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Sensitive colorimetric assay for the determination of alkaline
phosphatase activity utilizing nanozyme based on copper
nanoparticle-modified Prussian blue
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Abstract
Nanozyme based on Prussian blue nanocubes (PB NCs) loaded with copper nanoparticles (Cu@PB NCs) was synthesized. The
peroxidase (POD)-like activity of Cu@PBNCs was studied and utilized for detecting the activity of alkaline phosphatase (ALP).
The Cu@PBNCs possess higher POD-like activity compared with PB NCs and natural horseradish peroxidase (HRP) due to the
loading of copper nanoparticles. 3,3′,5,5′-Tetramethylbenzidine (TMB) can be oxidized to oxTMB in the presence of Cu@PB
NCs and H2O2, generating blue-colored compound, while introduction of pyrophosphate (PPi) leads to the POD-like activity of
Cu@PB NCs decreased obviously. In the presence of ALP, PPi was hydrolyzed and then the POD-like activity of Cu@PB NCs
was restored. So, according to the change of the POD-like activity of Cu@PB NCs, a sensitive colorimetric assay for ALP
activity was reported. The limit of detection of the assay is 0.08mU/mL, with linear range from 0.1 to 50mU/mL. In addition, the
assay was also applied for screening the inhibitors of ALP.

Keywords Nanozyme . Alkaline phosphatase . Colorimetry . Prussian blue . Inhibitor

Introduction

Alkaline phosphatase (ALP), an enzyme that can catalyze the
dephosphorylation of a variety of phosphonate compounds,
including nucleic acid, protein, and alkaloid, is widely distrib-
uted in human tissues, and about 90% of the ALP in serum
comes from liver and bone [1, 2]. The reference ranges of
serum ALP are 40–130 U/L for adult men and 35–105 U/L
for adult women. The diseases associated with bone or liver
are usually associated with an increased activity of ALP.
Thus, ALP is an important biomarker for disease diagnosis

[3–5]. Therefore, ALP assays are included in routine blood
tests for diagnostic screening of patients who may have these
diseases [6].

Nanozymes are nanomaterials with natural enzyme activi-
ty, which have the advantages of high stability, low cost, good
stability, and easymodification [7–9]. Yan and coworkers first
discovered Fe3O4 nanoparticles have enzymatic activity [10].
Subsequently, a variety of nanomaterials with catalytic activ-
ity has been discovered, including CeO2 nanoparticles [11],
PtFe@Fe3O4 [12], Ti3C2 nanosheets [13], and carbon nano-
tube [14]. Up to now, these nanozymes have been widely used
in areas like antibacterial [14–16], biosensing [17–20], immu-
noassay [21, 22], and tumor therapy [12, 23]. Among them,
Prussian blue nanoparticles (PB NPs) have attracted research
interest because of their attractive properties, such as tunable
size, easy of synthesis, high enzyme mimicking activities, and
good biocompatibility [24–27]. In previous studies, PB has
been extensively used for the preparation of electrochemical
biosensors due to its high catalytic activity and selectivity
towards the reduction of H2O2 [24].

In this work, by depositing copper nanoparticles onto PB
nanocubes (PB NCs), we synthesized nanozyme, Cu@PB
NCs. Utilizing the peroxidase (POD)-like activity of Cu@PB
NCs, a sensitive colorimetric assay for detecting the activity of
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ALP was developed. The modification of PB NCs with copper
nanoparticles improved its POD-like activity. The POD-like
activity of Cu@PB NCs was utilized for catalyzing 3,3′,5,5′-
tetramethylbenzidine (TMB) oxidation in the presence of
H2O2, generating blue-colored compounds. In addition, pyro-
phosphate (PPi) displayed strong inhibition effect on the POD-
like activity of Cu@PB NCs. But ALP can hydrolyze PPi into
phosphate ions, restoring the peroxidase activity of Cu@PB
NCs. So, based on the alteration of peroxidase activity of
Cu@PB NCs, the detection of ALP activity was achieved.

Experimental section

Materials and apparatus

Alkaline phosphatase (ALP), glutathione (GSH), and glucose
oxidase (GOx) were received from Energy Chemical
(Shanghai, China). Hydrogen peroxide (30% mass fraction),
hydrazine hydrate (80% mass fraction), and potassium ferri-
cyanide (K3[Fe(CN)6]) were obtained from Sigma-Aldrich.
3,3′,5,5′-Tetramethylbenzidine (TMB) was purchased from
Heowns Co., Ltd. (Tianjin, China). Sodium acetate anhydrous
(CH3COONa) and sodium pyrophosphate decahydrate
(Na4P2O7 10 H2O, PPi) were bought from Macklin
(Shanghai, China). Fetal bovine serum used was South
Africa bioind premium fetal bovine serum that was purchased
from Beijing Dingguo Changsheng Biotechnology Co. Ltd.
(Beijing China). All other chemicals were of analytical grade,
and when used, there is no further purification.

Transmission electron microscope (TEM) images were ob-
tained from FEI Talos × 200 microscopy (Thermo Scientific,
USA). Absorption spectral data were measured with the UV-
vis spectrometer (UV 2450, Shimadzu, Japan). The optical
density measurements were performed at 630 nm using a
BioTekModel ELx800Microplate Reader (Shanghai, China).

Preparation of PB NCs

PB NCs were synthesized according to previous literature re-
ported method [28]. Typically, 50% PEG aqueous solution was
mixed with K3[FeIII(CN)6] aqueous solution (0.4 M, 0.5 mL)
and kept at 50 °C in a water bath. And then Fe(NO3)3 aqueous
solution (0.54 M, 0.5 mL) was added into the mixture under
magnetic stirring. Then, the mixture was stirred for 48 h at
50 °C. By centrifugation (7600 rcf, 15 min) separated the PB
NCs from the mixture. Then the nanocubes were re-dispersed
in ultrapure water, centrifuged again, and freeze-dried.

The synthesis of Cu@PB NCs

Briefly, poly(ethylene glycol)methyl ether solution (Mw= 5000,
60 mL, 2 wt%), PB NCs (25 mM, 4.0 mL), and Cu(NO3)2

(1.0 mL, 0.1 M) were mixed under stirring. To this solution,
hydrazine hydrate (22 μL, 80 wt%) was added and the solution
was stirred for 3 min. After centrifugation (1900 rcf,15 min), the
obtained product was washed three times with water as well as
ethanol, and then, the product was dried at 50 °C.

Measuring the POD-like activity of Cu@PB NCs

Two hundred microliters of the HAc-NaAc buffer solution
(0.2 M, pH 3.0) containing Cu@PB NCs (10 μg mL−1),
400 μM TMB, and 400 μM H2O2 was incubated for 10 min
at 35 °C. Then, the UV-vis spectra of the reaction solution were
recorded. The effect of substrate concentration on the initial rate
of enzymatic reaction was investigated by continuous monitor-
ing assay. Experiments were conducted in a reaction volume of
200 μL HAc-NaAc buffer solution (0.2 M, pH 3.0) containing
Cu@PB NCs (10 μg mL−1), 4 mM H2O2 and 2 mM TMB.

PPi detection

For PPi detection, 50 μL Cu@PB NC stock solution
(50 μg mL−1) was added into 200 μL of HAc-NaAc buffer
(0.2 M, pH 3.0) containing H2O2 (400 μM), TMB (400 μM),
and various concentration of PPi solutions. Then, the absor-
bance of the solution at 630 nm was recorded in microplate
reader after being incubated for 10 min at 35 °C.

Detecting the activity of ALP

Typically, 12.5 μL of different concentrations of ALP and
isovolumetric of PPi (200 μM) were incubated at 35 °C for
an hour. Afterward, 175 μL of HAc-NaAc buffer (0.2 M,
pH 3.0) containing TMB (400 μM), H2O2 (400 μM), and
50 μL of Cu@PB (50 μg mL−1) were added in order. After
incubating at 35 °C for 10 min, the absorbance of the solution
at 630 nm was recorded using microplate reader.

Detection of ALP in serum samples

ALP levels in serum were determined by standard addition
method. A 12.5 μL PPi (200 μM) in HAc-NaAc buffer
(0.2 M, pH 7.4) was mixed with 12.5 μL fetal calf serum
and different concentrations of ALP, and then incubated at
35 °C for 10 min. The subsequent experimental procedures
were performed as described above.

Results and discussion

Characterization of Cu@PB NCs

Scheme 1 shows the schematic principle of using Cu@PB
NCs for ALP detection. PB NCs possess high POD-like
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activity, while Cu nanoparticles alone fail to oxidize TMB
into oxTMB, which means Cu nanoparticles have no per-
oxidase activity. However, when Cu nanoparticles were
loaded onto PB NCs, the POD-like activity of Cu@PB
NCs was enhanced. In addition, the POD-like activity of
Cu@PB NCs was found to be significantly suppressed by
PPi, which is a natural substrate of ALP.

The PB NCs were synthesized according to literature
reported method [28], and the Cu nanoparticles were load-
ed onto PB NCs by reducing Cu(NO3)2 with hydrazine
hydrate. The morphology of the Cu@PB NCs was charac-
terized by TEM. As shown in Fig. 1a, we can see uniform
size of PB NCs with an average size of 50 ± 7 nm. Cu
nanoparticles, displaying as darker dots in TEM image,
are decorated onto the PB NCs. Elemental mapping data
further proved that Cu nanoparticles were well-distributed
over the entire PB NCs (Fig. 1b, Supplementary
Information (ESM) Fig. S1).

Peroxidase-like activity of Cu@PB NCs

TMB, as a typical peroxidase substrate, was selected to char-
acterize the POD-like activity of Cu@PBNCs. In the presence
of H2O2, TMB can be oxidized into oxTMBwith a maximum
absorbance at approximately 652 nm. As shown in Fig. 2a, the
absorption intensity of the TMB/H2O2/Cu@PB NCs system
has the maximum value at 652 nm. Besides, Fig. 2b shows
that Cu nanoparticles alone has no peroxidase activity, and PB
NCs have a lower POD-like activity than Cu@PB NCs (ESM
Fig. S2). Moreover, with the increase of the ratio of Cu to PB
NCs, the POD-like activity of Cu@PB NCs was also in-
creased (ESM Fig. S3). However, in the presence of PPi, the
absorption intensity was decreased. Especially, the absorption
intensity decreased more significantly for Cu@PB NCs com-
pare to PB NCs (Fig. 2b, ESM Fig. S2a). Due to the binding
between PPi and Cu, PPi can be adsorbed onto the surface of
Cu@PB NCs which resulted in the greatly decrease of the

Scheme 1 Schematic illustration
for the detection of ALP activity
based on the peroxidase-like ac-
tivity of Cu@PB NCs

Fig. 1 a TEM image of Cu@PB
NCs. b Elemental mapping
images of Cu@PBNCs (C, N, Fe,
Cu, O)
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Fig. 2 a The absorbance spectra of different reaction systems: (1) TMB/
H2O2, (2) TMB/Cu@PBNCs, and (3) TMB/H2O2/Cu@PBNCs in HAc-
NaAc buffer solution (0.2M, pH 3.0) after incubating at 35 °C for 10min.

The insets correspond to the color variations of the different systems. b
UV-vis spectra of TMB/H2O2 system with different nanomaterials

Fig. 3 a The POD-like activity of Cu@PB NCs varies with temperature.
b pH-dependent absorption intensity of TMB/H2O2/Cu@PBNCs system
in the absence or presence of PPi. c The absorption intensity of TMB/
H2O2/Cu@PB NCs system varies with the concentration of Cu@PB

NCs. d By storing the Cu@PB NCs at room temperature for 3 months
to determinate the stability of its POD-like activity. All data were mea-
sured at 630 nm using microplate reader. The error bar represents the
standard deviation of three independent measurements
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POD-like activity of Cu@PB NCs [29, 30]. In consideration
of the effect of PPi on the peroxidase activity of the Cu@PB
NCs, we finally chose the material with copper and PB molar
ratio of 10 to 1 for subsequent experiments (ESM Fig. S3).

The catalytic performance of nanozymes is influenced by
many factors, including temperature and pH value. In this
work, we studied the optimum pH, temperature, and
Cu@PB NCs concentration. As shown in Fig. 3a and b, the
optimum pH and temperature were 3.0 and 35 °C, respective-
ly. With the increased concentration of Cu@PB NCs, the ab-
sorbance intensity increased and gradually decreased after
10 μg/mL. Excessive concentration of Cu@PB NCs would
lead to a too violent and rapid reaction and a decrease of the
absorbance at 652 nm. So the Cu@PB NCs concentration of
10 μg mL−1 was selected (Fig. 3c). The long-term storage
stability of enzymes is an important parameter. After stored
at room temperature for 3 months, the Cu@PBNCs still main-
tained 90% of its original activity (Fig. 3d). In addition, com-
pared with the freshly prepared Cu@PB NCs, the Km of
Cu@PB NCs to TMB decreased to 92.3% and the Vmax
decreased to 50% after 3 months of storage. The Km of
Cu@PB NCs to H2O2 is reduced to 42.2%, and Vmax is
reduced to 32.2%.

Kinetic experiments

To fully demonstrate the good POD-like activity of
Cu@PB NCs, kinetic experiments were conducted to
compare the Km and Vmax of Cu@PB NCs, PB NCs
and HRP with TMB and H2O2 as their catalytic sub-
strates (Fig. 4). Lineweaver-Burk double-reciprocal plot
were used to obtain Km and Vmax, and the results are
recorded on Table 1. Km and Vmax represented the
affinity of the substrates to enzymes and the turnover

Fig. 4 The kinetic and double-reciprocal curves of Cu@PBNCs (a, b) and PBNCs (c, d) with H2O2 and TMB as substrates. The error bar represents the
standard deviation of three independent measurements

Table 1 The comparison of the kinetic parameters of Cu@PB NCs, PB
NCs, and HRP

Materials Substrate Km/mM Vmax/
10−7 M s−1

T/
°C

Cu@PB NCs TMB 0.60±0.01 1.79±0.09 25
H2O2 0.14±0.01 1.20±0.01

PB NCs TMB 0.80±0.03 0.99±0.04

H2O2 1.58±0.07 0.97±0.05

HRP TMB 0.43 1.0 40
H2O2 3.7 0.8
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number of an enzyme, respectively [31]. Furthermore, a
small Km and a large Vmax indicate that the enzyme
has high affinity and conversion efficiency to the sub-
strate. To TMB substrate, compared to HRP, Cu@PB
NCs had stronger affinity and higher catalytic efficien-
cy. As for H2O2 substrate, compared to HRP, Cu@PB
NCs have a particularly small Km. All these results
indicated that Cu nanoparticles played a pivotal role in
increasing the affinities of the substrates to Cu@PB
NCs and provided more catalytic sites for H2O2 decom-
position, which enhanced the catalytic activity of
Cu@PB NCs. The loading of Cu nanoparticles in-
creased the affinity of Cu@PB NCs to H2O2 by about
11 times and to TMB by about 1.3 times compared to
PB NCs.

The mechanism of catalytic properties of Cu@PB NCs

Under acidic conditions, PB can be oxidized to Berlin
green (BG) or Prussian yellow (PY) by H2O2, and the
redox potential of PY/BG is between the redox potential
of oxTMB/TMB and H2O2/H2O; as a result, electrons
can be easily transformed from TMB to H2O2 by PY/
BG [26]. The doping of copper leads to a decrease in
zeta potential of PB NCs (ESM Fig. S4). From litera-
ture reports, we know the pKa of TMB is about 4.2;
thus, TMB is positively charged in acidic medium with
a pH less than 4.2 [32]. Based on the above experimen-
tal facts, we speculate that under optimized reaction
conditions, PB NCs with negative zeta potential can
adsorb TMB and promote electron transfer. The

Fig. 5 a The absorbance intensity changes of TMB/H2O2/PPi/Cu@PB
NCs system against different concentration of PPi at 630 nm. b Linear
response range between PPi concentration and absorbance intensity. The

error bar represents the standard deviation of three independent
measurements

Fig. 6 a Feasibility of the assay for ALP detection. b The absorption changes of the assay to different activity of ALP. The inset shows corresponding
color variation of the assay to ALP and linear range of the assay to different activity of ALP
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modification of Cu nanoparticles provides more active
sites for H2O2, which leads to a significant increase in
the affinity of the composites for H2O2, thus enhancing
the peroxidase activity of the Cu@PB NCs.

Detection of PPi

As indicated above, Cu@PB NCs can facilitate the electron
transfer between TMB and H2O2, generating oxTMB—a
blue-colored compound. Upon addition PPi, PPi has a strong
binding with copper ion on the surface of Cu@PB, so that the
active sites on the surface of Cu@PB are blocked and electron
transfer is hindered [29, 30]. Based on mentioned above, we
measured the color change of TMB/H2O2/Cu@PB NCs/PPi
system to measure different concentration of PPi. We firstly
measured the incubation time between PPi and Cu@PB NCs,
then we found PPi can inhibit the activity of Cu@PB NCs
quickly (ESM Fig. S5a). As shown in Fig. 5, the colorimetric
responses decreased with the increasing concentration of PPi.
Besides, a good linear correlation can be established between
absorption intensity and the concentration of PPi over a range
of 1 to 7 μM with a regression equation of A630 = 1.1811–
0.2438 [PPi]/μM. Based on 3σ/s, the detection limit is calcu-
lated to be 0.245 μM.

Quantitative detection of ALP activity by Cu@PB NCs

Since PPi is the natural substrate for ALP, through hydrolysis
of PPi by ALP, we can measure ALP activity accordingly.
Various activity of ALP was incubated with 100 μM PPi,
and then the amount of PPi left was tested. The POD-like
activity of Cu@PB NCs was almost fully recovered in the
presence of ALP (Fig. 6a), indicating the PPi were almost
completely hydrolyzed. The incubation time between PPi
and ALP was optimized and 1 h was selected as the optimum
incubation time (ESM Fig. S5b). As shown in Fig. 6b, the
absorbance intensity of oxTMB increased gradually with the
increase of concentration of ALP, and ALP can be detected in
the linear range from 0.1 to 50 mU mL−1. The LOD of this
assay is 0.08 mU/mL (S/N = 3). Besides, the linear range and
LOD of this assay utilizing Cu@PB NCs are better than liter-
ature reported methods (Table 2).

Selectivity of the assay

To test the selectivity of this assay, we then measured the
influence of other biomolecules present in the serum sample
on the performance of the assay. We chose common biomol-
ecules, including glucose (Glu), dopamine (DA), bovine se-
rum albumin (BSA), gluta thione (GSH), lac ta te

Table 2 Comparison of several
previously reported ALP sensors Analytical method Biosensing materials Detection limit (U/L) Linear range(U/L) Reference

SERS AMNS 0.04 0.4–20 [34]

Colorimetry AuNC-TMB-H2O2/PPi 0.005 0.01–4 [32]

Fluorescent MoS2 QDs 0.1 0.1–5 [35]

Photothermal MnO2 nanosheet 0.1 0–10 [3]

Colorimetry In situ formed Ag NPs 0.037 0.15–5 [36]

Electrochemical Aminoferrocene 1.48 200–100 [37]

Colorimetry Cu@PB NCs 0.08 0.1–50 This work

Fig. 7 a Selectivity of the assay to different biomolecules. b Effects of different concentrations of NaF on ALP activity
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dehydrogenase (LDH), and glucose oxidase (GOx). The final
concentration of biomolecules was 2 mg mL−1 except for
LDH, which is 100 mUmL−1. As shown in Fig. 7a, compared
to the response of the assay to ALP, these molecules did not
interfere with the ALP detection. It is worth noting that DA
and GSH resulted in a significant decrease in absorbance com-
pared to the blank, which is because DA and GSH are reduc-
tive substance that can induce the reduction of oxTMB.

Detection of ALP inhibition

NaF was chosen as model drug to test the feasibility of the
assay for screening ALP inhibitors since NaF has been proved
that can inhibit ALP activity [33]. As shown in Fig. 7b, a
gradual increase in NaF concentration was accompanied by
a decrease in the absorbance intensity, which means the activ-
ity of ALP was inhibited. The relationship between the con-
centration of inhibitor and enzyme activity shows an S-shaped
curve with the IC50 (inhibitory concentration of 50% of the
enzyme activity) value of 414.7 ± 2.6 μM, which suggests the
assay can be applied to screen potential ALP inhibitors.

Detection of ALP in serum sample

To verify the reliability of the assay, detection of ALP activity
in biological samples was performed. Standard additionmethod
was used to detect ALP in fetal bovine serum. As shown in
Table 3, ALP was added into serumwith activity of 15, 20, and
40 mU/mL, respectively. The recoveries were between 98.07
and 101.67%, and the relative standard deviation (RSD) was
less than 5%. Therefore, Cu@PB NCs as a peroxidase mimic
has potential application in the clinical detection of ALP.

Conclusions

In this work, we synthesized Prussian blue nanocube loaded
with copper nanoparticles (Cu@PB NCs) as a peroxidase
mimic. The POD-like activity of PB NCs was improved
through the loading of copper nanoparticles. Based on the
high POD-like activity of Cu@PBNCs, a sensitive colorimet-
ric assay was constructed and applied to detect ALP activity.
The detection of ALP activity was due to the suppression of

the POD-like activity of Cu@PB NCs by PPi and hydrolysis
of PPi by ALP. This assay has the advantages of high selec-
tivity and wide linear response range for ALP detection, and
can be used to screen potential inhibitors of ALP. Compared
with single PB NCs, the synthesized Cu@PB NCs has signif-
icantly improved catalytic activity, which provided a new way
for enhancing the catalytic activity of nanozymes.
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