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Abstract: Galactose monitoring in individuals allows the prevention of harsh health conditions
related to hereditary metabolic diseases like galactosemia. Current methods of galactose detection
need development to obtain cheaper, more reliable, and more specific sensors. Enzyme-containing
amperometric sensors based on galactose oxidase activity are a promising approach, which can be
enhanced by means of their inclusion in a redox polymer coating. This strategy simultaneously allows
the immobilization of the biocatalyst to the electroactive surface and hosts the electron shuttling
units. An additional deposition of capping polymers prevents external interferences like ascorbic
or uric acid as well as biofouling when measuring in physiological fuels. This work studies the
protection effect of poly(2-methacryloyloxyethyl phosphorylcholine-co-glycidyl methacrylate (MPC)
and polyvinylimidazole-polysulfostyrene (P(VI-SS)) when incorporated in the biosensor design for
the detection of galactose in human plasma.
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1. Introduction

One of the greatest challenges in healthcare is the real-time diagnosis of diseases
by direct and fast analysis in physiological fluids. Biosensors emerge as a solution for
this goal [1]. In particular, amperometric enzyme biosensors have several advantages
for monitoring analytes of clinical importance. The electrochemical transducers allow
high sensitivity, fast time response, design simplicity, and low cost of the device, while
the immobilized enzyme provides the required selectivity for the detection of the target
analyte [1-4]. The microfabrication of sensors and the use of hybrid biomaterials help
to improve the biocompatibility of these devices in long-term use [5-7]. Global efforts
to ensure quality implantable devices are expanding, leading to a growth rate in the
biosensors market [8]. Close attention to all possible medical device trends is further
highlighted by the proliferation of personalized medicine, point-of-care testing, as well as
wearable devices [9]. However, physiological fluids are complex solutions that pose several
challenges for direct measurement with amperometric enzyme biosensors. They contain
several electrochemically active interferences as well as biological entities (cells, proteins,
etc.) that cause passivation of the electrode or inactivation of the immobilized enzyme [10].
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Despite the evident medical benefits related to the continuous in-vivo measurement of
glucose levels in blood by commercial biosensors, there are major challenges to make the
implanted biosensors work in the long term [6,8,9]. The presence of ascorbic and uric
acids in blood causes measurement interferences due to their oxidation at the electrode
when poised at relatively moderate potentials [11]. In addition, signal degradation and
biosensor reliability over time are common and attributed to biofouling (non-specific cell
and protein absorption) [12,13]. Device implantation triggers a cascade of inflammatory
responses in the body, culminating in fibrosis and collagen encapsulation on the implanted
materials. This process, known as foreign body response (FBR), largely affects the biosensor
function, leading to gradual loss of the biosensor sensitivity and, finally, to complete loss of
function [14,15].

Cutting edge research in biomimetic materials has been explored to overcome these
drawbacks. Negatively charged polymers covering the biocatalytic layer on the electrode
have been shown to be useful for minimizing the interference signal from ascorbic and uric
acids [16,17]. Antifouling strategies to achieve more biocompatible biosensors have been
implemented by incorporating hydrophilic polymers as a protection layer. Polyethylene gly-
col (PEG) has been widely studied for this purpose [18,19]. Combinations of polymers have
also been studied in order to obtain less adhesion of proteins and cells on the surface while
causing minimal interference on the implanted device output [20,21]. Synergistic behavior
between device operability and reduced inflammatory response has been reported by
using zwitterionic polymer coatings. They possess stronger hydration effects that result in
enhanced anti-fouling properties [22-24]. Very recently, Jayakumar et al. reported a compar-
ison between several coatings for minimizing FBR over an amperometric glucose biosensor.
The best results were obtained with poly(2-methacryloyloxyethyl phosphorylcholine-co-
glycidyl) methacrylate (MPC). MPC reduced the adhesion of fibroblast and fibrinogen by
80% and 50%, respectively, without loss of glucose detection sensitivity [25]. Although it
was only tested for a glucose biosensor, this study opens the door for the development of
other biosensors to be used in physiological fluids in order to decrease the impact of FBR
over them.

Quantitative determination of galactose in blood or urine is also clinically important.
Increased levels of this sugar are caused by galactosemia, which is a disease characterized by
the inability to metabolize the monosaccharide galactose [26,27]. Galoctosemia is especially
important in newborn infants and young children, since galactose is produced by the
hydrolysis of the lactose present in most animal milks [28]. Increased concentrations of
galactose and galactose-1-phosphate caused by this illness provoke bleeding disorders,
sepsis, cataracts, and even death [29-31]. Like other diseases, the timetable for discovery
is essential to avoid major complications. Therefore, the development of biosensors to
avoid the use of expensive and time-consuming quantification methods is desirable. In
the literature, there are several reports of electrodes with immobilized galactose oxidase
(GaOx) tested as amperometric galactose biosensors in serum or plasma [32,33]. The
transduction signal of these biosensors is either based on the change in the current due to
O, uptake [16] or HyO, production [34] by the enzymatic activity or by adding a redox
mediator as electron acceptor from GaOx instead of O, [35,36]. We recently reported an
amperometric biosensor for determination of galactose in dairy products not affected by
the presence of lactose or glucose based on galactose oxidase (GaOx) co-immobilized with
an osmium complex modified redox polymer on glassy carbon electrodes. This biosensor
configuration has two main advantages. The first one is that GaOx is very efficiently
wired by the Os complex modified redox polymer, thus outcompeting O, as an electron
acceptor and yielding an O,-insensitive galactose biosensor. The second advantage is that
the activity of the immobilized GaOx can be controlled by the redox potential applied at
the electrode, which switches it on or off by oxidizing GaOx to the active state or reducing
it to the inactive state [37].

We now study the performance of the electrodes modified with GaOx and the Os
complex modified redox polymer for detection of galactose in human plasma. To decrease
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the interferences and inactivation effects of the physiological medium, we added a coat-
ing system to our modified electrode. The coating system was previously developed for
a glucose biosensor tested in a buffer solution mimicking plasma [38] and consists of:
(i) an interlayer of a negatively charged polyvinylimidazole-polysulfostyrene co-polymer,
denoted as P(VI-SS), for protection against uric and ascorbic acids; and (ii) an outer zwitteri-
onic polymer coating of MPC for preventing cell and protein adhesion. Results of galactose
detection in plasma with this biosensor configuration were compared with those obtained
with uncoated GaOx-modified electrodes.

2. Materials and Methods
2.1. Chemicals

All chemicals were of analytical grade and used as received. D-(+)-galactose, sodium
dihydrogen, and poly(ethylene glycol)diglycidyl ether (PEGDGE, MW 500) were sup-
plied by Sigma-Aldrich (St. Louis, MI, USA). Di-sodium hydrogen phosphate 12-hydrate
was obtained from VWR Chemicals (Solon, OH, USA). Micropolish alumina with 1, 0.3,
and 0.05 pm particle sizes were purchased from Buehler. The redox polymer [poly(1-
vinylimidazole) Os(2,2'-bipyridine),Cl]*, named as PVI-Os, was synthesized by modifi-
cation of reported methods [39,40]. P(VI-SS) was synthesized as reported by Lielpetere
et al. [38]. MPC was synthesized as described by Jayakumar et al. [25]. Galactose oxidase
(GaOx) from Dactlylium dendroides (500-1500 U mg~!) was supplied by Sigma-Aldrich.
Human plasma was received from Skédnes Universitetssjukhus (Lund, Sweden). All aque-
ous solutions were prepared with ultrapure deionized water (18.2 MQ) cm) from a Milli-Q
water system.

2.2. Electrode Modification

Glassy carbon electrodes from BASi (3 mm diameter) were polished using sandpaper
(P1500) and alumina of decreasing sizes (1, 0.3, 0.05 um). Afterward, they were sonicated
in Milli-Q grade water for 15 min, rinsed, and dried. Two types of electrode modification
were done on the clean surfaces, named as uncoated and coated. In the first case, the elec-
trode surface was modified by drop-casting with 14 pL of an aqueous solution containing
5mg mL~! PVI-Os, 0.10 mg mL~! PEGDGE, and 1 mg mL~! GaOx. The deposited drop
was allowed to dry overnight. In the case of the coated electrodes, after doing the first
modification step as the uncoated electrodes, the electrodes were modified with two coating
polymers. First, 5 uL of 0.5 wt/v% P(VI-SS) were deposited, allowing 2 h for this deposit
to dry, and after this, 5 uL of 0.5 wt/v% MPC were deposited with overnight drying at
ambient temperature.

2.3. Electrochemical Measurements

All experiments were performed in a three-electrode configuration using a glassy
carbon-modified electrode as the working electrode, a Pt wire as a counter electrode, and a
custom-built Ag | AgCl (3 M KCl) as a reference electrode. All redox potentials mentioned
are relative to this reference electrode. The electrochemical experiments were performed
using a pAutolab Type III/FRA2 potentiostat/galvanostat from Metrohm Autolab B.V.
(Utrech, The Netherlands). Measurements were performed using either a 0.1 M phosphate
buffer, pH 7.0, or human plasma. The plasma was received from Skdnes Universitetssjukhus
(Lund, Sweden). For characterization in the physiological medium, the measurement
solution was heated to 37 °C and continuously stirred. During chronoamperometric
measurements, the applied potential was +350 mV, and magnetic stirring of the electrolyte
was performed to ensure a homogeneous solution after the addition of different substrate
concentrations. All chronoamperometric measurements were performed under ambient air
conditions. For the cyclic voltammetry measurements, the potential was scanned from 0 to
+450 mV at 5 or 10 mV s~ ! scan rates. Current signals were normalized to the geometric
surface area (0.07 cm?) of the glassy carbon electrodes to generate current density data.
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PVI-Os + PEGDGE + GaOx

For the modified electrodes tests with plasma, a sequence of experiments was per-
formed to mimic a flow cell system. The repetition of steps was as follows: (a) electrode
immersion in 0.1 M phosphate buffer, pH 7; (b) spiking the electrolyte with 45 mM galac-
tose; (c) electrode immersion in 0.1 M phosphate buffer, pH 7; (d) electrode immersion in
human plasma; (e) spiking the plasma with 45 mM galactose; (f) electrode in human plasma;
(g) electrode immersion in 0.1 M phosphate buffer, pH 7; (h) spiking with 45 mM galactose;
(i) electrode immersion in 0.1 M phosphate buffer, pH 7. The duration of each step was
about 500 s, and magnetic stirring was done to ensure a homogeneous solution after the
addition of different substrate concentrations.

3. Results and Discussion

We prepared amperometric galactose biosensors by co-immobilization of galactose
oxidase (GaOx) from Dactylium dendroides and an osmium-based redox polymer (PVI-
Os) on a glassy carbon electrode using PEGDGE as crosslinker [37] and studying their
performance in human plasma. As illustrated in Figure 1, in some of the modified electrodes,
two additional polymers were added on top as a protection layer: the negatively charged
polymer P(VI-SS) for protection against the electrochemical interferents uric and ascorbic
acid and an outer zwitterionic polymer coating of MPC for antifouling protection using
layers that can be cross-linked to each other to minimize the boundary between them.
This coating configuration was previously shown to be optimal for protecting a glucose
biosensor based on cellobiose dehydrogenase operating in plasma-mimicking buffer [38],
and we now study it in real human plasma for a galactose biosensor based on the enzyme
GaOx. The structure and catalytic mechanism of GaOx are very different from those of
cellobiose dehydrogenase [33,41]. Thus, its inhibition conditions as well as operational and
storage stabilities in physiological media are expected to be quite different.

P(VI-SS)

Figure 1. Schematic illustration of a coated galactose biosensor comprising a glassy carbon electrode
modified with a bottom layer of GaOx, PEGDGE crosslinker, and PVI-Os, a middle layer of P(VI-SS)
ata 1:1 monomer ratio, and a top layer of MPC with a 30% loading of glycidyl methacrylate monomer.



Biosensors 2024, 14, 167

50f 10

First, the electrochemical response of uncoated and coated GaOx-modified electrodes
to galactose in pH 7.0 phosphate buffer was studied. Although the electrocatalytic currents
of galactose oxidase increase considerably in basic solutions [42], for comparison with
measurements done in physiological samples, we chose neutral pH as the standard value for
evaluating the biosensor performance. Figure 2 shows the expected cyclic voltammograms
showing the quasi-reversible redox process of the immobilized PVI-Os polymer in the
absence of the substrate and the electrocatalytic effect upon galactose addition to the
electrolyte measured for both uncoated and coated electrodes.

o 80-
g

G

§ 60
~

S 40-
2

2 20-
o

-]

s
5

U '20 1

00 01 02 03 04 05
Potential (V) vs Ag/AgCI/3M KCI

Figure 2. Cyclic voltammograms of uncoated (red) and coated (blue) GaOx-modified electrodes
measured at 10 mV s~! scan rate in 0.1 M phosphate buffer pH 7.0 containing 100 mM galactose. The
black line corresponds to the CV in absence of galactose for the uncoated electrode.

Chronoamperometric experiments at +350 mV vs. Ag/AgCl (3 M KCl) were also
performed, in which increasing galactose concentrations were added to the 0.1 M phos-
phate buffer with pH 7 electrolyte (Figure 3). This applied potential was selected because
it provides a sufficient overpotential to assure the oxidation by the co-immobilized Os
complex of the tyrosine of the enzyme’s active site, which keeps it in the active state. A
lower redox potential would decrease the galactose oxidase activity due to formation of
the inactive state, whereas a higher applied potential would increase the oxidative inter-
ference currents [37]. The catalytic currents measured with the coated electrodes were
approximately one third of those measured with the uncoated ones at the same galactose
concentration, although the linear range of response was broader. Both effects can be
explained by the additional diffusional constraint of substrate access to the immobilized
enzyme due to the protection layers, P(VI-SS) and MPC [43,44].

Both types of GaOx-modified electrodes were tested for galactose detection in the
physiological medium (Figure 4). Firstly, 100 mM of phosphate buffer pH 7.0 was used
as the electrolyte, and, after background current stabilization, 45 mM of galactose was
added as the reference value. The measured currents reached 48 pA cm~2 and 26 pA
cm~? for the uncoated and coated electrodes, respectively. In a second step, the electrolyte
was exchanged for human plasma. The background current increased considerably in the
case of the uncoated electrode due to the oxidation of the interferences ascorbic and uric
acid at the electrode, reaching 20 pA cm~2. When 45 mM of galactose was added, the
increase in the current was negligible compared to the background currents. Moreover,
after reintroducing the phosphate buffer, the background current returned to its low initial
value of 1 pA cm™~2, but the catalytic current in the presence of 45 mM of galactose was
only approximately 5% of the initial one. This result clearly indicated that the plasma
medium was too harsh for GaOx, irreversibly losing most of its enzymatic activity. On the
other hand, the coated biosensor yielded a background current in human plasma that was
half of that measured with the uncoated electrode, confirming the effect of the P(VI-SS)
polymer in decreasing the interference of ascorbic and uric acids, as studied for a glucose
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biosensor by Lielpetere et al. [38]. This effect is attributed to the high loading of sulfonate
groups in P(VI-SS), causing electrostatic repulsion of negatively charged interferents. Thus,
it prevents the interference of ascorbic and uric acids while not affecting the difussion
of monosacharides, such as glucose or galactose, contrary to other negatively charged
polymers like Nafion [38]. Furthermore, approximately 33% of the electrocatalytic response
with 45 mM of galactose was maintained in human plasma compared to the one measured
in phosphate buffer. Therefore, the combined P(VI-SS) and MPC capping polymers layer
was preventing complete passivation of the biosensor in the physiological fluid, thus
allowing galactose detection in human plasma. However, the operational stability was low,
as, after 1 h, the response in buffer decreased by 90%.
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Figure 3. Current density dependence on galactose concentrations for uncoated (left graph) and
coated GaOx-modified electrodes (right graph) measured by chronoamperometry measurements

at 0.35 V vs. Ag/AgCl (3 M KCl) in 0.1 M phosphate buffer pH 7.0. Error bars refer to the standard
deviation (n = 3).
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Figure 4. Chronoamperometry curves performed at 0.35 V vs. Ag/AgCl (3 M KCl) with an uncoated
(left graph) and a coated (right graph) biosensor. The electrolyte was changed sequentially from
100 mM phosphate buffer pH 7.0 (light grey) to human plasma (dark grey). The addition of 45 mM
galactose is marked by arrows.

The storage stability of both coated and uncoated electrodes was also studied by cyclic
voltammetry and chronoamperometry. The biosensors’ responses to increasing galactose
concentrations were repeatedly measured in 100 mM phosphate buffer during several days,
which was kept in the fridge overnight in plasma to test the operability of the biodevices
under adverse storage conditions. Both systems gradually lost electrocatalytic response to
galactose each day, although the electrode passivation by the plasma was slightly higher
in the uncoated electrodes (Figure 5). The coated biosensor still had 28% of the initial
response after one week. The chronoamperometry measurements also showed the same
trend during an equal period of time (Figure S1, Supplementary Materials). The loss of
electrocatalytic activity of galactose oxidation was not caused by leakage of the PVI-Os
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from the electrode surface, because, by cyclic voltammetry in buffer and in the absence of
the substrate, it was checked that the peak currents of the redox polymer after 7 days were
78% and 77% for the coated and uncoated electrodes, respectively (Figure 6).
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Figure 5. Cyclic voltammetry measurements of uncoated (left graph) and coated (right graph) GaOx-
modified electrodes measured at 5 mV s~! scan rate in 0.1 M phosphate buffer pH 7.0 containing
45 mM galactose after 1 (black), 2 (red), 3 (blue), 4 (orange), and 7 days (green) stored overnight in
human plasma at 4 °C.
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Figure 6. Cyclic voltammetry measurements of uncoated (left graph) and coated (right graph) GaOx-
modified electrodes measured at 5 mV s~! scan rate in 0.1 M phosphate buffer pH 7.0 after stored
overnight in human plasma at 4 °C for 1 to 7 days. The colors code is as in Figure 5.

The cyclic voltammetry and chronoamperometry measurements show that, when the
galactose biosensor was stored in human plasma, the loss of GaOx activity was much slower
(retaining significant electroactivity after 7 days, even without the protection polymers),
whereas, under operation conditions, the loss of activity of the uncoated biosensor was
drastic within a few minutes. Therefore, these results suggest that the GaOx is much
more vulnerable to irreversible inactivation in the physiological medium when in its active
oxidized state, as, under operational conditions of galactose oxidation, the enzyme is
poised at a redox potential in which both its Cu atom and the tyrosine residue of the
catalytic site are oxidized [33,37,45]. The presence of the two capping polymers is then
essential as a protection layer to prevent complete and rapid inactivation of the GaOx
catalytic site. When stored in human plasma, the GaOx was in the intermediate inactive
state with its catalytic Tyr reduced and the oxidized Cu?*, as the final potential of the
cyclic voltammetry measurements was 0 V vs. Ag/AgCl (3M KCl) [33,45]. In this case,
the loss of activity was much slower, even without the protection polymers. Thus, our
results suggest that inactivation of GaOx in plasma is caused by the interaction of one of the
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plasma components with the tyrosine radical of the enzyme’s active site, and that coating
of the galactose biosensor is required to prevent against such inactivation.

4. Conclusions

The deposition of polymers MPC and P(VI-SS) as capping layers over the biosensor
based on GaOx crosslinked with the PVI-Os redox polymer allows detection of galactose in
human plasma. The protection effects of the capping polymers are twofold. They greatly
decrease the interference of ascorbic and uric acids present in the physiological medium,
and they mitigate, but not preclude completely, the total, fast, and irreversible inactivation
of GaOx observed for the uncoated electrode when measuring galactose in human plasma.
The comparison between operational and storage stability experiments in human plasma
for both uncoated and coated biosensors indicates that the immobilized GaOx is much
more vulnerable to irreversible inactivation when in the active oxidized state than in the
inactive intermediate state. As the redox state of the active center of the immobilized GaOx
can be controlled by its wiring to the electrode with the co-immobilized PVI-Os redox
polymer, it would be possible to switch on the coated biosensor for fast measurements of
galactose in plasma and then switch it off in the periods between measurements to increase
its stability.

The results of this work suggest that the inactivation of GaOx in plasma is caused by
the interaction of one of its components with the tyrosine radical of the enzyme when it
is in the oxidized active state, although confirmation of this hypothesis and identification
of this component causing irreversible inactivation requires future work to obtain direct
experimental evidence by other techniques.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/bios14040167/s1, Figure S1: Storage stability of uncoated and coated
biosensors studied by chronoamperometry.

Author Contributions: Conceptualization, A.L.D.L., S.S.,, M.F,, M.P, D.L. and W.S.; methodology,
CEFE,CP, K], TM. and A.L; investigation,; C.E,, C.P, K]., TM. and A.L.; resources, A.LD.L,S.S.,
M.F, M.P, D.L. and W.S.; writing—original draft preparation, A.L.D.L. and C.F,; writing—review and
editing, S.S., M.E,, M.P,, D.L. and W.S.; supervision, A.L.D.L.,S.5, M.E, M.P,, D.L. and W.S.; project
administration, A.L.D.L,, S.S., D.L. and W.S; funding acquisition A.L.D.L,, S.S.,, M.P, D.L. and W.S.
All authors have read and agreed to the published version of the manuscript.

Funding: This work was funded by the European Union’s Horizon 2020 research and innovation
MSCA ITN program under grant agreement N° 813006, IMPLANTSENS.

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki and approved by the Swedish Ethical Review Authority (ETIK 2009/180, 16 April 2009).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Conflicts of Interest: Authors Carolin Psotta and Sergey Shleev were employed by the company
Aptusens AB. The remaining authors declare that the research was conducted in the absence of any
commercial or financial relationships that could be construed as a potential conflict of interest.

References

1.

Rocchitta, G.; Spanu, A.; Babudieri, S.; Latte, G.; Madeddu, G.; Galleri, G.; Nuvoli, S.; Bagella, P.; Demartis, M.I.; Fiori, V.; et al.
Enzyme biosensors for biomedical applications: Strategies for safeguarding analytical performances in biological fluids. Sensors
2016, 16, 780. [CrossRef] [PubMed]

Dong, Y.P; Luo, X.J; Liu, Y.Q.; Yan, C.L.; Li, HX; Lv, ].C.; Yang, L.; Cui, Y. A disposable printed amperometric biosensor for
clinical evaluation of creatinine in renal function detection. Talanta 2022, 248, 123592. [CrossRef] [PubMed]

Bollella, P.; Gorton, L. Enzyme based amperometric biosensors. Curr. Opin. Electrochem. 2018, 10, 157-173. [CrossRef]

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/bios14040167/s1
https://www.mdpi.com/article/10.3390/bios14040167/s1
https://doi.org/10.3390/s16060780
https://www.ncbi.nlm.nih.gov/pubmed/27249001
https://doi.org/10.1016/j.talanta.2022.123592
https://www.ncbi.nlm.nih.gov/pubmed/35671549
https://doi.org/10.1016/j.coelec.2018.06.003
https://doi.org/10.3390/ma12010121
https://www.ncbi.nlm.nih.gov/pubmed/30609693

Biosensors 2024, 14, 167 90f 10

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.
29.

30.

31.

32.

Kotanen, C.N.; Moussy, EG.; Carrara, S.; Guiseppi-Elie, A. Implantable enzyme amperometric biosensors. Biosens. Bioelectron.
2012, 35, 14-26. [CrossRef] [PubMed]

Ye, S.; Feng, S.; Huang, L.; Bian, S. Recent progress in wearable biosensors: From healthcare monitoring to sports analytics.
Biosensors 2020, 10, 205. [CrossRef] [PubMed]

Baracu, A.M.; Dinu Gugoasa, L.A. Review—Recent advances in microfabrication, design and applications of amperometric
sensors and biosensors. ]. Electrochem. Soc. 2021, 168, 037503. [CrossRef]

Capuani, S.; Malgir, G.; Chua, C.Y.X,; Grattoni, A. Advanced strategies to thwart foreign body response to implantable devices.
Bioeng. Trans. Med. 2022, 7, €10300. [CrossRef] [PubMed]

Xu, J.; Lee, H. Anti-biofouling strategies for long-term continuous use of implantable biosensors. Chemosensors 2020, 8, 66.
[CrossRef]

Falk, M.; Psotta, C.; Cirovic, S.; Shleev, S. Non-invasive electrochemical biosensors operating in human physiological fluids.
Sensors 2020, 20, 6352. [CrossRef]

Harris, ].M.; Reyes, C.; Lopez, G.P. Common causes of glucose oxidase instability in in invo biosensing: A brief review. J. Diabetes
Sci. Technol. 2013, 7, 1030-1038. [CrossRef] [PubMed]

Gray, M.; Meehan, J.; Ward, C.; Langdon, S.P.; Kunkler, L.H.; Murray, A.; Argyle, D. Implantable biosensors and their contribution
to the future of precision medicine. Vet. J. 2018, 239, 21-29. [CrossRef] [PubMed]

Zhang, D.; Chen, Q.; Shi, C.; Chen, M.; Ma, K.; Wan, J.; Liu, R. Dealing with the foreign-body response to implanted biomaterials:
Strategies and applications of new materials. Adv. Funct. Mater. 2021, 31, 2007226. [CrossRef]

Anderson, ].M.; Rodriguez, A.; Chang, D.T. Foreign body reaction to biomaterials. Semin. Immunol. 2008, 20, 86-100. [CrossRef]
[PubMed]

Liu, N.; Xu, Z.; Morrin, A.; Luo, X. Low fouling strategies for electrochemical biosensors targeting disease biomarkers. Anal. Meth.
2019, 11, 702-711. [CrossRef]

Tkac, ].; Whittaker, ].W.; Ruzgas, T. The use of single walled carbon nanotubes dispersed in a chitosan matrix for preparation of a
galactose biosensor. Biosens. Bioelectron. 2007, 22, 1820-1824. [CrossRef]

Jia, W.Z,; Wang, K.; Xia, X.H. Elimination of electrochemical interferences in glucose biosensors. Trends Anal. Chem. 2010, 29, 306-318.
[CrossRef]

Nederberg, F.; Watanabe, J.; Ishihara, K.; Hilborn, J.; Bowden, T. Biocompatible and biodegradable phosphorylcholine ionomers
with reduced protein adsorption and cell adhesion. . Biomater. Sci. 2006, 17, 605-614. [CrossRef]

Russo, M.].; Han, M.; Desroches, P.E.; Manasa, C.S.; Dennaoui, J.; Quigley, A.E; Kapsa, RM.I.; Moluton, S.E.; Guijt, RM,;
Greene, G.W,; et al. Antifouling strategies for electrochemical biosensing: Mechanisms and performance toward point of care
based diagnostic applications. ACS Sens. 2021, 6, 1482-1507. [CrossRef]

Rodriguez Emmenegger, C.; Brynda, E.; Riedel, T.; Sedlakova, Z.; Houska, M.; Bologna Alles, A. Interaction of blood plasma with
antifouling surfaces. Langmuir 2009, 25, 6328-6333. [CrossRef]

Bernhard, C.; Roeters, S.J.; Franz, ].; Weidner, T.; Bonn, M.; Gonella, G. Repelling and ordering: The influence of poly(ethylene
glycol) on protein adsorption. Phys. Chem. Chem. Phys. 2017, 19, 28182-28188. [CrossRef] [PubMed]

Xie, X.; Doloff, J.C.; Yesilyurt, V.; Sadraei, A.; McGarrigle, ].J.; Omami, M.; Veiseh, O.; Farah, S; Isa, D.; Ghani, S.; et al. Reduction
of measurement noise in a continuous glucose monitor by coating the sensor with a zwitterionic polymer. Nat. Biomed. Eng.
2018, 2, 894-906. [CrossRef] [PubMed]

Schlenoff, J.B. Zwitteration: Coating surfaces with zwitterionic functionality to reduce nonspecific adsorption. Langmuir 2014,
30, 9625-9636. [CrossRef] [PubMed]

Chen, S.H.; Chang, Y.; Ishihara, K. Reduced blood cell adhesion on polypropylene substrates through a simple surface zwitterion-
ization. Langmuir 2017, 33, 611-621. [CrossRef] [PubMed]

Jayakumar, K.; Lielpetere, A.; Domingo-Lopez, D.A.; Levey, R.E.; Duffy, G.P; Schuhmann, W.; Leech, D. Tethering zwitterionic
polymer coatings to mediated glucose biosensor enzyme electrodes can decrease sensor foreign body response yet retain
sensitivity to glucose. Biosen. Bioelectron. 2023, 219, 114815. [CrossRef] [PubMed]

Succoio, M.; Sacchettini, R.; Rossi, A.; Parenti, G.; Ruoppolo, M. Galactosemia: Biochemistry, molecular genetics, newborn
screening and treatment. Biomolecules 2022, 12, 968. [CrossRef] [PubMed]

Delnoy, B.; Coelho, A.I; Rubio-Gozalbo, M.E. Current and future treatments for classic galactosemia. J. Pers. Med. 2021, 11, 75.
[CrossRef] [PubMed]

Timson, D.J. The molecular basis of galactosemia—Past, present and future. Gene 2016, 589, 133-141. [CrossRef] [PubMed]

Tisa, I.B.; Achim, A.C.; Cozma-Petrut, A. The importance of neonatal prescreening for galactosemia. Nutrients 2023, 15, 10.
[CrossRef]

Timmers, I.; van den Hurk, J.; Di Salle, F.; Rubio-Gozalbo, M.E.; Jansma, B.M. Language production and working memory in
classic galactosemia from a cognitive neuroscience perspective: Future research directions. J. Inherit. Metab. Dis. 2011, 34, 367-376.
[CrossRef]

Kishnani, P.S.; Chen, Y.T. Disorders of carbohydrate metabolism. In Emery and Rimoin’s Principles and Practice of Medical Genetics,
6th ed.; Rimoin, D., Pyeritz, R., Korf, B., Eds.; Academic Press: Cambridge, MA, USA, 2013; pp. 1-36. [CrossRef]

Kanyong, P.; Krampa, F.D.; Aniweh, Y.; Awandare, G.A. Enzyme-based amperometric galactose biosensors: A review. Microchim.
Acta 2017, 184, 3663-3671. [CrossRef] [PubMed]


https://doi.org/10.1016/j.bios.2012.03.016
https://www.ncbi.nlm.nih.gov/pubmed/22516142
https://doi.org/10.3390/bios10120205
https://www.ncbi.nlm.nih.gov/pubmed/33333888
https://doi.org/10.1149/1945-7111/abe8b6
https://doi.org/10.1002/btm2.10300
https://www.ncbi.nlm.nih.gov/pubmed/36176611
https://doi.org/10.3390/chemosensors8030066
https://doi.org/10.3390/s20216352
https://doi.org/10.1177/193229681300700428
https://www.ncbi.nlm.nih.gov/pubmed/23911187
https://doi.org/10.1016/j.tvjl.2018.07.011
https://www.ncbi.nlm.nih.gov/pubmed/30197105
https://doi.org/10.1002/adfm.202007226
https://doi.org/10.1016/j.smim.2007.11.004
https://www.ncbi.nlm.nih.gov/pubmed/18162407
https://doi.org/10.1039/C8AY02674B
https://doi.org/10.1016/j.bios.2006.08.014
https://doi.org/10.1016/j.trac.2010.01.006
https://doi.org/10.1163/156856206777346304
https://doi.org/10.1021/acssensors.1c00390
https://doi.org/10.1021/la900083s
https://doi.org/10.1039/C7CP05445A
https://www.ncbi.nlm.nih.gov/pubmed/29022982
https://doi.org/10.1038/s41551-018-0273-3
https://www.ncbi.nlm.nih.gov/pubmed/30931173
https://doi.org/10.1021/la500057j
https://www.ncbi.nlm.nih.gov/pubmed/24754399
https://doi.org/10.1021/acs.langmuir.6b03295
https://www.ncbi.nlm.nih.gov/pubmed/27802598
https://doi.org/10.1016/j.bios.2022.114815
https://www.ncbi.nlm.nih.gov/pubmed/36302333
https://doi.org/10.3390/biom12070968
https://www.ncbi.nlm.nih.gov/pubmed/35883524
https://doi.org/10.3390/jpm11020075
https://www.ncbi.nlm.nih.gov/pubmed/33525536
https://doi.org/10.1016/j.gene.2015.06.077
https://www.ncbi.nlm.nih.gov/pubmed/26143117
https://doi.org/10.3390/nu15010010
https://doi.org/10.1007/s10545-010-9266-4
https://doi.org/10.1016/b978-0-12-383834-6.00097-5
https://doi.org/10.1007/s00604-017-2465-z
https://www.ncbi.nlm.nih.gov/pubmed/28979051

Biosensors 2024, 14, 167 10 of 10

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

Figueiredo, C.; De Lacey, A.L.; Pita, M. Electrochemical studies of galactose oxidase. Electrochem. Sci. Adv. 2022, 2, e2100171.
[CrossRef]

Kanyong, P.; Pemberton, R.M.; Jackson, S.K.; Hart, ].P. Development of an amperometric screen-printed galactose biosensor for
serum analysis. Anal. Biochem. 2013, 435, 114-119. [CrossRef]

Gwon, K;; Lee, S.; Nam, H.; Shin, J.H. Disposable strip-type biosensors for amperometric determination of galactose. J. Electrochem.
Sci. Technol. 2020, 11, 310-317. [CrossRef]

Yu, KM,; Yang, P; Huang, T.Y,; Shen, T.Y.S,; Lau, ].Y.N.; Hu, O.Y.P. A novel galactose electrochemical biosensor intended for
point-of-care measurement of quantitative liver function using galactose single-point test. Anal. Bioanal. Chem. 2022, 414, 4067-4077.
[CrossRef]

Figueiredo, C.; Garcia-Ortega, A.; Mandal, T.; Lielpetere, A.; Cervantes, F.; Demurtas, D.; Magner, E.; Plou, EJ.; Schuhmann, W.;
Leech, D.; et al. An oxygen-insensitive amperometric galactose biosensor based on galactose oxidase co-immobilized with an
Os-complex modified redox polymer. Electrochim. Acta 2023, 472, 143438. [CrossRef]

Lielpetere, A.; Jayakumar, K.; Leech, D.; Schuhmann, W. Cross-linkable polymer-based multi-layers for protecting electrochemical
glucose biosensors against uric acid, ascorbic acid, and biofouling interferences. ACS Sens. 2023, 8, 1756-1765. [CrossRef]
Forster, R.].; Vos, ].G. Synthesis, characterization, and properties of a series of osmium- and ruthenium-containing metallopoly-
mers. Macromolecules 1990, 23, 4372-4377. [CrossRef]

Kober, EMM.; Caspar, J.V,; Sullivan, B.P.; Meyer, T.]. Synthetic routes to new polypyridyl complexes of osmium (II). Inorg. Chem.
1988, 27, 4587-4598. [CrossRef]

Reichhart, T.M.B.; Scheiblbrandner, S.; Sygmund, C.; Harreither, W.; Schenkenfelder, J.; Schulz, C.; Felice, A.K.G.; Gorton, L.;
Ludwig, R. Interface engineering of cellobiose dehydrogenase improves interdomain electron transfer. Protein Sci. 2023, 32, e4702.
[CrossRef]

Zhao, F; Brix, A.C; Lielpetere, A.; Schuhmann, W.; Conzuelo, F. On the mediated electron transfer of immobilized galactose
oxidase for biotechnological applications. Chem. Eur. J. 2022, 28, €202200868. [CrossRef] [PubMed]

Gregg, B.A.; Heller, A. Redox polymer films containing enzymes. 2. Glucose oxidase containing enzyme electrodes. |. Phys. Chem.
1991, 95, 5976-5980. [CrossRef]

Ohara, TJ.; Rajagopalan, R.; Heller, A. Glucose electrodes based on cross-linked [Os(bpy),Cl]*/%* complexed poly(1-
vinylimidazole) films. Anal. Chem. 1993, 65, 3512-3517. [CrossRef] [PubMed]

Shleev, S.; Tkac, J.; Christenson, A.; Ruzgas, T.; Yaropolov, A.L; Whittaker, ].W.; Gorton, L. Direct electron transfer between
copper-containing proteins and electrodes. Biosens. Bioelectron. 2005, 20, 2517-2554. [CrossRef]

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


https://doi.org/10.1002/elsa.202100171
https://doi.org/10.1016/j.ab.2013.01.006
https://doi.org/10.33961/jecst.2019.00437
https://doi.org/10.1007/s00216-022-04051-1
https://doi.org/10.1016/j.electacta.2023.143438
https://doi.org/10.1021/acssensors.3c00050
https://doi.org/10.1021/ma00222a008
https://doi.org/10.1021/ic00298a017
https://doi.org/10.1002/pro.4702
https://doi.org/10.1002/chem.202200868
https://www.ncbi.nlm.nih.gov/pubmed/35338670
https://doi.org/10.1021/j100168a047
https://doi.org/10.1021/ac00071a031
https://www.ncbi.nlm.nih.gov/pubmed/8297033
https://doi.org/10.1016/j.bios.2004.10.003

	Introduction 
	Materials and Methods 
	Chemicals 
	Electrode Modification 
	Electrochemical Measurements 

	Results and Discussion 
	Conclusions 
	References

