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Abstract: The objective of this study was to evaluate the effectiveness of organ-on-chip system
investigating simultaneous cellular efficacy and real-time reactive oxygen species (ROS) occurrence of
anticancer drug-loaded nanoparticles (NPs) using hepatocarcinoma cells (HepG2) chip system under
static and hepatomimicking shear stress conditions (5 dyne/cm2). Then, the role of hepatomimetic
shear stress exposed to HepG2 and drug solubility were compared. The highly soluble doxorubicin
(DOX) and poorly soluble paclitaxel (PTX) were chosen. Fattigated NPs (AONs) were formed via
self-assembly of amphiphilic albumin (HSA)-oleic acid conjugate (AOC). Then, drug-loaded AONs
(DOX-AON or PTX-AON) were exposed to a serum-free HepG2 medium at 37 ◦C and 5% carbon
dioxide for 24 h using a real-time ROS sensor chip-based microfluidic system. The cellular efficacy
and simultaneous ROS occurrence of free drugs and drug-loaded AONs were compared. The cellular
efficacy of drug-loaded AONs varied in a dose-dependent manner and were consistently correlated
with real-time of ROS occurrence. Drug-loaded AONs increased the intracellular fluorescence
intensity and decreased the cellular efficacy compared to free drugs under dynamic conditions. The
half-maximal inhibitory concentration (IC50) values of free DOX (13.4 µg/mL) and PTX (54.44 µg/mL)
under static conditions decreased to 11.79 and 38.43 µg/mL, respectively, under dynamic conditions.
Furthermore, DOX- and PTX-AONs showed highly decreased IC50 values of 5.613 and 21.86 µg/mL,
respectively, as compared to free drugs under dynamic conditions. It was evident that cellular
efficacy and real-time ROS occurrence were well-correlated and highly dependent on the drug-loaded
nanostructure, drug solubility and physiological shear stress.

Keywords: fattigated nanoparticles; biomimetic microfluidic system; cellular viability; real-time ROS
sensor chip; shear stress; drug solubility

1. Introduction

During drug development, preclinical testing is a valuable strategy for predicting
outcomes by accurately evaluating the efficacy and toxicity of drugs via complex in vivo in-
teractions. Animal models are used in preclinical testing to identify the pharmacodynamic
and pharmacokinetic properties of drugs. Commonly used animal models include mice,
rats, rabbits, dogs, pigs, and monkeys [1]. These animal models show characteristics that
closely resemble human phenomena because their essential body components and main
functions necessary for maintaining life are identical to those of humans. In addition, the ge-
nomic identity of the protein-coding region is 95–99% similar in humans and chimpanzees
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and 85% similar in humans and mice [2,3]. As genetic similarity is high, disease progression
and physiological responses are also similar, making it a suitable evaluation model of phar-
macokinetics and pharmacodynamics for the development of therapeutic agents. However,
the biochemical and biopharmaceutical properties of animal models, such as metabolism
and immune responses, differ from those of humans. For example, thalidomide toxicity
was not observed in small rodents, whereas fatal side effects were observed in humans [4].
In addition, using an animal model during preclinical tests significantly increases the total
cost and ethical issues of developing a new drug [5]. Therefore, there is a need to improve
these platforms to develop more efficient and economical experimental models that can
mimic in vivo pharmacokinetic and pharmacodynamic profiles [6–8].

Biomimetic and microfluidic chip models using human-oriented tissues and organs to
replace animal testing are being tried in various ways. This can be achieved using animal-
alternative biomimetic chip systems, such as a cellular culture model derived from the
human body to evaluate the drug efficacy and toxicity in various real-time chip sensors [9].
Disease cells derived from the patient’s organs (heart, kidney, liver, etc.) are also cultured
in biomimetic microfluidic chips. The disease model chip implemented can be utilized to
determine the therapeutic efficacy and long-term toxicity of the drug against the disease. It
can also be used to predict the biological behavior of drugs by connecting each organ chip to
one system [10]. In the microenvironment, the cells are subjected to pressurize through the
fluidic shear stress, which varies cellular behaviors than that in a static culture environment,
thereby promoting cell membrane transport and metabolism [11]. It is known that living
cells possess the ability to sense mechanical stimulus by fluid shear stress and transduce
those into biological responses, that is absent in static culture systems. Hepatocytes cultured
in a microfluidic environment can undergo more biomimetic conditions like those in vivo,
mimicking liver tissues and enabling the evaluation of drug efficacy and toxicity [12,13].

In addition, there are many attempts to monitor the response of the microfluidic organ
chip systems to the drugs in real-time in the organ mimicking chip by fusing the chip
and sensing technology [14–16]. Among these attempts, sensing research on oxidative
stress, which can check cytotoxicity and the response of cells to drugs, is being actively
conducted [17,18]. This is because unstable and short-lived molecules such as ROS and
reactive nitrogen species (RNS) derived from cells by drugs and external stimuli through
electrochemical methods can be detected by sensors before they occur and disappear from
cells. There is also an advantage in that the reliability of the sensor may be guaranteed
by varying the selection of electrodes depending on the type of ROS and RNS [19]. This
environment uses ROS sensors to monitor real-time cell responses by drugs, enabling rapid
evaluation of in vitro cellular performances.

This study aimed to simultaneously evaluate the cellular efficacy and real-time ROS
sensing data by exposing free anticancer model drugs with different solubility and drug-
loaded AONs under static and hepatomimetic dynamic environments (fluidic liver shear
stress, 5 dyne/cm2) to cultured HepG2 chip system. Highly water-soluble DOX and practi-
cally water-insoluble PTX were chosen as model drugs. The physicochemical properties of
AONs and drug-loaded AONs, including particle size, zeta potential, drug loading content,
encapsulation efficiency, and surface morphology using a scanning electron microscope,
were investigated. Based on data of cellular viability, the half-maximal inhibitory concen-
tration (IC50) values of free drug and drug-loaded AONs were compared according to the
drug types and shear stress. Finally, the correlation between cellular efficacy and real-time
ROS occurrence as a function of drug concentrations was validated.

2. Results and Discussion
2.1. Identification of AOC and Physicochemical Properties of AONs
2.1.1. Identification of AOCs

The bonding process between HSA and OA by EDC-NHS coupling having the -
COOH of OA activated by EDC and sulfo-NHS was conjugated to the free amine group of
HSA. The stepwise synthetic process and identification of fattigated nanoparticles (AONs),
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including X-ray powder diffraction (XRD), differential scanning calorimetry (DSC), time-of-
flight mass spectrometry (MALDI/TOF), circular dichroism (CD) spectra were thoroughly
documented in previous publications [20]. Figure S2 shows the FT-IR spectra of OA, HSA,
physical mixture (HSA and OA), and AOC. The wavenumber change of these peaks was
induced along with the N-H stretch band at 3290 and 1534 cm−1 by a reaction between HSA
and OA in the FT-IR spectra. In addition, we observed a characteristic absorption peak
at 2850–2950 cm−1, corresponding to the CH2 group included in OA. This was indicated
as a band moving from 1644 to 1649 cm−1 by the formation of an amide bond between
the amino group of HSA and the NHS ester group of OA generated through EDC/NHS
coupling. This showed a shift in the absorption peak corresponding to the C=O stretch of
the secondary amide. The physicochemical structure of the particles was changed through
a chemical reaction between the functional groups of HSA and OA, and the conjugates
were successfully formed.

2.1.2. Physicochemical Properties of AONs

The physicochemical properties of NPs, such as particle size and zeta potential, had
a significant effect on cellular uptake. That is, the smaller the size, the higher the uptake
efficiency [21]. Zeta potential also has a significant effect on cellular uptake. The cell
membrane potential of the liver cancer cell line HepG2 used in this study was approximately
−20 mV [22]. The surface charge of AONs is related to their binding to the cell membrane
and how they are absorbed into the cell. A higher positivity of membrane potential
enables easier binding and absorption processes. However, the nanoparticle stability was
determined by the zeta potential. NPs maintain a stable state if the surface charge of the
particles is −30 mV or more [23].

The physicochemical properties of the self-assembled AONs with or without drug
loadings are listed in Table 1. Figure S3 also gives the particle distribution of AONs
(181.20 ± 29.20 nm), DOX-AONs (313.23 ± 3.97 nm), and PTX- AONs (438.90 ± 27.97 nm).
The particle size increased in the order of AONs, DOX-AONs, and PTX-AONs. This order
can be attributed to the change in the zeta potential. AONs without drug loading had
a potential of −40 mV, DOX-AONs had a potential of −36 mV, and PTX AONs had a
potential of −21 mV. As the drug was encapsulated, the particle size increased. The lower
the drug solubility in water, the lower the zeta potential value. LC and EE were determined
using a UV-Vis spectrometer for DOX and HPLC for PTX. DOX showed an EE of 69.68%
and an LC of 6.97%, and PTX showed an EE of 59.34% and a DL of 5.60%. DOX and PTX
were successfully loaded into the AON. Furthermore, the drug release profiles from AONs
were indicated in Figure S4. The burst release of drugs was minimized when they were
encapsulated in AONs as compared to free drugs.

Table 1. Physicochemical properties of self-assembled AONs with or without drug loadings (n = 3).

Particle Size (nm) Polydispersity
Index

Zeta Potential
(mV) Loading Content (%) Encapsulation

Efficiency (%)

AONs 181.20 ± 29.20 0.300 ± 0.005 −40.57 ± 0.22 - -
DOX-AONs 313.23 ± 3.97 0.180 ± 0.024 −36.36 ± 0.10 6.97 ± 0.33 69.68 ± 3.26
PTX-AONs 438.90 ± 27.97 0.170 ± 0.081 −21.04 ± 0.16 5.60 ± 0.14 59.34 ± 1.56

Figure 1 shows morphological images of (A) blank AONs, (B) DOX- AONs, and
(C) PTX-AONs using FE-TEM (top) and FE-SEM (bottom). It was observed that the
surfaces of the particles were not smooth and uneven when encapsulated. Because DOX is
water-soluble (polar), the effect of surface charge is not significant, even when it interacts
with AONs. However, poorly water-soluble PTX was dissolved in ethanol during the
encapsulation in the AONs. During the encapsulation of PTX in AON, some denaturation
of albumin may have occurred in ethanol [24]. However, PTX, a poorly soluble (non-polar)
particle, was successfully encapsulated in albumin particles without denaturation but
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the surface charge of AONs was further lowered and becomes unstable [25]. Due to the
low zeta potential of PTX-AONs, aggregation occurs between these particles, which are
unstable on the surface.
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Figure 1. FE-TEM (top) and FE-SEM (middle, bottom) morphological images of blank AONs and
drug-loaded AONs.

2.2. Cellular Efficacy According to Shear Stress and Drug Type

The cellular viability of free DOX and DOX-AONs under static and dynamic conditions
as a function of DOX concentration is shown in Figure 2. After 24 h, the cellular viability in
the dynamic condition was lower than that in the static condition. In addition, a higher
decrease in cellular viability was observed when drug-loaded AON was compared to the
free drug form under dynamic conditions.

To observe the intracellular absorption patterns according to the shear stress and DOX-
loaded nanostructure, the fluorescent images of internalized free DOX and DOX-AONs in
cells under static and dynamic conditions using confocal scanning microcopy are given in
Figure 3. When DOX was concentrated below 0.1 µg/mL, the degree of absorption into the
cells of DOX under all culture conditions did not show a significant difference. However,
at a concentration of DOX 1 µg/mL or more, the degree of fluorescence expression of DOX
in cells was different according to culture conditions. When cells were exposed to free
DOX, it was confirmed that DOX was moved more to the cell’s nucleus than under static
conditions under dynamic conditions. In addition, under dynamic conditions of DOX
1 µg/mL or more, DOX-AONs were found to have a significantly greater degree of DOX
fluorescence expression in the cell (cytoplasm, nucleus) than other culture conditions of the
same concentration. Dynamic conditions are thought to have increased the cell absorption
of DOX by increasing the expression of receptor protein genes in cells to promote the
exchange of substances in cells. In addition, cells considered HSA and OA, which make
up AON, as nutrients necessary for cell growth, and absorbed AON smoothly into the cell.
These two phenomena were used to load DOX into AON, making it easier to absorb DOX
into the cell than under other experimental conditions.
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dynamic conditions using confocal laser scanning microscopy.

In particular, the increase in the absorption effect of DOX into the nucleus by AONs
was observed. When DOX is encapsulated in AONs than its free drug formulation, it was
absorbed into cells more effectively and binds to DNA in the nucleus and mitochondria,
causing DNA damage and generating intracellular ROS to kill cancer cells due to oxidative
stress [26]. The DOX encapsulated in AONs at the same concentration was more absorbed
into the nucleus than the free drug formulation [27,28]. Based on these results, it can
be inferred that drug-loaded AON can lower cellular viability and induce more ROS
production than free drugs.

The cellular viability of free PTX and PTX-AONs as a function of drug concentration
under static and dynamic conditions for 24 h is shown in Figure 4. After 24 h, it was found
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that the decrease in cellular viability was higher under dynamic conditions than that under
static conditions. Under dynamic conditions, the decrease in cellular viability was much
greater when AON was loaded in the free drug form. However, the extremely poorly
water-soluble PTX it requires much higher drug concentration to have cell-killing effect as
compared with highly water-soluble DOX.
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The cellular efficacy of two anticancer model drugs with different drug solubility was
determined by comparing the IC50 values according to the formulation and cell culture
conditions. Table 2 shows the IC50 values (µg/mL) of free drugs and drug-loaded nanos-
tructures (DOX-AONs, PTX-AONs) under static and hepatomimetic dynamic conditions
(n = 4). In the case of DOX, the IC50 of free DOX was 13.4 µg/mL under static conditions
and 11.798 µg/mL under dynamic conditions. The IC50 under dynamic conditions was
11.96% lower than that under static conditions. The IC50 value of DOX-AON under dy-
namic conditions was 5.613 µg/mL, which was 58.11% lower than that of free DOX under
static conditions. Fluid flow in a dynamic environment and encapsulation of drugs in
AONs reduced cellular viability. In contrast, the IC50 of free PTX was 45.44 µg/mL in
the static condition, 38.43 ug/mL in the dynamic condition, and 21.86 µg/mL in the dy-
namic condition treated with PTX-loaded AON. The IC50 value of free PTX under dynamic
conditions was reduced by 15.43% compared to that of free PTX under static conditions.
The IC50 value of PTX-loaded AON under dynamic conditions was reduced by 51.89%
compared to that of free PTX under static conditions. It was evident that cellular efficacy
was well-correlated and highly dependent on the drug-loaded nanostructure, drug solu-
bility, and physiological shear stress. The importance of drug solubility in the fattigated
nanostructures was recognized in the cellular delivery and anticancer activity [16,29].
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Table 2. Half-maximal inhibitory concentration (IC50) values (µg/mL) of free drugs and drug-loaded
nanostructures (DOX-AONs, PTX-AONs) under static and hepatomimetic dynamic conditions (n = 4).

Formulation Shear Stress IC50 Values (µg/mL)

Free DOX Static 13.4 ± 1.345
Free DOX Dynamic 11.798 ± 1.721

DOX-AONs Dynamic 5.613 ± 1.601
Free PTX Static 45.44 ± 5.824
Free PTX Dynamic 38.43 ± 3.123

PTX-AONs Dynamic 21.86 ± 2.340

2.3. Real-Time ROS Sensing of Anticancer Drugs with Different Solubility

Figure 5 shows the real-time ROS occurrence from cells by varying DOX concentrations
in HepG2 cells under dynamic conditions for 24 h. As the concentration of DOX increased,
the degree of real-time ROS generation, i.e., the area under the ROS curves generated in
cells treated significantly increased. For example, the calculated area (A.U) was 0.322, 0.554,
0.629, 0.696, 0.840, 2.340, 4.779, and 7.034 at the 0, 0.01, 0.05, 0.1, 0.5, 1, 5, and 10 µg/mL of
DOX concentration, respectively.
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Figure 6 shows real-time ROS occurrence from cells by varying PTX concentrations in
HepG2 cells under dynamic conditions for 24 h. As the concentration of PTX increased,
the degree of real-time ROS generation, i.e., the area under the ROS curves generated
in cells treated significantly increased. For example, the calculated area (A.U) was 0.322,
0.518, 0.528, 0.553, 0.725, 1.007, 1.685, and 2.586 at the 0, 0.025, 0.125, 0.25, 2.5, 12.5, 25, and
50 µg/mL of PTX concentration, respectively. PTX promotes ROS production by increasing
the activity of nicotinamide adenine dinucleotide phosphate oxidase (NADPH oxidase;
NOX) associated with the protoplasmic membrane of cells. The ROS produced in this
way is known to induce abnormal actin polymerization in cells to inhibit tubulin binding,
prevent cell division through microtubule stabilization, and induce cell apoptosis to exhibit
anti-tumor effects [30–33]. ROS generated during this apoptosis process increased with
increasing PTX concentration.
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2.4. Correlation of Cellular Viability and Real-Time ROS Occurrence

The correlation of cellular viability and real-time ROS occurrence from cells as a
function of drug concentration is shown in Figures 7 and 8, respectively. As the DOX
concentration increased, the cellular viability decreased, but the incidence of ROS increased
accordingly. Notably, at the concentration of 1 µg/mL or less, the cellular viability decreased
sharply as the concentration of DOX increased, but the increase in ROS was insignificant.
The decrease in cellular viability was slowed with an increasing concentration above
1 µg/mL of DOX, and ROS increased rapidly. This resulted from the difference in the
concentration of DOX inside and outside the cell affects the absorption rate of the drug.
In addition, the degree of real-time ROS occurrence sharply increased as the degree of
DOX binding to the DNA of the mitochondrial nucleus and the mitochondria described
above increased.

Likewise, cellular viability decreased, but the occurrence of ROS increased as the PTX
concentration increased. In PTX below 2.5 µg/mL, cellular viability decreased sharply as
the concentration increased, but the increase in ROS was insignificant. In PTX 2.5 µg/mL or
higher, cellular viability and ROS showed a gentle increase, showing a different tendency
from DOX, which rapidly generated ROS at a certain concentration.

It was believed that the tendency of ROS occurrence by the two drugs resulting from
cell killing effect of anticancer drugs was remarkably different because DOX and PTX
have different mechanisms for generating ROS. It is known that DOX directly affects
the mitochondria and nuclei of cells, leading to explosive ROS production inside the
cell [26,34,35]. On the other hand, PTX inhibits microtubule synthesis and induces cells to
collapse during cell proliferation, when ROS leaked from the mitochondria of the collapsed
cells is believed to be measured by sensors [30–33]. In addition, the extremely poorly water-
soluble PTX requires much higher drug concentration to generate ROS as compared with
highly water-soluble DOX. However, it was evident that cellular efficacy and real-time ROS
occurrence of two model drugs were well-correlated under the physiological shear stress.
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3. Materials and Methods
3.1. Materials

Human serum albumin (HSA), oleic acid (OA), and DOX were purchased from
Sigma-Aldrich (St. Louise, MO, USA). PTX was obtained from Daewoong Pharmaceu-
tical Co., Ltd. (Seoul, Republic of Korea). 1-Ethyl-3-(3-dimethylamino-propyl) and N-
hydroxysulfosuccinimide were purchased from Thermo Fisher Scientific Korea (Seoul,
Republic of Korea). In contrast, biomimetic microfluidic system components were pur-
chased from BioSpero Co., Ltd. (Jeju, Republic of Korea). Deionized water was processed
using ultrapure water systems (Mirae ST Co., Ltd., Anyang, Republic of Korea). Other
high-performance liquid chromatography (HPLC)-grade organic solvents were purchased
from Samchundang Chemicals (Seoul, Republic of Korea).
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3.2. Preparation of AONs, DOX-AONs, and PTX-AONs
3.2.1. Synthesis of AOC

AOC for AON preparation was synthesized with some modifications according to
the previous schematic protocols in Prof. Beom-Jin Lee’s Lab [36]. Briefly, 175 µL of
OA were completely dissolved in 50 mL of dimethylformamide (DMF). Additionally,
103.5 mg 1-ethyl-3-(3-dimethylaminopropyl) carbodiimide (EDC) and 117.5 mg of sulfo-
N-hydroxysuccinimide (sulfo-NHS) were added to the DMF in which OA was dissolved.
This process was followed by magnetic stirring to ensure complete dissolution. After the
reagents were completely dissolved, stirring was performed at a speed of 500 rpm at room
temperature for 1 h to activate OA through the EDC-NHS coupling reaction. HSA (1 g) was
weighed and stirred until it was completely dissolved in 100 mL of PBS (pH 7.4). Then, the
activated OA solution was poured into the albumin solution and stirred at 37 ◦C for 24 h at
a speed of 200 rpm. Then, 50 mL of acetone was added to the solution to precipitate AOC,
and the solution was centrifuged at 10,000 rpm at 4 ◦C for 15 min. The supernatant was
removed. The AOC was first washed twice with ethanol and washed once with deionized
water to remove unreacted reagents (albumin and OA). AOC was dispersed in 40 mL of
deionized water and poured into a dialysis membrane (Spectra/Por® MWCO 12–14 kD
Standard RC Dry Dialysis Kits, Spectrum Labs, San Francisco, CA, USA) for purification
and dialyzed at room temperature for 24 h. The solution was then placed in a 50 mL tube
and frozen in a deep freezer at −80 ◦C (I825UD48, Thermo Fisher Scientific, Waltham, MA
USA) for six hours. This was followed by lyophilization using a freeze-dryer (FD8508,
IlShinBioBase, Yangju-si, Gyeonggi-do, Republic of Korea) for at least two days.

3.2.2. Conversion of AOCs to AONs Using a Desolvation Method

AOC (100 mg) was dispersed in 20 mL of 2-(N-morpholino) ethanesulfonic acid (MES)
buffer to a concentration of 5 mg/mL. The AOC solution was stirred at 500 rpm, and 20 mL
of methanol was added to the AOC solution at a rate of 1 mL/min. After mixing the
solution, the resulting pellet was centrifuged at 10,000 rpm and 4 ◦C for 15 min. The pellet
was placed in 30 mL of deionized water and placed in a dialysis membrane (12–14 kD)
for 24 h. After dialysis was complete, the sample was placed in a 50 mL conical tube and
frozen in a deep freezer for six hours. The frozen samples were subjected to lyophilization
for two days to obtain AON powder.

3.2.3. Preparation of Drug-Loaded AONs

Methods described in previous studies were utilized to encapsulate DOX in AONs [29].
AONs (10 mg) were dispersed in 10 mL of deionized water using an ultrasonic bath and
vortex mixer. Then, 1 mg of DOX was weighed and placed in a solution in which the
AONs were dispersed at 1 mg/mL. DOX was mixed using a vortex to encapsulate it in
the AONs. Then, the mixed solution was incubated for three hours at 37 ◦C and 200 rpm
using a stirring hot plate. Because DOX has photodegradable properties, it can decompose
during incubation. The DOX-loaded nanoparticle solution was wrapped in aluminum foil
to protect it from light during incubation.

A slightly modified version of a previous research method was used to encapsulate
PTX in the AONs [37]. An amount of 10 mg of AONs was weighed and dispersed in
5 mL of deionized water. PTX (1 mg) was dispersed in absolute ethanol (5 mL) and added
to the solution. The AONs were dispersed at a rate of 1 mL/min using a circulation
pump. The mixed solution was incubated for 24 h at 37 ◦C and 100 rpm using a heat
stirrer. The following procedure was performed to purify the drug-loaded AONs. The
pellet was collected by centrifugation at 10,000 rpm at 4 ◦C for 15 min. The supernatant
was discarded and washed three times with ethanol and deionized water to remove the
remaining unencapsulated drug. DOX-AONs and PTX-AONs powders were obtained by
vacuum drying for six hours.
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3.3. Physicochemical Properties of NPs
3.3.1. Fourier Transform-Infrared (FT-IR) Spectrometer

To confirm the conjugation synthesis between albumin and oleic acid, OA, HSA-OA
physical mixture, and AOC powder were analyzed using an FT-IR spectrometer (Nicolet
iS50, Thermo Scientific, Madison WI, USA). Each sample was checked in the wavelength
range of 400–4000 cm−1 at a resolution of 2 cm−1.

3.3.2. Particle Size and Zeta Potential Measurements

The particle size and zeta potential of blank AONs, DOX-AONs, and PTX-AONs were
measured three times using a dynamic light scattering (DLS) instrument (ELSZ–2000 S,
Otsuka Electronics, Osaka, Japan). Each sample was measured by dispersing it in deionized
water at 5 mg/mL using an ultrasonicator and vortex mixer.

3.3.3. Loading Content (LC) and Encapsulation Efficiency (EE)

Centrifugation was used to determine the amount of drug encapsulated in the AONs
and each drug (DOX, PTX) remaining in the supernatant that was not encapsulated. DOX
had a maximum absorbance of 480 nm and was analyzed using a UV/VIS spectrometer
(DU730, Beckman Coulter, CA, USA). Before the analysis, we measured the degree of DOX
absorption by concentration to confirm the calibration curve.

PTX had an absorbance maximum of 227 nm, and analysis was performed using HPLC.
The HPLC system (Waters Alliance 2690, Waters Co., Milford, MA, USA) is a pump, UV-
visible spectrophotometer detector (UV-996, Waters Co.), reversed-phase column (Gemini,
C18 column, 150 × 4.6 mm, 5 µm, Phenomenex), and Integrator (Empower Pro software
version 5.0). The PTX sample was centrifuged at 10,000 rpm for 10 min to remove residual
AONs and impurities before HPLC analysis.

The mobile phase consisted of solution A and solution B (A:B = 30:70, v/v). Solution A
was deionized water, and solution B consisted of acetonitrile. The flow rate was 1.0 mL/min,
the injection volume was 50 µL, and the column temperature was adjusted to 30 ◦C. The
analysis time for each sample was 20 min, and the PTX peak was confirmed at three minutes.

The LC and EE of the AONs were calculated using the following equations: The
amount of drug loaded into the AONs was determined by dividing the amount of encapsu-
lated drug by the weight of the initially added drug. LC was calculated by dividing the
weight of the drug loaded into the AONs by the weight of the blank AONs to determine
the ratio of the drug to the weight of the AONs.

LC(%) =
Weight of the drug in AONs

weight of AONs
× 100 (1)

EE(%) =
Amounts of the encapsulated drug in AONs

Amounts of the initially added drug
× 100 (2)

3.3.4. Morphologies of NPs using FE-TEM and FE-SEM

The blank AONs (5 mg) or drug-loaded AONs (5 mg) were dispersed in 1 mL of
deionized water by stirring at 200 rpm using a magnetic stirrer at room temperature. The
sample was then coated with platinum once for 60 s in a vacuum by a sputtering machine
(Cressington Q108 Auto Sputter Coater, Ted Pella, Redding, CA, USA). The morphological
images were confirmed by FE-TEM (Tecnai G2 F30 S-Twin, Philips-FEI Corp., Best, The
Netherlands).

For FE-SEM morphological images, twenty microliters of the sample were dropped
onto a copper grid and stained with a 2% phosphotungstic (PTA) solution. The sample was
dried at 37 ◦C for three hours to confirm the surface morphology using FE-SEM (JSM-7900F,
JEOL, Tokyo, Japan).
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3.4. Establishment of Biomimetic Microfluidic System with Real-Time ROS Sensor Chip
3.4.1. Biomimetic Microfluidic System Calibration

Shear stress was calculated by following a previous study to calibrate the microfluidic
system for the shear stress level in the seeded cells in the chip. Figure 9 shows a schematic
of the biomimetic microfluidic system. The gauge was set in units of 100 from 100–900,
and deionized water was used for calibration. After setting the pump’s speed gauge,
deionized water was flown for one minute each, and the weight of the deionized water
was measured by placing it in a 1.5 mL Eppendorf tube. Each measurement was repeated
three times. The weight of each empty EP tube was measured before the weight of the
deionized water was measured to determine the weight difference. Figure 10 exhibited the
standard calibration curve of the biomimetic microfluidic system between the peristaltic
pump speed and the volumetric flow rate (Q). In the standard calibration curve of the
microfluidic system between the pump speed and the volumetric flow rate (Q), the Q value
increased linearly as the pump speed increased. Q can be extrapolated at a specific rate
using the standard calibration equation (Q = 0.6828x + 11.355). Then, the shear stress (τ)
was calculated at the fluid inlet of the chip using the Hagen–Poiseuille equation:

τ
[
dyne/cm2

]
= (6µQ)÷

(
bh2
)

(3)

where µ is the viscosity (Pa·s) of the solution at 20 ◦C, 0.0010 for deionized water and
0.00096 for cell media; Q is the volume change in one minute, b, the width of the chip inlet
is 0.29 cm, and h, the height of the inside of the chip is 0.05 cm, respectively.
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real-time generating ROS sensor chip (→ flow in,← flow out).

Figure S1 shows visualized modeling to simulate the pressure (A) and flow velocity
(B) and distribution of shear stress (C) applied inside the sensor chip using COMSOL
Multiphysics® software version 5.4. The pressure distribution values of the simulation
presented coincided with the shear stress simulation modeling of the chip [7,38]. The
standard of the ROS sensor chip was also confirmed and implemented in a COMSOL
environment. The intensity of the shear stress is shown by the color variation where red
denotes the highest shear stress while the darker blue color shows the lowest. The unit of
the implemented model is Pa, which corresponds to 1 Pa = 10 dyne/cm2. Therefore, the flow
shear stress corresponding to 5 dyne/cm2 in physiological liver cells was applied since the
implemented model chip has a pressure of 0.5 Pa at the center. When the circulation pump
speed (x) was set to 60, the volumetric flow rate (Q) was 0.05323 mL/min. The shear stress
(τ) at the center of the chip as dynamic conditions was optimally set 5 dyne/cm2 because
the fluidic shear stress in the liver ranged from approximately 1–10 dyne/cm2 [39,40].
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3.4.2. Cell Culture in a Real-Time ROS Sensor Chip

The human hepatocellular carcinoma cell line HepG2 was obtained from the Korean
Cell Line Bank (KCLB No. 88065, Seoul, Republic of Korea). HepG2 is a suitable cell line
for evaluation, as it is a liver cancer cell line [39,40]. The cell was used to form a chip
corresponding to the liver. The cells were cultured in DMEM supplemented with 10%
fetal bovine serum and 1% penicillin/streptomycin. The cells were seeded on the chip for
sensor chip-based microfluidic experiments. The collagen coating was performed before
cell seeding. Next, 246 µL of pH 7.4 PBS and 4 µL of collagen stock (2 mg/mL 0.02 N
acetic acid and collagen 1 high concentration rat tail, Corning, NY, USA) were added to the
seeding kit. This was followed by UV irradiation for 10 min. After that, the coating process
was performed in an incubator at 37 ◦C and 5% CO2 for 30 min. The collagen solution
was removed, and the seeding kit was washed twice with 200 µL of PBS to remove any
remaining collagen. A cell solution (200 µL) adjusted to 3 × 105 cells/mL was added to
the seeding kit and incubated in an incubator for two hours to allow cells to adhere to the
sensor chip. The cultured HepG2 cells did not result in any alterations in their cellular
properties under dynamic conditions.

The whole microfluidic system and real-time ROS sensor chip used a prototype
manufactured by Jeju National University (Jeju, Republic of Korea). Detailed information
on the sources of materials, preparation method, and physical properties of the microfluidic
system and ROS chip were described more clearly in Supplementary S1.1 on the Fabrication
and Physical Properties of Microfluidic Chip Having Real-time ROS Chip Sensor. Briefly,
a sensor chip is made of glass, and a frame consisting of polydimethylsiloxane (PDMS)
is attached to the inside of the chip to allow fluid to flow. In preliminary study, the
two anticancer model drugs had no adsorption to PDMS devices during microfluidic
experiments.

3.4.3. Cellular Viability Assay

To check cell efficacy and toxicity in diseased cells, a chip in which cells were seeded
at 3 × 105 cells/mL was mounted in a microfluidic system. Then DOX (0.01, 0.05, 0.1, 0.5, 1,
5, or 10 µg/mL) or PTX (0.025, 0.125, 0.25, 2.5, 12.5, 25, or 50 µg/mL) was analyzed in free
drug and loaded AONs at different concentrations. The concentration range of the drug
was set by referring to in vitro, in vivo, and clinical trials for each drug [41–44]. When PTX
was added to the medium, it was dissolved in DMSO, and the volume was adjusted so that
DMSO did not exceed 1% of the total medium volume (e.g., if the final medium volume was
5 mL, the DMSO in which PTX was dissolved was adjusted to 50 µL). Cells were exposed
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to static and dynamic conditions (5 dyne/cm2) for 24 h in a serum-free medium containing
the drug. A microfluidic system was used to circulate the drug-containing medium.

Cell viability was evaluated using the MTT assay. After unmounting the chip from
the microfluidic system, the cells were washed with PBS to remove any remaining drug.
The cells were then treated with 140 µL of fresh serum-free medium containing 10% MTT
solution. The cells were incubated for one hour at 37 ◦C in 5% CO2. After removing the
medium, 140 µL of DMSO was added to perform pipetting until the formazan crystals
were completely dissolved. The completely dissolved formazan solution was transferred
to a 96-well plate, and the absorbance was measured at 570 nm using a microplate reader
(Synergy H1, BioTek, Santa Clara, CA, USA). The samples for each concentration were
repeated three times, and the apoptosis results were normalized based on the cells exposed
to the serum-free medium not treated with the drug. IC50 values were calculated using
GraphPad Prism software (Version. 9, San Diego, CA, USA).

3.4.4. Real-Time Sensing of the Generated ROS

A sensor chip for detecting ROS generated in cells was printed on a glass chip using
a solution-based inkjet printing technique by a multi-head 3D printer [45]. Electrodes
capable of detecting ROS were printed using an inkjet injection method on the chip using
three electrode systems (working electrode, counter electrode, reference electrode) [46].
The working electrode and counter electrode were printed in gold ink, and the reference
electrode was printed in silver ink. The ROS generated in cells was quantitatively measured
through a faradaic redox reaction in electrodes using the cyclic voltammetry (CV) method.
The ROS oxidized the working electrode of the sensor, to which the CV method was applied
to induce electrical stimulation. Based on the degree of electrical stimulation caused by the
ROS, the generated ROS occurrence could be quantitatively measured. Figure 11 shows
the photographic images of the electrode for measuring real-time ROS from cells exposed
to drugs.
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Figure 11. Photographic images of the electrode for measuring real-time ROS from cells exposed
to drugs. A three-electrode system was adopted for electrodes based on the cyclic voltammetry
method. The generated ROS oxidized working electrodes to induce electrical stimulation to measure
the degree of ROS occurrence quantitatively.

The sensor chip in which the cells were seeded was mounted to the microfluidic system,
and a humidified 37 ◦C, 5% CO2 environment was created in the drug-containing medium
(except for the pump and bubble trap). The culture medium containing the drug flowed into
the chip so that the cell monolayer was subjected to shear stress using a peristaltic pump.
The pump speed was adjusted, so the shear stress on the cells in a dynamic condition was
5 dyne/cm2. For comparison, the cells were exposed to serum-free and drug-free media in
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a static environment without microfluidic flow and serum-free medium-containing drugs.
The ROS generated in the cells was measured at six-minute intervals for 24 h, and the
exposed sensor chip of the light source was covered with aluminum foil to prevent it from
being exposed to light. To quantify the ROS caused by exposing cells to drugs, the area at
the bottom of the ROS graph by drug concentration was calculated. During measurement
by the sensor, the ROS value changes over time. The difference in ROS values generated
by the concentration of the drug may vary depending on the specific point in time that is
arbitrarily set, so the correlation between cellular viability and ROS may be interpreted
each time differently. Therefore, comparing the total amount of ROS that occurred during
the time cells were exposed to drugs was considered more appropriate to interpret the
correlation between the drug-induced cell survival rate and the degree of ROS occurrence.

3.5. Cellular Images Using Confocal Laser Scanning Microscopy

The experimental procedure and pre-treatment of the sample were performed with
some modifications, such as those of a previous study [37]. Cells were exposed to static
and dynamic environments in a DOX-AONs-treated serum-free culture medium at 37 ◦C
and 5% CO2 for one hour. The cells were washed with 150 µL of PBS for five minutes to
remove the remaining culture medium and DOX-AONs. 0.4 Trypan blue solution (0.4%)
was treated for 5 min and washed twice with PBS for 5 min each to quench the fluorescence
outside the cell. To fix the cells, they were treated with 4% paraformaldehyde solution for
10 min and washed twice with PBS for five minutes each. Hoechst #33342 solution was
added for 15 min to stain the cell nuclei and washed with PBS for five minutes. All washing
processes were performed at 37 ◦C and 5% CO2. Then, PBS was filled, and the cells were
observed via fluorescence microscopy (Eclipse A1Rsi and Eclipse Ti-E, Nikon, Melville,
NY, USA).

4. Conclusions

In this study, we assessed the cellular efficacy of albumin-oleic acid nanoparticles
encapsulating two model anticancer drugs, hydrophilic DOX and hydrophobic PTX. Cel-
lular viability and real-time ROS occurrence of the free drug or drug-loaded AON using
a biomimetic microfluidic chip system were investigated. The IC50 values of two model
drugs was highly affected by dynamic shear stress and by encapsulating drug in AONs,
giving increased anticancer efficacy and ROS occurrence. Furthermore, DOX with high
water solubility showed better cell-killing effect and higher ROS occurrence at the same
concentration. There was also a good coincidence of cellular viability and real-time ROS
occurrence. It was also observed that cellular viability and real-time ROS occurrence were
highly dependent on the drug solubility and shear stress. The current sensor chip-based
biomimetic systems could be a valuable tool for monitoring real-time drug efficacy and
predicting drug toxicity of diverse model drugs using human-oriented tissues and organs
with minimizing animal sacrifice. Furthermore, multi-connected organ-on-chips includ-
ing current hepatomimetic chip can be used for determining pharmacokinetics and drug
bioavailability to replace costly and time-consuming animal experiments.

Supplementary Materials: The following supporting information can be downloaded at:
https://www.mdpi.com/article/10.3390/ph16091330/s1, S1.1: Fabrication and Physical Proper-
ties of Microfluidic System Having Real-time ROS Chip Sensor; Figure S1: Visualized modeling to
simulate the pressure (A) and flow velocity (B) and distribution of shear stress (C) applied inside the
sensor chip; Figure S2: Fourier-transform infrared (FT-IR) spectra of oleic acid (OA), human serum
albumin (HSA), physical mixture (HSA and OA), and HSA-OA conjugate (AOC); Figure S3: Particle
distribution of (A) albumin-oleic acid nanoparticles (AONs) (181.20 ± 29.20 nm), (B) doxorubicin
(DOX)-AONs (313.23 ± 3.97 nm), and (C) paclitaxel (PTX)-AONs (438.90 ± 27.97 nm); Figure S4: Re-
lease profiles of free drug and drug-loaded albumin-oleic acid nanoparticles (AONs) in PBS solution
(pH 7.4).

https://www.mdpi.com/article/10.3390/ph16091330/s1


Pharmaceuticals 2023, 16, 1330 16 of 18

Author Contributions: H.K., methodology, validation, investigation, resources, data curation, writing-
original draft; E.-J.K., methodology, validation, investigation, resources; H.V.N. and H.D.N., method-
ology, validation, data curation, writing—review and editing; C.P., methodology, validation, data
curation; K.H.C., methodology, investigation, validation, formal analysis; J.-B.P., methodology, val-
idation, writing—review and editing; B.-J.L., Conceptualization, formal analysis, methodology,
validation, investigation writing—review and editing, visualization, supervision. All authors have
read and agreed to the published version of the manuscript.

Funding: This research was supported by a grant from the Korea Evaluation Institute of Industrial
Technology (KEIT), funded by the Ministry of Trade, Industry, and Energy (20008413), Republic
of Korea. We would like to thank Ajou University–Central Laboratory for the use of instruments:
Fourier transform-infrared (FT-IR) spectrometer, dynamic light scattering (DLS), FE-TEM, SEM,
confocal laser scanning microscopy, and flow cytometry.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are contained within the article. Data will be made available
on request.

Conflicts of Interest: The authors have no conflict of interest to declare. The funders had no role
in the design of the study, in the collection, analyses, or interpretation of data, in the writing of the
manuscript, or in the decision to publish the results.

References
1. McDonald, T.A.; Zepeda, M.L.; Tomlinson, M.J.; Bee, W.H.; Ivens, I.A. Subcutaneous administration of biotherapeutics: Current

experience in animal models. Curr. Opin. Mol. Ther. 2010, 12, 461–470.
2. Makalowski, W.; Zhang, J.; Boguski, M.S. Comparative analysis of 1196 orthologous mouse and human full-length mRNA and

protein sequences. Genome Res. 1996, 6, 846–857. [CrossRef] [PubMed]
3. Alvarez, V.; Coto, E.; Setien, F.; Gonzalez, S.; Gonzalez-Roces, S.; Lopez-Larrea, C. Characterization of interleukin-8 receptors in

non-human primates. Immunogenetics 1996, 43, 261–267. [CrossRef]
4. Vargesson, N. Thalidomide-induced teratogenesis: History and mechanisms. Birth Defects Res. C Embryo Today 2015, 105, 140–156.

[CrossRef]
5. Pallocca, G.; Leist, M. Animal Experimentation: Working Towards a Paradigm Change. ALTEX 2019, 36, 148–150.
6. Ingber, D.E. Human organs-on-chips for disease modelling, drug development and personalized medicine. Nat. Rev. Genet. 2022,

23, 467–491. [CrossRef] [PubMed]
7. Pisapia, F.; Balachandran, W.; Rasekh, M. Organ-on-a-Chip: Design and simulation of various microfluidic channel geometries

for the influence of fluid dynamic parameters. Appl. Sci. 2022, 12, 3829. [CrossRef]
8. Haddrick, M.; Simpson, P.B. Organ-on-a-chip technology: Turning its potential for clinical benefit into reality. Drug Discov. Today

2019, 24, 1217–1223. [CrossRef] [PubMed]
9. Cui, P.; Wang, S. Application of microfluidic chip technology in pharmaceutical analysis: A review. J. Pharm. Anal. 2019, 9,

238–247. [CrossRef]
10. Kilic, T.; Navaee, F.; Stradolini, F.; Renaud, P.; Carrara, S. Organs-on-chip monitoring: Sensors and other strategies. Microphysiol.

Syst. 2018, 2, 1–32. [CrossRef]
11. Thompson, D.M.; King, K.R.; Wieder, K.J.; Toner, M.; Yarmush, M.L.; Jayaraman, A. Dynamic gene expression profiling using a

microfabricated living cell array. Anal. Chem. 2004, 76, 4098–4103. [CrossRef]
12. Cong, Y.; Han, X.; Wang, Y.; Chen, Z.; Lu, Y.; Liu, T.; Wu, Z.; Jin, Y.; Luo, Y.; Zhang, X. Drug Toxicity Evaluation Based on

Organ-on-a-chip Technology: A Review. Micromachines 2020, 11, 381. [CrossRef] [PubMed]
13. Yen, M.-H.; Wu, Y.-Y.; Liu, Y.-S.; Rimando, M.; Ho, J.H.-C.; Lee, O.K.-S. Efficient generation of hepatic cells from mesenchymal

stromal cells by an innovative bio-microfluidic cell culture device. Stem Cell Res. Ther. 2016, 7, 1–13. [CrossRef] [PubMed]
14. Ghaemmaghami, A.M.; Hancock, M.J.; Harrington, H.; Kaji, H.; Khademhosseini, A. Biomimetic tissues on a chip for drug

discovery. Drug Discov. Today 2012, 17, 173–181. [CrossRef] [PubMed]
15. Lee, J.; Razu, M.E.; Wang, X.; Lacerda, C.; Kim, J.J. Biomimetic cardiac microsystems for pathophysiological studies and drug

screens. J. Lab. Autom. 2015, 20, 96–106. [CrossRef]
16. Gough, A.; Soto-Gutierrez, A.; Vernetti, L.; Ebrahimkhani, M.R.; Stern, A.M.; Taylor, D.L. Human biomimetic liver microphysiol-

ogy systems in drug development and precision medicine. Nat. Rev. Gastroenterol. Hepatol. 2021, 18, 252–268. [CrossRef]
17. Li, Y.; Sella, C.; Lemaitre, F.; Guille-Collignon, M.; Amatore, C.; Thouin, L. Downstream Simultaneous Electrochemical Detection

of Primary Reactive Oxygen and Nitrogen Species Released by Cell Populations in an Integrated Microfluidic Device. Anal. Chem.
2018, 90, 9386–9394. [CrossRef]

https://doi.org/10.1101/gr.6.9.846
https://www.ncbi.nlm.nih.gov/pubmed/8889551
https://doi.org/10.1007/BF02440993
https://doi.org/10.1002/bdrc.21096
https://doi.org/10.1038/s41576-022-00466-9
https://www.ncbi.nlm.nih.gov/pubmed/35338360
https://doi.org/10.3390/app12083829
https://doi.org/10.1016/j.drudis.2019.03.011
https://www.ncbi.nlm.nih.gov/pubmed/30880172
https://doi.org/10.1016/j.jpha.2018.12.001
https://doi.org/10.21037/mps.2018.01.01
https://doi.org/10.1021/ac0354241
https://doi.org/10.3390/mi11040381
https://www.ncbi.nlm.nih.gov/pubmed/32260191
https://doi.org/10.1186/s13287-016-0371-7
https://www.ncbi.nlm.nih.gov/pubmed/27542358
https://doi.org/10.1016/j.drudis.2011.10.029
https://www.ncbi.nlm.nih.gov/pubmed/22094245
https://doi.org/10.1177/2211068214560903
https://doi.org/10.1038/s41575-020-00386-1
https://doi.org/10.1021/acs.analchem.8b02039


Pharmaceuticals 2023, 16, 1330 17 of 18

18. Weltin, A.; Slotwinski, K.; Kieninger, J.; Moser, I.; Jobst, G.; Wego, M.; Ehret, R.; Urban, G.A. Cell culture monitoring for drug
screening and cancer research: A transparent, microfluidic, multi-sensor microsystem. Lab Chip 2014, 14, 138–146. [CrossRef]

19. Dervisevic, E.; Tuck, K.L.; Voelcker, N.H.; Cadarso, V.J. Recent Progress in Lab-On-a-Chip Systems for the Monitoring of
Metabolites for Mammalian and Microbial Cell Research. Sensors 2019, 19, 5027. [CrossRef]

20. Park, C.; Meghani, N.; Amin, H.; Tran, P.H.; Tran, T.T.; Nguyen, V.H.; Lee, B.J. The roles of short and long chain fatty acids
on physicochemical properties and improved cancer targeting of albumin-based fattigation-platform nanoparticles containing
doxorubicin. Int. J. Pharm. 2019, 564, 124–135. [CrossRef]

21. Foroozandeh, P.; Aziz, A.A. Insight into Cellular Uptake and Intracellular Trafficking of Nanoparticles. Nanoscale Res. Lett. 2018,
13, 1–12. [CrossRef] [PubMed]

22. Liu, G.J.; Simpson, A.M.; Swan, M.A.; Tao, C.; Tuch, B.E.; Crawford, R.M.; Jovanovic, A.; Martin, D.K. ATP-sensitive potassium
channels induced in liver cells after transfection with insulin cDNA and the GLUT2 transporter regulate glucose-stimulated
insulin secretion. FASEB J. 2003, 17, 1682. [CrossRef] [PubMed]

23. Shah, A.H.; Rather, M.A. Effect of calcination temperature on the crystallite size, particle size and zeta potential of TiO2
nanoparticles synthesized via polyol-mediated method. Mater. Today-Proc. 2021, 44, 482–488. [CrossRef]

24. Borzova, V.A.; Markossian, K.A.; Chebotareva, N.A.; Kleymenov, S.Y.; Poliansky, N.B.; Muranov, K.O.; Stein-Margolina, V.A.;
Shubin, V.V.; Markov, D.I.; Kurganov, B.I. Kinetics of Thermal Denaturation and Aggregation of Bovine Serum Albumin. PLoS
ONE 2016, 11, e0153495. [CrossRef] [PubMed]

25. Munaweera, I.; Hong, J.; D’Souza, A.; Balkus, K.J. Novel wrinkled periodic mesoporous organosilica nanoparticles for hydropho-
bic anticancer drug delivery. J. Porous Mater. 2015, 22, 1–10. [CrossRef]

26. Pilco-Ferreto, N.; Calaf, G.M. Influence of doxorubicin on apoptosis and oxidative stress in breast cancer cell lines. Int. J. Oncol.
2016, 49, 753–762. [CrossRef] [PubMed]

27. Susa, M.; Iyer, A.K.; Ryu, K.; Hornicek, F.J.; Mankin, H.; Amiji, M.M.; Duan, Z. Doxorubicin loaded Polymeric Nanoparticulate
Delivery System to overcome drug resistance in osteosarcoma. BMC Cancer 2009, 9, 399. [CrossRef]

28. Mobaraki, M.; Faraji, A.; Zare, M.; Dolati, P.; Ataei, M.; Manshadi, H.R.D. Molecular Mechanisms of Cardiotoxicity: A Review on
the Major Side-effects of Doxorubicin. Indian J. Pharm. Sci. 2017, 79, 335–344. [CrossRef]

29. Park, C.; Baek, N.; Loebenberg, R.; Lee, B.J. Importance of the fatty acid chain length on in vitro and in vivo anticancer activity of
fattigation-platform albumin nanoparticles in human colorectal cancer xenograft mice model. J. Control. Release 2020, 324, 55–68.
[CrossRef]

30. Dowdy, S.C.; Jiang, S.; Zhou, X.C.; Hou, X.; Jin, F.; Podratz, K.C.; Jiang, S.W. Histone deacetylase inhibitors and paclitaxel cause
synergistic effects on apoptosis and microtubule stabilization in papillary serous endometrial cancer cells. Mol. Cancer Ther. 2006,
5, 2767–2776. [CrossRef]

31. Meshkini, A.; Yazdanparast, R. Involvement of oxidative stress in taxol-induced apoptosis in chronic myelogenous leukemia
K562 cells. Exp. Toxicol. Pathol. 2012, 64, 357–365. [CrossRef] [PubMed]

32. Alexandre, J.; Hu, Y.; Lu, W.; Pelicano, H.; Huang, P. Novel action of paclitaxel against cancer cells: Bystander effect mediated by
reactive oxygen species. Cancer Res. 2007, 67, 3512–3517. [CrossRef] [PubMed]

33. Wilson, C.; Gonzalez-Billault, C. Regulation of cytoskeletal dynamics by redox signaling and oxidative stress: Implications for
neuronal development and trafficking. Front. Cell Neurosci. 2015, 9, 381. [CrossRef] [PubMed]

34. Doroshow, J.H. Mechanisms of Anthracycline-Enhanced Reactive Oxygen Metabolism in Tumor Cells. Oxid. Med. Cell Longev.
2019, 2019, 9474823. [CrossRef]

35. He, H.; Wang, L.; Qiao, Y.; Zhou, Q.; Li, H.; Chen, S.; Yin, D.; Huang, Q.; He, M. Doxorubicin Induces Endotheliotoxicity and
Mitochondrial Dysfunction via ROS/eNOS/NO Pathway. Front. Pharmacol. 2019, 10, 1531. [CrossRef] [PubMed]

36. Park, C.; Meghani, N.; Loebenberg, R.; Cui, J.-H.; Cao, Q.-R.; Lee, B.-J. Fatty acid chain length impacts nanonizing capacity of
albumin-fatty acid nanomicelles: Enhanced physicochemical property and cellular delivery of poorly water-soluble drug. Eur. J.
Pharm. Biopharm. 2020, 152, 257–269. [CrossRef] [PubMed]

37. Kang, T.; Park, C.; Meghani, N.; Tran, T.T.D.; Tran, P.H.L.; Lee, B.J. Shear Stress-Dependent Targeting Efficiency Using Self-
Assembled Gelatin-Oleic Nanoparticles in a Biomimetic Microfluidic System. Pharmaceutics 2020, 12, 555. [CrossRef]

38. Filipovic, N.; Nikolic, M.; Sustersic, T. Simulation of organ-on-a-chip systems. In Biomaterials for Organ and Tissue Regeneration;
Elsevier: Amsterdam, The Netherlands, 2020; pp. 753–790.

39. Choi, J.; Yip-Schneider, M.; Albertin, F.; Wiesenauer, C.; Wang, Y.; Schmidt, C.M. The effect of doxorubicin on MEK-ERK signaling
predicts its efficacy in HCC. J. Surg. Res. 2008, 150, 219–226. [CrossRef]

40. Prabha, G.; Raj, V. Sodium alginate-polyvinyl alcohol-bovin serum albumin coated Fe3O4 nanoparticles as anticancer drug
delivery vehicle: Doxorubicin loading and in vitro release study and cytotoxicity to HepG2 and L02 cells. Mater. Sci. Eng. C Mater.
Biol. Appl. 2017, 79, 410–422. [CrossRef]

41. Choi, J.S.; Piao, Y.J.; Kang, K.W. Effects of quercetin on the bioavailability of doxorubicin in rats: Role of CYP3A4 and P-gp
inhibition by quercetin. Arch. Pharm. Res. 2011, 34, 607–613. [CrossRef]

42. Wen, S.H.; Su, S.C.; Liou, B.H.; Lin, C.H.; Lee, K.R. Sulbactam-enhanced cytotoxicity of doxorubicin in breast cancer cells. Cancer
Cell Int. 2018, 18, 128. [CrossRef] [PubMed]

https://doi.org/10.1039/C3LC50759A
https://doi.org/10.3390/s19225027
https://doi.org/10.1016/j.ijpharm.2019.04.038
https://doi.org/10.1186/s11671-018-2728-6
https://www.ncbi.nlm.nih.gov/pubmed/30361809
https://doi.org/10.1096/fj.02-0051fje
https://www.ncbi.nlm.nih.gov/pubmed/12958175
https://doi.org/10.1016/j.matpr.2020.10.199
https://doi.org/10.1371/journal.pone.0153495
https://www.ncbi.nlm.nih.gov/pubmed/27101281
https://doi.org/10.1007/s10934-014-9897-1
https://doi.org/10.3892/ijo.2016.3558
https://www.ncbi.nlm.nih.gov/pubmed/27278553
https://doi.org/10.1186/1471-2407-9-399
https://doi.org/10.4172/pharmaceutical-sciences.1000235
https://doi.org/10.1016/j.jconrel.2020.05.001
https://doi.org/10.1158/1535-7163.MCT-06-0209
https://doi.org/10.1016/j.etp.2010.09.010
https://www.ncbi.nlm.nih.gov/pubmed/21074392
https://doi.org/10.1158/0008-5472.CAN-06-3914
https://www.ncbi.nlm.nih.gov/pubmed/17440056
https://doi.org/10.3389/fncel.2015.00381
https://www.ncbi.nlm.nih.gov/pubmed/26483635
https://doi.org/10.1155/2019/9474823
https://doi.org/10.3389/fphar.2019.01531
https://www.ncbi.nlm.nih.gov/pubmed/31998130
https://doi.org/10.1016/j.ejpb.2020.05.011
https://www.ncbi.nlm.nih.gov/pubmed/32422167
https://doi.org/10.3390/pharmaceutics12060555
https://doi.org/10.1016/j.jss.2008.01.029
https://doi.org/10.1016/j.msec.2017.04.075
https://doi.org/10.1007/s12272-011-0411-x
https://doi.org/10.1186/s12935-018-0625-9
https://www.ncbi.nlm.nih.gov/pubmed/30202239


Pharmaceuticals 2023, 16, 1330 18 of 18

43. Raymond, E.; Hanauske, A.; Faivre, S.; Izbicka, E.; Clark, G.; Rowinsky, E.K.; Von Hoff, D.D. Effects of prolonged versus
short-term exposure paclitaxel (Taxol) on human tumor colony-forming units. Anticancer Drugs 1997, 8, 379–385. [CrossRef]
[PubMed]

44. Shord, S.S.; Camp, J.R. Intravenous administration of paclitaxel in Sprague-Dawley rats: What is a safe dose? Biopharm. Drug
Dispos. 2006, 27, 191–196. [CrossRef] [PubMed]

45. Farooqi, H.M.U.; Kang, B.; Khalid, M.A.U.; Salih, A.R.C.; Hyun, K.; Park, S.H.; Huh, D.; Choi, K.H. Real-time monitoring of liver
fibrosis through embedded sensors in a microphysiological system. Nano Converg. 2021, 8, 3. [CrossRef] [PubMed]

46. Khalid, M.A.U.; Kim, K.H.; Chethikkattuveli Salih, A.R.; Hyun, K.; Park, S.H.; Kang, B.; Soomro, A.M.; Ali, M.; Jun, Y.; Huh, D.;
et al. High performance inkjet printed embedded electrochemical sensors for monitoring hypoxia in a gut bilayer microfluidic
chip. Lab Chip 2022, 22, 1764–1778. [CrossRef]

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

https://doi.org/10.1097/00001813-199704000-00011
https://www.ncbi.nlm.nih.gov/pubmed/9180392
https://doi.org/10.1002/bdd.503
https://www.ncbi.nlm.nih.gov/pubmed/16566060
https://doi.org/10.1186/s40580-021-00253-y
https://www.ncbi.nlm.nih.gov/pubmed/33528697
https://doi.org/10.1039/D1LC01079D

	Introduction 
	Results and Discussion 
	Identification of AOC and Physicochemical Properties of AONs 
	Identification of AOCs 
	Physicochemical Properties of AONs 

	Cellular Efficacy According to Shear Stress and Drug Type 
	Real-Time ROS Sensing of Anticancer Drugs with Different Solubility 
	Correlation of Cellular Viability and Real-Time ROS Occurrence 

	Materials and Methods 
	Materials 
	Preparation of AONs, DOX-AONs, and PTX-AONs 
	Synthesis of AOC 
	Conversion of AOCs to AONs Using a Desolvation Method 
	Preparation of Drug-Loaded AONs 

	Physicochemical Properties of NPs 
	Fourier Transform-Infrared (FT-IR) Spectrometer 
	Particle Size and Zeta Potential Measurements 
	Loading Content (LC) and Encapsulation Efficiency (EE) 
	Morphologies of NPs using FE-TEM and FE-SEM 

	Establishment of Biomimetic Microfluidic System with Real-Time ROS Sensor Chip 
	Biomimetic Microfluidic System Calibration 
	Cell Culture in a Real-Time ROS Sensor Chip 
	Cellular Viability Assay 
	Real-Time Sensing of the Generated ROS 

	Cellular Images Using Confocal Laser Scanning Microscopy 

	Conclusions 
	References

