,
D.; et al. Circulating Lipoproteins: A Trojan Horse Guiding Squalenoylated Drugs to LDL-Accumulating Cancer Cells. Mol. Ther.
2017, 25, 1596-1605. [CrossRef] [PubMed]

Kotelevets, L.; Chastre, E.; Caron, J.; Mougin, J.; Bastian, G.; Pineau, A.; Walker, F.; Lehy, T.; Desmaéle, D.; Couvreur, P. A
Squalene-Based Nanomedicine for Oral Treatment of Colon Cancer. Cancer Res. 2017, 77, 2964-2975. [CrossRef]

Dormont, E; Brusini, R.; Cailleau, C.; Reynaud, F.; Peramo, A.; Gendron, A.; Mougin, J.; Gaudin, F,; Varna, M.; Couvreur, P.
Squalene-based multidrug nanoparticles for improved mitigation of uncontrolled inflammation. Sci. Adv. 2020, 6, eaaz5466.
[CrossRef]

Dormont, F.; Rouquette, M.; Mahatsekake, C.; Gobeaux, F.; Peramo, A.; Brusini, R.; Calet, S.; Testard, F.; Lepetre-Mouelhi,
S.; Desmaéle, D.; et al. Translation of nanomedicines from lab to industrial scale synthesis: The case of squalene-adenosine
nanoparticles. J. Control. Release 2019, 307, 302-314. [CrossRef]

Van Tamelen, E.E.; Curphey, T]. The selective in vitro oxidation of the terminal double bonds in squalene. Tetrahedron Lett. 1962,
3,121-124. [CrossRef]

Ceruti, M.; Balliano, G.; Viola, E; Cattel, L.; Gerst, N.; Schuber, F. Synthesis and biological activity of azasqualenes, bis-
azasqualenes and derivatives. Eur. |. Med. Chem. 1987, 22, 199-208. [CrossRef]

Paprica, P.A.; Margaritis, A.; Petersen, N.O. Preparation of novel cyclosporin A derivatives. Bioconjug. Chem. 1992, 3, 32-36.
[CrossRef] [PubMed]

Eberle, M.K.; Nuninger, F. Synthesis of the main metabolite (OL-17) of cyclosporin A. J. Org. Chem. 1992, 57, 2689-2691. [CrossRef]
Grote, J.; Fishpaugh, J.; Rege, S. A Practical Method for the Synthesis of a Cyclosporine—Fluorescein Conjugate. Org. Process. Res.
Dev. 2005, 9, 822-824. [CrossRef]

Hamel, A.R.; Hubler, F; Carrupt, A.; Wenger, R.M.; Mutter, M. Cyclosporin A prodrugs: Design, synthesis and biophysical
properties: Cyclosporin A prodrugs. J. Pept. Res. 2004, 63, 147-154. [CrossRef] [PubMed]

Rothbard, J.B.; Garlington, S.; Lin, Q.; Kirschberg, T.; Kreider, E.; McGrane, P.L.; Wender, P.A.; Khavari, P.A. Conjugation of
arginine oligomers to cyclosporin A facilitates topical delivery and inhibition of inflammation. Nat. Med. 2000, 6, 1253-1257.
[CrossRef]

Chandran, V.R. Novel Compounds with High Therapeutic Index. US 2006/0241017 A1, 26 October 2006.


http://doi.org/10.1016/j.jacc.2015.10.081
http://www.ncbi.nlm.nih.gov/pubmed/26821623
http://doi.org/10.1016/j.ijpharm.2016.01.037
http://doi.org/10.1111/fcp.12244
http://www.ncbi.nlm.nih.gov/pubmed/27616018
http://doi.org/10.3390/pharmaceutics10040285
http://www.ncbi.nlm.nih.gov/pubmed/30567289
http://doi.org/10.1080/21691401.2018.1463231
http://doi.org/10.1038/srep13065
http://doi.org/10.1038/srep20467
http://doi.org/10.3389/fphar.2015.00286
http://doi.org/10.1615/CritRevTherDrugCarrierSyst.2013006955
http://doi.org/10.1016/j.colsurfb.2009.09.001
http://doi.org/10.1021/nl061942q
http://www.ncbi.nlm.nih.gov/pubmed/17090088
http://doi.org/10.1038/nnano.2014.274
http://doi.org/10.1016/j.ijpharm.2014.11.009
http://www.ncbi.nlm.nih.gov/pubmed/25448549
http://doi.org/10.1126/sciadv.aau5148
http://www.ncbi.nlm.nih.gov/pubmed/30788432
http://doi.org/10.1016/j.ymthe.2017.05.016
http://www.ncbi.nlm.nih.gov/pubmed/28606375
http://doi.org/10.1158/0008-5472.CAN-16-1741
http://doi.org/10.1126/sciadv.aaz5466
http://doi.org/10.1016/j.jconrel.2019.06.040
http://doi.org/10.1016/S0040-4039(00)71112-9
http://doi.org/10.1016/0223-5234(87)90050-X
http://doi.org/10.1021/bc00013a005
http://www.ncbi.nlm.nih.gov/pubmed/1616947
http://doi.org/10.1021/jo00035a027
http://doi.org/10.1021/op0501592
http://doi.org/10.1111/j.1399-3011.2003.00111.x
http://www.ncbi.nlm.nih.gov/pubmed/15009536
http://doi.org/10.1038/81359

Pharmaceutics 2021, 13, 91 18 of 18

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.
62.

63.

64.

65.

66.

67.

68.

Kessler, H.; Loosli, H.-R.; Oschkinat, H. Peptide conformations. Part 30. Assignment of the 1H-,13C-, and 15N-NMR spectra of
cyclosporin A in CDCI3 and C6D6 by a combination of homo- and heteronuclear two-dimensional techniques. Helv. Chim. Acta
1985, 68, 661-681. [CrossRef]

Rouquette, M.; Lepetre-Mouelhi, S.; Dufrancais, O.; Yang, X.; Mougin, J.; Pieters, G.; Garcia-Argote, S.; IJzerman, A.P,; Couvreur,
P. Squalene-Adenosine Nanoparticles: Ligands of Adenosine Receptors or Adenosine Prodrug? J. Pharmacol. Exp. Ther. 2019, 369,
144-151. [CrossRef]

Maksimenko, A.; Dosio, F.; Mougin, J.; Ferrero, A.; Wack, S.; Reddy, L.H.; Weyn, A.-A.; Lepeltier, E.; Bourgaux, C.; Stella, B.; et al.
A unique squalenoylated and nonpegylated doxorubicin nanomedicine with systemic long-circulating properties and anticancer
activity. Proc. Natl. Acad. Sci. USA 2014, 111, E217-E226. [CrossRef]

Arora, R; Katiyar, S.S.; Kushwah, V.; Jain, S. Solid lipid nanoparticles and nanostructured lipid carrier-based nanotherapeutics in
treatment of psoriasis: A comparative study. Expert Opin. Drug Deliv. 2017, 14, 165-177. [CrossRef]

Potta, S.G.; Minemi, S.; Nukala, R.K,; Peinado, C.; Lamprou, D.A.; Urquhart, A.; Douroumis, D. Development of Solid Lipid
Nanoparticles for Enhanced Solubility of Poorly Soluble Drugs. J. Biomed. Nanotechnol. 2010, 6, 634-640. [CrossRef]

Bohley, M.; Haunberger, A.; Goepferich, A.M. Intracellular availability of poorly soluble drugs from lipid nanocapsules. Eur. |.
Pharm. Biopharm. 2019, 139, 23-32. [CrossRef] [PubMed]

Badihi, A.; Frusi¢-Zlotkin, M.; Soroka, Y.; Benhamron, S.; Tzur, T.; Nassar, T.; Benita, S. Topical nano-encapsulated cyclosporine
formulation for atopic dermatitis treatment. Nanomed. Nanotechnol. Biol. Med. 2020, 24, 102140. [CrossRef] [PubMed]

Han, W,; Shi, L.; Ren, L.; Zhou, L.; Qiao, Y.; Wang, H. A nanomedicine approach enables co-delivery of cyclosporin A and gefitinib
to potentiate the therapeutic efficacy in drug-resistant lung cancer. Signal. Transduct. Target. Ther. 2018, 3, 16. [CrossRef]
Naeem, M.; Bae, J.; Oshi, M.A.; Kim, M.-S.; Moon, H.R.; Lee, B.L.; Im, E.; Jung, Y.; Yoo, J.-W. Colon-targeted delivery of
cyclosporine A using dual-functional Eudragit®FS30D/PLGA nanoparticles ameliorates murine experimental colitis. Int. |.
Nanomed. 2018, 13, 1225-1240. [CrossRef]

Zhang, C.; Cheng, Y.; Liu, D.; Liu, M.; Cui, H.; Zhang, B.; Mei, Q.; Zhou, S. Mitochondria-targeted cyclosporin A delivery system
to treat myocardial ischemia reperfusion injury of rats. J. Nanobiotechnol. 2019, 17, 18. [CrossRef] [PubMed]

Roese, E.; Bunjes, H. Drug release studies from lipid nanoparticles in physiological media by a new DSC method. . Control.
Release 2017, 256, 92-100. [CrossRef]

Abed, N.; Said-Hassane, F.; Zouhiri, F.; Mougin, J.; Nicolas, V.; Desmaéle, D.; Gref, R.; Couvreur, P. An efficient system for
intracellular delivery of beta-lactam antibiotics to overcome bacterial resistance. Sci. Rep. 2015, 5, 13500. [CrossRef]

Wang, G.; Cui, J.; Guo, Y.; Wang, Y.; Kang, L.; Liu, L. Cyclosporin A Protects H9¢2 Cells Against Chemical Hypoxia-Induced
Injury via Inhibition of MAPK Signaling Pathway. Int. Heart ]. 2016, 57, 483—-489. [CrossRef]

Hwang, E.A.; Kim, H.S.; Ha, E.; Mun, K.C. Apoptosis in Endothelial Cells by Cyclosporine. Transplant. Proc. 2012, 44, 982-984.
[CrossRef]

Davda, J.; Labhasetwar, V. Characterization of nanoparticle uptake by endothelial cells. Int. J. Pharm. 2002, 233, 51-59. [CrossRef]
Voigt, J.; Christensen, J.; Shastri, V.P. Differential uptake of nanoparticles by endothelial cells through polyelectrolytes with affinity
for caveolae. Proc. Natl. Acad. Sci. USA 2014, 111, 2942-2947. [CrossRef] [PubMed]

Aliyandi, A.; Satchell, S.; Unger, R.E.; Bartosch, B.; Parent, R.; Zuhorn, I.S.; Salvati, A. Effect of endothelial cell heterogeneity on
nanoparticle uptake. Int. J. Pharm. 2020, 587, 119699. [CrossRef] [PubMed]

Di Lisa, F; Menabo, R.; Canton, M.; Barile, M.; Bernardi, P. Opening of the Mitochondrial Permeability Transition Pore Causes
Depletion of Mitochondrial and Cytosolic NAD * and Is a Causative Event in the Death of Myocytes in Postischemic Reperfusion
of the Heart. J. Biol. Chem. 2001, 276, 2571-2575. [CrossRef] [PubMed]

Yellon, D.M.; Hausenloy, D.]. Myocardial Reperfusion Injury. N. Engl. |. Med. 2007, 357, 1121-1135. [CrossRef] [PubMed]
Kuznetsov, A.V,; Javadov, S.; Sickinger, S.; Frotschnig, S.; Grimm, M. H9¢2 and HL-1 cells demonstrate distinct features of energy
metabolism, mitochondrial function and sensitivity to hypoxia-reoxygenation. Biochim. Biophys. Acta BBA Mol. Cell Res. 2015,
1853, 276-284. [CrossRef] [PubMed]

Dube, H.; Selwood, D.; Malouitre, S.; Capano, M.; Simone, M.I.; Crompton, M. A mitochondrial-targeted cyclosporin A with high
binding affinity for cyclophilin D yields improved cytoprotection of cardiomyocytes. Biochem. J. 2012, 441, 901-907. [CrossRef]
Nazareth, W.; Yafei, N.; Crompton, M. Inhibition of anoxia-induced injury in heart myocytes by cyclosporin A. J. Mol. Cell. Cardiol.
1991, 23, 1351-1354. [CrossRef]


http://doi.org/10.1002/hlca.19850680318
http://doi.org/10.1124/jpet.118.254961
http://doi.org/10.1073/pnas.1313459110
http://doi.org/10.1080/17425247.2017.1264386
http://doi.org/10.1166/jbn.2010.1169
http://doi.org/10.1016/j.ejpb.2019.03.007
http://www.ncbi.nlm.nih.gov/pubmed/30851353
http://doi.org/10.1016/j.nano.2019.102140
http://www.ncbi.nlm.nih.gov/pubmed/31830614
http://doi.org/10.1038/s41392-018-0019-4
http://doi.org/10.2147/IJN.S157566
http://doi.org/10.1186/s12951-019-0451-9
http://www.ncbi.nlm.nih.gov/pubmed/30683110
http://doi.org/10.1016/j.jconrel.2017.04.032
http://doi.org/10.1038/srep13500
http://doi.org/10.1536/ihj.16-091
http://doi.org/10.1016/j.transproceed.2012.01.089
http://doi.org/10.1016/S0378-5173(01)00923-1
http://doi.org/10.1073/pnas.1322356111
http://www.ncbi.nlm.nih.gov/pubmed/24516167
http://doi.org/10.1016/j.ijpharm.2020.119699
http://www.ncbi.nlm.nih.gov/pubmed/32736019
http://doi.org/10.1074/jbc.M006825200
http://www.ncbi.nlm.nih.gov/pubmed/11073947
http://doi.org/10.1056/NEJMra071667
http://www.ncbi.nlm.nih.gov/pubmed/17855673
http://doi.org/10.1016/j.bbamcr.2014.11.015
http://www.ncbi.nlm.nih.gov/pubmed/25450968
http://doi.org/10.1042/BJ20111301
http://doi.org/10.1016/0022-2828(91)90181-K

	Introduction 
	Materials and Methods 
	Materials 
	Synthesis of the SqCsA Conjugate 
	General 
	Synthesis of Cyclosporin A Chloroacetic Ester (CsA-COCH2Cl) 
	Synthesis of 1,1',2-Trisnorsqualenic Acid Cesium Salt 
	Synthesis of SqCsA Bioconjugate (SqCsA) 

	Preparation and Characterization of SqCsA Nanoparticles 
	Morphology by CryoTEM 
	Stability of NPs 
	HPLC Analysis 
	Sample Preparation 
	Chromatographic System 

	Cell Culture 
	Cytotoxicity of SqCsA NPs 
	Cell Uptake of Fluorescently Labeled SqCsA NPs 
	Cardioprotective Effect Assessment 
	Statistical Analysis 

	Results and Discussion 
	Synthesis of the SqCsA Conjugate 
	Formulation and Characterization of SqCsA NPs 
	HPLC Analysis 
	Cytotoxicity of SqCsA NPs 
	Cell Uptake of Fluorescently Labeled SqCsA NPs 
	Cardioprotective Effect Assessment 

	Conclusions 
	References

