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ABSTRACT: Perfluorocarbon (PFC), a kind of oxygen carrier, is encapsulated in PLGA-PEG to prepare a PLGA-PEG/PFC
emulsion for highly efficient reoxygenation to cell and organism. HCT 116 cells are used as a model cell, whose viability has a
significant enhancement after reoxygenation with PLGA-PEG/PFC emulsion because of the sufficient and timely oxygen supply.
Meanwhile, hypoxia-reoxygenation injury will happen along with cell hypoxia-reoxygenation treatment, which is reflected by
increasing reactive oxygen species (ROS) in cells. However, the integration of intracellular ROS and cell viability implies that the
degree of hypoxia-reoxygenation injury is sublethal to HCT116 cells when the concentration of PLGA-PEG/PFC emulsion is
lower than 0.2 mg/mL. Furthermore, the change of the expression level of hypoxia-inducible factor-1a (HIF-1a) is similar to that
of cell viability during reoxygenation, which suggests that HIF-1a or its downstream proteins may make a significant contribution
to cell viability. In vivo oxygen supply is assessed in rats through pulmonary delivery, which shows that PLGA-PEG/PFC
emulsion can supply oxygen to rats and improve rats’ lung ventilation.
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B INTRODUCTION

Artificial oxygen carriers, including perfluorocarbon emulsion,
hemoglobin-based carrier, synthetic heme, and its polymer
metal complexes, have attracted increasing attention due to
their ability in dissolving and delivering oxygen.l_6 However,
although most of the perfluorocarbon emulsion could not be
applied as blood substitutes until now, their application in
medicine is still continued because of their therapeutic effect,
which would be used on potential clinical care, such as cancer
diagnosis, organ transplantation, and prevention of ischemia/
reperfusion injury of tissues and organs.””'* For example, Jia et
al.” reported perfluoropentane-encapsulated hollow mesopo-
rous prussian blue nanocubes for activated ultrasound imaging
and photothermal therapy of cancer. Marada et al."’ used
perfluorocarbon to improve post-transplant survival and early
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kidney function following prolonged cold ischemia. However,
few reports have focused on the effect of oxygen in
perfluorocarbon emulsion on the physiological characteristics
of cell and/or organism during the therapy using perfluor-
ocarbon emulsion.

As is well-known, oxygen is a key parameter in maintaining
cell viability and functionality,” and cellular necrosis inevitably
follows extended periods of anoxia or severe hypoxia. In the
past years, there are many researchers concentrating on the
study of the changes of cellular homeostasis, especially on
intracellular signal expression during hypoxia and reoxygena-

Received: May 15, 2015
Accepted: July 29, 2015
Published: July 29, 2015

DOI: 10.1021/acsami.5b04226
ACS Appl. Mater. Interfaces 2015, 7, 18369—18378


www.acsami.org
http://dx.doi.org/10.1021/acsami.5b04226

ACS Applied Materials & Interfaces

Research Article

Scheme 1. Schematic Illustration of PLGA-PEG/PFOB Emulsion Preparation and Its Interaction with HCT116 Cell on the

Condition of Hypoxia and Reoxygenation
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tion. Some typical parameters, including reactive oxygen

species (ROS), hypoxia-inducible factor (HIF), NADPH
oxidases, and so on, have been explored to characterize a cell
state at the condition of oxygen deficit and/or rich. For
examples, Guzy et al.’® showed that ROS production was
specifically required for hypoxia-induced HIF-a stabilization
during hypoxia. Luo et al”® demonstrated that hypoxia/
reoxygenation-promoted human major histocompatibility com-
plex class I-related chain A (MICA) expression on HK-2 cells is
through a HIF-1 pathway. Among them, the condition of
hypoxia always comes from environmental hypoxia or chemical
simulated hypoxia, and the condition of reoxygenation is always
attributed to normoxia. However, few researchers have paid
attention to intracellular signal expression using perfluorocar-
bon emulsion as a hypoxia-reoxygenation treatment.

On the other hand, the lung is an important organ for oxygen
exchange, although the oxygen supply of perfluorocarbon
emulsion is applied by the intravenous injection. Furthermore,
the lung is also an attractive target for drug delivery due to
noninvasive means to provide not only local lung effects but
possibly high systemic bioavailability, avoidance of first-pass
metabolism, more rapid onset of therapeutic action, and the
availability of a huge surface area.”””’ Therefore, it is currently
believed that drug delivery into the human lung represents the
best way to treat pulmonary diseases. As a consequence, many
kinds of nanocarriers have been developed for pulmonary drug
delivery, such as liposomes, microemulsions, micro- and
nanoparticles, cyclodextrins, and so on. Among them, a
biodegradable polymer carrier, PLGA particles, has generated
tremendous research interest due to their excellent biocompat-
ibility and efficient transport to the target when adequately
engineered as well as the possibility of tailoring their
biodegradability by varying the composition (lactide/glycolide
ratio), molecular weight, and chemical structure.”* ™% For
example, Takami et al.”’ prepared PEG-PLA/PLGA micro-
spheres for pulmonary drug delivery by a novel emulsification
technique assisted with amphiphilic block copolymers. Yang et
al”® reported a new route to make highly porous large
polymeric microparticles for local drug delivery. Martin-
Banderas et al.”’ used flow focusing technology to produce

tobramycin-loaded PLGA microspheres for pulmonary drug
delivery. Nonetheless, PFC encapsulated in PLGA as an oxygen
carrier was rarely used for pulmonary delivery to supply oxygen.

In the present work, on the basis of the good properties of
PEG which can both render the carriers unrecognizable to
phagocytes and reduce the aggregation of the carriers,” we use
PEGylated PLGA as a carrier to prepare PLGA-PEG/PFOB
(PFOB, a kind of PFC with wide application in clinic’'?)
emulsion and apply as an oxygen carrier to supply oxygen. To
evaluate the effect of PLGA-PEG/PFOB emulsion on cells, the
cell viability, intracellular ROS production, and expression of
HIF-1a are detected on the condition of hypoxia, reoxygena-
tion, and reoxygenation with the emulsion. The emulsion
preparation and the interaction with cell are schematically
illustrated in Scheme 1. Furthermore, in vivo oxygen supply is
assessed in rats through pulmonary delivery. The results of in
vitro and in vivo experiments show its capacity to supply oxygen
to the cell and organism, which implies that the emulsion may
have potential to ease hyoxemia in the future. The research also
provides a new mode of administration on pulmonary delivery
for artificial oxygen carriers in biomedical applications.

B EXPERIMENTAL SECTION

Materials. Poly(lactide-co-glycolide) Resomer RGS02 (PLGA-
COOH, MW 20,000) was purchased from Jinan Daigang Biomaterial
Co., Ltd. Amine-PEG-carboxymethyl (NH,-PEG-COOH, MW 3400)
was purchased from Shanghai Seebio Biotech, Inc. 2',7'-Dichloro-
fluorescin diacetate and perfluoroctyl bromide (PFOB, 99%) were
purchased from Sigma. All chemical reagents were analytical grade or
above and purchased from Sinopharm Chemical Reagent Co., Ltd.
Triethylamine and dichloromethane were dried with calcium hydride
before use. The HCT116 cell line was purchased from the cell bank of
Chinese Academy of Sciences, and the cultivate reagents were
purchased from Life Technologies (Gibco, USA). Cell counting kit-
8 (CCK-8) was purchased from Beijing Fanbo Biochemicals Co., Ltd.
All reagents of Western blot analysis were purchased from Shanghai
Weiao BioTech Co., Ltd. The rats were purchased from an
experimental animal center of Second Military Medical University,
and the nude mice were purchased from an experimental animal center
of Shanghai Jiao Tong University.

Synthesis of PLGA-PEG Macromolecule. Carboxylate-function-
alized copolymer PLGA-PEG was synthesized by the conjugation of
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PLGA-COOH to NH,-PEG-COOH. A total of 1 g of PLGA-COOH,
9 mg of N-hydroxysuccinimide (NHS), 14.5 mg of 1-(3-
(dimethylamino)propyl)-3-ethylcarbodiimide hydrochloride (EDC),
and 5 mg of 4-dimethylaminopyridine (DMAP) were dissolved in
10 mL of dichloromethane and stirred for 24 h at room temperature to
convert PLGA-COOH to PLGA-NHS. Then, 170 mg of NH,-PEG-
COOH and 43 uL of triethylamine were added into the solution. After
further stirring for 8 h, dichloromethane was removed through a rotary
evaporator and S mL of DMF was added to dissolve the product.
Then, the solution was added to a dialysis bag (the width is 44 mm,
and the molecular weight cutoff is 8000—14000) and unreacted PEG
and other small molecules were removed by dialyzing for 3 days. Then,
the product was freeze-dried for 24—48 h. The samples were measured
by 'H nuclear magnetic resonance to verify the response rate.

Synthesis of PLGA-FITC. A total of 300 mg of PLGA-COOH, 1.8
mg of NHS, 2.9 mg of EDC, and 1 mg of DMAP were dissolved in 10
mL of dichloromethane and stirred for 24 h at room temperature to
convert PLGA-COOH to PLGA-NHS. Then, 1.8 mg of ethylenedi-
amine and 8.6 uL of triethylamine were added into the solution. After
further stirring for 3 h, 35 mg of FITC was added into the solution and
left to stir for 8 h. Then, dichloromethane was removed through a
rotary evaporator and S mL of DMF was added to dissolve the
product. After that, the solution was added to a dialysis bag (the width
is 44 mm, and the molecular weight cutoff is 8000—14000) and
unreacted FITC and other small molecules were removed by dialyzing
for 3—5 days. Then, the product was freeze-dried for 24—48 h.

Preparation of PLGA-PEG/PFOB Emulsion. PLGA-PEG/PFOB
emulsion was prepared by modifying the solvent emulsion/
evaporation method to obtain capsules with a polymeric shell
encapsulating perfluorooctyl bromide (PFOB), similar to what was
previously described.** ™ Briefly, 10 mg of PLGA-PEG was dissolved
into 200 uL of dichloromethane along with the desired amount of
PFOB and 200 uL of 15% Span80@dichloromethane (w/v). After well
blended, the organic solution was then emulsified into 2 mL using an
Ultraturrax T10 (IKA) to form a pre-emulsion, and emulsification was
performed in a 15 mL centrifuge tube placed over ice for 1 min. Then,
the pre-emulsion was sonicated with a vibrating metallic tip, JY 92-IIN
(SCIENTZ, China), for 3 min over ice. It works for 3 s, then stops for
10 s, and repeats the process under 50% power (300 w). After further
stirring with Ultraturrax T10 (IKA) for 10 min (works 1 min and stops
1 min) over ice, organic solvents were then evaporated by magnetic
stirring for about 3 h at room temperature. For contrast, PLGA-PEG
emulsion without PFOB was prepared in the same process. In
addition, PLGA-PEG mixed with 50% PLGA-FITC was used to
prepare the emulsion with fluorescence for in vivo biodistribution
imaging.

Characterizations. Particle size and zeta potential were measured
by a Malvern Zetasizer Nano ZS (Malvern Instruments Ltd., Malvern,
Worcestershire, U.K.) based on dynamic light scattering. The 'H
nuclear magnetic resonance (NMR) spectra were recorded on a
Bruker AM-400 spectrometer in CDCl; solution at room temperature.
Transmission electron microscopy (TEM) images were recorded on a
JEOL-2100F instrument using an accelerating voltage of 200 kV.
Fourier transform infrared spectroscopy (FT-IR) of PFOB, PLGA-
PEG emulsion, and PLGA-PEG/PFOB emulsion was investigated on a
Nicolet 6700 FT-IR spectrometer. Fluorine content was determined
by high performance ion chromatography (Dionex 500, USA) with
conductivity detection through oxygen flask combustion (separating
column, IonPac AG4-AS,,; eluent, 0.0010 M NaHCO; + 0.0035 M
Na,CO,). In vivo biodistribution imaging was performed on a Caliper
IVIS Lumina II imaging system (Caliper Life Sciences, USA).

Cell Cytotoxicity. Cells were cultured in 37.5 cm? flasks in DMEM
containing 10% fetal bovine serum (FBS) and 1% antibiotics at a
humidified, 37 °C, and 5% CO, incubator. The cytotoxic effects of
PLGA-PEG/PFOB emulsion were determined with the CCK-8
assay.”’~*" Briefly, HCT 116 cells were seeded at a density of 5000
cells per well in 96-well plates. After 48 h, the medium was replaced
with 100 uL of medium with different concentrations of PLGA-PEG/
PFOB or PLGA-PEG emulsion, but control cells were incubated with
DMEM medium alone. After incubation for 4, 8, 12, and 24 h, the

supernatant was removed and 10 uL of CCK-8 solutions were added
to each well of the plate (total medium 100 uL/well). Then, cells were
incubated at 37 °C. After 4 h of incubation, absorbance was measured
using an iMark Microplate Reader (Bio-Rad, USA) at 450 nm as the
measure wavelength.

Cell Viability during Hypoxia-Reoxygenation Treatment.
HCT 116 cells were seeded at a density of 5000 cells per well in 96-
well plates. After 48 h, the medium was replaced with 100 uL of
DMEM without FBS, and then, 100 yL of liquid paraffin was added to
each well of the plate except for the control group. Because of its low
density and highly hydrophobic nature, liquid paraffin formed a film
over the medium. As a consequence, the medium was separated from
the normoxic atmosphere by the overlying liquid paraffin film, which
provided a hypoxic environment to the cell culture. After incubation
under hypoxia condition for 4 and 8 h, liquid paraffin and DMEM
were removed and 100 uL of medium with 10% FBS and different
concentrations of PLGA-PEG/PFOB or PLGA-PEG emulsion was
added for 2 h reoxygenation. Finally, cell viability was determined with
the CCK-8 assay.

Measurement of ROS. Intracellular reactive oxygen species
(ROS) generation was measured by 2’,7'-dichlorofluorescin diacetate
(DCFH-DA). After cellular uptake of DCFH-DA, it was cleaved by
cellular esterases to 2’,7’-dichlorofluorescin (DCFH), and then, the
intracellular ROS would cause the oxidation of DCFH to the
fluorescent product of 2’,7'-dichlorofluorescein (DCF). Cells plated
on 6-well cell culture plates were maintained under hypoxic conditions
for 12 h, and then, DMEM was replaced with the medium containing
different concentrations of PLGA-PEG/PFOB emulsion for 2 h of
reoxygenation, after which cells were washed and incubated with
DCFH-DA (10 M) in serum-free culture medium under normoxic
condition for an additional 30 min. The medium was removed, and
cells were washed three times with PBS. The DCF fluorescence
intensity was measured using fluorescence microscopy excited by blue
light, and also detected by a flow cytometer with an excitation
wavelength of 488 nm after cells should be digested with trypsin
enzyme first and washed three times with PBS through a centrifuge
(1000 rpm, 3 min, 4 °C).

Western Blot Analysis. Hypoxia-inducible factor-la (HIF-1a)
was detected by Western blot analysis. Cell hypoxia-reoxygenation
treatment was similar to that of measurement of ROS. Whole-cell
lysates were generated by washing cells with PBS three times and then
lysing attached cells with RIPA lysis buffer containing freshly added 1
nM PMSEF. The whole process was carried out in the ice, and reagents
were precooled in 4 °C. Extracts were then centrifuged at 12 000 rpm
and 4 °C for S min, and the supernatant was collected for the
determination of the protein concentration (BCA protein assay). After
the protein concentration of every sample was adjusted to a constant
(2 pg/pL), the protein was mixed with SDS-PAGE loading buffer,
boiled for 5§ min, and stored at —80 °C. Protein extracts were run at
100 V on a SDS-PAGE gel and transferred to a polyvinylidene fluoride
membrane at 100 V for 70 min, and the membranes were blocked with
TBS + 0.1% Tween-20 (TBS-T) + 3% BSA for 1 h at room
temperature. Furthermore, the HIF-1a primary antibody was added to
TBS-T + 3% BSA (dilution 1:200) and incubated with the membrane
for 1 h at room temperature overnight at 4 °C. After the membranes
were washed with TBS-T, the secondary antibody conjugated with
HRP was added to the membrane with TBS-T for 2 h at room
temperature, which was detected by chemiluminescence. For detection
of f-actin, the membrane was stripped and f-actin antibody was added
with a dilution of 1:500. HIF-la blots were quantified via
densitometric analysis and normalized to f-actin levels.

In Vivo Oxygen Supply. The animal study was approved by the
institutional review board for animal research. In vivo oxygen supply
through pulmonary delivery was assessed in rats, which was separated
into two groups. The control group was instilled with 0.9% NaCl, and
the experimental group was instilled with PLGA-PEG/PFOB emulsion
from trachea. The effects of the instillment on rats’ ventilation were
reflected by the PO, (partial pressure of oxygen) and PCO, (partial
pressure of carbon dioxide) in carotid artery blood. Anesthesia was
performed by intraperitoneal injection with 3% nembutal at a rate of
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Figure 1. (a) Synthesis scheme, (b) 'H NMR of PLGA-PEG, and (c) FT-IR of PLGA-PEG and PLGA.

£
(=x

Intensity (a.u.)

PFOB
PLGA-PEG emulsion

PLGA-PEG/PFOB

emulsion 1243 | 1153

1216

R R
24] .
gzo_ J e
2167 J\E
‘B 121 /AN
8 8 [ \,
£ 4] i N\
04—l/: [ R— \3" —u
0 200 400 600 800
Size (d.nm)

2000 1800 1600 1400 1200 1000 800
-1
Wavenumber (cm’)

Figure 2. (a) Size distribution of PLGA-PEG emulsion and PLGA-PEG/PFOB emulsion and (b) FT-IR spectra of PFOB, PLGA-PEG emulsion,
and PLGA-PEG/PFOB emulsion. The inset is a TEM image of PLGA-PEG/PFOB emulsion.

0.2 mL per 100 g. And rats were instilled with 0.3 mL of emulsion or
0.9% NaCl from trachea at a speed of 0.1 mL/min. About 0.3 mL of
heparin, used to avoid blood coagulation and supply fluid, was injected
after 0.3 mL of carotid artery blood was drawn to blood gas analysis.
Rats were dissected to observe the lung injury after experiment.

In Vivo Biodistribution of PLGA-PEG/PLGA-FITC/PFOB
Emulsion. Nude mice were used to evaluate in vivo biodistribution
of PLGA-PEG/PFOB emulsion. Anesthesia was performed by
intraperitoneal injection with 5% chloral hydrate at a mouse of 0.1
mL per 10 g About 0.05 mL of PLGA-PEG/PLGA-FITC/PFOB
emulsion was instilled from trachea at a speed of 0.1 mL/min. In vivo
biodistribution imaging was performed every 1 h. Finally, the mice
were anatomized to confirm the organ type.

Statistical Analysis. Results are expressed as the mean + standard
deviation (SD). Statistical analysis was done using a Student’s t test.
Differences were considered significant at a P value of <0.0S.

B RESULTS AND DISCUSSION

The PLGA-PEG macromolecules were synthesized by con-
jugating activated PLGA-COOH and NH,-PEG-COOH
through EDC/NHS coupling chemistry. The whole procedure
is schematically illustrated in Figure la. The structure of the
obtained product is characterized by 'H nuclear magnetic
resonance ('H NMR). As shown in Figure 1b, the conjugation
of PLGA-COOH and NH,-PEG-COOH is confirmed by 'H
NMR analysis of a polymer solution in CDCl;: (§; ppm): 5.2
(H1 from PLGA-COOH), 4.8 (H2 from PLGA-COOH), 3.7
(H3 from NH,-PEG-COOH), and 1.6 (H4 from PLGA-
COOH), which shows the successful synthesis of PLGA-PEG.
Furthermore, on the basis of a previous report,” the efficiency
of the coupling reaction is calculated as follows: In our
experiment, the molecular weight of PLGA monomer is 130,

18372

and the molecular weight of PLGA is about 20 000. Thus, the
PLGA macromolecule includes about 154 monomers, in which
there are two H2 atoms. Similarly, the PEG macromolecule in
our experiment includes about 77 monomers, in which there
are four H3 atoms. Therefore, the quantity of H2 atoms in
PLGA macromolecule is equal to that of H3 atoms in PEG
macromolecule. If PLGA was conjugated with PEG completely,
the '"H NMR peak area of H3 atoms in PEG macromolecule
and H2 atoms in PLGA macromolecule would be equal
However, on the basis of unreacted PEG being removed by
dialyzing, the peak area of H3 atoms in PEG macromolecule
and H2 atoms in PLGA macromolecule is 4.00 and 4.44,
respectively, whose ratio is 4.00/4.44 ~ 90%. Therefore, we
suggest that the efficiency of the coupling reaction is about
90%. Furthermore, FT-IR spectra were performed to character-
ize the synthesis of PLGA-PEG macromolecule. As shown in
Figure Ic, the typical peaks of PLGA are shown at bands of
1456, 1423, and 1394 cm™!, which should contribute to the
absorption of —CH, —CH,, and —CH; groups, respectively.
Besides the above bands in PLGA-PEG FT-IR spectra, a weak
new peak at 1622 cm™' is found, which results from the
absorption of amide bonds. The result indicates the successful
covalent conjugation between PLGA and PEG.

Furthermore, PLGA-PEG/PFOB emulsions based on PLGA-
PEG macromolecules are prepared. Figure 2a shows that the
average hydrodynamic size of the PLGA-PEG and PLGA-PEG/
PFOB emulsion in deionized water is about 282.1 and 302.3
nm, respectively, which reveals the PFOB addition has little
influence on the size of the emulsion. Moreover, the inserted
TEM image shows PLGA-PEG/PFOB emulsions with core in
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gray and shell in dark are uniform nanospheres with an average
diameter of about 250 nm. Additionally, the addition of PFOB
is further evidenced by FT-IR spectra (Figure 2b). In the
spectra of PFOB, the —CF, group gives the characteristic
stretching vibration bands at 1243 and 1216 cm™}, whereas the
stretching vibration band of the —CF; group is at 1153 cm™".
Furthermore, in the spectra of PLGA-PEG emulsion, the band
at 1095 cm™ results from the absorption of C—C and C—O.
In addition, the band at 1756 cm™ is attributed to the
absorption of C=0. Compared to the spectra of PFOB and
PLGA-PEG/PFOB emulsion, the typical —CF, and —CF;
peaks of PFOB can be obviously found in the spectra of PLGA-
PEG/PFOB emulsion besides the typical peaks of PLGA-PEG
emulsion, which suggests that PFOB has been encapsulated in
PLGA-PEG emulsion successfully. Moreover, fluorine content
in the freeze-dried powder of PLGA-PEG/PFOB emulsion is
10.43% determined by high performance ion chromatography.
After conversion, PFOB content in the freeze-dried powder of
PLGA-PEG/PFOB emulsion is 16.11%.

To evaluate the cytotoxicity characteristics of PLGA-PEG/
PFOB emulsion, CCK-8 assays were performed. As shown in
Figure 3a, the effect of varying concentrations (0.03—0.5 mg/
mL) of PLGA-PEG/PFOB emulsion on the viability of HCT
116 cells after exposure for 4, 8, 12, and 24 h was investigated.
The cell viability decreases with the addition of 0.03 mg/mL
PLGA-PEG/PFOB emulsion but increases in the presence of
0.06—0.5 mg/mL PLGA-PEG/PFOB emulsion after exposure
for 4, 8, and 12 h. About 110 and 123% cell viabilities are
maintained even up to a relatively high dose of 0.5 mg/mL after
exposure for 4 and 8 h, respectively. However, closer
observation reveals that the cell viability is reduced to the
level approximate to the control group at a concentration of 0.5
mg/mL at an incubation time of 12 h. Moreover, the cell
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viability almost has no changes after exposure for 24 h except at
a concentration of 0.5 mg/mL and cell viability shows a little
decrease but it is still more than 90%. The results show that
PLGA-PEG/PFOB emulsion has a good biocompatibility and a
little promotion to cell viability. Furthermore, to clarify the
reason for the increasing cell viability, the cytotoxicity
characteristics of PLGA-PEG emulsion were further performed.
As shown in Figure 3b, there is no significant difference in cell
viability with the increasing concentration of PLGA-PEG
emulsion from 0.03 to 0.5 mg/mL compared to the control
group (P > 0.05) except for the cell viability at a concentration
of 0.5 mg/mL after exposure for 24 h, which shows a slight
decline. These results suggest that the promotion to cell
viability of PLGA-PEG/PFOB emulsion may be attributed to
the addition of PFOB and the dissolving of oxygen in PFOB.

To estimate the reoxygenation ability of PLGA-PEG/PFOB
emulsion, a hypoxia-reoxygenation treatment to HCT 116 cells
was detected through the hypoxia-reoxygenation model with
the liquid paraffin covering method. As shown in Figure 4a, cell
viability is reduced after hypoxia treatment for 4 or 8 h, which is
attributed to the poor cell states after hypoxia treatment,
because cell viability cannot restore quickly after reoxygenation
with a normal medium. Furthermore, when PLGA-PEG/PFOB
emulsion is added, cell viability shows a significant enhance-
ment compared to the group reoxygenation with normal
medium (P < 0.05). However, the increasing concentration of
PLGA-PEG/PFOB emulsion (0.05—0.2 mg/mL) has no
significant inference to cell viability (P > 0.05). The reason
for the enhancement in cell viability could lie in the high
dissolved oxygen ability of PFOB, which supplies more oxygen
to help cell reoxygenation to restore from the hypoxic state. In
order to further prove the opinion, PLGA-PEG emulsion was
used as a control for the hypoxia-reoxygenation treatment. The
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Figure S. Fluorescent microscopic images and flow cytometry detection of cellular ROS production after hypoxia and reoxygenation treatment on
the condition of (a) control group cultured under normoxia condition, (b) hypoxia treatment for 12 h, (¢, d, e, and f) reoxygenation with PLGA-
PEG/PFOB emulsion at a concentration of 0, 0.05, 0.1, and 0.2 mg/mL after hypoxia treatment for 12 h (concentration was calculated by PLGA-

PEG).

addition of different concentrations of PLGA-PEG emulsion
has no influence on cell viability (P > 0.05, Figure 4b). The
results imply that the PLGA-PEG/PFOB emulsion can be used
as an oxygen carrier to help cell reoxygenation through
supplying oxygen to enhance cell viability.

As is well-known, reactive oxygen species (ROS) have been
implicated in the regulation of many important cellular events
including transcription factor activation, gene expression, and
cellular proliferation. However, excessive production of ROS
gives rise to the activation of events which could lead to cell
injury or death. Furthermore, the previous reports also show
that ROS production always accompanies cell hypoxia-
reoxygenation treatment.*** To explore the effect of PLGA-
PEG/PEC emulsion on the ROS production during reoxyge-
nation, ROS in HCT116 cells were measured by 2',7'-
dichlorofluorescin diacetate (DCFH-DA). There is almost no
2/,7'-dichlorofluorescein (DCF) fluorescence in the control
group (Figure Sa), which implies that the ROS level in cells
cultured under normoxia condition is very low. After 12 h of
hypoxia treatment, green cells from DCF fluorescence can be
seen in the fluorescent microscopic image (Figure Sb).
Moreover, their intensity is further enhanced after reoxygena-
tion treatment. As shown in Figure Sc—f, with the increase of
the concentration of PLGA-PEG/PFOB emulsion for reoxyge-
nation treatment, DCF fluorescent intensity is improved
gradually, which implies that the ROS level in cells is also
enhanced gradually. These results reveal that the hypoxic
condition can result in ROS production in cells, the
reoxygenation treatment can bring more excess ROS in cells,
and the addition of PLGA-PEG/PFOB emulsion can further
promote the ROS level in cells.

The result can also be concluded by flow cytometry
detection. As shown in Figure 5, the main fluorescent
intensities are continuously increased from 8.21 to 57.06 and
the percentage of the DCF-positive cell in the M1 region is
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enhanced from 0.47 to 74.15% with the treatment of hypoxia,
reoxygenation, and reoxygenation with PLGA-PEG/PFOB
emulsion. The results suggest that the ROS level in cells was
increased gradually during the ordinal treatment with different
methods, which could contribute to the increasing oxygen
concentration supplied by the PLGA-PEG/PFOB emulsion.
On the other hand, the cell injury would suffer from these
treatments because of the increasing ROS level. However,
associated with the result of the increasing cell viability with the
increasing PLGA-PEG/PFOB emulsion for hypoxia-reoxygena-
tion treatment, we can suppose that this degree of hypoxia-
reoxygenation injury is sublethal to HCT116 cells. The reason
may be explained by the previous reports'®'” as follows:
though the production of ROS will cause cell hypoxia-
reoxygenation injury, hypoxia-reoxygenation injury tolerance
of various cell types differs, depending on the metabolic rate
and intrinsic adaptive mechanisms of the cells.

In order to clarify the tolerance reason for HCT116 cells to
ROS production during hypoxia-reoxygenation treatment,
Western blot analysis was performed to examine the expression
of hypoxia-inducible factor in cells. As is well-known, hypoxia-
inducible factor-1 (HIF-1) is a transcription factor involved in
homeostasis of oxygen concentration, which is the master
regulator of cellular adaptive responses to hypoxia, and it may
activate the transcription of more than 100 genes crucial for
adaptation to hypoxia. HIF-1 is a heterodimer consisting of an
a-subunit (HIF-1a) and f-subunit (HIF-183), while HIF-153
protein is constitutively expressed; HIF-la is O,-regulated
because it is degraded under normoxia following proline
hydroxylation by prolyl hydroxylases (PHDs) which require O,
as a substrate. In contrast, HIF-1a is stabilized under hypoxic
conditions, and combines with HIF-1f, where it induces
physiological responses to hypoxia by binding to the hypoxia
response element in hypoxia responsive genes, activating
transcription.>~"7*>** Thus, stabilization of HIF-1a can be
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seen as a crucial factor for cell viability during hypoxia as well as
reoxygenation. Therefore, we evaluated the expression of HIF-
la during hypoxia and reoxygenation using f-actin as an
internal control. As shown in Figure 6, the expression level of

a
Hypoxia - + + + + +

Reoxygenation - - + + + +

PLGA-PEG/PFOB - - 0 0.05 0.1 0.2
HIF - 10 S S S S S S
B-actin e S — —— — —

1l

Figure 6. (a) Western blot analysis of HIF-1a and f-actin in HCT 116
cells under normoxic, hypoxia, and reoxygenation. (b) Densitometric
analysis of HIF-1a normalized to f-actin.

HIF-10./ p-actin

HIF-1a in the control group cultured under normoxia
condition is low because of the degradation by PHDs. After
hypoxia treatment, it is up-regulated by more than 2-fold
compared with the control group, and the following
reoxygenation treatment can further enhance the expression
level of HIF-1a. Moreover, the addition of PLGA-PEG/PFOB
emulsion can significantly promote stabilization of HIF-la
during reoxygenation compared to the group reoxygenation
with normal medium (P < 0.01). However, the increasing
concentration of PLGA-PEG/PFOB emulsion (0.05—0.2 mg/
mL) has no significant inference to the expression of HIF-1a (P
> 0.05), which is similar to the result of cell viability after
hypoxia-reoxygenation treatment. Thus, we can surmise the
expression of HIF-la may have an important contribution to
cell viability during reoxygenation.

Previous reports'®** had demonstrated that mitochondrial
release of ROS is required for hypoxic stabilization of HIF-1a,
because ROS can affect the rate of HIF-la hydroxylation,

promoting HIF-la accumulation and activation by partially
inhibiting PHD activity. Though the regulation of PHDs by
oxidant signals is poorly understood, it still shows the
expression level of HIF-1a has an important relationship with
the content of ROS. We have proved that the intracellular ROS
level is enhanced gradually with the treatment of hypoxia,
reoxygenation, and reoxygenation with PLGA-PEG/PFOB
emulsion, but HIF-1a is not continuously increased as well as
ROS when the concentration of PLGA-PEG/PFOB emulsion is
increased. The reason may be explained as follows: the increase
of oxygen concentration supplied by PLGA-PEG/PFOB
emulsion enhances the activity of PHDs; thus, though the
increasing content of ROS partially inhibits PHD activity, HIF-
la cannot further accumulate. Nevertheless, the expression
level of HIF-la is still much higher than the group
reoxygenation without PLGA-PEG/PFOB emulsion.

To confirm the oxygen supply of PLGA-PEG/PFOB
emulsion in vivo, a rat administration model was established,
in which 10 mg/mL PLGA-PEG/PFOB emulsion was instilled
through pulmonary delivery (Figure 7a) using 0.9% NaCl
solution as the control group. The lung injury and the partial
pressure of oxygen (PO,) and carbon dioxide (PCO,) were
observed. As shown in Figure 7b and c, there is a large area of
extravasated blood in lungs of the control group instilled with
0.9% NaCl, whereas little can be seen in lungs of the
experimental group. The reason can be attributed to the
following: the addition of surfactant reduces the surface tension
so that the emulsion can better spread in the lungs, while high
surface tension 0.9% NaCl may accumulate in some areas so as
to cause blocking. Furthermore, the rats’ carotid artery blood
was drawn to blood gas analysis after intratracheal instillment.
As shown in Figure 7d and e, PO, in both groups brings an
obvious decrease after intratracheal instillment, which could
mean that intratracheal instillment results in a temporary
suffocation to rats. Then, PO, in the group instilled with
PLGA-PEG/PFOB emulsion undergoes a continuous rise and
finally achieves a value much higher than that before instillment
(Figure 7e), while PO, in the control group stabilizes at a value
close to the initial one after rise for the first 15 min (Figure 7d).
The reason should be attributed to the oxygen dissolved in
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Figure 7. (a) In vivo experiment of PLGA-PEG/PFOB emulsion, lungs of rats instilled with (b) 0.9% NaCl and (c) PLGA-PEG/PFOB emulsion and
the changes of PO, and PCO, of rats instilled with (d) 0.9% NaCl and (e) PLGA-PEG/PFOB emulsion.
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Figure 8. In vivo biodistribution of PLGA-PEG/PFOB emulsion after pulmonary delivery at times of (a) 0, (b) 1, (c) 2, (d) 3, (e) 4, and (f) S h.

PFOB slowly being released. Moreover, compared to the
control group, PCO, of the experimental group has a more
dramatic decline, which can be explained by the fact that the
high dissolved CO, ability of PFOB helps rats emit CO, more
quickly. Therefore, the changes of PO, and PCO, indicate
PLGA-PEG/PFOB emulsion can supply oxygen to rats and
improve rats’ lung ventilation.

To evaluate the biodistribution and metabolism of PLGA-
PEG/PFOB emulsion in vivo, PLGA-FITC was used as a
marker to monitor the trace of PLGA-PEG/PFOB emulsion. A
PLGA-PEG/PLGA-FITC/PFOB emulsion was prepared and
then instilled into some nude mice to observe distribution in
different organs. Finally, the mice were anatomized to confirm
the organ type. As shown in Figure 8a, after the mice were
instilled with 0.05 mL of the emulsion through trachea, the
emulsion is deposited in lung and bronchus. However, the
emulsion was spread in many organs after 1 h of administration
(Figure 8b), such as lung, heart, liver, bowel, and kidney, which
may be attributed to their diffusing along with blood flow.
Closer observation reveals that there is the most content in
kidney. Furthermore, with the time increasing to 2 h (Figure
8c), the color around kidney becomes more and more red,
which implies the emulsion is concentrated to the kidney.
However, the content in kidney is decreased gradually after an
administration time from 3 to S5 h, which shows that the
emulsion may be metabolized. The above results indicate that
the PLGA-PEG/PFOB emulsion could distribute in most
internal organs through blood flow after pulmonary delivery
and finally metabolized through kidney.

B CONCLUSION

The NH,-PEG-COOH is successfully conjugated with PLGA-
COOH at a grafting ratio of 90%. TEM, DLS, and FT-IR show
that PFOB emulsion with a nanosize encapsulated in PLGA-
PEG could be obtained, and cell cytotoxicity shows its good
biocompatibility. Furthermore, cell hypoxia-reoxygenation
experiment reveals that cell viability has a significant enhance-
ment after reoxygenation with PLGA-PEG/PFOB emulsion
because of the sufficient and timely oxygen supply. Meanwhile,
hypoxia-reoxygenation injury will happen along with cell
reoxygenation, which is reflected by increasing ROS in cells.
However, the integration of intracellular ROS and cell viability
implies that this degree of hypoxia-reoxygenation injury is
sublethal to HCT116 cells when the concentration of PLGA-
PEG/PFOB emulsion is lower than 0.2 mg/mL. The change of
the expression level of HIF-1a is similar to cell viability during
reoxygenation, which suggests HIF-la or its downstream

proteins may make a significant contribution to cell viability. In
vivo oxygen supply was assessed in rats through pulmonary
delivery, which shows that PLGA-PEG/PFOB emulsion can
supply oxygen to rats and improve rats’ lungs ventilation. In
vivo biodistribution of PLGA-PEG/PLGA-FITC/PFOB emul-
sion shows that the PLGA-PEG/PFOB emulsion could
distribute in most internal organs through blood flow after
pulmonary delivery and finally metabolized through kidney.
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