
Citation: Alacid, Y.; Martínez-Tomé,

M.J.; Esquembre, R.; Herrero, M.A.;

Mateo, C.R. Portable Alkaline

Phosphatase–Hydrogel Platform:

From Enzyme Characterization to

Phosphate Sensing. Int. J. Mol. Sci.

2023, 24, 2672. https://doi.org/

10.3390/ijms24032672

Academic Editor: Silvana Alfei

Received: 13 December 2022

Revised: 23 January 2023

Accepted: 27 January 2023

Published: 31 January 2023

Copyright: © 2023 by the authors.

Licensee MDPI, Basel, Switzerland.

This article is an open access article

distributed under the terms and

conditions of the Creative Commons

Attribution (CC BY) license (https://

creativecommons.org/licenses/by/

4.0/).

 International Journal of 

Molecular Sciences

Article

Portable Alkaline Phosphatase–Hydrogel Platform: From
Enzyme Characterization to Phosphate Sensing
Yolanda Alacid 1, María José Martínez-Tomé 1, Rocío Esquembre 1, M. Antonia Herrero 2 and C. Reyes Mateo 1,*

1 Instituto de Investigación, Desarrollo e Innovación en Biotecnología Sanitaria de Elche (IDiBE), Universidad
Miguel Hernández de Elche (UMH), 03202 Elche, Spain

2 Instituto Regional de Investigación Científica Aplicada (IRICA), Universidad de Castilla-La Mancha, Avda.
Camilo José Cela, s/n, 13071 Ciudad Real, Spain

* Correspondence: rmateo@umh.es

Abstract: Here, we present a study on the incorporation and characterization of the enzyme alkaline
phosphatase (ALP) into a three-dimensional polymeric network through a green protocol to obtain
transparent hydrogels (ALP@AETA) that can be stored at room temperature and potentially used as
a disposable biosensor platform for the rapid detection of ALP inhibitors. For this purpose, different
strategies for the immobilization of ALP in the hydrogel were examined and the properties of the
new material, compared to the hydrogel in the absence of enzyme, were studied. The conformation
and stability of the immobilized enzyme were characterized by monitoring the changes in its intrinsic
fluorescence as a function of temperature, in order to study the unfolding/folding process inside the
hydrogel, inherently related to the enzyme activity. The results show that the immobilized enzyme
retains its activity, slightly increases its thermal stability and can be stored as a xerogel at room
temperature without losing its properties. A small portion of a few millimeters of ALP@AETA xerogel
was sufficient to perform enzymatic activity inhibition assays, so as a proof of concept, the device
was tested as a portable optical biosensor for the detection of phosphate in water with satisfactory
results. Given the good stability of the ALP@AETA xerogel and the interesting applications of ALP,
not only in the environmental field but also as a therapeutic enzyme, we believe that this study could
be of great use for the development of new devices for sensing and protein delivery.

Keywords: hydrogel; alkaline phosphatase; immobilization; biosensor; portable device; protein
thermal stability

1. Introduction

Naturally occurring enzymes have been exploited, among other applications, in industry,
in the manufacture of biosensors, and as therapeutic agents in the treatment of a variety of
disorders and diseases [1–5]. In many of these applications, it is essential that the enzyme is
immobilized/encapsulated to facilitate its handling and potential reuse or even to improve its
stability, which is a critical step since the majority of enzymes are considered very sensitive and
unstable at elevated temperatures. In addition, the enzyme requires a suitable environment
to be operational [6–8]. Although researchers have been working on this task for decades, it
remains a challenge to immobilize enzymes in a medium that allows storage for long periods
of time at room temperature and high biomolecule concentrations, while maintaining their
activity, and that is easily transportable and versatile to suit any application.

Immobilization on a 2D surface by means of chemical or physical interaction is the
prevailing technique for protein immobilization but it has the limitation of insufficient load-
ing capacity, among others. In this regard, 3D materials such as hydrogels can incorporate
higher amounts of biomolecules, thus improving the performance of the application. These
porous polymeric materials, composed of a high water content and a cross-linked polymer
network, provide a biocompatible microenvironment for enzymes, allowing the diffusion
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of substrates and inhibitors through them [9–11]. However, although the aqueous medium
is essential in most cases for their activity, the presence of water is not desirable for long-
term storage, since the enzymes eventually lose their stability by hydrolytic degradation
pathways, and aqueous medium tends to be more susceptible to bacterial contamination.

Some chemically cross-linked hydrogels can afford reversible swelling–deswelling
cycles in water, returning to their original shape and mass without compromising the
mechanical properties [12]. This property can be very useful in the storage of enzymes
since it allows the water content of the hydrogel to be removed through different drying
methods until the material is transformed into an aerogel or xerogel. If the hydration
layer surrounding the protein is preserved during this process, the enzyme will maintain
its activity when the hydrogel is rehydrated [13]. An example of such hydrogels are
acrylamide-based hydrogels, which are biocompatible, non-carcinogenic and non-toxic [14].
Despite the interest generated by these materials, there are hardly any studies in which
proteins have been immobilized in this type of hydrogels. Furthermore, the objective of
these works has been more directed to characterizing and optimizing the hydrogel rather
than the immobilized protein, merely to evaluate its activity [15,16].

With this in mind, we proposed to immobilize an enzyme in a hydrogel that could
be dried and stored at room temperature while maintaining its properties, to be used
as a portable system in order to improve its performance. The enzyme selected for the
study was alkaline phosphatase (ALP), a homodimeric metalloenzyme that nonspecifically
catalyzes the hydrolysis of phosphoryl esters in alkaline media and whose activity has been
exploited in the design of biosensors for the direct measurement of enzyme substrates or
the indirect detection of inhibitory compounds [17–21]. ALP has been previously encap-
sulated in 3D matrices such as sol–gel glasses, with satisfactory results [19,20]. However,
these materials, in spite of their biocompatibility and protective properties, are fragile
and easily breakable, which complicates their manipulation and possible miniaturization
and portability. The use of acrylamide-based hydrogels is, therefore, a very interesting
alternative for the immobilization of ALP. This protein is negatively charged at pH > 7, so it
could be immobilized in cationic hydrogels by electrostatic interactions, without the need
for covalent bonds that could affect its active site.

Recently, a polyacrylamide-based cationic hydrogel with high transparency and super-
absorbent properties was synthesized by radical polymerization of [2-(acryloyloxy)ethyl]
trimethyl-ammonium chloride (AETA) and N,N′-methylenebis(acrylamide) (MBA) as a
cross-linker [22,23]. The hydrogel remained unaltered after several swelling-deswelling
cycles and was nanostructured with graphene quantum dots to test its capacity for polyaro-
matic molecule sensing. Given the interesting properties of this hydrogel, in the present
work we have studied its ability to immobilize ALP, exploring the conformation, stability
and activity of the enzyme under different immobilization strategies to obtain the best
storage conditions. The new material remains stable and functional after the drying process
and subsequent rehydration, demonstrating strong interactions between the enzyme and
the polymeric material. Moreover, it can be stored at room temperature for at least one
month, so it could be envisaged as a portable, enzymatic system with versatile applications.

As a proof of concept, the device was used as a disposable and portable colorimetric
biosensor for the detection of phosphate in water, a competitive inhibitor of ALP. The deter-
mination of this analyte is essential in environmental studies since variations in its optimum
concentrations are associated with water quality. Its concentration is usually determined by
conventional time-consuming analytical methods which use some carcinogenic chemicals,
such as molybdenum, which are harmful to health [24,25]. Therefore, biosensors represent
a promising alternative for phosphate detection, and although a large number of them
have been developed so far, it is still a challenge to obtain one that allows rapid in situ
determinations and that is easily usable, stable and economically viable [20,24]. In this
sense, the prototype biosensor developed in this work is promising as it meets many of
these requirements such as a low cost, easy handling and storage, as well as the possibility
of transporting it in a miniaturized form in order to perform the determination in situ.
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2. Results and Discussion
2.1. Immobilization of ALP in AETA Hydrogels

AETA hydrogels without and with ALP entrapped inside were fabricated as described
in the Materials and Methods section (Scheme 1). The ALP-free hydrogel was generated in a
few minutes under UV radiation, giving rise to a transparent matrix as shown in Figure S1a.
After oven-drying for subsequent washing, the material became much more opaque and
harder in consistency, making it easier to handle (Figure S1). As a first immobilization
strategy (ex situ method), a weighted portion of the dried hydrogel was rehydrated in a
solution containing ALP, until its complete absorption, ensuring 100% enzyme entrapment
and forming the so-called ALP@AETA. As a second option (in situ method), the protein was
added to the precursor, the crosslinking agent and the photoinitiator and the mixture was
irradiated under the UV lamp until the ALP@AETA in situ hydrogel was formed, with the
enzyme remaining entrapped inside. The hydrogel was then oven-dried at 45 ◦C and, after
washing, a small portion was cut and rehydrated in buffer to a concentration and volume
equivalent to that of the protein immobilized ex situ (approximately a cylindrical shape of
0.75 cm in diameter 1.5 cm in height). The incorporation of the protein into the hydrogel
by any of the two routes did not result in visible changes in the material, which remained
transparent in the hydrated state, as shown in Figure S1d, thus allowing its characterization
by optical techniques.
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(c) ALP@AETA hydrogel storage methodology.

2.2. Swelling Study

The rate and swelling degree of hydrogels control the diffusion and release of com-
pounds through the polymer network. A high degree of swelling is desired for most of
their applications; however, hydrogels in a fully swollen state usually demonstrate low
strength and mechanical stability which limit their use. Stability can be enhanced via the
addition of reinforcing units that interact with the cross-linked chains [26]. The fact that
AETA hydrogel is a cationic network and ALP is negatively charged at pH 9 (its pI is ~4.8)
suggests that for both ex situ and in situ immobilization methods, the enzyme remains
anchored through electrostatic interactions which could affect some of the mechanical
properties of the hydrogel. In order to explore this issue, the swelling behavior of hydrogels
in the absence and presence of ALP (ALP@AETA in situ and ALP@AETA ex situ) was
studied. Experiments were carried out as described in the Materials and Methods section by
placing the three dried hydrogels in excess Milli-Q water and allowing them to swell. Water
was absorbed by the hydrogel, thus increasing its weight over time, until the equilibrium
swelling weight was reached (~24 h). The results show that all three hydrogels increased
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greatly in volume, with respect to the dry hydrogel, demonstrating a high swelling capacity.
However, the maximum swelling degree, determined from Equation (1), was clearly higher
in the hydrogel without enzyme, and was very similar in the other two hydrogels, regard-
less of the enzyme immobilization method (Figure 1a). The swelling rate was also faster
in the absence than in the presence of ALP, as shown in Figure 1b for ALP@AETA ex situ.
The inset in Figure 1b also shows that the presence of the protein improves the robustness
of the hydrogel, since, in general, the experiments showed a much easier breakage of the
AETA hydrogel and more difficulty in sustaining itself.

It is well known that the swelling of a hydrogel is mainly induced by the electrostatic
repulsion of the ionic charges of its network [27]. In addition, hydrogen bonds can be
established between the carboxylic groups of the enzyme and the amide groups of the
acrylamide, resulting in a compaction of the structure that reduces the movement of
the polymeric chains within the hydrogel network. Therefore, these results confirm that
ALP is immobilized in the hydrogel and support the fact that the enzyme is interacting
electrostatically with the cationic polymeric network, dampening cation–cation repulsions
and, therefore, modifying their mechanical properties.
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Figure 1. (a) Maximum swelling degree of AETA hydrogel, ALP@AETA ex situ and ALP@AETA in
situ hydrogels (20 µM of protein). (b) Swelling behavior of AETA (black) and ALP@AETA ex situ
hydrogel (red). Inset: Digital image of the dried hydrogel (left), the fully swollen ALP@AETA ex situ
(center) and AETA (right) hydrogels. Error bars stand for the standard deviation of three replicates.

2.3. Characterization of the Protein Inside the Hydrogel

The intrinsic fluorescence of ALP, mainly from tryptophan residues, was used to evalu-
ate the suitability of the immobilization processes, given the high sensitivity of tryptophan
fluorescence to the polarity of the local microenvironment, and thus to the conformational
state of the protein [28]. According to Bortolato et al., ALP has four tryptophan residues
per monomer, mostly located in hydrophobic regions of the protein [29]. Figure 2a shows
the fluorescence emission spectra of the enzyme in Tris buffer and immobilized in the
hydrogel by the two methodologies (ALP@AETA in situ and ex situ). For both the free
enzyme and the ex situ immobilized enzyme, the shape of the fluorescence spectrum was
almost similar, with a maximum of around 330 nm, characteristic of the protein in its native
state [29]. In contrast, the spectrum of the enzyme encapsulated by the in situ method
exhibited a narrowing of the band, suggesting that during the polymerization process, the
conformation of the protein is altered, probably due to interactions with the precursors or
intermediates involved in the formation of the hydrogel, which could quench some of the
most exposed tryptophans. However, the fact that no red shift of the maximum is observed
suggests that the protein is not unfolded and remains in a dimeric state [30]. It should be
noted that circular dichroism experiments could not be carried out as a complementary tool
to characterize the conformational state of the immobilized enzymes, since the hydrogel
exhibited strong absorption below 270 nm.
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Figure 2. (a) Normalized fluorescence emission spectra recorded at room temperature (λx = 290 nm)
and (b) evolution with temperature of the normalized mean fluorescence energy <ν> of ALP in
solution (black), immobilized in situ (blue) and ex situ (red) in AETA hydrogels. <ν> values at 25 ◦C
recorded after heat treatment are shown as empty symbols.

An experiment was performed to determine the range of appropriate enzyme concen-
trations to be immobilized in the hydrogel. Figure S2 shows the area under the normalized
curve of the fluorescence emission spectrum of increasing concentrations of protein in
solution and ALP@AETA hydrogels formed ex situ. In both cases the behavior was similar,
confirming the correct immobilization of the protein. The fluorescence intensity increased
up to a protein concentration of 20 µM and above this value, it started to decrease, probably
due to the effects of the inner filter and the self-absorption phenomenon [31]. Based on
these results, we decided not to exceed this concentration for the rest of the experiments
carried out in the work.

Changes in the fluorescence spectra of ALP were used to monitor conformational
alterations of the immobilized enzyme after thermal denaturation. In the case of the ex situ
immobilized enzyme, the behavior was very similar to that of free ALP, observing that, as
the temperature increased, the fluorescence emission evolved towards broader, red-shifted
spectra, due to the increased exposure of tryptophan to the solvent during the unfolding
process. However, this effect was less pronounced for the enzyme immobilized in situ,
which showed much less redshift and virtually no spectral band broadening (Figure S3).

The average energy <ν>, which selects the spectral center of mass of intrinsic protein
emission after excitation at 290 nm (see Equation (2)), allows good tracking of the ther-
mal unfolding/folding process. For ALP in buffered medium, <ν> was constant up to
approximately 48–50 ◦C (Figure 2b). Above this temperature, it decreased cooperatively,
with a denaturation temperature (Tm) of 67.3 ◦C, which suggests the presence of only two
structurally distinct ALP conformations, without any intermediates between native and
unfolding states, in agreement with results previously reported for this enzyme [29,30].
After cooling the sample, ALP refolded to its original conformation, as reflected in the
values of <ν>, which recovered its initial value before heat treatment. In the case of the
ex situ immobilized protein, behavior very similar to that found in buffer was observed,
with a slightly higher Tm value (69.2 ◦C), which suggests a small stabilization of the protein
inside the hydrogel (Table 1). However, initial <ν> was not recovered upon cooling, evi-
dencing that the renaturation of ALP was incomplete. The non-reversibility of the process
could be due to the fact that once unfolded, new regions of the protein become exposed to
the hydrogel, so additional interactions, such as electrostatic or hydrogen bonds, can be
established with the polymeric network, partially hindering the protein refolding. For the
in situ immobilized ALP, however, the evolution of <ν> with temperature displayed non-
cooperative behavior, suggesting that the enzyme denatures through folding intermediates
rather than a two-state process (Figure 2b).
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All these results support the hypothesis that the conformation of ALP is affected
during the polymerization process, and that, therefore, the ex situ immobilization protocol
seems to be more suitable than the in situ one.

2.3.1. Enzymatic Activity Study of Ex Situ and In Situ ALP@AETA Hydrogels

Enzyme activity was measured as described in the Materials and Methods section,
monitoring the kinetics of PNP formation catalyzed by ALP (20 µM) in solution and ex
situ and in situ ALP@AETA hydrogels, in the presence of PNPP (50 µM). Absorbance
measurements in the hydrogel were carried out at 405 nm by placing a freshly prepared
hydrogel inside the cuvette and then adding the PNPP solution, which was completely
absorbed by the hydrogel. The appearance of the yellow coloration in the three hydrogels
characteristic of PNP formation was indicative of enzyme activity, although the kinetics
of formation differed between the three preparations (Figure 3). For ALP in solution, the
absorbance of PNP reached its maximum value at ~1 min, while for ex situ ALP@AETA, the
reaction was not completed until ~40 min of incubation. This slowing down of the kinetics
was expected and can be attributed to diffusion restrictions imposed by the polymeric
network, which limit the accessibility of PNPP to the active center of the enzyme, rather
than a loss of its activity. Similar behavior has been observed for ALP immobilized in
sol–gel matrices [20]. The results obtained for in situ ALP@AETA were different since,
although the product was formed, the reaction was not completed even after 60 min of
incubation, suggesting that the active center of most of the immobilized proteins is hardly
or not at all accessible to the substrate, and/or that the conformational changes that take
place during the hydrogel formation probably alter the active center shape, inactivating the
immobilized enzyme.

Taking into account both the enzymatic activity and conformational stability results,
we selected the ex situ protocol to immobilize ALP in the AETA hydrogel, so in the rest of
the experiments shown in this work, we will refer to the hydrogel containing the enzyme
as ALP@AETA, without specifying the synthetic method.
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2.3.2. ALP@AETA Stability Study

In order to test whether the enzyme, once immobilized in the hydrogel, remained
stable over time, the fluorescent properties (emission spectra and thermal behavior) of
freshly prepared ALP@AETA hydrogels were analyzed for one month. For this purpose,
three identical matrices were stored hydrated in the fridge at 4 ◦C, each of which was
analyzed on different days: the first one was analyzed the day after its preparation and the
other ones 21 and 30 days afterwards. The results were compared with those obtained for
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ALP in solution at the same time periods (Table 1). For both systems, both fluorescence
spectra and thermal denaturation curves showed the same behavior during the month of
storage, thus maintaining the cooperativity of the unfolding process (Figure S4).

Table 1. Denaturation temperatures (Tm) of free ALP and freshly prepared ALP@AETA hydrogels
as a function of storage time at 4 ◦C and at room temperature for ALP@AETA xerogel. Standard
deviation was determined from three trials.

Tm (◦C) ± SD

t (days) ALP Solution ALP@AETA ALP@AETA Xerogel

1 67.3 ± 0.2 69.2 ± 0.2 72.4 ± 0.5

21 67.8 ± 0.4 69.6 ± 0.2

30 68.5 ± 0.4 68.9 ± 0.3 70.0 ± 0.7

2.4. ALP@AETA Storage

Storage stability of immobilized enzymes is essential for their practical applications.
The results of the previous section indicate that ALP@AETA hydrogels can be stored
hydrated at 4 ◦C for at least one month without altering either the enzyme conformation or
its thermal stability. However, a hydrated hydrogel is much more unfriendly to handle than
a dry hydrogel, is more difficult to transport, takes up more space and must be kept in the
fridge to minimize hydrolysis processes and possible bacterial contamination. Therefore, in
order to facilitate the handling and potential application of ALP@AETA, we explore the
feasibility of storing the material at room temperature as a dry hydrogel. For this purpose,
a long cylindrical-shaped hydrogel, as that shown in Figure S1a, was prepared and swollen
with ALP. After washing, two dehydration methods were evaluated for its storage: slow
drying in an air oven at 45 ◦C, to avoid thermal denaturation of the protein, thus obtaining
an ALP@AETA xerogel; or freeze-drying to obtain an ALP@AETA aerogel. Once dry, the
two materials had a solid aspect quite similar to that shown in Figure S1c, although the
appearance of the aerogel was more porous and less compact than that of the xerogel.

ALP@AETA xerogel and ALP@AETA aerogel were kept at room temperature and, after
three days, two equal-weight portions (~0.07 g) were cut from each of them, rehydrated
in buffer and placed in a quartz cuvette for subsequent fluorescence analysis. Figure 4
compares the fluorescence spectra as well as the thermal denaturation curve of both
preparations with those obtained for a freshly prepared ALP@AETA hydrogel, not subjected
to any drying process. The fluorescence spectrum of the rehydrated ALP@AETA xerogel
was similar to that recorded for the freshly prepared ALP@AETA, although upon thermal
denaturation, the redshift of the spectrum was slightly higher in the rehydrated xerogel.
More notable differences were observed in the emission spectrum of the rehydrated aerogel,
as it red-shifted at room temperature. Moreover, the spectrum recorded after the heat
treatment greatly lowered the fluorescence signal and changed considerably in shape
(Figure 4a). As for the thermal denaturation curves shown in Figure 4b, the results obtained
with the rehydrated aerogel showed much variability and a small loss of cooperativity,
while in the case of the xerogel, the cooperativity was maintained and a slight stabilization
of the enzyme was observed, obtaining a Tm = 72.4 ± 0.5 ◦C (Table 1).

These results suggest that the drying process influences the conformation of the protein,
so that the oven-drying treatment preserves the conformation of ALP and even slightly
increases its stability, while the freeze-drying process partially induces the denaturation of
the enzyme.
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2.4.1. Enzymatic Activity of ALP@AETA Aerogel and Xerogel

Thermal stability studies suggest that in contrast to expectations, it should be better
to store ALP@AETA hydrogel as a xerogel rather than as an aerogel. To confirm this
assumption, enzyme activity was measured in both ALP@AETA aerogel and xerogel and
the results were compared with those of a freshly prepared hydrogel. As is shown in
Figure 5, the kinetics of formation of PNP in ALP@AETA hydrogel and ALP@AETA xerogel
showed the same pattern, reaching a plateau after ~40 min of incubation. However, the
results obtained for ALP@AETA aerogel were different since, although the formation of PNP
was observed, the reaction was much slower and only ~60% of substrate was transformed
after 40 min. This result agrees with the fluorescence study which suggests changes in the
conformation and denaturation of ALP after hydrogel freeze-drying. Moreover, the result
is also in agreement with those obtained previously for ALP, which reports that, although
it can be considered a freeze-tolerant enzyme, the combined freeze-drying process causes a
loss of activity whose effects can be minimized by the addition of different additives, such
as carbohydrates or other proteins [32].

In view of these results, ALP@AETA xerogel was selected as the most suitable material
for storing the enzyme, discarding ALP@AETA aerogel.
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1 cm path length and absorbance values were collected as a function of time at 405 nm.
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2.4.2. ALP@AETA Xerogel Storage

As was described in the Introduction, one of the main objectives of this work is to
obtain an easily manipulable material that is able to incorporate and maintain the structural
and functional properties of the enzyme at room temperature, so it can be cut into small
slices and taken out of the laboratory for further applications. To this end, we tested
whether, after one month of storage as ALP@AETA xerogel, the enzyme remained stable
and active. The study was similar to those performed previously. On the one hand, the
kinetics of PNP formation was monitored and, on the other hand, the thermal denaturation
curve was recorded (Figure 6). The results show that both behaviors, activity and thermal
stability, were similar to those obtained for the freshly prepared xerogel, confirming the
suitability of storage at room temperature. The only difference was that the recovered
Tm value (70 ◦C) shifted slightly to a lower temperature but was still higher than that
of ALP in buffer (Table 1). Finally, we explored whether an ALP@AETA xerogel, which
had been stored in the laboratory for 18 months at room temperature, still maintained
enzyme activity. The result, included in Figure 6a, shows that after this period of time, the
enzyme lost about 30% of its activity, although its remaining activity allows it to be used in
inhibition assays.
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Figure 6. (a) Kinetics of PNP production by ALP@AETA freshly prepared xerogel (black), after a
month (red) and after 18 months (blue) stored at room temperature. Samples were placed in quartz
cuvettes of 1 cm path length and absorbance values were collected as a function of time at 405 nm.
(b) Evolution of the mean fluorescence energy <ν> of ALP@AETA xerogels before (black squares)
and after a month stored at room temperature (red circles).

2.5. Application: Phosphate Detection

Once the stability of the ALP@AETA xerogel was confirmed, we considered the
possibility of using the new material as a disposable colorimetric biosensor for the detection
of ALP inhibitors. For this purpose, two identical slices of AETA@ALP xerogel (~0.07 g)
were placed in cuvettes and both were swollen first with 0.9 mL of buffer and then with
0.9 mL of a 50 µM PNPP solution which, for one of the cuvettes, also contained 4 mM
phosphate ion, a competitive inhibitor of ALP. The formation of PNP was then monitored
as a function of time (Figure 7a). The results show a drastic reduction in the rate of PNP
formation upon phosphate addition, indicating that AETA@ALP detects the presence of the
ion and thus confirms its ability to detect ALP inhibitors. The sensitivity of the biosensor
to phosphate ion was also studied. For this experiment, slices of ALP@AETA xerogels
were swollen in a buffered solution containing different concentrations of phosphate ion
(between 0 and 4 mM). Then, 50 µM PNPP was added and the absorbance value at 405 nm
was measured in the hydrogel after 10 min incubation and plotted as % inhibition as
a function of inhibitor concentration (Figure 7b). The plot was linear in the range of
concentrations tested (up to 4 mM), with a limit of detection (LOD) of 511 µM, calculated
from the following equation: LOD = 3σ/S, where S is the slope of the calibration curve
and σ is the standard deviation of the blank. It is interesting to note that, although enzyme
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biosensors with a higher sensitivity to phosphate have been published in the literature (see,
for example, [33,34]), one of the main advantages of the present biosensor is that it offers
the possibility to perform rapid measurements of ALP inhibitors easily and at low cost
outside the laboratory, using a sustainable methodology that can be extrapolated to other
enzyme biosensors.
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Figure 7. (a) PNP production kinetics measured in ALP@AETA after its immersion in a 50 µM PNPP
solution in the absence (black line) and presence (red line) of the phosphate ion inhibitor (4 mM).
Samples were placed in quartz cuvettes of 1 cm path length and absorbance values were collected as
function of time at 405 nm. (b) % Inhibition obtained for ALP@AETA in the absence and presence of
different concentrations of phosphate ion after 10 min of incubation. Error bars stand for the standard
deviation of three replicates.

3. Materials and Methods
3.1. Materials and Reagents

[2-(Acryloyloxy)ethyl]trimethylammonium] chloride hydrogels were synthesized by
the radical polymerization of [2-(acryloyloxy)ethyl]trimethylammonium chloride solution
(AETA) in the presence of N,N’-methylenebis(acrylamide) (MBA) as the crosslinking agent
and 2,4,6-lithium trimethylbenzoylphenylphosphinate (LiTPO) as the photoinitiator, all
purchased from Sigma-Aldrich (Merck Life Science, Madrid, Spain). The enzyme alka-
line phosphatase (ALP) (EC 3.1.3.1; from bovine intestinal mucosa; lyophilized powder;
Mw = 140,000 Da), the substrate p-nitrophenyl phosphate (PNPP) and the enzyme inhibitor
dibasic sodium phosphate (Na2HPO4) were purchased from Sigma-Aldrich (Merck Life
Science, Madrid, Spain). Stock solutions of ALP, PNPP and phosphate were prepared in
Tris buffer (55 mM, pH 9) and stored at 4 ◦C at 45.1 µM, 2 mM and 10 mM, respectively.
Tris buffer (55 mM, pH 9) was prepared by mixing Tris base and hydrochloric acid with
twice-distilled and deionized water using Milli-Q equipment (Millipore, Madrid, Spain).
All other solvents were of spectroscopic or analytical reagent grade (Uvasol, Merck).

3.2. Synthesis of [2-(Acryloyloxy)ethyl]trimethylammonium Chloride Hydrogels

Following the protocol previously described by Naranjo et al. [23], hydrogels were
synthesized by photopolymerization of the cationic monomer AETA using MBA as the
chemical crosslinking agent and LiTPO as the photoinitiator. In a typical experiment,
5.66 mL of AETA (26.4 mmol) and 0.01 g of MBA (0.06 mmol) were added to 5 mL of
twice-distilled and deionized water. Finally, LiTPO (0.02 g, 0.06 mmol) was added to the
monomer mixture. It was homogenized by gentle stirring under dark conditions. Then,
1 mL of the mixture was drawn through a disposable syringe and then exposed to UV light
(λ = 335 nm) for 1 min. Finally, the tip of the syringe was cut off and the formed hydrogel
of cylindrical shape was removed. The resulting material (0.3 cm diameter, 5 cm size) was
immersed in twice-distilled and deionized water for 5 days, changing the water every day
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to remove any unreacted precursor. The washed hydrogel polymer network was then dried
by heating in an oven at 45 ◦C for 48 h.

3.3. ALP Immobilization in AETA Hydrogels

ALP was immobilized in AETA hydrogels using a procedure similar to the one previ-
ously described but in two different ways: in situ and ex situ incorporation of the enzyme
into the hydrogel. For most characterization experiments, the final enzyme concentration
was 20 µM. After immobilization, the hydrogel was washed by water immersion and
these washing water fractions were analyzed by fluorescence. In no case was protein
residue found, so it is assumed that the protein was retained at 100%, regardless of the
immobilization method.

• Ex situ process: Embedding ALP into the hydrogel. In this process, the previously
washed and dried AETA hydrogel prepared by the above methods was immersed
in ALP solution for 24 h and stored at 4 ◦C. This step allows loading ALP from the
enzymatic solution into the hydrogel network to form ALP@AETA (Scheme 1a).

• In situ process: Incorporation of ALP into the hydrogel. Milli-Q water was replaced as
solvent by 5 mL of ALP buffered solution before the polymerization process started.
After irradiation with UV light, ALP@AETA hydrogels were obtained (Scheme 1b).

Finally, to facilitate handling and storage at room temperature, ALP@AETA aerogels
or xerogels were prepared by removing the aqueous content by freeze-drying or by heating
in an oven (45 ◦C, 48 h), respectively (Scheme 1c).

3.4. Swelling Measurements

Swelling measurements were performed in triplicate on oven-dried hydrogels (about
0.07 g, 0.3 cm diameter, 0.6 cm size) in the absence and presence of enzyme, either using
ex situ or in situ methodology. The dried hydrogels were immersed in excess Milli-Q
water and stored at room temperature. The initial weight of each sample was recorded and
successive measurements were taken over time as it swelled until the weight remained
stable. The swelling degree (SW) was determined by applying the formula:

SW =
Wt −W0

W0
(1)

where Wt is the weight of the hydrogel at time t and W0 is the initial weight of the dry
hydrogel.

3.5. Fluorescence Measurements

Fluorescence spectra measurements, both in solution and in hydrogel, were performed
by placing the samples in 10 × 10 mm quartz cuvettes using a PTI-QuantaMaster spec-
trofluorometer (PTI, Birmingham, NJ, USA) interfaced with a Peltier cell. Emission spectra
were acquired with an excitation wavelength of 290 nm. The fluorescence intensity of
the blanks (hydrogel without protein) was checked and subtracted from the samples. For
thermal denaturation experiments, heating rates of 5 ◦C min−1 and stabilization times of
30 s at each temperature were selected. Changes in the intrinsic fluorescence of ALP as
a function of temperature were quantified as changes in the average energy of emission
(spectral center of mass, <ν>) calculated according to Equation (2):

< ν >=
∑i Fiνi

∑i Fi
(2)

where Fi stands for fluorescence emitted at wavenumber νi [35]. The thermal denaturation
temperature Tm of ALP was calculated by plotting the first derivative of the thermal
denaturation curve. The final Tm value corresponds to the mean of three samples.
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3.6. Colorimetric Activity Assay

ALP activity assays both in solution and in hydrogel were carried out in triplicate
by colorimetry based on the production of p-nitrophenol (PNP), a product of the ALP-
catalyzed hydrolysis reaction of PNPP, using a model UV−2700 spectrophotometer (Shi-
madzu, Tokyo, Japan) at room temperature. Samples were placed in quartz cuvettes of 1 cm
path length. Absorbance values were collected as a function of time at 405 nm since PNP
shows a strong absorption peak, maintaining a constant concentration of PNPP (50 µM).

4. Conclusions

In this work, we have prepared a 3D enzyme–hydrogel composite, ALP@AETA, by
anchoring alkaline phosphatase ALP in a cationic crosslinked network using a green
protocol. The developed material showed a high swelling capacity, resulting in a robust
and transparent matrix that allowed the characterization of the immobilized enzyme by
monitoring its intrinsic fluorescence. Two immobilization strategies were examined, where
the ex situ methodology was found to be the most suitable since the conformational state
of ALP showed minimal differences with respect to the enzyme in solution. ALP@AETA
hydrogels could be stored dry at room temperature in the form of xerogels. Storage
also induced additional stability of the enzyme, which slightly shifted its denaturation
temperature to higher values. The xerogel could be easily manipulated and cut into small,
easily transportable pieces, which were swollen with the substrate to perform colorimetric
enzyme assays. As a proof of concept, the device was tested as a portable optical biosensor
for the detection of phosphate ion with satisfactory results, such as the possibility to perform
rapid measurements of ALP inhibitors easily and at low cost outside the laboratory, using
a sustainable methodology. This methodology could be extended to the fabrication of other
biosensors of interest, as well as to the storage and delivery of therapeutic enzymes.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/ijms24032672/s1.

Author Contributions: Conceptualization, C.R.M. and M.J.M.-T.; methodology, C.R.M., Y.A., R.E.
and M.A.H.; validation, Y.A. and M.J.M.-T.; formal analysis, Y.A. and M.J.M.-T.; investigation, M.J.M.-
T., Y.A., R.E. and M.A.H.; resources, C.R.M. and M.A.H.; writing—original draft preparation, C.R.M.,
M.J.M.-T. and Y.A.; writing—review and editing, C.R.M., Y.A., R.E. and M.J.M.-T.; visualization,
M.J.M.-T. and Y.A.; supervision, C.R.M. and M.J.M.-T.; project administration, C.R.M.; funding
acquisition, C.R.M. All authors have read and agreed to the published version of the manuscript.

Funding: This work was funded by the Spanish Ministry of Science and Innovation (TED2021-
129894B-I00.). The study forms part of the Advanced Materials programme and was supported
by MCIN with funding from European Union NextGenerationEU (PRTR-C17.I1) and Generalitat
Valenciana (MFA/2022/058).

Institutional Review Board Statement: Not applicable.

Data Availability Statement: Data reported in the study are available from the corresponding author
on reasonable request.

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

References
1. Singh, R.K.; Tiwari, M.K.; Singh, R.; Lee, J.K. From protein engineering to immobilization: Promising strategies for the upgrade of

industrial enzymes. Int. J. Mol. Sci. 2013, 14, 1232–1277. [CrossRef] [PubMed]
2. DiCosimo, R.; McAuliffe, J.; Poulose, A.J.; Bohlmann, G. Industrial use of immobilized enzymes. Chem. Soc. Rev. 2013, 42,

6437–6474. [CrossRef] [PubMed]
3. Alacid, Y.; Martínez-Tomé, M.J.; Mateo, C.R. Reusable Fluorescent Nanobiosensor Integrated in a Multiwell Plate for Screening

and Quantification of Antidiabetic Drugs. ACS Appl. Mater. Interfaces 2021, 13, 25624–25634. [CrossRef] [PubMed]
4. Nguyen, H.H.; Lee, S.H.; Lee, U.J.; Fermin, C.D.; Kim, M. Immobilized Enzymes in Biosensor Applications. Materials 2019, 12,

121. [CrossRef] [PubMed]

https://www.mdpi.com/article/10.3390/ijms24032672/s1
https://www.mdpi.com/article/10.3390/ijms24032672/s1
http://doi.org/10.3390/ijms14011232
http://www.ncbi.nlm.nih.gov/pubmed/23306150
http://doi.org/10.1039/c3cs35506c
http://www.ncbi.nlm.nih.gov/pubmed/23436023
http://doi.org/10.1021/acsami.1c02505
http://www.ncbi.nlm.nih.gov/pubmed/34043318
http://doi.org/10.3390/ma12010121
http://www.ncbi.nlm.nih.gov/pubmed/30609693


Int. J. Mol. Sci. 2023, 24, 2672 13 of 14

5. Vellard, M. The enzyme as drug: Application of enzymes as pharmaceuticals. Curr. Opin. Biotechnol. 2003, 14, 444–450. [CrossRef]
[PubMed]

6. Ribeiro, L.M.O.; Falleiros, L.N.S.S.; de Resende, M.M.; Ribeiro, E.J.; Almeida, R.M.R.G.; da Silva, A.O.S. Immobilization of the
enzyme invertase in SBA-15 with surfaces functionalized by different organic compounds. J. Porous Mater. 2019, 26, 77–89.
[CrossRef]

7. Bolivar, J.M.; Woodley, J.M.; Fernandez-Lafuente, R. Is enzyme immobilization a mature discipline? Some critical considerations
to capitalize on the benefits of immobilization. Chem. Soc. Rev. 2022, 51, 6251–6290. [CrossRef] [PubMed]

8. Guisan, J.M.; Fernandez-Lorente, G.; Rocha-Martin, J.; Moreno-Gamero, D. Enzyme immobilization strategies for the design of
robust and efficient biocatalysts. Curr. Opin. Green Sustain. Chem. 2022, 35, 100593. [CrossRef]

9. Datta, S.; Christena, L.R.; Rajaram, Y.R. Enzyme immobilization: An overview on techniques and support materials. 3 Biotech
2013, 3, 1–9. [CrossRef]

10. Baruch-Shpigler, Y.; Avnir, D. Enzymes in a golden cage. Chem. Sci. J. 2020, 11, 3965–3977. [CrossRef]
11. Maldonado, N.; Amo-Ochoa, P. Advances and Novel Perspectives on Colloids, Hydrogels, and Aerogels Based on Coordination

Bonds with Biological Interest Ligands. Nanomaterials 2021, 11, 1865. [CrossRef] [PubMed]
12. Bustamante-Torres, M.; Romero-Fierro, D.; Arcentales-Vera, B.; Palomino, K.; Magaña, H.; Bucio, E. Hydrogels Classification

According to the Physical or Chemical Interactions and as Stimuli-Sensitive Materials. Gels 2021, 7, 182. [CrossRef]
13. Bordbar-Khiabani, A.; Gasik, M. Smart Hydrogels for Advanced Drug Delivery Systems. Int. J. Mol. Sci. 2022, 23, 3665. [CrossRef]

[PubMed]
14. Sennakesavan, G.; Mostakhdemin, M.; Dkhar, L.K.; Seyfoddin, A.; Fatihhi, S.J. Acrylic acid/acrylamide based hydrogels and its

properties—A review. Polym. Degrad. Stab. 2020, 180, 109308. [CrossRef]
15. Schmieg, B.; Schimek, A.; Franzreb, M. Development and performance of a 3D-printable poly(ethylene glycol) diacrylate hydrogel

suitable for enzyme entrapment and long-term biocatalytic applications. Eng. Life. Sci. 2018, 18, 659–667. [CrossRef]
16. Meyer, J.; Meyer, L.E.; Kara, S. Enzyme immobilization in hydrogels: A perfect liaison for efficient and sustainable biocatalysis.

Eng. Life Sci. 2022, 22, 165–177. [CrossRef]
17. Millán, J.L. Alkaline Phosphatases: Structure, substrate specificity and functional relatedness to other members of a large

superfamily of enzymes. Purinergic Signal. 2006, 2, 335–341. [CrossRef]
18. Jornet-Martínez, N.; Campíns-Falcó, P.; Hall, E.A.H. Zein as biodegradable material for effective delivery of alkaline phosphatase

and substrates in biokits and biosensors. Biosens. Bioelectron. 2016, 86, 14–19. [CrossRef]
19. García Sánchez, F.; Navas Díaz, A.; Ramos Peinado, M.C.; Belledone, C. Free and sol–gel immobilized alkaline phosphatase-based

biosensor for the determination of pesticides and inorganic compounds. Anal. Chim. Acta 2003, 484, 45–51. [CrossRef]
20. Kahveci, Z.; Martínez-Tomé, M.J.; Mallavia, R.; Mateo, C.R. Fluorescent Biosensor for Phosphate Determination Based on

Immobilized Polyfluorene-Liposomal Nanoparticles Coupled with Alkaline Phosphatase. ACS Appl. Mater. Interfaces 2017, 9,
136–144. [CrossRef]

21. Alacid, Y.; Quintero Jaime, A.F.; Martínez-Tomé, M.J.; Mateo, C.R.; Montilla, F. Disposable Electrochemical Biosensor Based on
the Inhibition of Alkaline Phosphatase Encapsulated in Acrylamide Hydrogels. Biosensors 2022, 12, 698. [CrossRef] [PubMed]

22. Martín-Pacheco, A.; Del Río Castillo, A.E.; Martín, C.; Herrero, M.A.; Merino, S.; García Fierro, J.L.; Díez-Barra, E.; Vázquez, E.
Graphene Quantum Dot–Aerogel: From Nanoscopic to Macroscopic Fluorescent Materials. Sensing Polyaromatic Compounds in
Water. ACS Appl. Mater. Interfaces 2018, 10, 18192–18201. [CrossRef] [PubMed]

23. Naranjo, A.; Martín, C.; López-Díaz, A.; Martín-Pacheco, A.; Rodríguez, A.M.; Patiño, F.J.; Herrero, M.A.; Vázquez, A.S.; Vázquez,
E. Autonomous self-healing hydrogel with anti-drying properties and applications in soft robotics. Appl. Mater. Today 2020, 21,
100806. [CrossRef]

24. Upadhyay, L.S.B.; Verma, N. Recent advances in phosphate biosensors. Biotechnol. Lett. 2015, 37, 1335–1345. [CrossRef] [PubMed]
25. Rahman, M.A.; Park, D.-S.; Chang, S.-C.; McNeil, C.J.; Shim, Y.-B. The biosensor based on the pyruvate oxidase modified

conducting polymer for phosphate ions determinations. Biosens. Bioelectron. 2006, 21, 1116–1124. [CrossRef]
26. Kumru, B.; Shalom, M.; Antonietti, M.; Schmidt, B.V.K.J. Reinforced Hydrogels via Carbon Nitride Initiated Polymerization.

Macromolecules 2017, 50, 1862–1869. [CrossRef]
27. Ibrahim, A.G.; Hai, F.A.; Wahab, H.A.E.; Mahmoud, H. Synthesis, Characterization, Swelling Studies and Dye Removal of

Chemically Crosslinked Acrylic Acid/Acrylamide/N,N-Dimethyl Acrylamide Hydrogels. Am. J. Appl. Chem. 2016, 4, 221.
[CrossRef]

28. Royer, C.A. Probing Protein Folding and Conformational Transitions with Fluorescence. Chem. Rev. 2006, 106, 1769–1784.
[CrossRef]

29. Bortolato, M.; Besson, F.; Roux, B. Role of metal ions on the secondary and quaternary structure of alkaline phosphatase from
bovine intestinal mucosa. Proteins 1999, 37, 310–318. [CrossRef]

30. Dumitras, cu, L.; Stănciuc, N.; Aprodu, I.; Ciuciu, A.-M.; Alexe, P.; Bahrim, G.E. Monitoring the heat-induced structural changes
of alkaline phosphatase by molecular modeling, fluorescence spectroscopy and inactivation kinetics investigations. J. Food Sci.
Technol. 2015, 52, 6290–6300. [CrossRef] [PubMed]

31. Panigrahi, S.K.; Mishra, A.K. Inner filter effect in fluorescence spectroscopy: As a problem and as a solution. J. Photochem.
Photobiol. C Photochem. Rev. 2019, 41, 100318. [CrossRef]

http://doi.org/10.1016/S0958-1669(03)00092-2
http://www.ncbi.nlm.nih.gov/pubmed/12943856
http://doi.org/10.1007/s10934-018-0615-2
http://doi.org/10.1039/D2CS00083K
http://www.ncbi.nlm.nih.gov/pubmed/35838107
http://doi.org/10.1016/j.cogsc.2022.100593
http://doi.org/10.1007/s13205-012-0071-7
http://doi.org/10.1039/C9SC05419G
http://doi.org/10.3390/nano11071865
http://www.ncbi.nlm.nih.gov/pubmed/34361254
http://doi.org/10.3390/gels7040182
http://doi.org/10.3390/ijms23073665
http://www.ncbi.nlm.nih.gov/pubmed/35409025
http://doi.org/10.1016/j.polymdegradstab.2020.109308
http://doi.org/10.1002/elsc.201800030
http://doi.org/10.1002/elsc.202100087
http://doi.org/10.1007/s11302-005-5435-6
http://doi.org/10.1016/j.bios.2016.06.016
http://doi.org/10.1016/S0003-2670(03)00310-6
http://doi.org/10.1021/acsami.6b12434
http://doi.org/10.3390/bios12090698
http://www.ncbi.nlm.nih.gov/pubmed/36140083
http://doi.org/10.1021/acsami.8b02162
http://www.ncbi.nlm.nih.gov/pubmed/29733189
http://doi.org/10.1016/j.apmt.2020.100806
http://doi.org/10.1007/s10529-015-1823-3
http://www.ncbi.nlm.nih.gov/pubmed/25808820
http://doi.org/10.1016/j.bios.2005.04.008
http://doi.org/10.1021/acs.macromol.6b02691
http://doi.org/10.11648/j.ajac.20160406.12
http://doi.org/10.1021/cr0404390
http://doi.org/10.1002/(SICI)1097-0134(19991101)37:2&lt;310::AID-PROT16&gt;3.0.CO;2-B
http://doi.org/10.1007/s13197-015-1719-1
http://www.ncbi.nlm.nih.gov/pubmed/26396374
http://doi.org/10.1016/j.jphotochemrev.2019.100318


Int. J. Mol. Sci. 2023, 24, 2672 14 of 14

32. Shimizu, T.; Korehisa, T.; Imanaka, H.; Ishida, N.; Imamura, K. Characteristics of proteinaceous additives in stabilizing enzymes
during freeze-thawing and -drying. Biosci. Biotechnol. Biochem. 2017, 81, 687–697. [CrossRef] [PubMed]

33. Cui, J.; Ogabiela, E.E.; Hui, J.; Wang, Y.; Zhang, Y.; Tong, L.; Zhang, J.; Adeloju, S.B.; Zhang, X.; Wu, Y. Electrochemical Biosensor
based on Pt/Au Alloy Nanowire Arrays for Phosphate Detection. J. Electrochem. Soc. 2015, 162, B62. [CrossRef]

34. Karthikeyan, R.; Berchmans, S. Inorganic-Organic Composite Matrix for the Enzymatic Detection of Phosphate in Food Samples.
J. Electrochem. Soc. 2013, 160, B73. [CrossRef]

35. Esquembre, R.; Sanz, J.M.; Wall, J.G.; del Monte, F.; Mateo, C.R.; Ferrer, M.L. Thermal unfolding and refolding of lysozyme in
deep eutectic solvents and their aqueous dilutions. Phys. Chem. Chem. Phys. 2013, 15, 11248–11256. [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.

http://doi.org/10.1080/09168451.2016.1274637
http://www.ncbi.nlm.nih.gov/pubmed/28067593
http://doi.org/10.1149/2.0701503jes
http://doi.org/10.1149/2.111306jes
http://doi.org/10.1039/c3cp44299c

	Introduction 
	Results and Discussion 
	Immobilization of ALP in AETA Hydrogels 
	Swelling Study 
	Characterization of the Protein Inside the Hydrogel 
	Enzymatic Activity Study of Ex Situ and In Situ ALP@AETA Hydrogels 
	ALP@AETA Stability Study 

	ALP@AETA Storage 
	Enzymatic Activity of ALP@AETA Aerogel and Xerogel 
	ALP@AETA Xerogel Storage 

	Application: Phosphate Detection 

	Materials and Methods 
	Materials and Reagents 
	Synthesis of [2-(Acryloyloxy)ethyl]trimethylammonium Chloride Hydrogels 
	ALP Immobilization in AETA Hydrogels 
	Swelling Measurements 
	Fluorescence Measurements 
	Colorimetric Activity Assay 

	Conclusions 
	References

