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ABSTRACT: This work presents a simple, low-cost and reusable
label-free method for detecting protein tyrosine kinase activity using
a tyrosinase-based amperometric biosensor (tyrosine kinase
biosensor). This method is based on the observation that
phosphorylation can block the tyrosinase-catalyzed oxidation of
tyrosine or tyrosyl residue in peptides. Therefore, the activity of
p60c-src protein tyrosine kinase (Src) on the developed tyrosine
kinase biosensor could be quickly determined when its specific
peptide substrate, p60c-src substrate I, was used. The tyrosine kinase
biosensor was highly sensitive to the activity of Src with a linear
dynamic range of 1.9−237.6 U/mL and the lowest detection limit of
0.23 U/mL. Interestingly, the tyrosine kinase activity can be
measured using the developed tyrosine kinase biosensor repetitively without regeneration. The inhibitory effect of various kinase
inhibitors on the Src activity could be determined on the tyrosine kinase biosensor. Src-specific inhibitors, PP2 and Src inhibitor
I, effectively suppressed Src activity, whereas PD153035, an inhibitor of the epidermal growth factor receptor, was ineffective.
Staurosporine, a universal kinase inhibitor, inhibited Src activity in an ATP concentration-dependent manner. These results
suggests that the activities of tyrosine kinases and their behaviors toward various reagents can be effectively measured using the
developed tyrosine kinase biosensor.

Protein kinase is an enzyme that catalyzes the phosphor-
ylation of the serine, threonine, or tyrosine residues in

proteins by transferring the γ-phosphate from an adenosine-
triphosphate (ATP) molecule. At least 518 putative protein
kinase genes have been identified in human genome1 and can
be grouped into two main classes, protein serine/threonine
kinases and protein tyrosine kinases.2 Among protein kinases
identified, around 90 protein tyrosine kinases are identified and
found only in Metazoans.1 Protein tyrosine kinases regulate
many cellular important events, such as embryo development,
immune responses, cell proliferation, differentiation, and
programmed cell death.1,3,4 The dysregulation of protein
tyrosine kinases may results in cancer, diabetes, immune
diseases, and cardiac diseases.5−8 Since the activity of protein
tyrosine kinases in biological systems may be indicative of the
physiological and/or pathophysiological conditions of cells,
these enzymes represent attractive targets for drug screen-
ing.9−12 Additionally, information about the activity profile of
protein tyrosine kinases may be useful for the development of
effective therapeutic protocols for diseases.
Various approaches for detecting protein phosphorylation

have been developed. Conventionally, the 32P radioisotope is
used to label peptides and proteins in solution13,14 or on an
array chip.15,16 Although these methods sensitively detect
phospho-peptides and -proteins in vivo and in vitro, they
depend on specific instruments and a skillful technician, and
suffer from a high risk of radioactive contamination. To

eliminate the problems that are associated with radioactive
methods, the optical method17−19 the fluorescence-based
method,20−22 phospho-specific antibodies,23,24 the metal-
chelating method25,26 and mass spectrometry27,28 have been
developed. However, these methods have the disadvantages of
being expensive, suffering from the high background, being
time-consuming, requiring tedious sample handling and/or
sophisticated operating procedures.
Electrochemical methods for determining the activity of

protein kinases in vitro29−37 have been demonstrated to be
simpler and more cost-effective than previous methods.
However, one of the shortcomings of these methods is the
need for labor-intensive postlabeling procedures owing to the
use of ATP analogs contain biotin or thiol conjugate as the
cosubstrate of the kinase reactions. Although the use of
adenosine-5′-[γ-ferrocene] triphosphate simplifies the electro-
chemical sensing process34,38−40 and allows the structural and
electronic factors surrounding the kinase-catalyzed reactions to
be explored electrochemically, the immobilization of the
peptide substrate on the electrode surface makes these
electrochemical sensors difficult to repetitively measure the
protein kinase activity. Although using alkaline phosphatase to
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remove the phosphate sites and regenerate phosphate-free
peptide can solve this problem,41 this procedure costs and
involves tedious handling process. Therefore, the use of these
electrochemical methods to fabricate a high-throughput sensing
system for systematic large-scale measurements of the kinase
activity is limited.
This work presents a simple, sensitive, reusable and label-free

amperometric biosensor for measuring the activity of protein
tyrosine kinases. This approach is based on the hypothesis that
tyrosinase, a binuclear copper containing enzyme,42 can
catalyze the oxidation of tyrosine (Tyr) to L-DOPA (L-3,4-
dihydroxyphenylalanine) and L-DOPA-quinone (Scheme 1A).

Subsequently, the L-DOPA-quinone is reduced to L-DOPA
under a working potential of −0.2 V. Interestingly, initiation of
the oxidation reaction by tyrosinase depends on the hydroxyl
group in the phenolic compounds.43 Phospho-tyrosine (pTyr)
is reasonably assumed to be unrecognizable by tyrosinase.
Therefore, tyrosine kinase activity can be simply determined by
measuring the tyrosyl residues that remain in peptides following
kinase reactions. p60c-src Protein tyrosine kinase (Src), a gene
product of proto-oncogene c-src, was used as a model to prove
the feasibility of the hypothesis. Src, originally identified as the
mammalian homologue of viral v-src gene from Rous sarcoma
virus that causes viral-sarcoma, phosphorylates tyrosyl residues
in protein substrates.44 The development of cancers of the lung,
prostate, pancreas, breast, and colon has been associated with
the overexpression and aberrant activation of Src.45−47 The

proposed amperometric biosensor was proved herein to detect
effectively and repetitively the Src-catalyzed peptide phosphor-
ylation. The inhibitory profile and potency of various protein
kinase inhibitors on developed electrochemical sensing system
were also analyzed.

■ MATERIALS AND METHODS

Reagents. Carbon fiber paper TGP-H-060 (thickness: 0.17
cm) was purchased from Toray Ind. (Japan). Teflon glue was
supplied by DuPont (USA). The recombinant Src (1.16 × 105

U/mg) was bought from GeneScript (USA). Tyrosinase (EC
1.14.18.1, 5370 U/mg from mushroom), Tyr, pTyr, dipeptides,
Gly-Tyr and Tyr-Ala, Src inhibitor-1 and PP2 were bought
from Sigma-Aldrich. Poly vinyl alcohol functionalized with
pyridinium methyl sulfate (PVA-SbQ) was bought from Toyo
Gosei Kogyo Co. Ltd. (Japan). The putative peptide substrate
for Src, NH3-Tyr-Ile-Tyr-Gly-Ser-Phe-Lys-COOH or YIYGSFK
(p60c-src substrate I), was synthesis by GL Biochem Ltd.
(Shanghai, China). ATP was from BioVision. PD153035
hydrochloride, an epidermal growth factor receptor (EGFR)
inhibitor, was purchased from Tocris Bioscience (UK).
Staurosporine was obtained from Calbiochem (U.S.A.). Fetal
bovine serum (FBS), Dulbecco’s modified eagle medium
(DMEM), penicillin G, streptomycin, and lipofectamine were
obtained from Life Technologies. All other reagents were
reagent grade.

Nitrogen Plasma Treatment. The CFP was pretreated
with nitrogen (N2) plasma that was jetted out of a nozzle
directly onto the surface of the CFP under the atmospheric
pressure. The nozzle was situated 1 cm above the surface of
CFP. The power of the plasma was set between 253 V and 260
V with a current of 2.3 Amp. The scan rate was set at 5 cm s−1

with a scan length of 0.3 cm.
Preparation of the Enzyme Electrode. The working

electrode was prepared as described previously.48 PVA-SbQ/
tyrosinase mixture was first prepared by mixing 16% PVA-SbQ
stock solution with tyrosinase stock solution (50 Units μL−1) in
a 1:1 ratio (v/v). PVA-SbQ/tyrosinase mixture (2.5 μL) was
spread on the surface of the plasma-pretreated CFP electrode.
The PVA-SbQ/tyrosinase/CFP electrode was then sealed in a
box containing saturated glutaraldehyde vapor at 4 °C for 12 h
to allow cross-linking reactions to occur. Photopolymerization
of PVA-SbQ was achieved by placing the enzyme electrode on
ice under an illuminating light for 2 h. The enzyme electrode
was then washed once with phosphate buffer saline (PBS
buffer) (137 mM NaCl, 2.7 mM KCl, 10 mM Na2HPO4, 1.76
mM KH2PO4, pH 6.8) prior to storage in PBS buffer at 4 °C
overnight before use.

Electrochemical Measurement. All experiments were
carried out with a conventional three-electrode system with the
enzyme electrode as the working electrode and a standard
platinum electrode as the counter electrode. An Ag/AgCl
electrode was used as a reference. Input and output signals from
the potentiostat CHI 440 (CH Instruments, West Lafayette,
IN, U.S.A.) were coupled to a PC. Amperometric measure-
ments of the developed biosensors were carried out in a
reaction chamber containing 10 mL PBS buffer. The working
potential was maintained at a fixed working potential of −0.2 V
vs Ag/AgCl for amperometric measurements. Unless otherwise
stated, all measurements were carried out under the room
temperature. The solution in the reaction chamber was
constantly magnetic stirred during the reaction.

Scheme 1. (A) Working Model for the Determination of the
Activity of Protein Tyrosine Kinases and (B) Schematic
Illustration of the Principal for Tryosinase-Based Detection
of the Phosphorylation of Peptidea

aIn a test tube, the kinase reaction is first performed in the presence of
peptide substrate and ATP. An aliquot of reaction mixture is then
subjected to the electrochemical measurement of tyrosyl residue in the
peptide. The phosphorylation prevents the occurrence of tyrosinase-
based reductive current response for tyrosyl residue on the biosensor.
In the presence of a kinase inhibitor, the phosphorylation is suppressed
and the tyrosinase-based reductive current response for tyrosyl residue
can be detected.
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Tyrosine Kinase Activity Assay. Src stock solution (1.65
μM) was kept in the preserving buffer (50 mM Tris-HCl, pH
7.5, 150 mM NaCl, 0.25 mM DTT, 0.1 mM EGTA, and 30%
glycerol) at −80 °C until use. Before reaction, Src stock
solution was diluted to the concentrations indicated in each
experiment with the reaction buffer (50 mM Tris-HCl, pH 7.5,
2.8 mM MnCl2, 30 mM MgCl2 and 137 mM NaCl). The p60c-
src substrate I, a heptapeptide containing two tyrosyl residues,
was dissolved in the reaction buffer to make a stock solution of
4.35 mM. The Src kinase reaction was carried out in a reaction
buffer containing 4.22 nM Src, 3 mM p60c-src substrate I and 5
mM ATP at 30 °C for 30 min or as indicated in each
experiment. Following kinase reaction, 5 μL of 1 M acetic acid
was added into the reaction mixture to stop the kinase reaction.
Subsequently, an aliquot of kinase reaction mixture (20 μL)
was subjected to the electrochemical measurements.
Cell Culture and Treatment. Human cervical cancer cell

line (HeLa) was maintained in DMEM containing 10% FBS
and 100 U/mL penicillin and 100 μg/mL streptomycin. Cells
were incubated in a humidified 37 °C incubation chamber
containing 5% CO2. Epidermal growth factor (EGF) treatment
was performed by incubating cells with 100 ng/mL EGF at 37
°C for 60 min. After treatment, cell lysates were prepared by
incubating HeLa cells in a 100 mm culture plate with RIPA
buffer (1% Triton X-100, 0.1% SDS, 50 mM Tris, pH 8.0, 150
mM NaCl, 1 mM EDTA, 1 mM EGTA, 1% Na-deoxycholate, 5
μg/mL leupeptin, and 5 μg/mL aprotinin) at room temper-
ature for 15 min. Cell lysate was collected by scraping. The
particulates were removed from cell lysates by centrifugation at
4 °C and 14000 × rpm for 5 min.

■ RESULTS AND DISCUSSION
Responses of the Biosensor to Tyrosine and

Phospho-tyrosine. Scheme 1B illustrates that tyrosine kinase
assay procedures of the proposed tyrosinase-based ampero-
metric biosensor48 (Tyr kinase biosensor). The phosphor-
ylation reaction of substrate peptide by Src is first performed in
a test tube. Phosphorylation of the tyrosyl residue in peptide
may suppress the tyrosinase-based electrochemical responses as
shown in Scheme 1A. A strong electrochemical response may
occur when the activity of the tyrosine kinase is suppressed by
inhibitor.
To prove the principle of the developed biosensor the ability

of tyrosinase to distinguish tyrosine (Tyr) from phospho-
tyrosine (pTyr) is first investigated. Although tyrosinase
exhibits broad substrate specificity toward various phenolic
compounds, its reactivity with phosphorylated tyrosine or
tyrosyl residue is currently unclear. Therefore, the ability of the
tyrosinase-based amperometric biosensor to distinguish Tyr
from pTyr was studied herein. The Tyr kinase biosensor
responded linearly to Tyr in a concentration range from 0−10
μM (R2 = 0.997) with a sensitivity of 2.21 ± 0.04 μA μM−1

cm−2 (Figure 1A, closed circle). The amperometric responses of
Tyr and pTyr mixtures were also determined to study the effect
of pTyr on the measurement of Tyr. Interestingly, a linear
response to Tyr/pTyr mixtures at concentration ratios of 0:10,
2:8, 4:6, 6:4, 8:2, and 10:0 (μM/μM) (R2 = 0.998) was
observed with a sensitivity of 2.13 ± 0.05 μA (μM Tyr)−1 cm−2

(Figure 1A, open circle). The responses of the Tyr kinase
biosensor to Tyr alone and to the Tyr/pTyr mixture were
strongly correlated, with a correlation coefficient (r) of 0.996
(Figure 1B), suggesting that pTyr neither is recognized by the
Tyr kinase biosensor nor interferes with the tyrosinase

catalyzed tyrosine oxidation, even at a concentration of 10
μM. These characteristics are important to the use of the
developed Tyr kinase biosensor to measure the activity of Src,
the reaction of which yields phospho-tyrosyl residue as the
major product.

Responses of Tyr Kinase Biosensor to Tyrosyl-
Containing Peptides. The electrocatalytic activity of Tyr
kinase biosensor to tyrosyl residues in peptides was further
studied using tyrosyl residue-containing dipeptides (Gly-Tyr
and Tyr-Ala) and p60c-src substrate I, which is a heptapeptide
(NH3-Tyr-Ile-Tyr-Gly-Ser-Phe-Lys-COOH) containing two
tyrosyl residues, as models. The p60c-src substrate I has been
demonstrated to be a specific and efficient substrate for Src
with a Km value of 55 μM.49 Two dipeptides were used herein
because of their bulk group (such as an amino acid residue) on
either the amino or the carboxyl side of the tyrosyl residue.
These bulk groups may limit the access of tyrosyl residue to the
immobilized tyrosinase on the CFP electrode. Interestingly, the
Tyr kinase biosensor recognized the tyrosyl residue in both
dipeptides, with a sensitivity of 0.37 and 0.31 μA μM−1 cm−2 for
Gly-Tyr and Tyr-Ala, respectively (Figure 2A). The response of
the Tyr kinase biosensor to the tyrosyl residue in peptides was
around 84% lower than that of free Tyr. The amino acids that
surround the tyrosyl residue in a peptide may have a steric
effect, partially blocking the accessibility of the tyrosyl residue
to the active site of tyrosinase.
The feasibility of using the Tyr kinase biosensor to recognize

the tyrosyl residues in the p60c-src substrate I was studied. As
shown in Figure 2B, the Tyr kinase biosensor recognized p60c-
src substrate I as a substrate with a sensitivity of 0.83 μA

Figure 1. Electrochemical responses of Tyr kinase biosensor to Tyr
and pTyr. (A) Measured electrochemical responses of tyrosine kinase
biosensor to various concentrations (0, 2, 4, 6, 8, and 10 μM) of
tyrosine (●) or ratios (0:10, 2:8, 4:6, 6:4, 8:2, and 10:0 μM/μM) of
Tyr and pTyr (○). (B) Plot of correlation of electrochemical response
of Tyr kinase biosensor to Tyr and Tyr/pTyr mixture.
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μM−1cm−2. A steady-state baseline current was reached shortly
after each addition of the peptide solution, with a response time
(95% of the steady-state current) of 25 s. Although the
reactivity of tyrosinase to each of two tyrosyl residues is
unknow, the equal distribution is postulated owing to the
observation that the developed Tyr kinase biosensor exhibited a
response to p60c-src substrate I, a heptapeptide, twice as that it
did to the dipeptides. For each tyrosyl residue in the p60c-src
substrate I, the sensitivity was around 0.42 μA (μM tyrosyl
residue)−1 cm−2, which was similar to that of the developed
biosensor to dipeptides. These results indicate that the Tyr
kinase biosensor recognized tyrosyl residue(s) in the
heptapeptide. However, an attempt to detect the tyrosyl
residues in full length protein was unsuccessful (data not
shown). A typical current−time (i-t) plot of the Tyr kinase
biosensor was obtained in a PBS buffer by successively adding
portions of p60c-src substrate I (Figure 2C). The capability of
the developed Tyr kinase biosensor to repetitively measure the
p60c-src substrate I was also performed (Figure 2D). The
developed Tyr kinase biosensor exhibited a good repeatability
of 3.72% RSD (Relative standard deviation) for a repetitive
measurement of 3 μM p60c-src substrate I (n = 12). In
addition, the developed Tyr kinase biosensor exhibited a linear
dynamic range of 0.1−10 μM (R2 = 0.998) for p60c-src

substrate I (Figure 2E) with the lowest detection limit (LOD)
of 50 nM (S/N ≥ 3). These results imply that the developed
Tyr kinase biosensor can be used to make repetitive
measurements of tyrosyl residue-bearing peptides.

Determining Src Activity. The feasibility of using the Tyr
kinase biosensor to measure Src activity was further studied
using p60c-src substrate I and ATP as substrates. Src
phosphorylation was expected to reduce the electrochemical
responses of the biosensor to the p60c-src substrate I. As shown
in Figure 3A, the available tyrosyl residues in the reaction
mixture without Src remained almost unchanged by 2 h of
incubation. However, in the presence of Src, the electro-
chemical response of Tyr kinase biosensor declined in a time-
dependent manner for 30 min, and then more slowly for a
further 90 min (Figure 3A). This result suggests Src indeed
phosphorylates p60c-src substrate I, and that this process can
be detected electrochemically using the Tyr kinase biosensor.
Although p60c-src substrate I contains two tyrosyl residues, the
second tyrosyl residue from the N-terminus is the major
phosphorylation site for Src.50 Therefore, the electrochemical
response of the developed biosensor to p60c-src substrate I
reached a plateau even after 120 min of reaction (Figure 3A).
The kinase activity of various concentrations of Src (0.26, 0.53,
1.06, 2.11, 4.22, 8.45, 16.86, and 33.78 nM) at 30 °C for 30 min

Figure 2. Electrochemical responses of Tyr kinase biosensor to various peptides. (A) Steady state amperometric response of Tyr kinase biosensor to
dipeptides, 100 μM Tyr-Ala (top penal) and Gly-Tyr (bottom panel). (B) Amperometric response of Tyr kinase biosensor to 3 μM p60c-src
substrate I. (C) Step responses of Tyr kinase biosensor with successive additions of 1 μM p60c-src substrate I in PBS buffer. (D) Repeatability of the
developed Tyr kinase biosensor. Repetitive measurements of the responses of Tyr kinase biosensor to 3 μM p60c-src substrate I were carried out 12
times in PBS (pH 6.5) with constant stirring. The working potential was set at −0.2 V vs Ag/AgCl. (E) Calibration curves of p60c-src substrate I on
Tyr kinase biosensor. Amperometic responses to p60c-src substrate I at various concentrations were determined in PBS buffer at working potential
of −0.2 V vs Ag/AgCl. Measurements were made in PBS buffer with constant stirring. Inset presents linear range of detection of p60c-src substrate I.
Data are presented as the mean ± SD from three independent measurements.
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was also measured (Figure 3B). As shown in Figure 3B (inset),
the kinase activity increased linearly with the logarithm of the
Src concentration from 0.26 to 33.78 nM, or from 1.9 to 237.6
U/mL, with the lowest detection limit for Src of 0.23 U/mL
(S/N ≥ 3). For comparison, the previously developed
electrochemical sensing systems for Src had a linear range of
detection and the lowest detection limit of 10−200 U/mL and
5 U/mL,31,32 respectively.
Effect of Protein Kinase Inhibitors on Src Activity. The

capacity of Tyr kinase biosensor to detect the activity of Src was
also studied by measuring the effectiveness of various protein
kinase inhibitors PP2, Src inhibitor-1, PD153035 and
staurosporine. PP2 is a specific inhibitor of Src with an IC50
of around 100 nM.51,32 Src inhibitor-1 is a selective, competitive
inhibitor of Src and represents a gold standard for Src
inhibition with an IC50 of 44 nM.52 As expected, 200 nM
PP2 and 88 nM Src inhibitor-1 effectively suppressed the
activity of Src by around 65% and 58%, respectively (Figure
4A). PD153035, a specific kinase inhibitor of the epidermal
growth factor receptor (EGFR) with an IC50 of 25 pM,53,54

slightly inhibited the activity of Src (by around 14%) at
concentrations of 50 and 250 pM.
Staurosporine is a prototypic ATP-competitive inhibitor of

both protein serine/threonine kinases and tyrosine kinases,
with an IC50 in the nanomolar range.55,56 ATP competes with
staurosporine for the nucleotide binding site in the protein
kinases.57 Therefore, the failure of 14 nM staurosporine to
suppress Src activity in the presence of 5 mM ATP (Figure 4A)
is not surprising. The effect of ATP was further verified by the

fact that staurosporine suppressed the activity of Src by 70 to
90% in the presence of low concentrations of ATP (≤100 μM),
but this effect was largely eliminated at high concentrations
(ATP ≥ 500 μM) (Figure 4B). The dose-dependence of
inhibition by Src inhibitor-1 of Src activity was further studied.
Src inhibitor-1 effectively suppressed Src activity in a dose-
dependent manner at concentrations from 5 to 400 nM, with
an IC50 of around 45 nM (Figure 5A), which is very close to the
value determined elsewhere.52 These results suggest that the
effect of various inhibitors on protein tyrosine kinases can be
easily determined using the developed amperometric tyrosine
kinase biosensor.
The capability of the developed Tyr kinase biosensor to

detect Src activity in cell lysate prepared from cells treated with
and without epidermal growth factor (EGF), which has been
shown to induce Src activity. As shown in Figure 5B, the
activity of Src was almost undetectable in HeLa cells without
EGF treatment. However, after EGF treatment the activity of
Src was induced. This result clearly showed that the developed

Figure 3. Electrochemical measurements of Src activity. (A) Time-
dependent reaction curve of Src. Activity of Src (4.22 nM) was
measured in reaction buffer that contained 3 mM p60c-src substrate I
and 5 mM ATP at 30 °C for 0, 30, 60, 90, and 120 min, before
electrochemical measurements were made. (B) Dose−response curve
of Src obtained by incubating various concentrations of Src (0.26, 0.53,
1.06, 2.11, 4.22, 8.45, 16.86, and 33.78 nM) in reaction buffer that
contained 3 mM p60c-src substrate I and 5 mM ATP at 30 °C for 30
min. (Inset) Semilog plot of response as a function of Src
concentration. Data are presented as mean ± SD from three
independent measurements.

Figure 4. Inhibition of Src activity by protein kinase inhibitors. (A)
Activity of Src was determined by incubating Src (4.22 nM) with 3
mM p60c-src substrate I and 5 mM ATP in the absence or presence of
200 nM PP2, 88 nM Src inhibitor I, 25 and 250 pM PD153035, and 14
nM staurosporine. The reaction was performed at 30 °C for 30 min
before electrochemical determination. (B) Effect of various concen-
trations of ATP on inhibitory activity of staurosporine (Sts). Src (4.22
nM) was incubated with 3 mM p60c-src substrate I and 14 nM
staurosporine in the presence of various concentrations of ATP (0.05,
0.1, 0.5, 1, and 5 mM) at 30 °C for 30 min, before electrochemical
determination. Dimethyl sulfoxide (DMSO) was added into the kinase
reaction mixtures without staurosporine. The Src reaction mixture
containing 3 mM p60c-src substrate I and 0.5 mM ATP without
DMSO and staurosprine was used as an external control (Control).
The relative response (%) of all other reactions was calculated by using
the Control as 100%. Data are presented as mean ± SD from three
independent measurements.
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Tyr kinase biosensor is capable of detecting the Src activity in
cell lysate.

■ CONCLUSION

A simple, sensitive, reusable, and label-free electrochemical
system for sensing the activity of protein tyrosine kinases was
developed. The measurement of protein tyrosine kinase activity
is based on the ability of tyrosinase to differentially recognize
phosphorylated and unphosphorylated tyrosyl residues in
peptides before and after the reaction of tyrosine kinases
(Scheme 1). Phosphorylation at the hydroxyl group may block
the access of the tyrosyl residues to the active site of tyrosinase.
The activity of protein tyrosine kinase can be easily determined
using the developed tyrosine kinase biosensor by measuring the
amount of remaining tyrosyl residues in the peptide substrates.
Unlike previously developed electrochemical sensing systems,
the experimental system developed herein requires no peptide
substrate immobilization on the electrode surface. Most
importantly, the activity of tyrosine kinases can be measured
repetitively on the Tyr kinase biosensor without alkaline
phosphatase treatment. In conclusion, the developed tyrosine
kinase sensor was demonstrated to be highly sensitive to
tyrosine kinase activity, with a linear response over a wide
range. It has great potential for use in drug screen and
diagnostic applications.
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