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Abstract: A biosensor is considered an integrated receptor transducer device, with the ability to con-
vert a biological impulse into an electrical signal. The amendment of biosensors has been recognized
for its great potential by many researchers, due to its numerous applications e.g., environmental
management, disease diagnosis, agricultural aspects, food companies, health care, drug monitoring,
and water treatment as it can be used in the detection of water quality. Moreover, technological
development of the biosensor is integrated with several merits such as affordability and enhancement
in medical fields in disease detection and body response; furthermore, it is easy to use, effective, and
scalable. This article briefly reviews how to construct an oxalic acid (OA) biosensor by integration of
tissue enzymes and peroxide simulated enzymes. OA is converted to peroxide (H2O2) and carbon
dioxide (CO2) with the help of the oxalate oxidase (OxOx) present in spinach leaves as catalyst.
Afterwards, with the presence of cobalt ferrite (CoFe2O4), nanoparticles (NPs) have a catalytic effect
on concentrated H2O2 and chemiluminescence (CL) luminol (C8H7N3O2). Therefore, CL flow can be
constructed under a biosensor to determine OA in the sample. The co-presence of tissue column and
CoFe2O4, as well as a high level of relative CL intensity can be obtained. The biosensor based on H2O2

and involving inorganic nanomaterials has many advantages such as high efficiency, affordability,
outstanding sensitivity, stability and selectivity, a fast response, and an extended range of linearity
with a lower detection limit. In addition, optimization factors for the oxalate biosensor, limitations,
and outlooks for the biosensor were also highlighted.

Keywords: oxalic acid biosensor; oxalate oxidase; cobalt ferrate; peroxide; chemiluminescent

1. Introduction

It is well-known that natural enzymes act as a biological catalyst with extremely high
reaction specificity and catalytic efficiency [1]. However, natural enzymes also have their
own disadvantages, such as high price, inconvenient storage, extreme sensitivity to extreme
environments (humidity, high temperature, strong acids, and strong bases), they are easy
to inactivate, and their non-physiological chemicals. Therefore, finding natural enzyme
alternatives is still a challenge and has gained great attention by many researchers. Mimetic
enzymes can be classified into five categories such as isomerases, hydrolases, transferases,
and induced and oxidoreductases enzymes [2]. In recent years, many materials such as
cyclodextrins, porphyrins, cup aromatics, crown ethers, Schiff bases, molecular imprinted
polymers, and micelles have been developed to simulate enzymes [3]. Recently, inorganic
NPs such as Fe3O4 NPs, nano-structure FeS [4], graphene oxide, V2O5 nanowires, and
ferritin–platinum (Pt-Ft) NPs [5] have been found to have peroxidase catalytic activity.
CeO2 NPs [6] and PtPb alloy composite nanomaterials grown on gold nanorods [7] have
been found to have oxidase catalytic activity. It also has superoxide dismutase activity
and catalase catalytic activity. However, these simulated enzymes are highly resistant to
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temperature, chemical reagents, and solvents, and they are cheap and easy to prepare into
industrial products. The catalytic activity of most simulated enzymes is not highly catalytic
or selective enough to fully simulate the catalytic properties of natural enzymes.

Enzymes can regulate the intrinsic reaction ability of their substrates, and their se-
lectivity is determined by the matching of the geometric configuration of the complex
generated by the enzyme and the substrate. For example, in the biochemical synthesis of
cholesterol, cytochrome P-450 enzymes catalyze the oxidation of only three methyl groups
in the triterpene lanosterol, although they are on saturated carbon atoms and not near any
group with special functions. Even if there are two more reactive C=C double bonds and a
secondary alcohol hydroxyl group that is easily oxidized, the oxidation reaction does not
occur on these active groups [8], and only the methyl group can reach the oxidation unit of
the enzyme–substrate complex. In order to improve the selectivity of the simulated enzyme,
researchers used cyclodextrins [9] and crown ethers [10] to functionalize the simulated
enzymes. The cavity of these substances can provide a substrate specific binding site,
which can improve the selectivity of the simulated enzyme. In this case, the reaction rate
and selectivity have been significantly increased. In addition, the synthesis of polymer
substances, such as the use of molecular imprinted polymers [11] to construct simulated
enzymes, can also obtain high selectivity, because during the synthesis process, monomers
with the required catalytic functional groups (such as imidazole, –OH, and –COOH) can be
introduced into the polymer by the copolymerization method. However, the synthesis steps
of these simulated enzymes are more cumbersome. Moreover, all artificial enzymes only
simulate the activity center of natural enzymes, it lacks the three-dimensional structure
of natural enzymes, and the selectivity has not been improved. In order to improve their
selectivity, people try to modify polymers to simulate enzymes. For example, modifying the
heat-sensitive polymer (ONTPAAm) with iron tetra-sulfonate phthalocyanine (FeTSPc) [8]
can obtain good selectivity, but the selectivity of FeTSPc is improved and its catalytic
activity is reduced.

In the past, a large number of tissue enzymes have been used to build tissue enzyme
biosensors. In the advent of tissue enzyme electrode, it has received widespread atten-
tion [12–14]. Most tissue biosensors are based on tying tissue slices to the electrode surface
or making tissue columns in combination with chemiluminescence detection methods.
Another tissue biosensor model is to fix the tissue homogenizer on a solgel film [15], carbon
paste [16], or gelatin and glutaraldehyde [17]. Compared with biosensors based on fixed
pure enzymes; biosensors based on tissue enzymes have the characteristics of a simple
preparation method, strong stability, cheap price, and high activity. However, in the field
of simulating enzymes, inorganic NPs have been neglected for a long time because they
are often considered biologically and chemically inert. The inherent enzyme-mimicking
properties of NPs reflect that magnetic ferric tetroxide nanoparticles have peroxide mimic
enzyme catalytic activity as does that of the fifth-grade nanoparticles with a biocatalytic
activity [18]. Researchers used the simulated enzyme properties of ferric oxide peroxide to
construct a new method for the determination of H2O2 and glucose by photometry [19].

This review focuses on the oxalic acid (OA) biosensor. The OA is a dicarboxylic
acid found in spinach, rhubarb, beet greens, and other foods. Fungi, bacteria, and other
creatures create it, and industrial processes and products can contain OA, which occurs
naturally. Studying OA sensing is important for human health. OA and calcium can create
insoluble crystals, causing kidney stones in vulnerable people. These stones can hurt
and require medical treatment. Researchers could locate OA in biological materials and
diagnose and treat kidney stone diseases early by developing good OA detection methods.
OA in leafy greens and vegetables might block calcium absorption, causing dietary deficits.
Researchers and regulators can ensure food safety and accurate consumer information
by precisely sensing and quantifying OA levels, and prevents metal surface corrosion in
several production processes [20]. However, excessive OA can harm equipment and cause
corrosion. Industrial operators can monitor OA levels in real time to prevent corrosion and
increase process efficiency by using sensitive OA sensing methods. Finally, OA sensing
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systems can help us comprehend ecological and plant pathogen interactions. OA helps
plant infections invade and colonize host tissues.

Based on the various applications of OA, it is worth investigating how organisms feel
and respond to OA, researchers can learn about the molecular mechanisms behind these
interactions and develop disease control measures for agriculture and forestry. Therefore,
this review proposed the feasibility where spinach (spinacia oleracea) leaves can be fixed in
glass tubes as a recognition element for OA. Afterwards, oxalate oxidase in spinach leaves
catalyzes dissolved oxygen to oxidize OA to produce H2O2 (see the reaction formula in
graphical abstract) and CoFe2O4 NPs can catalyze the H2O2-luminol luminescence system
to produce high and strong chemiluminescence (CL). Based on this, OA can be selectively
determined in samples. Compared with the electrochemical oxalate tissue sensor, the CL
flow-through tissue sensor can offer more advantages of simple operation, rapidity, and
high selectivity. Moreover, compared with other spinach leaf tissue CL oxalate sensors,
the present sensor has higher sensitivity [21]. High efficiency, affordability, remarkable
sensitivity, stability, selectivity, fast response, and an extended range of linearity with
a reduced detection limit are the advantages of biosensors based on H2O2 and using
inorganic NPs.

2. Fundamental Characteristics of Biosensors

A biosensor is a device which combines biological component, such as enzymes,
antibodies, or microorganisms, with a physical transducer to detect and quantify a specific
analyte. The biological component interacts with the analyte, producing a measurable
signal that is converted into a digital or analog output by the transducer. Different scientists
from numerous fields such as material science, chemistry, and physics have worked hand-
in-hand to develop more complex, mature, and dependable biosensing devices. These
devices can be applied in various fields, for instance in agriculture, medicine, biotechnology,
and environmental monitoring. The fundamental models of biosensors process can be
shown with the aid of Figure 1.
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Figure 1. Simple diagram of biosensors.

As shown in Figure 1, a specific biological component such as enzyme, tissue, living
cells, nucleic acid, polysaccharide, or antibody, recognizes a specific analyte and sensor ele-
ments for instance, electric (potential, current, conductance, and impedance), intensity and
phase of electromagnetic radiation, viscosity, mass, and temperature transduces the change
in the biological component into electrical signal output. This explains that biological
component must be highly specific to the analyte and does not recognize other substances
that may be present in the sample. In addition, some basic properties of biosensors include:
selectivity, sensitivity, specificity, speed, portability, and reusability. A detailed diagram
and explained list of the biosensor’s different characteristics is shown in Figure 2.

Biosensors are regarded as powerful analytical tools that offer several advantages over
traditional analytical methods. As presented in Figure 2, biosensors’ unique characteristics
make them ideal for a wide range of applications in various fields. For instance, in health-
care, biosensors are being used for disease diagnosis, monitoring of drug efficacy, and
personalized medicine. In environmental monitoring, they are used to detect pollutants
and monitor water quality. Plus, in food safety, it is helpful in foodborne pathogens and
contaminants detections, while in biodefense, they are used to detect biological threats. The
development of OA sensors by immobilizing uricase and OxOx to form bio-thermochips



Processes 2023, 11, 3012 4 of 11

was previously executed [22]. The study reported that the enthalpy change of OA oxidation
was 143 kJ mol−1 and catalase catalyze the H2O2 reaction to generate an enthalpy change
of 100 kJ mol−1, with best detection of OA between 0.2–0.8 mM. In another study, OA was
determined in a urine sample by using an amperometric biosensor, which was made by
immobilizing OxOX on the surface of a chromium (III) hexacyanoferrate-modified graphite
electrode by using a bovine serum albumin and glutaraldehyde cross-linking procedure [23].
The biosensor showed great linearity in a concentration range of 2.5–100mM in an aqueous
solution of pure OA, while in urine samples, a high correlation (R2 = 0.9949) was obtained,
with long stability. Further, [24] constructed a electrochemical biosensor using nano-clay
laponite and ionic liquid, 1-ethyl-3-methyl imidazolium chloride (C2mim)(Cl) film de-
posited on indium tin oxide glass electrode for the determination of OA. The result showed
maximum sensitivity within the range of 1–20 mM; therefore, this fabricated biosensor can
be applied for the detection of OA in urine samples. Moreover, various OA biosensors and
sensors are well-described in the following table.
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In Table 1, we highlighted some of the OA biosensors and sensors that have been
developed. For instance, enzymatic biosensors can use OxOx to detect OA [25], OxOx
immobilized on chemically reduced graphene oxide (CRGO) can suppress the aggregation
of CRGO and exhibit significantly improved mass transport and can be used as biosensor
with excellent sensitivity to OA. Their study has shown that the mass transport and electron
transfer can be affected by the amount of CRGO. And also, the degree of mass diffusion
and electron transfer have an interactive impact on biosensor electrochemical functioning.
By development of the mass diffusion rate, it remarkably improved the electrochemical
characteristics of a graphene-based biosensor; where it shows a low detection limit of 8 µM.
In addition, because OA appears in many food stuffs such as vegetables; insoluble oxalates
can be formed when OA combine with iron and calcium. Hence, it is paramount to examine
OA quantity in food settings, [26] obtained platinum (Pt) NPs by an electrochemically
induced alcohol-free solgel method. These Pt NPs were adhered with porous silica on
glassy carbon electrode in a single process, and it can be used as an outstanding catalyst for
OA electrochemical oxidation. The result achieved a large concentration range of 0–45 µM.
Additionally, [27] demonstrated an electrochemical sensor for OA sensing, by using silver
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(Ag) NPs and nitrogen-doped graphene oxide nanocomposite. With the help of atmospheric
pressure, microwave plasma led to the synthesis of that nanocomposite. This sensor
performed with a high current response, and was stable and selective with a detection
limit of 2 µM. Moreover, microbial biosensors use living microorganisms, such as bacteria
or yeast, for OA detection. The microorganisms are genetically engineered to produce
a fluorescent or luminescent signal in the presence of OA. These biosensors have the
advantage of being able to detect OA in complex matrices, such as food or environmental
samples, but may require special storage and handling conditions [28]. Biosensors can
be differentiated based on the particular transducing mechanism used, which consists
of many types such as: piezoelectric, DNA, surface plasmon, chemiluminescence-based,
fluorescence-based, biomimetic, immuno, enzyme-based, cell-based, amperometric, and
calorimetric biosensors [29].

Table 1. Comparison of various Oxalic acid biosensor/sensors.

Oxalate
Oxidase
Source

Buffer Solution
Binding Support

Low
Detection

Limit

Linear
Range

Optimization Conditions of
Biosensor

Reference
Element pH Concentration pH Temp

◦C Concentration

Barley
seedlings

Succinic
acid 4.0 50 mM

Sensors based on
injection of the

recognition element
20 µM 0–5 mM 5.0 45 25 mM [30]

Barley roots Succinate
buffer 3.5 20 mM Graphene 8 µM 10–300 mV/s ND ND 1 mM [25]

Barley
seedlings,

lyophilized
powder, bovine
serum albumin

and
glutaraldehyde

Succinic
buffer 3.8 14 mM

Chromium (III)
hexacyanoferrate-
modified graphite

electrode

<1 µM 2.5–100 mM ND ND ND [23]
Potassium
hydroxide 3.8 4 mM

Potassium
chloride 3.8 0.1 M

EDTA 3.8 5.4 mM

ND
Acetate
buffer

solution
4.0 0.1 M

Electrode modified
with Fe (III)-tris(2-

thiopyridone)borate
complex as

mediator coupled
with injection of
magnetic solid

1.0 mg·L−1 ND ND ND ND [31]

Barley
seedlings

Succinic
buffer 3.6 ND

Ruthenium, nickel
and iron

hexacyanometallate
modified graphite

electrode

ND 100 µM 3.6 ND 70 µM [32]

ND ND ND ND Silver nanoparticles 3.3 µM 10–40 µM ND ND ND [33]

Prussian Blue,
Barley seeding
and self-doped

polyamiline
film

Succinate
buffer

solution
3.8 ND

GC electrode
modified with

polyprrolel
hexacyano metalate

0.08 mmol
L−1

0.08 to
0.45 mmol

L−1
3.8 35 ND [34]

Sorghum leaf
Sodium

phosphate
buffer

7.0 0.05 M

4-aminophnazone,
phenol and

immobilized
peroxidase as

chromogen

0.05 mmol
L−1 0.10–1.0 mM 5.5 45 ND [35]

Spinach leaves Sulfuric
acid ND 0.2 M

PdAu alloy
nanoparticles on

ionic liquid-
functionalized
graphene film

2.7 µM 5–100 µM ND ND ND [36]

ND ND ND ND

Cobalt
phthalocyanine
bulk–modified
carbon ceramic

composite

7.1 × 10−6

mol L−1.
1.6 × 10−5

–1.5 × 10−3

mol L−1
ND MD ND [37]

ND Ammonium
acetate 4.5 50.0 mmol

L−1
Nanosized graphitic

carbon nitride 7.5 ×107 M 1–1000 µM ND ND ND [38]

Spinach and
tomatoes ND ND ND Platinum

nanoparticles 25 nM 0–45 µM ND ND ND [26]

ND: Not detected.
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3. Design and Performance Evaluation of Oxalic Acid Biosensor
3.1. Apparatus

Figure 3 shows a schematic diagram of a flow injection CL detection process, where
pump 1 can be used to pump sample solution and current carrier, while pump 2 can help
to deliver luminescent reagents (Luminol and CoFe2O4 NPs); the tube helps to connect
the components of the flow path; the eight-way valve is the injection valve; which allows
sufficient amounts of oxalic acid to be converted to H2O2 (in presence of oxalate oxidase)
without prolonging the measurement time. In addition, flow cell works as a voltage genera-
tor and also signal can be recorded by a personal computer equipped with a data acquisition
interface, and data acquisition and processing can be processed by specific software.

Processes 2023, 11, x FOR PEER REVIEW 6 of 12 
 

 

m acetate mmol 
L−1 

nitride 

Spinach and 
tomatoes 

ND ND ND Platinum nanoparticles 25 nM 0–45 µM ND ND ND [26] 

ND: Not detected. 

3. Design and Performance Evaluation of Oxalic Acid Biosensor  
3.1. Apparatus 

Figure 3 shows a schematic diagram of a flow injection CL detection process, where 
pump 1 can be used to pump sample solution and current carrier, while pump 2 can help 
to deliver luminescent reagents (Luminol and CoFe2O4 NPs); the tube helps to connect 
the components of the flow path; the eight-way valve is the injection valve; which allows 
sufficient amounts of oxalic acid to be converted to H2O2 (in presence of oxalate oxidase) 
without prolonging the measurement time. In addition, flow cell works as a voltage 
generator and also signal can be recorded by a personal computer equipped with a data 
acquisition interface, and data acquisition and processing can be processed by specific 
software. 

 
Figure 3. Diagram of a flow-through oxalic acid biosensor. (S) Sample; (A) Buffer solution; (B) Lu-
minol; (C) CoFe2O4 nanoparticles; (P1) Pump 1; (P2) Pump 2; (TC) Tissue column; (I) Injection 
valve; (F) flow cell; (D) Detector; and (R) Recorder or personal computer. 

According to Figure 3, the pump 1 tube is inserted into the sample solution, the so-
lution is buffered while luminol solution and CoFe2O4 NPs solution are connected to the 
pump 2, the roller pump can be turned on, and after the baseline is stabilized, the H2O2 
generated in the tissue column is injected into the current carrying column and mixed 
with the luminescence reagent to produce CL, with peak and high quantitative. There-
fore, the standard curve can be obtained by plotting the OA concentration with CL in-
tensity.  

3.2. Sensor Identification Mechanisms 
The mechanism action of this biosensor involves the immobilization of an enzyme, 

such as OxOx, on the surface of the CoFe2O4 NPs. This enzyme catalyzes the oxidation of 
OA to produce CO2 and H2O2. Afterwards, H2O2 generated in this reaction can be de-
tected by a transducer, for instance, a screen-printed electrode, which produces an elec-
trical signal in response to the presence of the H2O2. Moreover, the CoFe2O4 NPs serve as 
a support matrix for the immobilization of the enzyme, providing a large surface area for 
enzyme binding and increasing the enzyme loading capacity. As well, presented in Fig-
ure 4, the typically used bio-component is the OxOx enzyme that works as a catalyst in 
the oxidation reaction of OA but remains unchanged at the end of the reaction. Moreover, 

Figure 3. Diagram of a flow-through oxalic acid biosensor. (S) Sample; (A) Buffer solution; (B) Lumi-
nol; (C) CoFe2O4 nanoparticles; (P1) Pump 1; (P2) Pump 2; (TC) Tissue column; (I) Injection valve;
(F) flow cell; (D) Detector; and (R) Recorder or personal computer.

According to Figure 3, the pump 1 tube is inserted into the sample solution, the
solution is buffered while luminol solution and CoFe2O4 NPs solution are connected to the
pump 2, the roller pump can be turned on, and after the baseline is stabilized, the H2O2
generated in the tissue column is injected into the current carrying column and mixed with
the luminescence reagent to produce CL, with peak and high quantitative. Therefore, the
standard curve can be obtained by plotting the OA concentration with CL intensity.

3.2. Sensor Identification Mechanisms

The mechanism action of this biosensor involves the immobilization of an enzyme,
such as OxOx, on the surface of the CoFe2O4 NPs. This enzyme catalyzes the oxidation of
OA to produce CO2 and H2O2. Afterwards, H2O2 generated in this reaction can be detected
by a transducer, for instance, a screen-printed electrode, which produces an electrical signal
in response to the presence of the H2O2. Moreover, the CoFe2O4 NPs serve as a support
matrix for the immobilization of the enzyme, providing a large surface area for enzyme
binding and increasing the enzyme loading capacity. As well, presented in Figure 4, the
typically used bio-component is the OxOx enzyme that works as a catalyst in the oxidation
reaction of OA but remains unchanged at the end of the reaction. Moreover, magnetic
properties of the CoFe2O4 NPs offer several advantages, including high sensitivity and
selectivity, fast response time, and easy regeneration of the biosensor. Furthermore, it can
also allow easy separation and recovery of the biosensor from the sample matrix, reducing
the potential for interference from other compounds in the sample. In another study,
under selected conditions for OA sensor, [39] reported the electrochemical oxidation of OA
calculation; during the electrochemical parameters of the oxidation of OA, the oxidation
peak currents increased with OA concentration in the range from 8.0 µM to 6.0 mM
with a detection limit of 0.48 µM. Further studies are recommended in the evaluation of
electrochemical sensing of OA to provide the CV or DPV either based on electrochemical
oxidation or reduction, and its possible mechanism, notably from the biosensor involved in
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the immobilization of an enzyme, such as OxOx on the surface of the CoFe2O4 NPs. Based
on [40], a plant tissue-based CL OA biosensor offers several advantages as OA products
from the oxidation reaction catalyzed by OxOx to reach the inner detector surface, do
not have to go through the membrane, thus this greatly accelerates the response time. In
addition, it is highly sensitive owing to the use of the CL detection method, which can be
improved by the comparatively large number of active ingredients loaded in the tissue
column.
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In addition, the biosensor operates by introducing a sample containing OA to the
immobilized OxOx enzyme on the CoFe2O4 NPs. To clarify the role of tissue columns and
CoFe2O4 NPs in this sensor, the response of this sensor in a different concentration of OA
under various conditions can be examined. For example, if there is only a tissue column and
no CoFe2O4 NPs, and only CoFe2O4 NPs and no tissue column, the luminescence signal
can be ignored, and when the tissue column and CoFe2O4 NPs are present at the same time,
CL can be obtained. This is due to the fact that OA can only produce H2O2 after being
recognized by the tissue column by OxOx, and the H2O2 and luminol reactions can only
produce strong CL when catalyzed by CoFe2O4 NPs. Because CoFe2O4 NPs have a peroxide
mimetic effect, their catalytic principle is the same as that of hemoprotein horseradish
peroxidase catalyzing H2O2 oxidation of luminol, which accelerates the decomposition of
H2O2 into hydroxyl radicals.

3.3. Influencing and Optimization Conditions of Biosensor

The response characteristics of this sensor rely primarily on the effective identification
of OA by the tissue column. Therefore, the main factors affecting the enzyme reaction,
such as temperature, pH, and incubation time, have a significant impact on the response
performance of the sensor, and here are some key optimization conditions that need to be
considered.

3.3.1. Biosensor Recognition Conditions

Temperature is one of the most important factors affecting the response characteristics
of a sensor. Thus, optimum level of temperature has to be critically examined for obtaining
high and the strongest CL intensity. As a result, above the optimum temperature range, the
response signal can drop sharply because of structural and metabolic damage of spinach
leaves, resulting in the inactivation of the OxOx enzyme [41]. On another hand, the effect
of pH and concentration of the buffer solution on the response characteristics of the sensor
is also significant. Both must be scrutinized, to evaluate which pH range biosensor works
best to obtain the strongest CL intensity. Additionally, residence time for the complete
reaction of OA must be determined. However, the speed of analysis is limited. In order to
obtain a higher CL intensity and faster analysis speed at the same time, the average time
is proposed as the optimal reaction time. Measurement conditions of above-mentioned
factors can affect the sensitivity and stability of the biosensor. Therefore, these conditions
need to be optimized to ensure accurate and reproducible measurements.
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In addition, surface modification of the transducer e.g., electrode and optical fiber can
be modified with functional groups, coatings, or polymers to improve the selectivity of the
biosensor. And the binding of the biological recognition element on the transducer surface
can also affect the stability sensitivity and selectivity of the biosensor. Optimization of
immobilization methods can include surface chemistry, cross-linking, and covalent binding
techniques. Standardization and calibration are essential for accurate and reliable biosensor
measurements. This involves determining the relationship between the biosensor output
and the concentration of the analyte. Standardization involves ensuring consistent biosen-
sor performance across different instruments and users. Furthermore, biosensors can be
subject to interference from other compounds in the sample matrix, leading to false positive
or negative results. Interference testing is necessary to identify potential interferences and
optimize the biosensor design and measurement conditions to minimize their impact. Thus,
optimizing the biosensor design, immobilization methods, measurement conditions, cali-
bration, and interference testing are critical to achieving the desired sensitivity, selectivity,
and stability of the biosensor for a particular application.

3.3.2. Illumination Conditions

The optimization of illumination conditions is important for biosensors that use
optical detection methods such as fluorescence, luminescence, and absorbance. It should
be optimized for maximum excitation of the fluorophore or chromophore, minimum
background interference, and minimum photo bleaching or photochemical degradation.
The mechanism of this biosensor is that H2O2 produces weak CL after oxidation of luminol
from the tissue column, and CoFe2O4 NPs catalyze the system to obtain high and strong
CL. Therefore, luminol pH, luminol concentration, and CoFe2O4 NPs concentration are also
the key factors affecting the intensity of luminescence. At first, the luminol concentration
and pH must be examined to determine luminous intensity and baseline. Therefore, the
S/N (signal/noise) ratio is recommended as a criterion for evaluating the effect of luminol
concentration and its pH on luminous intensity. To obtain the maximum S/N favorable
range of luminol, pH and concentration have to be evaluated for the best condition for
later experiments. The same implies that the pH and concentration of CoFe2O4 NPs on
luminescence intensity must also be investigated.

Other optimization conditions of illumination for biosensors which have to be consid-
ered is the choice of the light wavelength, this depends on the properties of the biosensor
and the analyte being detected. Particularly, the oxalic biosensor is said to be 425 nm [42],
hence absorption or emission spectra of the biosensor and analyte need to be considered
to optimize the wavelength for maximum sensitivity. And, its intensity and duration
can affect the selectivity and stability of the biosensor. High-intensity illumination can
cause photo bleaching or photo damage, while its low-intensity may not generate enough
signal for accurate detection. Additionally, optimal duration and intensity depend on the
biosensor and analyte properties, as well as the type of transducer being used. Moreover,
the direction and angle of light can affect the S/N ratio of the biosensor; the direction
should be perpendicular to the transducer surface to maximize the signal, while minimiz-
ing background noise [43]. The polarized illumination can improve the sensitivity of the
biosensor by reducing background noise and enhancing the signal. But it depends on the
biosensor and analyte properties, as well as the type of transducer being used. And also,
the light source used for illumination should be stable, reliable, and provide consistent
intensity and wavelength. In fact, the light source should be matched to the transducer
and biosensor properties for optimal performance. Furthermore, the properties of the
sample matrix can also affect the level of achievement of illumination. [44] examine how
the presence of turbidity, colored compounds, or other interferents in the sample matrix
can affect the absorption or emission spectra of the biosensor, requiring adjustments for a
better performance of sensor.
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4. Biosensors’ Limitations and Outlooks

Biosensors have wide range of applications in various fields and have the potential
to revolutionize many areas of science and technology. Some of the future perspectives
of biosensors include the development of multiplexed biosensors that can detect multiple
analytes simultaneously, as the integration of biosensors with microfluidic devices for
point-of-care testing, and the use of biosensors for real-time monitoring of environmental,
industrial, and biological systems is also expected to grow in the future. In addition, one
of the major trends in biosensors is the integration of nanotechnology, such as the use of
NPs, nanotubes, and nanowires, into biosensor design. Based on the [45] report, these
nanostructures offer several advantages, such as increased surface area, improved sensi-
tivity, and enhanced biocompatibility, which can improve the performance of biosensors.
Another trend in biosensors is the development of smart and wearable biosensors, which
can be used for real-time monitoring of biomarkers in the body, such as glucose, lactate,
and cholesterol. As such, they can be integrated into clothing or implanted devices, offering
continuous monitoring and early detection of diseases. In addition, advances in artificial
intelligence (AI) and machine learning (ML) are also recommended to have a significant
Impact on biosensors. By integrating AI and ML algorithms into biosensors, it may be
possible to improve the accuracy, reliability, and speed of detection, and even develop
biosensors that can learn and adapt to new environments. The development of biosen-
sors for remote sensing applications would benefit greatly from greater integration with
microfluidic devices and wireless database technologies [46]. Therefore, to examine and
increase biosensor shelf life, further research must be completed on the issue of biosensor
stability and shell life.

5. Conclusions

This review has described the construction of the novel flow injection CL biosensor for
the determination of oxalic acid. An OA biosensor can be constructed by the combination
of tissue enzymes with inorganic NPs-based peroxide mimetic enzymes. Spinach leaves
and CoFe2O4 magnetic NPs can be exploited as tissue enzymes and artificial peroxidase,
respectively. In addition, oxalate oxidase in spinach leaves converts oxalic acid into H2O2
and also the CoFe2O4 NPs can effectively catalyze the strong CL of the H2O2-luminol weak
luminescence system. The CL response of the oxalic acid biosensor can be remarkably
enhanced by CoFe2O4 artificial enzyme, and the numerous associated advantages include
high sensitivity, fast response, affordable, long-lived, stable, easy to construct, and assembly.
Therefore, CL flow through a biosensor for the determination of oxalic acid in samples can
be constructed without special pretreatment requirements for the sample. Thus, this review
may aid future research in the construction of a novel oxalic acid biosensor based on tissue
enzymes and peroxide mimic enzymes that is low-cost, allows micro-volume samples, and
has high reproducibility, selectivity, and stability.
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