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Abstract: The enhanced and direct immobilization of the enzyme horseradish peroxidase on poly(methyl
methacrylate) (PMMA) microchannel surfaces to create a miniaturized enzymatic reactor for the
biocatalytic oxidation of phenols is demonstrated. Enzyme immobilization occurs by physical
adsorption after oxygen plasma treatment, which micro-nanotextures the PMMA surfaces. A five-
fold enhancement in immobilized enzyme activity was observed, attributed to the increased surface
area and, therefore, to a higher quantity of immobilized enzymes compared to an untreated PMMA
surface. The enzymatic reaction yield reached 75% using a flow rate of 2.0 µL/min for the reaction
mixture. Additionally, the developed microreactor was reused more than 16 times without affecting
the enzymatic conversion yield. These results demonstrate the potential of microchannels with
plasma micro/nanotextured surfaces for the rapid and facile fabrication of microfluidic enzymatic
microreactors with enhanced catalytic activity and stability.

Keywords: plasma nanotexturing; enzyme immobilization; enzymatic microreactor; horseradish
peroxidase; 4-phenyl-azo-phenol oxidation

1. Introduction

The term “immobilization of enzymes” was adopted in 1971 during the first En-
zyme Engineering Conference and refers to the restriction of an enzyme to a phase (ma-
trix/support) different from its substrate and the enzymatic reaction products [1]. The
stability of immobilized enzymes and their ability to be reused were first explored by
Grubhofer and Schelth, who studied the covalent binding of various enzymes such as car-
boxypeptidase, diastase, pepsin, and ribonuclease onto diazotized polyaminopolystyrene
resin [2]. Since then, immobilized enzymes have had several applications, offering an
enhanced level of control over the catalyzed reaction, reduced product contamination by
the enzyme, and the suppression of undesirable side reactions [3,4]. However, the most
significant advantage of immobilized enzymes is their ability to be reused without the need
for complicated procedures, such as isolation from post-reaction mixtures. Additionally,
with the careful selection of supporting materials and immobilization procedures, immobi-
lized enzymes can be more stable and resistant to denaturation than enzymes in the liquid
phase [5].

Although immobilized enzymes have been widely exploited in large-volume biore-
actors for industrial applications, their incorporation into microfluidic devices has led to
microfluidic immobilized enzyme reactors (µIMERs), which have been applied in numerous
lab-scale processes ranging from proteomic studies to the development of biosensors [6–17].
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The internal structure of these µIMERs typically falls into three categories: wall-coated,
monolithic, and packed-bed types [10]. Wall-coated µIMERs offer the advantage of a low-
pressure drop across the liquid flow and greater mechanical stability compared to the other
two types. However, they are characterized by a lower surface-to-volume ratio, which
negatively affects the yield of the enzymatic conversion.

An approach to increase the surface-to-volume ratio in wall-coated µIMERs is to
structure the microreactor walls. Several methods can achieve this, including modifying the
inner wall with nanostructured materials, such as dopamine, gold nanoparticles, graphene,
graphene oxide, nanosprings, etc. [10,18]. Alternatively, increasing the enzyme loading
onto the microreactor walls can be achieved by creating multiple immobilization layers
through a process referred to as layer-by-layer assembly [19,20].

Another critical parameter that influences the performance of wall-coated µIMERs is
the method of enzyme immobilization. Several techniques have been developed, including
physical adsorption, covalent bonding, bio-affinity interaction, entrapment/encapsulation,
and enzyme cross-linking [21–23]. The method of choice largely depends on the mate-
rials used to fabricate the µIMERs. Today, the most commonly used materials for en-
zyme microreactors are polymers such as polystyrene (PS) [24], poly(methyl methacrylate)
(PMMA) [25], cyclo olefin copolymers [26], or silicon-containing polymers such as poly-
dimethylsiloxane (PDMS) [22,27]. Polymeric surfaces are generally chemically inert and
require chemical modification to permit enzyme immobilization. Common polymer treat-
ment techniques employed for chemical activation include both wet and dry chemistry
methods, such as UV irradiation, ozone, corona discharge, and plasma treatments [28,29].

Plasma processing is widely used to create functional groups such as NHx, C=O,
COOH, and OH on polymeric surfaces by employing appropriate gas mixtures, which
etch or deposit material on the surface [30]. Our group has pioneered plasma treatment
procedures that achieve the chemical activation and micro-nanotexturing of polymeric
surfaces [31–34]. These surfaces offer a higher biomolecule binding efficiency compared
to planar surfaces due to an increased surface area [35], while also enabling covalent
binding through appropriate surface chemistry [34]. Although these surfaces have been
used as solid supports for protein microarrays [34], differential cell adhesion [36,37], and
bacteria isolation [38], they have not yet been investigated as solid supports for microfluidic
immobilized enzyme reactors.

In this work, a microfluidic reactor was fabricated on poly(methyl methacrylate) sur-
faces through micro-milling followed by treatment with oxygen plasma to introduce micro-
nanotexturing, thereby increasing the surface area for enzyme immobilization (Figure 1).
Horseradish peroxidase (HRP) was employed as a model enzyme, and different immobiliza-
tion approaches were investigated to determine which provided the highest values in terms
of immobilized enzyme quantity and activity. The latter was determined using an HRP pre-
cipitating substrate and quantifying the color developed through reflectance/absorbance
measurements performed using an instrument equipped with an integrating sphere cou-
pled to a spectrometer. Once the optimum enzyme immobilization conditions were es-
tablished, HRP was immobilized onto the micro-nanotextured microreactor walls, and
the catalytic oxidation of 4-phenylazophenol was monitored. This particular reaction was
selected due to the increased interest in developing microreactors for the oxidation of
phenolic compounds to less harmful substances [39–41]. To evaluate the enzymatic reaction
yield, the microreactor outlet was fed into a flow cell connected to a light source and a
spectrometer via optical fibers, and the light intensity at 347 nm, corresponding to the
absorbance peak of 4-phenylazophenol, was monitored. The effects of several parameters,
including the volume of the 4-phenylazophenol solution and its flow rate through the
microreactor, on the enzymatic reaction yield were investigated, and the possibility of
reusing the microreactor was also evaluated.
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Figure 1. (a) Schematic presentation of microreactor fabrication procedure. (b) Image of the micro-
reactor created on a 2 mm thick PMMA substrate prior to cover lamination (left) and of the stencil 
mask engraved on a 0.5 mm thick PMMA substrate (right). The stencil is placed on top of the mi-
croreactor during the plasma micro-nanotexturing step, as shown in (a). 

2. Results 
2.1. Plasma Micro-Nanotexturing and Enzyme Immobilization on PMMA Open Surfaces 

Oxygen plasma etching in an RIE reactor was employed to micro-nanotexture 
PMMA surfaces, creating solid supports with an increased surface area for enzyme im-
mobilization. The formation of this micro-nanotexture results from the deposition of sili-
con oxide particles on the surface, which act as local etching inhibitors. This leads to local 
variability in the etching rate and, consequently, the creation of surface roughness. The 
presence of silicon oxides on oxygen-plasma-treated polymeric materials is supported by 
XPS analysis results presented in previous publications [31–34]. SEM images of an un-
treated PMMA surface and PMMA surfaces treated with oxygen plasma for 1 and 10 min 
are shown in Figure 2. These SEM images demonstrate the progressive creation of micro-
nanotexture on the initially flat PMMA surfaces (Figure 2a), resulting in micro-nano struc-
tures with heights of 0.3 µm (Figure 2b) and 1.3 µm (Figure 2c), respectively, as the dura-
tion of the oxygen plasma treatment increases from 1 to 10 min. The images of the un-
treated surfaces were obtained at a low magnification to demonstrate the smoothness of 
the surface, while the plasma-treated surfaces were imaged at a higher magnification to 
show the relative size and density of structures created. The immobilized enzyme activity 
was evaluated using a precipitating HRP substrate, the metal-enhanced DAB substrate. 
This HRP substrate contains cobalt chloride and nickel chloride in a special formulation 
that results in the formation of a dark brown/black precipitating product in the presence 
of HRP. First the incubation duration with the DAB HRP substate was optimized using 10 
min oxygen-plasma-treated PMMA surfaces without HRP to determine the blank signal 
and with HRP to determine the specific signal. From the results presented in Figure S1, it 
can be concluded that the net signal (i.e., the signal from the HRP-coated surfaces minus 
that from the non-coated surfaces) increases as the incubation time increases from 5 to 15 
min. When the incubation duration was extended to 30 min, the net signal remained the 
same as that for a 15 min incubation due to a considerable increase in the non-specific 
signal. Therefore, a 15 min incubation the DAB HRP substrate was selected for further 
experimentation. 

Figure 1. (a) Schematic presentation of microreactor fabrication procedure. (b) Image of the microre-
actor created on a 2 mm thick PMMA substrate prior to cover lamination (left) and of the stencil mask
engraved on a 0.5 mm thick PMMA substrate (right). The stencil is placed on top of the microreactor
during the plasma micro-nanotexturing step, as shown in (a).

2. Results
2.1. Plasma Micro-Nanotexturing and Enzyme Immobilization on PMMA Open Surfaces

Oxygen plasma etching in an RIE reactor was employed to micro-nanotexture PMMA
surfaces, creating solid supports with an increased surface area for enzyme immobilization.
The formation of this micro-nanotexture results from the deposition of silicon oxide particles
on the surface, which act as local etching inhibitors. This leads to local variability in the
etching rate and, consequently, the creation of surface roughness. The presence of silicon
oxides on oxygen-plasma-treated polymeric materials is supported by XPS analysis results
presented in previous publications [31–34]. SEM images of an untreated PMMA surface and
PMMA surfaces treated with oxygen plasma for 1 and 10 min are shown in Figure 2. These
SEM images demonstrate the progressive creation of micro-nanotexture on the initially
flat PMMA surfaces (Figure 2a), resulting in micro-nano structures with heights of 0.3 µm
(Figure 2b) and 1.3 µm (Figure 2c), respectively, as the duration of the oxygen plasma
treatment increases from 1 to 10 min. The images of the untreated surfaces were obtained at
a low magnification to demonstrate the smoothness of the surface, while the plasma-treated
surfaces were imaged at a higher magnification to show the relative size and density of
structures created. The immobilized enzyme activity was evaluated using a precipitating
HRP substrate, the metal-enhanced DAB substrate. This HRP substrate contains cobalt
chloride and nickel chloride in a special formulation that results in the formation of a dark
brown/black precipitating product in the presence of HRP. First the incubation duration
with the DAB HRP substate was optimized using 10 min oxygen-plasma-treated PMMA
surfaces without HRP to determine the blank signal and with HRP to determine the specific
signal. From the results presented in Figure S1, it can be concluded that the net signal
(i.e., the signal from the HRP-coated surfaces minus that from the non-coated surfaces)
increases as the incubation time increases from 5 to 15 min. When the incubation duration
was extended to 30 min, the net signal remained the same as that for a 15 min incubation
due to a considerable increase in the non-specific signal. Therefore, a 15 min incubation the
DAB HRP substrate was selected for further experimentation.
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annealed PMMA surfaces. Scale bars have been included to indicate the relative size of the mi-
cro/nanostructures created by the plasma treatment. (d–f) Optical microscope images from un-
treated (d), 1 min (e), and 10 min (f) oxygen-plasma-treated and annealed PMMA surfaces to which 
HRP has been immobilized after incubation with precipitating metal-enhanced DAB HRP substrate. 
Images were obtained using an optical microscope (AxioImager.A1m; Carl Zeiss, Hamburg, Ger-
many) equipped with a 5× lens and a Sony Cybershot digital camera (Sony Group Corporation; 
Minato City, Tokyo, Japan). 

The plasma processing duration was optimized based on the intensity of the colored 
layer formed by the precipitate deposited onto the surfaces as a result of the reaction be-
tween the immobilized enzyme and the DAB substrate. This intensity was measured using 
an integrating sphere and will be referred to as absorbance at 410 nm (A 410 nm). Figure 
3 presents the absorbance at 410 nm as a function of the oxygen plasma treatment dura-
tion. As shown, maximum absorbance values were obtained from the surfaces treated 
with oxygen plasma for at least 10 min. Extending the plasma treatment beyond 10 min 
resulted in only a marginal increase in the precipitate intensity. Therefore, 10 min oxygen-
plasma-treated surfaces were selected. 

Figure 2. (a–c) SEM images from untreated (a), 1 min (b), and 10 min (c) oxygen-plasma-treated
and annealed PMMA surfaces. Scale bars have been included to indicate the relative size of the
micro/nanostructures created by the plasma treatment. (d–f) Optical microscope images from
untreated (d), 1 min (e), and 10 min (f) oxygen-plasma-treated and annealed PMMA surfaces to
which HRP has been immobilized after incubation with precipitating metal-enhanced DAB HRP
substrate. Images were obtained using an optical microscope (AxioImager.A1m; Carl Zeiss, Hamburg,
Germany) equipped with a 5× lens and a Sony Cybershot digital camera (Sony Group Corporation;
Minato City, Tokyo, Japan).

Images of the colored precipitating product formed after HRP immobilization through
adsorption onto untreated and oxygen-plasma-treated PMMA surfaces for 1 and 10 min
are also provided in Figure 2. The images were acquired with an optical microscope
at five times magnification to demonstrate the increase in color intensity, indicating a
corresponding increase in the quantity of enzymes immobilized on the micro/nanotextured
PMMA surfaces compared to the untreated ones. The optical microscope images also reveal
the relatively homogeneous coverage of the surface by the precipitate from the enzymatic
reaction, further indicating a uniform distribution of the enzyme across the surface.

The plasma processing duration was optimized based on the intensity of the colored
layer formed by the precipitate deposited onto the surfaces as a result of the reaction
between the immobilized enzyme and the DAB substrate. This intensity was measured
using an integrating sphere and will be referred to as absorbance at 410 nm (A 410 nm).
Figure 3 presents the absorbance at 410 nm as a function of the oxygen plasma treatment
duration. As shown, maximum absorbance values were obtained from the surfaces treated
with oxygen plasma for at least 10 min. Extending the plasma treatment beyond 10 min
resulted in only a marginal increase in the precipitate intensity. Therefore, 10 min oxygen-
plasma-treated surfaces were selected.

2.2. Selection of Method for HRP Immobilization to Oxygen-Plasma-Treated PMMA Surfaces

After selecting the oxygen-plasma-treated PMMA surface, the optimal HRP immobi-
lization method was explored. In addition to physical adsorption, covalent bonding and
affinity immobilization were tested. The covalent bonding method relied on the presence of
carboxyl groups on the surface of the oxygen-plasma-treated PMMA, which were activated
with a mixture of EDC/NHS to form active esters that could readily react with the amine
groups on the HRP molecule. For the affinity-based immobilization approach, HRP was
biotinylated to enable binding to PMMA surfaces modified with streptavidin.
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Figure 3. Absorbance values at 410 nm versus the duration of the PMMA surfaces’ exposure to
oxygen plasma after incubation with a 200 µg/mL HRP solution at RT for 2 h. Immobilized HRP was
detected through reaction with DAB precipitating HRP substrate for 15 min. Each point corresponds
to mean value of triplicate measurements ± standard deviation.

The absorbance values obtained from the PMMA surfaces treated for 10 min with
oxygen plasma, with HRP immobilized through the three methods, are presented in
Figure 4. For the affinity binding method, two concentrations of streptavidin were tested to
ensure plateau values were reached. HRP was also immobilized by physical adsorption
on untreated PMMA for comparison. As shown in Figure 4, the highest absorbance
value was achieved with the oxygen-plasma-treated PMMA surfaces for which HRP was
immobilized via covalent bonding. These values were four times higher than those for the
untreated surfaces and 25% higher than those obtained from the oxygen-plasma-treated
PMMA surfaces with HRP immobilized by physical adsorption. Compared to the untreated
surfaces, the oxygen-plasma-treated ones provided a five-fold increase in signal for HRP
immobilization through physical adsorption.
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the immobilized enzyme was assessed through a reaction with the DAB HRP substrate. 
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Figure 4. Absorbance values at 410 nm obtained from surfaces on which HRP has been immobi-
lized through adsorption on untreated PMMA surfaces (column 1), adsorption on PMMA surfaces
treated with oxygen plasma for 10 min (column 2), covalent binding on EDC/NHS-activated PMMA
surfaces treated with oxygen plasma for 10 min (column 3), and affinity binding of biotinylated
HRP on PMMA surfaces treated with oxygen plasma for 10 min and modified with 0.5 mg/mL
(column 4) or 1.0 mg/mL streptavidin solution (column 5). All surfaces have been incubated for
15 min with the precipitating DAB HRP solution. Each point corresponds to mean value of triplicate
measurements ± SD.
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Affinity immobilization on the oxygen-plasma-treated surfaces yielded the lowest
values compared to the other two methods. This result was somewhat unexpected, as
affinity immobilization typically preserves enzyme activity better than physical adsorption
or covalent bonding since the enzyme does not directly interact with the surface. However,
it appears that lower amounts of enzyme were attached to the surface, likely due to
steric hindrance that limited the access of biotinylated HRP to streptavidin binding sites.
This was supported by the observation that the maximum plateau values were achieved
for HRP concentrations of 100 µg/mL or higher with affinity immobilization, whereas
physical adsorption and covalent bonding required HRP concentrations of 200 µg/mL or
higher (Figure S2).

Another contributing factor may be the negative impact of biotinylation on enzyme
activity, particularly if biotin moieties are located near the enzyme’s active site. Indeed,
tests conducted in the liquid phase using a soluble HRP substrate (ABTS) confirmed
that the activity of biotinylated HRP was 20% lower than that of non-biotinylated HRP.
Although covalent bonding provided the highest signals, physical adsorption was selected
for enzyme immobilization within the microreactor channel as the simplest and most
cost-effective method.

2.3. Optimization of HRP Immobilization by Physical Adsorption

For the selected micro/nanotextured PMMA surfaces and HRP immobilization method,
the duration of incubation with the HRP solution was determined. A 200 µg/mL HRP solu-
tion, which, according to the results presented in Figure S2, provided nearly the maximum
plateau signal values, was used, and incubation times ranging from 1 to 18 h were tested.
As shown in Figure S3, a 2 h incubation period with the HRP solution at room temperature
(RT) was sufficient to achieve the maximum plateau signal values and was therefore chosen
for enzyme immobilization through physical adsorption.

2.4. Comparison with the Untreated PMMA Surfaces

The selected micro/nanotextured PMMA surfaces were compared to the untreated
ones in terms of their capacity for HRP immobilization by physical adsorption and the
enzymatic activity of the immobilized HRP. Both types of surfaces were coated with
HRP solutions at concentrations ranging from 50 to 1000 µg/mL for 2 h. The amount
of immobilized enzyme was determined using the BCA method, while the enzymatic
activity of the immobilized enzyme was assessed through a reaction with the DAB HRP
substrate. As shown in Figure 5a, which presents the density of immobilized HRP per unit
of surface area relative to the HRP concentration in the coating solution, the values obtained
across the entire concentration range tested on the oxygen plasma micro/nanotextured
surfaces were five times higher than those observed on the untreated surfaces. Moreover,
while the untreated surfaces appeared to saturate at a 200 µg/mL HRP concentration,
the oxygen-plasma-treated surfaces showed a slight increase in signal with higher HRP
concentrations. A similar trend is observed when the enzymatic activity of the immobilized
enzyme was measured (Figure 5b). Additionally, the five-fold difference in enzymatic
activity between the oxygen-plasma-treated and untreated surfaces indicates that the
plasma-treated surfaces immobilized five times more HRP than the untreated ones.

2.5. Evaluation of Plasma-Nanotextured Microreactor Performance

The evaluation of the HRP microreactor was conducted through the catalytic oxidation
of 4-phenylazophenol. For this purpose, mixtures of 4-phenylazophenol and H2O2 were
introduced into the microreactor at a constant flow rate, and the catalytic reaction efficiency
was assessed by recording the absorbance peaks at 347 nm of the solution exiting the
microreactor after reacting with the immobilized HRP. A total sample volume of 3 µL was
introduced into the microreactor.
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Figure 5. (a) HRP quantity per unit of surface area versus the HRP concentration in the coating
solution determined for untreated (red circles) and PMMA surfaces treated with oxygen plasma for
10 min (black squares). The surfaces were incubated for 2 h with the HRP solutions and then for
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Each point corresponds to mean value of triplicate measurements ± standard deviation.

The most critical parameter for optimizing the microreactor’s catalytic activity was
the flow rate of the 4-phenylazophenol/H2O2 mixture. Flow rates ranging from 2.0 to
30 µL/min were tested. Figure 6 shows the elution profiles of the mixture at flow rates of
2.0 µL/min (Figure 6a) and 7.5 µL/min (Figure 6b) of both the non-modified (red line) and
HRP-modified microreactors (black line). In all cases, two sequential injections were used.
The maximum absorbance peak was detected 6.0 and 2.5 min after each injection for flow
rates of 2.0 µL/min and 7.5 µL/min, respectively. Additionally, Figure 6 clearly shows that
the absorbance peak area decreased when the reaction mixture passed through the plasma
micro/nanotextured microreactor modified with HRP compared to when it passed through
a microchannel that was not modified with the enzyme.
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The absorbance peak area value of the HRP-modified microreactor (PHRP) and the re-
spective peak area value of the non-modified microreactor (PNOHRP) were used to calculate
the conversion percentage of 4-phenylazophenol for each tested flow rate. The conversion
percentage was determined using the following equation:

%Conversion = 1−
[

PHRP
PNOHRP

]
× 100

The conversion percentage values as a function of the HRP substrate flow rate are
presented in Figure 7. As expected, the conversion percentage was inversely proportional to
the flow rate; the highest conversion percentage was achieved at the lowest flow rate, with
75% conversion at 2.0 µL/min. At the highest flow rate tested (30 µL/min), the conversion
percentage was less than 10%.
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Another parameter expected to affect the performance of the enzymatic microreactor is
the sample volume. The sample volume cannot exceed the total volume of the microreactor
channel, which is 16 µL. It was observed that increasing the sample volume from 3 µL to
6 µL and then to 10 µL resulted in a decrease in the conversion percentage, from 75% to
40% and then to 20%, respectively. Therefore, to achieve the highest conversion percentage,
the sample volume should be kept as low as possible.

The possibility of reusing the HRP-modified microreactor was also assessed. Figure 6
shows the results of two injections of the 4-phenylazophenol/H2O2 mixture, indicating
that there is no significant loss in the activity of the immobilized enzyme, allowing the
microreactor to be used multiple times. Specifically, it was found that a single microreactor
could be reused at least 16 times without a statistically significant effect on the conversion
percentage of 4-phenylazophenol (Figure S4).

Additionally, the stability of the enzyme immobilized on the oxygen plasma mi-
cro/nanotextured surface was evaluated. For this purpose, microreactors modified with
HRP were stored in a refrigerator at 4 ◦C under a controlled level of humidity for 15 days
before testing their ability to convert 4-phenylazophenol. Compared to the catalytic activity
of microreactor chips used immediately after HRP immobilization, the catalytic activity of
the chips after 15 days of storage ranged from 84% to 89%.



Molecules 2024, 29, 4736 9 of 15

3. Discussion

The performance of an enzyme microfluidic reactor is primarily defined by two parameters:
its microfluidic design and the immobilization of the enzyme [10]. From the perspective of
microfluidic design, the serpentine channel adopted in this work offers the advantage of
increasing the microchannel surface area without enlarging the device’s overall footprint, as
would be the case with a straight microchannel. To further enhance the performance of the
designed enzyme microfluidic reactor, the bottom of the channel was micro/nanotextured
via oxygen plasma treatment, a process that has been shown to create brush-like structures.
These structures can reach lengths of several micrometers while having widths of only a few
nanometers [31–33]. The width of the structures is determined by the size of silicon oxide
particles sputtered onto the substrate during exposure to oxygen plasma, while the length
increases with treatment time (Figure 2), leading to an increase in the active surface area.
However, there is a point at which these structures begin to collapse and merge, resulting
in the stabilization of or even the reduction in the available surface area [33,34]. For the
substrate and biomolecule used in this study, this point is reached after 10 min of the oxygen
plasma treatment. At this stage, compared to the untreated surfaces, the PMMA surfaces
treated with oxygen plasma for 10 min exhibit an approximately five times greater active
surface area [33,34]. This increase in the active-to-projected surface area ratio is reflected in
both the amount of HRP immobilized and the activity of the immobilized enzyme.

Another critical parameter influencing the performance of enzymatic microfluidic
reactors is the method of enzyme immobilization [10,21–23]. Among the various methods
available, this study explores physical adsorption, covalent bonding, and affinity immobi-
lization through the biotin–streptavidin system. Covalent bonding primarily depends on
the carboxyl groups formed on the PMMA structures during the oxygen plasma treatment
and requires the transformation of these groups into active esters to enable their reaction
with the free amine groups on the enzyme molecules. Physical adsorption, on the other
hand, is simpler since it does not require additional surface treatment. Furthermore, based
on our previous findings, oxygen plasma treatment endows the PMMA surface with highly
reactive carbonyl groups that may also contribute to enzyme immobilization. However,
it is challenging to experimentally determine the extent to which covalent bonding con-
tributes to enzyme attachment. This combination of physical adsorption, which is known
to induce changes in protein conformation, and covalent bonding could explain why the
enzymatic activity of the physically adsorbed enzyme was 25% lower than that of the
covalently attached enzyme. An unexpected finding was that affinity binding through the
biotin–streptavidin system resulted in significantly lower enzymatic activity (almost 50%
less than that of covalent bonding), despite the expectation that this method would better
preserve the enzyme’s native configuration and activity. This reduced activity, along with
the observation that the amount of biotinylated enzyme required to reach the maximum
plateaued signal was half that of the amounts required for physical adsorption and cova-
lent bonding, suggests that a smaller quantity of a less active enzyme was immobilized
using this approach. The loss of enzyme activity could be attributed to biotinylation near
the enzyme’s active site. Despite the higher immobilized enzyme activity achieved by
covalent bonding, physical adsorption was selected for the continuation of the study due
to its simplicity.

The final evaluation of the HRP microreactor was performed by running a mixture
of 4-phenylazophenol and H2O2 at a constant flow rate while monitoring the catalytic
reaction by spectroscopically detecting the enzymatic reaction product at the microfluidic
outlet. As expected, the yield of the enzymatic reaction was influenced by the flow rate
of the reaction mixture. The highest enzymatic conversion rate (approximately 75%) was
achieved at the lowest flow rate used (2.0 µL/min). This conversion rate is slightly lower
than those reported for other enzymatic microreactors in the literature, according to which
conversion rates of up to 90% have been noted [10]. It is important to mention that these
microreactors use different enzymes and have very different configurations compared to the
one proposed here. Lower flow rates could potentially increase the enzymatic conversion
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rate further, but with the experimental setup used, it was not possible to maintain a stable
flow at lower rates. Moreover, at lower flow rates, the increased time required to run
the sample through the microreactor would counterbalance the increase in enzymatic
conversion rate. From a performance perspective, the possibility of reusing the proposed
enzymatic microreactor without a decline in the conversion rate is also of great importance.
Although the microreactor was tested only 16 times, the fact that the enzyme activity did
not deteriorate suggests that both the amount and activity of the immobilized enzyme are
well preserved. In summary, the simple fabrication method, direct enzyme immobilization,
stable enzymatic activity, and high conversion rate are the key advantages of the enzymatic
microreactor presented in this work.

4. Material and Methods
4.1. Materials

Poly(methyl methacrylate) (PMMA) plates that were 2 mm thick were purchased from
IRPEN (Alcalá de Henares, Spain). Horseradish peroxidase (HRP, VI-A), 2,2′-azino-bis(3-
ethylbenzothiazoline-6-sulfonic acid) diammonium salt (ABTS), and 4-phenylazophenol
were purchased from Sigma-Aldrich (Darmstadt, Germany). ImmunoPure® metal en-
hanced DAB peroxidase substrate working solution, Pierce™ BCA Protein Assay Kit,
1-ethyl-3-[3-dimethylaminopropyl]carbodiimide hydrochloride (EDC), N-hydroxysulfosu
ccinimide (sulfo-NHS), ImmunoPure® streptavidin, and sulfosuccinimidyl-6-[biotin-amido]
hexanoate (sulfo-NHS-LC-biotin) were purchased from Thermo Fisher Scientific Inc. (Waltham,
MA, USA). All other reagents were of analytical grade and were purchased from Merck
KGaA (Darmstadt, Germany).

4.2. Fabrication of Open PMMA Surfaces

The PMMA plates were cut in pieces with diameter of 4.5 × 5.5 cm2 and ultrasonically
cleaned in isopropyl alcohol and deionized water. On each piece, six wells were fabricated
by hot embossing in a hydraulic press (Carver model 3850 CE) using an aluminum stamp
with six pillars with dimensions of 5 mm × 5 mm × 1.5 mm (LxWXH). The embossing
was performed by applying pressure of 140 kp/cm2 at a temperature of 135 ◦C for 20 min,
followed by slow cooling to room temperature (RT) prior to PMMA plates being separated
from the aluminum stamp. The wells formed this way had capacity of 37.5 µL. A schematic
of the open plasma nanotextured PMMA surfaces’ fabrication procedure is provided
in Figure S4.

Oxygen plasma processing was performed in a Nextral reactive ion etching (RIE)
reactor under anisotropic etching conditions (plasma power of 400 W at 13.56 MHz and
pressure of 10 mTorr). After that, a thermal annealing step was performed at 110 ◦C for 1 h
to stabilize the contact angle while preserving most of the carbonyl and carboxyl functional
groups [34]. Water contact angles were measured in triplicate at ambient atmospheric
conditions using 5 µL water drops in a GBX-DIGIDROP apparatus. An FEG-SEM (samples
viewed at 80◦ tilt) was used for surface topographical characterization of the plasma-treated
surfaces. The height of the structures formed was calculated by the instrument software
from cross-view images obtained at the edge of the substrates.

4.3. Microreactor Fabrication Process

The microreactor consists of a channel with 17 meanders with depth of 158± 30 µm,
width of 500 µm, total length of 8 cm, and volume capacity of 16 µL, fabricated on 2 mm
thick PMMA sheets by micromilling. The PMMA sheet with the milled microreactor is
subjected to a 10 min long oxygen plasma processing step through a stencil mask prepared
on 0.5 µm thick PMMA sheets. Thus, upon exposure to oxygen plasma, the surface
roughening and functionalization are restricted inside the microchannel, while the surface
outside the microchannel remains smooth to facilitate sealing by lamination of a pressure-
sensitive-adhesive film. After plasma exposure, an annealing step at 110 ◦C for 1 h is
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performed. The microreactor fabrication process is schematically depicted in Figure 1a, and
an image of the actual microreactor and the PMMA stencil mask are provided in Figure 1b.

4.4. Immobilization of HRP on Open PMMA Surfaces
4.4.1. Physical Adsorption

Immobilization of HRP on PMMA surfaces (untreated, oxygen plasma treated, and
oxygen plasma treated and annealed) by physical adsorption was performed by manual
deposition of 25 µL of a 200 µg/mL HRP solution in 100 mM phosphate buffer (pH 7.4) and
incubation at RT in a humidity chamber. After that, the surfaces were washed three times
with 100 mM phosphate buffer at a pH of 7.4 (washing buffer) to remove any unbound
enzyme from the surface, prior to determination of immobilized enzyme activity.

4.4.2. Covalent Bonding through EDC/NHS

For the covalent immobilization of HRP on the oxygen-plasma-treated PMMA sur-
faces, activation of the carboxyl groups was performed through incubation with a mixture
containing 10 mM EDC and 5 mM sulfo-NHS in 0.1 M MES buffer at a pH of 5.0 for 1 h at
RT. After washing them to remove excess reagents, the surfaces were incubated for 2 h in a
humidity chamber with a 200 µg/mL HRP solution in 100 mM phosphate buffer at a pH of
7.4. The surfaces were washed with washing buffer and distilled water and dried under a
N2 stream prior to the determination of immobilized enzyme activity.

4.4.3. Affinity Immobilization via Streptavidin

In order to immobilize HRP via streptavidin, the enzyme was first biotinylated as
follows: a 100 µg/mL sulfo-NHS-LC-biotin solution was prepared in dimethyl-sulfoxide
and added drop-wise to a 2 mg/mL HRP solution in 0.25 carbonate buffer at pH of 9.1
containing 9 g/L NaCl. The mixture was incubated for 2 h at RT and then extensively
dialyzed against a 0.1 M NaHCO3 solution at a pH of 8.5 with 9 g/L NaCl to remove the
excess biotin. The biotinylated HRP solution was then kept at 4 ◦C.

PMMA surfaces were incubated with a 500 µg/mL streptavidin solution in 100 mM
phosphate buffer at pH of 7.4 for 2 h at RT, followed by immersion in a 10 g/L bovine serum
albumin (BSA) solution in the same buffer (blocking solution) for 1 h at RT, in order to
cover the remaining free binding sites of the surface. After that, the surfaces were washed
and a 100 µg/mL biotinylated HRP solution, prepared in blocking solution, was added
and incubated for 1 h at RT. The surfaces were washed and dried as described previously
prior to determination of immobilized enzyme activity.

4.5. Evaluation of Immobilized Enzyme Activity of Open PMMA Surfaces

The immobilized HRP enzymatic activity was determined through reaction with
the ImmunoPure® metal-enhanced DAB HRP substrate working solution for 15 min at
room temperature (RT). Subsequently, the surfaces were washed three times with washing
buffer and distilled water and dried under a stream of N2. The reaction resulted in a
dark brown/black precipitate, the intensity of which depends on the amount of enzyme
immobilized on the surface (Figure S1). To quantify the intensity of the brown/black
precipitate, reflectance/absorbance measurements were performed using an FR-Reflection
instrument (ThetaMetrisis S.A.; Athens, Greece) equipped with an Ocean Optics ISP-50-GT
Integrating Sphere coupled to an Ocean Optics QE65000-ABS UV-NIR spectrometer. For
the measurements, the surface was placed at the sphere port, and the incident light flux
(with the light excitation angled at 8◦) was reflected by the sample. The sphere collected the
total reflectance from the top rough micro-nanotextured surface, while the transmitted light
passed through the sample and was reflected by the silicon wafer on which the surface
was placed. The silicon wafer had the role of a reference mirror surface with R = 46.7% at
410 nm. The light reflected from the mirror entered through the micro-nanotextured top
surface back into the integrating sphere. Thus, the sphere collected both the light reflected
from the precipitate and the largest part of the transmitted light through the precipitate.
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Therefore, the signal recorded was related to the absorbance of the insoluble product from
HRP reaction with the DAB substrate formed on each surface. An oxygen-plasma-treated
sample without enzyme was used as reference surface. Using the method described,
reflectance-enhanced absorbance (A) was calculated using the following equation:

A = log
(

Isample− Idark
Ire f .− Idark

)
where Iref. is the reference light intensity (i.e., from the sample without enzyme), Isample is
the light intensity reflected from the sample with enzyme, and Idark is the signal intensity
recorded by the spectrometer with the light source switched off and without any samples
(background signal). The integration time for each measurement was 4 min.

4.6. Evaluation of Immobilized Enzyme Quantity

The quantity of the enzyme immobilized on PMMA surfaces was performed using
the BCA Protein Assay Kit following the manufacturer’s instructions. Briefly, a working
solution was prepared by mixing 50 parts of BCA reagent A with 1 part of BCA reagent B.
Then, 30 µL of this solution was applied to the wells formed by hot embossing of PMMA
surfaces to which HRP was immobilized and incubated for 2 h at RT in a humidity chamber.
From each well, 25 µL was collected and transferred to a microtiter plate for measurement
of the optical density at 560 nm. The absorbance signal was correlated to the amount of
immobilized enzyme through a calibration curve obtained with HPR solutions.

4.7. Enzyme Immobilization on Oxygen-Plasma-Treated Microchannels and HRP
Activity Determination

Immediately after oxygen plasma treatment and annealing, the immobilization of HRP
on the rough microchannel of the microreactor was performed by pipetting a 200 µg/mL
HRP solution in 100 mM phosphate buffer at a pH of 7.4 and incubating it overnight at
room temperature in a humidity chamber. Subsequently, the microchannel surfaces were
extensively washed with washing buffer and distilled water and dried under a N2 stream.
For comparison, untreated and plasma-treated PMMA chips without HRP were used as
reference. After that, the microchannel was closed by lamination of a pressure-sensitive
adhesive film and connected to Labsmith pumps and valves, as shown in detail in Figure S6,
to determine the activity of HRP-modified microreactor regarding the catalytic oxidation of
4-phenylazophenol. For this purpose, a 1:1.5 molar ratio mixture of 4-phenylazophenol
to 30% H2O2 solution was prepared. The experimental setup implemented two syringe
pumps, one for continuous delivery of the mobile phase, i.e., the 100 mM phosphate buffer
(pH 7.4) and the second for injection of the enzyme substrate. Three micro-valves, connected
to each other and to the chip via PEEK capillary tubes, regulated the reagent sequence.
The stream exiting the central microvalve was connected to the chip through a micromixer
that split the flow of the reaction mixture into the two entrances of the chip. As shown,
the outlet stream of the chip was introduced into a Z-type flow cell, connected to the light
source and the spectrometer through optical fibers. As the incident light passes through
the solution inside the flow cell, the spectrometer records the light intensity at 347 nm that
corresponds to the absorbance peak of 4-phenylazophenol. The degree of phenol oxidation
is calculated by the absorbance recorded prior to and after the enzymatic reaction.

5. Conclusions

Polymeric surfaces were micro-nanotextured using oxygen plasma to increase the
surface area, creating surfaces suitable for an enzymatic microreactor through the immobi-
lization of horseradish peroxidase (HRP). Open surfaces prepared using the same method
were used to determine the optimal conditions for micro/nanotexturing and enzyme immo-
bilization. Micro-nanotexturing resulted in a five-fold increase in HRP enzymatic capacity
compared to that of the untreated surfaces, indicating a five-fold higher quantity of HRP
enzymes immobilized on the treated surfaces. This result is in agreement with the five-fold
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surface area increase due to micro-nanotexturing created by the plasma treatment. The
micro-nanotextured surfaces were incorporated into a microreactor and evaluated for their
performance in the biocatalytic oxidation of phenols, specifically 4-phenylazophenol. The
highest conversion ratio of 75% was achieved at the lowest flow rate of the reaction mixture,
demonstrating the efficiency of the HRP-modified PMMA microreactor for phenol removal
from aqueous solutions. Furthermore, the enzyme immobilized on the microreactor’s
micro-nanotextured surface maintained its catalytic activity over multiple reaction cycles.
These results highlight the potential of plasma micro/nanotextured surfaces for the rapid
and facile fabrication of biocatalytic microfluidic devices.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/molecules29194736/s1, Figure S1. Absorbance values at 410 nm
obtained from PMMA surfaces treated with oxygen plasma for 10 min not coated with HRP (orange
columns) or coated with a 100 µg/mL HRP solution as a function of incubation duration with the
DAB HRP substrate. Each column corresponds to mean value of triplicate measurements ± SD;
Figure S2. Absorbance values at 410 nm obtained from surfaces to which HRP has been immobi-
lized on 10-min oxygen plasma-treated PMMA surfaces through: adsorption (column 1), covalent
binding (column 2) or affinity binding of biotinylated HRP on surfaces modified with a 0.5 mg/mL
streptavidin solution. Each point corresponds to mean value of triplicate measurements ± SD;
Figure S3. Absorbance values at 410 nm obtained from 10-min oxygen plasma treated PMMA versus
the duration of incubation with a 200 µg/mL HRP solution. All surfaces have been incubated for
15 min with the precipitating DAB HRP solution. Each point corresponds to mean value of tripli-
cate measurements ± standard deviation; Figure S4. Values of %conversion of 4-phenylazophenol
obtained from an HRP-modified oxygen-plasma micro/nanotextured PMMA microreactor upon
16 sequential injections of 4-phenylazophenol/H2O2 mixtures. The red line corresponds to the mean
of the 16 values and the blue lines to mean ± 2 SD of the 16 values; Figure S5. Schematic of the
procedure for fabrication of open PMMA oxygen plasma nanotextured surfaces and of the procedure
for HRP immobilization and detection on them; Figure S6. (a) Schematic of pumps and valves
connection to the chip placed on a dedicated holder. (b) Image of the chip placed on the dedicated
holder and connected to the valves and pumps that regulate the flow of the running buffer and
the sample.

Author Contributions: Conceptualization, A.T., P.P. and E.G.; methodology, K.T., A.T., P.P. and E.G.;
formal analysis, S.V. and K.T.; investigation, S.V. and K.T.; resources, A.T., P.P., S.K. and E.G.; data
curation, S.V. and K.T.; writing—original draft preparation, S.V., K.T., A.T. and P.P.; writing—review
and editing, A.T., S.K., P.P. and E.G.; visualization, S.V. and K.T.; supervision, A.T., S.K., P.P. and E.G.;
project administration, A.T. and E.G.; funding acquisition, A.T. and E.G. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was partially funded by EU Horizon 2020-2.1.1 project “LOVEFOOD2Market—
A portable MicroNanoBioSystem and Instrument for ultra-fast analysis of pathogens in food: In-
novation from LOVE-FOOD lab prototype to a pre-commercial instrument”, grant number 68768.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: The data presented in this study are available upon request from the
corresponding author. The data are not publicly available due to privacy issues.

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

References
1. Khan, M.R. Immobilized enzymes: A comprehensive review. Bull. Natl. Res. Cent. 2021, 45, 207. [CrossRef]
2. Grubhofer, N.; Schleith, L. Modified ion exchangers as specific adsorbents. Naturwissenschaften 1953, 40, 508. [CrossRef]
3. Mirsalami, S.M.; Mirsalami, M.; Ghodousian, A. Techniques for immobilizing enzymes to create durable and effective biocatalysts.

Res. Chem. 2024, 7, 101486. [CrossRef]
4. Sirisha, V.L.; Jain, A.; Jain, A. Enzyme immobilization: An overview on methods, support material, and applications of

immobilized enzymes. Adv. Food. Nutr. Res. 2016, 79, 179–211. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/molecules29194736/s1
https://www.mdpi.com/article/10.3390/molecules29194736/s1
https://doi.org/10.1186/s42269-021-00649-0
https://doi.org/10.1007/BF00629061
https://doi.org/10.1016/j.rechem.2024.101486
https://doi.org/10.1016/bs.afnr.2016.07.004
https://www.ncbi.nlm.nih.gov/pubmed/27770861


Molecules 2024, 29, 4736 14 of 15

5. Borges Reis, C.L.; Almeida de Sousa, E.Y.; de França Serpa, J.; Casemiro Oliveira, R.; Sousa dos Santos, J.C. Design of immobilized
enzyme biocatalysts: Drawbacks and opportunities. Quim. Nova 2019, 42, 768–783. [CrossRef]

6. Naldi, M.; Tramarin, A.; Bartolini, M. Immobilized enzyme-based analytical tools in the -omics era: Recent advances. J. Pharm.
Biomed. Anal. 2018, 160, 222–237. [CrossRef]

7. Wouters, B.; Currivan, S.A.; Abdulhussain, N.; Hankemeier, T.; Schoenmakers, P.J. Immobilized-enzyme reactors integrated into
analytical platforms: Recent advances and challenges. TrAC Trend Anal. Chem. 2021, 144, 116419. [CrossRef]

8. Meller, K.; Szumski, M.; Buszewski, B. Microfluidic reactors with immobilized enzymes—Characterization, dividing, perspectives.
Sens. Actuator B Chem. 2017, 244, 84–106. [CrossRef]

9. Lukyanenko, K.A.; Denisov, I.; Yakimov, A.S.; Esimbekova, E.; Belousov, K.; Bukatin, A.; Kukhtevich, I.V.; Sorokin, V.V.;
Evstrapov, A.A.; Belobrov, P.I. Analytical enzymatic reactions in microfluidic systems. Appl. Biochem. Microbiol. 2017, 53, 775–780.
[CrossRef]

10. Zhu, Y.; Chen, Q.; Shao, L.; Jiacef, Y.; Zhang, X. Microfluidic immobilized enzyme reactors for continuous biocatalysis. React.
Chem. Eng. 2020, 5, 9–32. [CrossRef]

11. Mross, S.; Pierrat, S.; Zimmermann, T.; Kraft, M. Microfluidic enzymatic biosensing systems: A review. Biosens Bioelectron. 2015,
70, 376–391. [CrossRef] [PubMed]

12. Hong, T.; Liu, W.; Li, M.; Chen, C. Recent advances in the fabrication and application of nanomaterial based enzymatic
microsystems in chemical and biological sciences. Anal. Chim. Acta 2019, 1067, 31–47. [CrossRef] [PubMed]

13. Calleri, E.; Temporini, C.; Colombo, R.; Tengattini, S.; Rinaldi, F.; Brusotti, G.; Furlanetto, S.; Gabriella Massolini, G. Analytical
settings for in-flow biocatalytic reaction monitoring. TrAC Trend Anal. Chem. 2021, 143, 116348. [CrossRef]

14. Cerdeira Ferreira, L.M.; da Costa, E.T.; do Lago, C.L.; Angnes, L. Miniaturized flow system based on enzyme modified PMMA
microreactor for amperometric determination of glucose. Biosens. Bioelectron. 2013, 47, 539–544. [CrossRef] [PubMed]

15. Facchini Cerqueira, M.R.; Grasseschi, D.; Matos, R.C.; Angnes, L. A novel functionalisation process for glucose oxidase immobili-
sation in poly(methyl methacrylate) microchannels in a flow system for amperometric determinations. Talanta 2014, 126, 20–26.
[CrossRef]

16. Al Lawati, H.A.J.; Hassanzadeh, J.; Bagheri, N. A handheld 3D-printed microchip for simple integration of the H2O2-producing
enzymatic reactions with subsequent chemiluminescence detection: Application for sugars. Food Chem. 2022, 383, 132469.
[CrossRef]

17. Mousaabadi, K.Z.; Vandishi, Z.T.; Kermani, M.; Arab, N.; Ensafi, A.A. Recent developments toward microfluidic point-of-care
diagnostic sensors for viral infections. TrAC Trend Anal. Chem. 2023, 169, 117361. [CrossRef]

18. Valikhani, D.; Bolivar, J.M.; Viefhues, M.; McIlroy, D.N.; Vrouwe, E.X.; Nidetzky, B. A Spring in Performance: Silica Nanosprings
Boost Enzyme Immobilization in Microfluidic Channels. ACS Appl. Mater. Interfaces 2017, 9, 34641–34649. [CrossRef]

19. Bi, Y.; Zhou, H.; Jia, H.; Wei, P. A flow-through enzymatic microreactor immobilizing lipase based on layer-by-layer method for
biosynthetic process: Catalyzing the transesterification of soybean oil for fatty acid methyl ester production. Proc. Biochem. 2017,
54, 73–80. [CrossRef]

20. Bi, Y.; Zhou, H.; Jia, H.; Wei, P. Polydopamine-mediated preparation of an enzyme-immobilized microreactor for the rapid
production of wax ester. RSC Adv. 2017, 7, 12283. [CrossRef]

21. Lyu, X.; Gonzalez, R.; Horton, A.; Li, T. Immobilization of Enzymes by Polymeric Materials. Catalysts 2021, 11, 1211. [CrossRef]
22. Nagy, C.; Szabo, R.; Gaspar, A. Microfluidic Immobilized Enzymatic Reactors for Proteomic Analyses—Recent Developments

and Trends (2017–2021). Micromachines 2022, 13, 311. [CrossRef] [PubMed]
23. Sketa, B.; Galman, J.L.; Turner, N.J.; Znidarsic-Plazl, P. Immobilization of His6-tagged amine transaminases in microreactors using

functionalized nonwoven nanofiber membranes. New Biotechnol. 2024, 83, 46–55. [CrossRef] [PubMed]
24. Hu, X.; Dong, Y.; He, Q.; Chen, H.; Zhu, Z. Fabrication of a polystyrene microfluidic chip coupled to electrospray ionization mass

spectrometry for protein analysis. J. Chromatogr. B 2015, 990, 96–103. [CrossRef] [PubMed]
25. Kulsharova, G.; Dimov, N.; Marques, M.P.C.; Szita, N.; Baganz, F. Simplified immobilisation method for histidine-tagged enzymes

in poly(methyl methacrylate) microfluidic devices. New Biotechnol. 2018, 25, 31–38. [CrossRef]
26. Bataille, J.; Viodé, A.; Pereiro, I.; Lafleur, J.P.; Varenne, F.; Descroix, S.; Becher, F.; Kutter, J.P.; Roesch, C.; Poüs, C.; et al. On-a-chip

tryptic digestion of transthyretin: A step toward an integrated microfluidic system for the follow-up of familial transthyretin
amyloidosis. Analyst 2018, 143, 1077–1086. [CrossRef]

27. Kecskemeti, A.; Bako, J.; Csarnovics, I.; Csosz, E.; Gaspar, A. Development of an enzymatic reactor applying spontaneously
adsorbed trypsin on the surface of a PDMS microfluidic device. Anal. Bioanal. Chem. 2017, 409, 3573–3585. [CrossRef]

28. Nemani, S.K.; Annavarapu, R.K.; Mohammadian, B.; Raiyan, A.; Heil, J.; Haque, M.A.; Abdelaal, A.; Sojoudi, H. Surface
Modification of Polymers: Methods and Applications. Adv. Mater. Interfaces 2018, 5, 1801247. [CrossRef]

29. Nedela, O.; Slepicka, P.; Švorcík, V. Surface Modification of Polymer Substrates for Biomedical Applications. Materials 2017,
10, 1115. [CrossRef]

30. Primc, G.; Mozetic, M. Surface Modification of Polymers by Plasma Treatment for Appropriate Adhesion of Coatings. Materials
2024, 17, 1494. [CrossRef]

31. Tsougeni, K.; Papageorgiou, D.; Tserepi, A.; Gogolides, E. “Smart” polymeric microfluidics fabricated by plasma processing:
Controlled wetting, capillary filling and hydrophobic valving. Lab Chip 2010, 10, 462–469. [CrossRef] [PubMed]

https://doi.org/10.21577/0100-4042.20170381
https://doi.org/10.1016/j.jpba.2018.07.051
https://doi.org/10.1016/j.trac.2021.116419
https://doi.org/10.1016/j.snb.2016.12.021
https://doi.org/10.1134/S0003683817070043
https://doi.org/10.1039/C9RE00217K
https://doi.org/10.1016/j.bios.2015.03.049
https://www.ncbi.nlm.nih.gov/pubmed/25841121
https://doi.org/10.1016/j.aca.2019.02.031
https://www.ncbi.nlm.nih.gov/pubmed/31047147
https://doi.org/10.1016/j.trac.2021.116348
https://doi.org/10.1016/j.bios.2013.03.052
https://www.ncbi.nlm.nih.gov/pubmed/23644059
https://doi.org/10.1016/j.talanta.2014.02.048
https://doi.org/10.1016/j.foodchem.2022.132469
https://doi.org/10.1016/j.trac.2023.117361
https://doi.org/10.1021/acsami.7b09875
https://doi.org/10.1016/j.procbio.2016.12.008
https://doi.org/10.1039/C7RA00499K
https://doi.org/10.3390/catal11101211
https://doi.org/10.3390/mi13020311
https://www.ncbi.nlm.nih.gov/pubmed/35208435
https://doi.org/10.1016/j.nbt.2024.06.005
https://www.ncbi.nlm.nih.gov/pubmed/38960020
https://doi.org/10.1016/j.jchromb.2015.03.013
https://www.ncbi.nlm.nih.gov/pubmed/25864010
https://doi.org/10.1016/j.nbt.2017.12.004
https://doi.org/10.1039/C7AN01737E
https://doi.org/10.1007/s00216-017-0295-9
https://doi.org/10.1002/admi.201801247
https://doi.org/10.3390/ma10101115
https://doi.org/10.3390/ma17071494
https://doi.org/10.1039/B916566E
https://www.ncbi.nlm.nih.gov/pubmed/20126686


Molecules 2024, 29, 4736 15 of 15

32. Tsougeni, K.; Vourdas, N.; Cardinaud, C.; Tserepi, A.; Gogolides, E. Mechanisms of Oxygen Plasma Nanotexturing of Organic
Polymer Surfaces: From Stable Super Hydrophilic to Super Hydrophobic Surfaces. Langmuir 2009, 25, 11748–11759. [CrossRef]
[PubMed]

33. Tsougeni, K.; Petrou, P.S.; Tserepi, A.; Kakabakos, S.E.; Gogolides, E. Plasma Nanotextured PMMA Surfaces for Protein Arrays:
Increased Protein Binding and Enhanced Detection Sensitivity. Langmuir 2010, 26, 13883–13891. [CrossRef] [PubMed]

34. Tsougeni, K.; Petrou, P.S.; Awsiuk, K.; Marzec, M.M.; Ioannidis, N.; Petrouleas, V.; Tserepi, A.; Kakabakos, S.E.; Gogolides, E.
Direct Covalent Biomolecule Immobilization on Plasma-Nanotextured Chemically Stable Substrates. ACS Appl. Mater. Inter. 2015,
7, 14670–14681. [CrossRef] [PubMed]

35. Roman, H.E.; Cesura, F.; Maryam, R.; Levchenko, I.; de Alexander, K.; Riccardi, C. The fractal geometry of polymeric materials
surfaces: Surface area and fractal length scales. Soft Matter 2024, 20, 3082. [CrossRef]

36. Bourkoula, A.; Constantoudis, V.; Kontziampasis, D.; Petrou, P.S.; Kakabakos, S.E.; Tserepi, A.; Gogolides, E. Roughness threshold
for cell attachment and proliferation on plasma micro-nanotextured polymeric surfaces: The case of primary human skin
fibroblasts and mouse immortalized 3T3 fibroblasts. J. Physics D Appl. Physics 2016, 49, 304002. [CrossRef]

37. Kanioura, A.; Constantoudis, V.; Petrou, P.; Kletsas, D.; Tserepi, A.; Gogolides, E.; Chatzichristidi, M.; Kakabakos, S. Oxygen
plasma micro-nanostructured PMMA plates and microfluidics for increased adhesion and proliferation of cancer versus normal
cells: The role of surface roughness and disorder. Micro Nano Eng. 2020, 8, 100060. [CrossRef]

38. Tsougeni, K.; Papadakis, G.; Gianneli, M.; Grammoustianou, A.; Constantoudis, V.; Dupuy, B.; Petrou, P.S.; Kakabakos, S.E.;
Tserepi, A.; Gizeli, E.; et al. Plasma nanotextured polymeric lab-on-a-chip for highly efficient bacteria capture and lysis. Lab Chip
2016, 16, 120–131. [CrossRef]

39. Celebi, M.; Kaya, M.A.; Altikatoglu, M. Huseyin Yildirim Enzymatic Decolorization of Anthraquinone and Diazo Dyes Using
Horseradish Peroxidase Enzyme Immobilized onto Various Polysulfone Supports. Appl. Biochem. Biotechnol. 2013, 171, 716–730.
[CrossRef]

40. Tudorache, M.; Mahalu, D.; Teodorescu, C.; Stan, R.; Bala, C.; Parvulescu, V.I. Biocatalytic microreactor incorporating HRP
anchored on micro-/nano-lithographic patterns for flow oxidation of phenols. J. Molec. Catal. B Enzym. 2011, 69, 133–139.
[CrossRef]

41. Alemzadeh, I.; Nejati, S. Phenols removal by immobilized horseradish peroxidase. J. Hazard. Mater. 2009, 166, 1082–1086.
[CrossRef] [PubMed]

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

https://doi.org/10.1021/la901072z
https://www.ncbi.nlm.nih.gov/pubmed/19788226
https://doi.org/10.1021/la101957w
https://www.ncbi.nlm.nih.gov/pubmed/20666412
https://doi.org/10.1021/acsami.5b01754
https://www.ncbi.nlm.nih.gov/pubmed/26098201
https://doi.org/10.1039/D3SM01497E
https://doi.org/10.1088/0022-3727/49/30/304002
https://doi.org/10.1016/j.mne.2020.100060
https://doi.org/10.1039/C5LC01217A
https://doi.org/10.1007/s12010-013-0377-x
https://doi.org/10.1016/j.molcatb.2011.01.007
https://doi.org/10.1016/j.jhazmat.2008.12.026
https://www.ncbi.nlm.nih.gov/pubmed/19144465

	Introduction 
	Results 
	Plasma Micro-Nanotexturing and Enzyme Immobilization on PMMA Open Surfaces 
	Selection of Method for HRP Immobilization to Oxygen-Plasma-Treated PMMA Surfaces 
	Optimization of HRP Immobilization by Physical Adsorption 
	Comparison with the Untreated PMMA Surfaces 
	Evaluation of Plasma-Nanotextured Microreactor Performance 

	Discussion 
	Material and Methods 
	Materials 
	Fabrication of Open PMMA Surfaces 
	Microreactor Fabrication Process 
	Immobilization of HRP on Open PMMA Surfaces 
	Physical Adsorption 
	Covalent Bonding through EDC/NHS 
	Affinity Immobilization via Streptavidin 

	Evaluation of Immobilized Enzyme Activity of Open PMMA Surfaces 
	Evaluation of Immobilized Enzyme Quantity 
	Enzyme Immobilization on Oxygen-Plasma-Treated Microchannels and HRP Activity Determination 

	Conclusions 
	References

