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Single-step cycle pulse 
operation of the label-free 
electrochemiluminescence 
immunosensor based on branched 
polypyrrole for carcinoembryonic 
antigen detection
Wenjuan Zhu1, Qi Wang2, Hongmin Ma1, Xiaohui Lv1, Dan Wu1, Xu Sun1, Bin Du1 & Qin Wei1

A novel label-free electrochemiluminescence (ECL) immunosensor based on luminol functional-Au 
NPs@polypyrrole has been developed for the detection of carcinoembryonic antigen (CEA). In this 
work, polypyrrole prepared by chemical polymerization provided a large surface area to load amounts 
of gold nanoparticles (Au NPs). Au NPs could not only attach abundant luminol for the enhancement 
of ECL signal, but also provide a friendly microenvironment for the immobilization of antibodies. 
Moreover, 1-butylpyridinium tetrafluroborate ([BPy]BF4) were used to disperse luminol functional-Au 
NPs@polypyrrole nanocomposites, resulting in the film-formation of composites on the electrode, 
which could improve the stability of immunosensor. In particular, employment of single-step cycle 
pulse could limit the consecutive reaction between luminol and H2O2 efficiently, thus leading to 
stable and strong signals. The proposed method presents good ECL response for the detection of CEA 
allowing a wide linear range from 0.01 pg/mL to 10 ng/mL and a limit of detection as low as 3 fg/mL. 
The immunosensor would be a promising tool in the early diagnosis of CEA due to its high sensitivity, 
simplicity and cost-effective.

Cancer is the most common malignancy, which is one of the major causes of high mortality for human beings. 
The clinical diagnosis for cancer biomarkers at early stage will contribute to the cure of cancer and avoid a fatal 
outcome1–3. Carcinoembryonic antigen (CEA) is a kind of glycoprotein which is generated by tumor tissues in the 
human body. The level of CEA can respond for the presence or recurrence of colon tumors4 and breast tumors5, 
which also displays a substantial correlation with ovarian carcinoma6, cervical carcinoma7 and other cancers. 
Simultaneously, the CEA level in serum is also closely related to the growth state of the tumor, which can monitor 
the process of treatment or chances of recovery and evaluate curative effect. So the quantitative detection of CEA 
in serum will be valuable for clinical research and early diagnosis.

Up to now, a series of analysis strategies for the detection of CEA have been reported, such as amperom-
etry8, capillary electrophoresis9, fluorometry10 and electrochemistry11. However, all of these techniques have 
some defects more or less, such as base current interference, time-consuming and sophisticated instrumenta-
tion. Currently, a widespread attention has been attracted by the development of the immunochemical method 
based on the antigen-antibody reaction12,13. Especially, electrochemiluminescence (ECL) technology is the most 
noteworthy due to the various advantages including high sensitivity, low background signal and fast sample anal-
ysis14–16. Across the ECL detection process, luminol is often adopted as an ECL reagent due to its low oxidation 
potential and high ECL efficiency, which is beneficial for the increment of accuracy and sensitivity. Meanwhile, 
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to further enhance the chemiluminescence of luminol, metal nanoparticles were often applied as catalysts17,18. 
Considering the unique catalytic and electronic properties, gold nanoparticles (Au NPs) was selected to enhance 
the ECL of luminol-H2O2 system through the catalysis of Au NPs on the radical generation and electron-transfer 
processes during the luminol chemiluminescence reaction. The possible mechanism19 was described as follows. 
With the appearance of Au NPs, H2O2 might be broken up into double free radicals HO• which could be stabi-
lized by Au NPs20. The free radicals HO• further reacted with luminol anion (L−) and hydrogen peroxide anion 
(H2O−) to from luminol radicals (L−•) and superoxide radical anion (O2

−•). Then on the surface of Au NPs, L−• 
and O2

−• underwent electron-transfer processes to generate the excited state [LO2
2−]*. When [LO2

2−]* fell from 
the excited state to the ground state, light was detected. In this study, Au NPs could not only attach abundant 
luminol via an amide-forming reaction21 and enhance luminol chemiluminescence, but also provide a friendly 
microenvironment to conjugate with antibodies22. Moreover, the introduction of Au NPs with high conductivity 
is also beneficial to promote the electron transfer process, thus leading to the improvement of the sensitivity in 
the as fabricated biosensor.

In order to immobilize more Au NPs on the electrodes, polypyrrole (PPy) is adopted as an environmental 
binder material due to its great stability, large specific surface area and simple synthesis of free surfactants or 
templates23,24. Particularly, nanostructured PPy also played a vital role to increase the electrical conductivity of 
the biosensor, in that their long π -conjugated backbone facilitating the rapid electron transfer. These excellent 
properties attract great interest in the field of biosensor for the possible implementation of PPy on the construct-
ing of electrode interfaces.

Herein, a promising label-free ECL immunosensor was fabricated, which was prepared by luminol-Au NPs@
PPy as antibody carriers and sensing platform for the detection of CEA. The fabrication procedure of the immu-
nosensor was shown in Fig. 1. PPy synthesized through a convenient synthetic route of chemical polymeriza-
tion25 was used to immobilize Au NPs. Au NPs were used to combine with luminol and anti-CEA, and further 
to enhance the sensitivity of immunosensor. Considered of the excellent properties of ionic liquid, such as low 
toxicity, enhanced ionic conductivity, good chemical stability26, 1-butylpyridinium tetrafluroborate ([BPy]
BF4) was adopted to disperse anti-CEA-luminol-Au NPs@PPy composites, which could not only result in the 
film-formation of composites for the immobilization on the electrode, but also improve the stability of immu-
nosensor. Additionally, single-step cycle pulse was enforced to electrodes, causing that the fabricated sensing 
platform performed stable and strong ECL signals. The proposed label-free ECL immunosensor exhibited high 
sensitivity for CEA with a linear range from 0.01 pg/mL to 10 ng/mL and a low detection limit of 3 fg/mL. It would 
be promising and effective method for the recognition of target CEA.

Results and Discussion
Characterization of PPy, Au NPs@PPy and anti-CEA-luminol-Au NPs@PPy. The morphologies 
of PPy and Au NPs@PPy were characterized by SEM. As shown in Fig. 2A, it could be observed visually that PPy 
was branched structure, showing uniform shapes and smooth surface. In addition, it was clear in Fig. 2B that a 
large number of Au NPs have been modified successfully on the surface of PPy. To further prove the luminol, 

Figure 1. (A) The preparation procedure of the anti-CEA-luminol-Au NPs@PPy. (B) The schematic illustration 
of the label-free electrochemiluminescence immunosensor.
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anti-CEA, Au NPs and PPy were incubated together, the correlative UV-vis spectrums (Fig. 2C) were investigated. 
The maximum absorption peak of the as-synthesized PPy (curve a) was showed at 296 nm. Obvious absorption 
peak of luminol (curve c) was observed at around 300 nm and 348 nm. The characteristic absorption peak Au 
NPs (curve b) and anti-CEA (curve d) was identified at around 519 nm and 285 nm respectively. Curve e was the 
absorption curve of anti-CEA-luminol-Au NPs@PPy. As Fig. 2C (curve e) showed, the characteristic absorption 
peak of the luminol was apparently broadened and the major absorption peak of Au NPs also appeared, which 
illustrated that PPy, luminol, anti-CEA and Au NPs were incubated well effectively.

Figure 2D shows the FT-IR spectrum of PPy. The broad peak at 3429 cm−1 is due to N-H stretching vibration 
of PPy ring27. The peak at around 1630 cm−1 depicts the aromatic C= C stretching of PPy28. The existing peaks 
at near 1563 cm−1 may attributed to the five-membered ring stretching of PPy29. Moreover, the peaks observed 
at 1195 and 1053 cm−1 are corresponding to C-N stretching and N-H out-of-plane bending of PPy. The peak 
corresponding to near 690 cm−1 is due to the aromatic out of plane bending vibration of PPy rings. The peak at 
800–930 cm−1 may depict C-H in plane and out-of-plane deformations in pyrrole monomer27. These peaks fur-
ther suggested that the preparation of PPy was successful.

Characterization of the immunosensor. Electrochemical impedance spectroscopy (EIS) was used 
to monitor the stepwise assembly of the immunosensor taking place in the presence of iron ferrocyanides 
(Fe(CN)6

3−/4−, 2.5 mM). It was an effective and convenient method to study the interfacial resistance of different 
modified electrodes without destruction by directly converting bioactivator into electrical signal30,31. The EIS 
measurements were carried out in the frequency range from 0.1 to 100 kHz. The EIS curves of the GCE at different 
modification states were shown in Fig. 3A. In detail, there was a small semicircle domain on the bare electrode, 
which attributed to the diffusion limited electrochemical process. When the electrode was immobilized with 
anti-CEA-luminol-Au NPs@PPy (curve c), its diameter of the semicircle domain markedly increased compared 
with the electrode modified with luminol-Au NPs@PPy (curve b) due to the obstruction of anti-CEA for the 
electron transfer from the electrode to the solution. This phenomenon confirmed that the anti-CEA was bonded 
to luminol-Au NPs@PPy successfully. After BSA was dropped onto the electrode (curve d), the charge transfer 
resistance value increased sharply, which was attributed to the fact that the BSA attached onto Au NPs or PPy via 
gold-amino bonds or physical absorption resulting the conductive support and counteracting the interfacial elec-
tron transfer32. After successful capture of CEA, the diameter of the semicircle increased (curve e). The increased 

Figure 2. SEM images of PPy (A) and Au NPs@PPy (B), (C) UV-vis spectrums of PPy (a), Au NPs (b), luminol 
(c), anti-CEA (d), anti-CEA-luminol-Au NPs@PPy (e). (D) The FT-IR characterization of PPy.
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charge transfer resistance caused by that the antigen-antibody complex was generated on the electrode through 
specific reaction, which blocked the electron transfer33. The results were consistent with the fact that the electrode 
was modified as expected. Simultaneously, the corresponding ECL responses of different modified electrodes 
were investigated (Fig. 3B). As expected, the ECL intensity of electrodes was obviously decreased with stepwise 
fabrication. It further proved that the label-free ECL immunosensor was successfully fabricated.

Selection of electrochemical parameters. As far as we know ECL reaction is initiated by an electro-
chemical reaction at the electrode surface, the electrochemical parameters play very important roles in the ECL 
response. In this work, two different electrochemical techniques including cyclic voltammetry (Fig. 4A) and 
single-step cycle pulse (Fig. 4B) were investigated. The results showed that the ECL signals for the single-step 
cycle pulse were more stable and much stronger than that for cyclic voltammetry. The reasons might as follows. 
In the pattern of single-step cycle pulse, the diffusion layer on the surface of electrodes could be restored timely 
resulting in reproducible signals. Simultaneously, the electrode reaction with single-step cycle pulse could pro-
duce more photons than that for cyclic voltammetry with the same time, which causing stronger ECL signal.

Other electrochemical parameters were also explored, including initial potential, pulse potential, pulse period 
and pulse time. Figure 4C showed the effect of initial potential on the ECL emission. Interestingly, ECL emission 
increased with initial potential between − 0.45 and − 0.30 V. Further increased in initial potential resulted in a 
decrease in ECL emission. It could be attributed that the initial potential of − 0.30 V provided a more favorable 
condition for the diffusion controlled reaction on the surface of the electrode. Figure 4D illustrated that pulse 
potential had great influence on ECL emission. With pulse potential at 0.5 V, the sensor produced a relatively 
maximal signal. When pulse potential was more than 0.5 V, ECL emission was attenuated and along with the 
poor stability due to the electro-oxidation of Au NPs on the surface of electrode. The result in Fig. 4E showed that 
a maximal ECL intensity was achieved at the pulse period value of 12 s. This was probably because it required a 
suitable time for the diffusion of H2O2 from electrolyte solution to electrode to contact with luminol. In the mean-
time, it was observed obviously in the Fig. 4F that there was a threshold of pulse time at 0.3 s for the generation 
of stable ECL signal. When the pulse time was over 0.3 s, ECL emission was decreased, which might be attributed 
to the fact that with a relatively long pulse time, the diffusion layer would become thicker on the surface of elec-
trode and it was difficult to recover in the next pulse. Therefore, a pulse time of 0.3 s was adopted in the following 
experiments.

Optimization of assay conditions. As is well-known, the ECL intensity of the luminol-H2O2 system is 
pH-dependent and generally performs better in alkaline media34,35. Therefore, the effect of pH value was firstly 
investigated over the range of 9.8–10.8. As shown in Fig. 5A, the maximum enhancement of ECL intensity was 
observed at pH 10.4. The reason might be as follows: when pH value increased from 9.8 to 10.4, the oxidation 
strength of H2O2 was enhanced and the ECL intensity increased gradually. After pH value above 10.4, highly 
alkaline surrounding facilitated the decomposition of H2O2 leading to the formation of bubbles36. So that pH 10.4 
was selected as the optimal condition.

The concentration of co-reactant H2O2 in the buffer was very crucial to the proposed immunosensor. As 
shown in Fig. 5B, the ECL intensity increased with the concentration of H2O2 from 5 to 25 mM due to the 
co-oxidation function of H2O2. When the concentration of H2O2 was above 25 mM, ECL intensity weakened due 
to the decrease of the ion index of the substrate solution. Thus, 25 mM was chosen as the optimal concentration 
of H2O2.

To obtain an optimal ECL signal, the amount of Au NPs on the surface of PPy was seclected. In this experi-
ment, other conditions were fixed and different adding volume of Au NPs (0, 0.2, 0.4, 0.6, 0.8, 1.0, 1.2 and 1.4 mL) 

Figure 3. (A) EIS of the electrode at different modification stages: (a) bare GCE, (b) luminol-Au NPs@PPy/
GCE, (c) anti-CEA-luminol-Au NPs@PPy/GCE, (d) BSA/anti-CEA-luminol-Au NPs@PPy/GCE and (e) CEA/
BSA/anti-CEA-luminol-Au NPs@PPy/GCE measured in ferricyanide solutions (Fe(CN)6

3−/4−, 2.5 mM, pH 7.4). 
(B) ECL intensity profiles of the luminol-Au NPs@PPy/GCE (curve a), anti-CEA-luminol-Au NPs@PPy/GCE 
(curve b), BSA/anti-CEA-luminol-Au NPs@PPy/GCE (curve c) and CEA/BSA/anti-CEA-luminol-Au NPs@
PPy/GCE (curve d) measured in CBS (pH 10.4) containing 25 mM H2O2.
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Figure 4. ECL intensity of immunosensor with different electrochemical techniques including cyclic 
voltammetry (A) and single-step cycle pulse (B).The effect of initial potential (C), pulse potential (D), pulse 
period (E) and pulse time (F). Error bar =  SD (n =  3).

Figure 5. The effect of pH (A) and concentration of H2O2 (B). Error bar =  SD (n =  3).
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was added. The result was shown in Figure S1. When the adding volume of Au NPs exceeded 1.0 mL, the ECL 
intensity maintained a stable value, meaning Au NPs reached the saturation adsorption. So 1.0 mL was selected 
as the optimal adding volume of Au NPs.

Analytical performance of the immunosensor toward target CEA. Under the optimized experimen-
tal conditions, the developed label-free immunosensor was applied to quantify the target CEA from 0.01 pg/mL  
to 10 ng/mL. As seen from Fig. 6A, a linear proportion between the ECL intensity and the logarithmic values 
of the CEA concentration could be achieved in the dynamic range from 0.01 pg/mL to 10 ng/mL. The linear 
equation was I =  6293.25 −  1854.14 lg (c, ng/mL) with a correlation coefficient of 0.9945. Compared with limit of 
detection (LOD) for amperometry (60 pg/mL)8, voltammetry (5 pg/mL)37, potentiometry (500 pg/mL)38, capillary 
electrophoresis (4.8 pg/mL)9, fluorometry (5 pg/mL)39, electrochemistry (2.36 pg/mL)11 (Table S1), the proposed 
method exhibited a lower LOD (3 fg/mL, signal/noise [S/N] ratio =  3). This is probably due to the enhancement 
of Au NPs and the excellent conductivity of Au NPs@PPy nanocomposites. Based on the above facts, it could be 
speculated that the designed immunoassay was effective for CEA detection.

The repeatability of the proposed immunosensor was studied (Fig. 6B). A series of five electrodes were pre-
pared for the detection of 1 ng/mL CEA determined in 10 mL of 0.067 mM CBS (pH 10.4) containing 25 mM 
H2O2. And the relative standard deviation (RSD) was 3.90%, which indicated an acceptable level of the repeata-
bility for the immunosensor.

The specificity is of great concern for the practical use of the biosensor. The assay was measured in the pres-
ence of two kinds of potential interferents and one kind of pure no-specific antigens, including BSA (10 ng/
mL), glucose (10 ng/mL) and α -Fetoprotein (10 ng/mL), respectively. It was seen from Fig. 6C, the ECL signal of 
the established sensor treated with the mixture of interfering substances and CEA antigen (0.1 ng/mL) suffered 
from negligible affection comparing with the 0.1 ng/mL CEA. The corresponding RSD of 3.07% was considered 
to be the acceptable range, which manifested the proposed immunosensor had an excellent specificity for CEA 
detection.

Additionally, the ECL stability of developed immunosensor modified with 0.1 ng/mL was investigated under 
consecutively giving potential to the modified electrode 20 times. A relatively stable ECL emission curve (Fig. 6D) 

Figure 6. (A) Calibration curve of the immunosensor for different concentrations of CEA measured in CBS 
(pH 10.4) containing 25 mM H2O2 (insert is the ECL response of the immunosensor to different concentrations 
of CEA, from left to right: 0.00001, 0.00005, 0.0001, 0.0005, 0.001, 0.005, 0.01, 0.05, 0.1, 0.5, 1, 5 and 10 ng/mL). 
(B) The repeatability of the proposed ECL modified electrodes with 1 ng/mL CEA. (C) ECL intensity of the 
ECL sensor to 0.1 ng/mL CEA (1), 0.1 ng/mL CEA +  10 ng/mL BSA (2), 0.1 ng/mL CEA +  10 ng/mL glucose 
(3), 0.1 ng/mL CEA +  10 ng/ mL α -Fetoprotein (4), Error bar =  SD (n =  3). (D) The stability of ECL modified 
electrode with 0.1 ng/mL CEA measured in CBS (pH 10.4) containing 25 mM H2O2 under single-step cycle 
pulse.
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was obtained with the RSD of 0.71%. The great stability derived from the following reasons: firstly, anti-CEA and 
luminol could be strongly coated on the surface of Au NPs@PPy. Secondly, the consecutive reaction between 
luminol and H2O2 was limited by single-step cycle pulse which would keep the ECL intensity of luminol. Thus, 
the stability of as-prepared ECL immunosensor was quite well for CEA detection.

Application. As further proof of the good performance of the introduced method, the practical application of 
the label-free ECL immunosensor was investigated by analysis of human serum samples. Firstly, the human blood 
was pretreated by centrifugation to remove the blood cells and other blood sediment. Then, the human serum 
was taken out and the samples were diluted with pH 7.4 PBS until a level that was during the calibration range. 
After the prepared samples were determined, different concentration (1.00, 3.00, 5.00 ng/mL) of standard CEA 
solution was added to human serum samples by standard addition methods. The result was shown in Table S2,  
it demonstrated that the RSD and recoveries were in the range of 1.59–4.50% and 97.4–101% respectively. So the 
as-prepared immunosensor performed a satisfactory result and it might be preliminarily applied for the determi-
nation of CEA in real samples.

Conclusion
In this study, a label-free ECL immunosensor has been developed based on the luminol-Au NPs@PPy as anti-
body carriers and sensing platform, which provides the advantages of simplicity in design and in operation from 
an application standpoint. PPy could load a large amount of Au NPs to enhance ECL response of luminol/H2O2 
and Au NPs improved the absorption capacity of antibody. The ECL immunosensor exhibited excellent accu-
racy, precision and sensitivity. It also displayed a linear response with a wide range and a low detection limit for 
quantitative detection of AFP. The employment of single-step cycle pulse could control the consecutive reaction 
between luminol and H2O2 efficiently, which also economized reagents and exhibited good operational stability. 
This proposed method would have potential application in clinical monitoring of CEA.

Materials and Methods
Apparatus. The ECL emission measurements were performed on a MPI-F flow-injection chemiluminescence 
detector (Xi’an Remax Electronic Science Technology, China) and electrochemical measurements were carried 
out on a CHI760D electrochemical workstation (Chenhua Instrument Shanghai, China) by using a three-elec-
trode system consisted of a platinum wire as auxiliary electrode, an Ag/AgCl electrode as reference electrode and 
the prepared electrodes with different CEA concentrations as working electrode. Scanning electron microscope 
(SEM) images were obtained using a field emission SEM (Zeiss, Germany). Electrochemical impedance spec-
troscopy (EIS) measurements were performed using IM6e Electrochemical Interface (Zahner, Germany). UV-vis 
spectra were carried out by using a Lambda 35 UV-vis spectrometer (PerkinElmer, United States). Fourier trans-
form infrared spectroscopy (FTIR) spectrum was recorded on a VERTEX 70 spectrometer (Bruker, Germany).

Materials. CEA and antibody of CEA were purchased from Wang Er Biochemical Reagents (Beijing, China). 
Luminol and Bovine serum albumin (BSA, 96–99%) were obtained from Sigma-Aldrich (Beijing, China). 
HAuCl4·6 H2O was purchased from Alfa Aesar. Pyrrole was gained from Sinopharm chemical reagent Co., Ltd. 
All other chemicals were of analytical grade and used without further purication. Phosphate buffered saline 
(PBS) was prepared by using 0.067 mM Na2HPO4 and 0.067 mM KH2PO4. Carbonate buffered saline (CBS) was 
obtained by using 0.067 mM Na2CO3 and 0.067 mM NaHCO3. Ultrapure water (18.25 MΩ cm, 25 °C) was used 
for the experiment.

Preparation of polypyrrole. PPy was prepared by chemical oxidation polymerization according to the 
literature25. Firstly, the pyrrole monomer was purified by pretreatment. Then, the processed pyrrol (0.2 M) was 
dissolved in 50 mL mixture of water and ethanol (1:1). Then, 50 mL of ferric chloride (0.1 M) was added dropwise. 
The mixture was kept for 24 h with continuous stirring at room temperature, followed by filtration and washing 
several times with water and ethanol mixture to remove excess ferric chloride. Finally, the obtained black polymer 
was dried in vacuum oven at 60 °C for 24 h.

Preparation of luminol-Au NPs@PPy composites. Luminol-Au NPs@PPy nanocomposites were pre-
pared by the following steps. In the first, Au NPs were synthesized as described previously40 with a slightly mod-
ification. Then, 10 mL of prepared Au NPs solution was added into 10 mL of PPy dispersion containing 20 mg of 
PPy. The mixture was under continuous ultrasound for 30 min and stirred for 24 h. Following centrifugation, the 
resulting Au NPs@PPy was obtained and dispersed in 10 mL of ultrapure water.

Next, 2 mL of Au NPs@PPy dispersion (2 mg/mL) and 2 mL of luminol (1 mM) were mixed. The reaction was 
allowed to continue for 12 h with vigorous shaking at room temperature under lucifugal situation, followed by 
centrifugation at 8000 rpm for 10 min to remove unloaded luminol. Finally, the luminol-Au NPs@PPy composites 
were dispersed in 2 mL of ultrapure water and stored at 4 °C.

Immobilization of anti-CEA on to the luminol-Au NPs@PPy. The fabrication process of 
anti-CEA-luminol-Au NPs@PPy was shown in Fig. 1A. 0.1 mL of anti-CEA (10 μg/mL) was added into 1 mL of as 
prepared luminol-Au NPs@PPy solution, followed by incubating for 24 h at 4 °C. After that, an excess of anti-CEA 
was removed by centrifugation. At last, the anti-CEA-luminol-Au NPs@PPy composites were dispersed in 1 mL 
of [BPy]BF4 ionic liquid (50 mg/mL) and stored at 4 °C for further use.

Fabrication of the label-free ECL immunosensor. Figure 1B showed the fabrication procedure of the 
immunosensor. A glass carbon electrode (GCE) with 4 mm diameter was firstly polished repeatedly with alu-
mina in polishing cloth, followed by rinsing thoroughly with ultrapure water prior to use. First, a solution of 
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anti-CEA-luminol-Au NPs@PPy (2 mg/mL, 6 μL) was added onto the cleaned electrode. After dried, 3 μL of BSA 
(1 wt%) was dropped on the anti-CEA-luminol-Au NPs@PPy to eliminate nonspecific binding spots and dried 
again. Following a thorough rinse with PBS (pH 7.4), the electrode was incubated with a series of CEA solutions 
(6 μL) with different concentrations. After thoroughly washing, the modified electrode was stored at 4 °C for 
further measurement.

Experimental measurements. The ECL measurements of the prepared electrodes above were performed 
in an ECL detector cell containing 10 mL of CBS (pH 10.4, 0.067 M) and 25 mM H2O2. The ECL intensity was 
obtained when single-step cycle pulse was enforced to the electrode with initial potential of − 0.3 V, pulse poten-
tial of 0.5 V, pulse period of 12 s and pulse time of 0.3 s. Meanwhile, the voltage of the photomultiplier tube (PMT) 
was set at 700 V with 0.1 V/s scan rate in the process of CEA detection. Then, the modified electrodes were placed 
in the ECL cell and measured the ECL signal.

References
1. Wang, D., Li, Y., Lin, Z., Qiu, B. & Guo, L. Surface Enhanced Electrochemiluminescence of Ru@SiO2 for Ultrasensitive Detection of 

Carcinoembryonic Antigen. Anal. Chem. 87, 5966–5972 (2015).
2. Laboria, N. et al. Amperometric immunosensor for carcinoembryonic antigen in colon cancer samples based on monolayers of 

dendritic bipodal scaffolds. Anal. Chem. 82, 1712–1719 (2010).
3. Hu, M. et al. Ultrasensitive, multiplexed detection of cancer biomarkers directly in serum by using a quantum dot-based microfluidic 

protein chip. ACS nano. 4, 488–494 (2009).
4. Duffy, M. et al. Clinical utility of biochemical markers in colorectal cancer: European Group on Tumour Markers (EGTM) 

guidelines. Eur. J. Cancer. 39, 718–727 (2003).
5. Bremer, K., Micus, S. & Bremer, G. 1255 CEA, CA 15-3 and MCA: Comparative clinical relevance in breast cancer. Eur. J. Cancer. 31, 

S262 (1995).
6. Engelen, M. J. et al. Serum CA 125, carcinoembryonic antigen, and CA 19-9 as tumor markers in borderline ovarian tumors. 

Gynecol. Oncol. 78, 16–20 (2000).
7. Naghibalhossaini, F. & Ebadi, P. Evidence for CEA release from human colon cancer cells by an endogenous GPI-PLD enzyme. 

Catal. Lett. 234, 158–167 (2006).
8. He, X., Yuan, R., Chai, Y. & Shi, Y. A. sensitive amperometric immunosensor for carcinoembryonic antigen detection with porous 

nanogold film and nano-Au/chitosan composite as immobilization matrix. J. Biochem. Bioph. Methods. 70, 823–829 (2008).
9. Zhou, Z.-M. et al. Capillary electrophoresis-chemiluminescence detection for carcino-embryonic antigen based on aptamer/

graphene oxide structure. Biosens. Bioelectron. 64, 493–498 (2015).
10. Yuan, R. et al. Ultrasensitive potentiometric immunosensor based on SA and OCA techniques for immobilization of HBsAb with 

colloidal Au and polyvinyl butyral as matrixes. Langmuir 20, 7240–7245 (2004).
11. Miao, J. et al. Electrochemical immunosensor based on hyperbranched structure for carcinoembryonic antigen detection. Biosens. 

Bioelectron. 58, 9–16 (2014).
12. Oh, B.-K., Kim, Y.-K., Park, K. W., Lee, W. H. & Choi, J.-W. Surface plasmon resonance immunosensor for the detection of 

Salmonella typhimurium. Biosens. Bioelectron. 19, 1497–1504 (2004).
13. Penalva, J., Puchades, R., Maquieira, A., Gee, S. & Hammock, B. Development of immunosensors for the analysis of l-naphthol in 

organic media. Biosens. Bioelectron. 15, 99–106 (2000).
14. Jie, G., Wang, L., Yuan, J. & Zhang, S. Versatile electrochemiluminescence assays for cancer cells based on dendrimer/

CdSe–ZnS–quantum dot nanoclusters. Anal. Chem. 83, 3873–3880 (2011).
15. Ding, C., Zheng, Q., Wang, N. & Yue, Q. An electrochemiluminescence strategy based on aptamers and nanoparticles for the 

detection of cancer cells. Anal. Chim. Acta. 56, 73–78 (2012).
16. Ding, C., Wei, S. & Liu, H. Electrochemiluminescent determination of cancer cells based on aptamers, nanoparticles, and magnetic 

beads. Chem. Eur. J. 18, 7263–7268 (2012).
17. Aiuchi, T., Nakajo, S. & Nakaya, K. Reducing activity of colloidal platinum nanoparticles for hydrogen peroxide, 2, 2-diphenyl-1-

picrylhydrazyl radical and 2, 6-dichlorophenol indophenol. Biol. Pharm. Bull. 27, 736–738 (2004).
18. Anan’ev, A., Boltoeva, M. Y., Sukhov, N., Bykov, G. & Ershov, B. Catalytic decomposition of hydrazine in weakly alkaline solutions 

on platinum nanoparticles. Radiochemistry 46, 578–582 (2004).
19. Zhang, Z.-F., Cui, H., Lai, C.-Z. & Liu, L.-J. Gold nanoparticle-catalyzed luminol chemiluminescence and its analytical applications. 

Anal. Chem. 77, 3324–3329 (2005).
20. Zhang, Z., Berg, A., Levanon, H., Fessenden, R. W. & Meisel, D. On the interactions of free radicals with gold nanoparticles. J. Am. 

Chem. Soc. 125, 7959–7963 (2003).
21. Wang, W., Xiong, T. & Cui, H. Fluorescence and electrochemiluminescence of luminol-reduced gold nanoparticles: photostability 

and platform effect. Langmuir 24, 2826–2833 (2008).
22. Mandal, S., Phadtare, S. & Sastry, M. Interfacing biology with nanoparticles. Curr. Appl. Phys. 5, 118–127 (2005).
23. Wu, T. M. & Lin, S. H. Synthesis, characterization, and electrical properties of polypyrrole/multiwalled carbon nanotube composites. 

J. Polym. Sci. Part A: Polym. Chem. 44, 6449–6457 (2006).
24. Tourillon, G. & Garnier, F. New electrochemically generated organic conducting polymers. Electroanal. Chem. Interfac. 135, 

173–178 (1982).
25. Bose, S. et al. In-situ synthesis and characterization of electrically conductive polypyrrole/graphene nanocomposites. Polymer 51, 

5921–5928 (2010).
26. Holbrey, J. & Seddon, K. Ionic liquids. Clean Products and Processes. 1, 223–236 (1999).
27. Scienza, L. C. & Thompson, G. E. Preparation and Surface Analysis of PPY/SDBS Films on Aluminum Substrates. Polimeros 11, 

142–148 (2001).
28. Lim, S. P., Pandikumar, A., Lim, Y. S., Huang, N. M. & Lim, H. N. In-situ electrochemically deposited polypyrrole nanoparticles 

incorporated reduced graphene oxide as an efficient counter electrode for platinum-free dye-sensitized solar cells. Sci. Rep. 4, 5305 
(2014).

29. Jang, J. & Oh, J. H. Novel crystalline supramolecular assemblies of amorphous polypyrrole nanoparticles through surfactant 
templating. Chem. Commun. 19, 2200–2201 (2002).

30. Katz, E. & Willner, I. Probing biomolecular interactions at conductive and semiconductive surfaces by impedance spectroscopy: 
routes to impedimetric immunosensors, DNA-sensors, and enzyme biosensors. Electroanalysis 15, 913–947 (2003).

31. Bardea, A., Katz, E. & Willner, I. Probing antigen-antibody interactions on electrode supports by the biocatalyzed precipitation of 
an insoluble product. Electroanalysis 12, 1097–1106 (2000).

32. Liang, W. et al. A novel, label-free immunosensor for the detection of α -fetoprotein using functionalised gold nanoparticles. Clin. 
Biochem. 42, 1524–1530 (2009).



www.nature.com/scientificreports/

9Scientific RepoRts | 6:24599 | DOI: 10.1038/srep24599

33. Huang, H., Ran, P. & Liu, Z. Impedance sensing of allergen-antibody interaction on glassy carbon electrode modified by gold 
electrodeposition. Bioelectrochemistry 70, 257–262 (2007).

34. Giokas, D. L., Christodouleas, D. C., Vlachou, I., Vlessidis, A. G. & Calokerinos, A. C. Development of a generic assay for the 
determination of total trihydroxybenzoate derivatives based on gold-luminol chemiluminescence. Anal. Chim. Acta. 764, 70–77 
(2013).

35. Li, S.-F., Zhang, X.-M., Du, W.-X., Ni, Y.-H. & Wei, X.-W. Chemiluminescence reactions of a luminol system catalyzed by ZnO 
nanoparticles. J. Phys. Chem. C. 113, 1046–1051 (2008).

36. Evmiridis, N. P., Thanasoulias, N. K. & Vlessidis, A. G. Chemiluminescence (CL) emission generated during oxidation of pyrogallol 
and its application in analytical chemistry. I. Effect of oxidant compound. Talanta 46, 179–196 (1998).

37. Su, B., Tang, D., Tang, J., Cui, Y. & Chen, G. Multiarmed star-like platinum nanowires with multienzyme assembly for direct 
electronic determination of carcinoembryoninc antigen in serum. Biosens. Bioelectron. 30, 229–234 (2011).

38. Tang, D., Yuan, R. & Chai, Y. Magnetic core-shell Fe3O4@Ag nanoparticles coated carbon paste interface for studies of 
carcinoembryonic antigen in clinical immunoassay. J. Phys. Chem. B. 110, 11640–11646 (2006).

39. Zhou, Z.-M. et al. Carcino-embryonic antigen detection based on fluorescence resonance energy transfer between quantum dots 
and graphene oxide. Biosens. Bioelectron. 59, 397–403 (2014).

40. Sapsford, K. et al. Selective DNA-mediated assembly of gold nanoparticles on electroded substrates. Langmuir 24, 10245–10252 
(2008).

Acknowledgements
This study was supported by the National Natural Science Foundation of China (Nos 21175057, 21375047, 
21377046, 21575050 and 21505051), the Science and Technology Plan Project of Jinan (No. 201307010). the 
Science and Technology Development Plan of Shandong Province (No. 2014GSF120004), the Special Project 
for Independent Innovation and Achievements Transformation of Shandong Province (No. 2014GSF120004), 
the Special Project for Independent Innovation, Achievements Transformation of Shandong Province (No. 
2014ZZCX05101), Graduate Innovation Foundation of University of Jinan (GIFUJN) and Q. Wei thanks the 
Special Foundation for Taishan Scholar Professorship of Shandong Province and UJN (No. ts20130937).

Author Contributions
W.Z., X.L. and Q.W. conceived and designed the experiments. W.Z. and X.L. performed the experiments, analyzed 
the data and wrote the first draft of the manuscript. Q.W., H.M., D.W., X.S. and B.D. contributed substantially to 
revisions.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Zhu, W. et al. Single-step cycle pulse operation of the label-free 
electrochemiluminescence immunosensor based on branched polypyrrole for carcinoembryonic antigen 
detection. Sci. Rep. 6, 24599; doi: 10.1038/srep24599 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Single-step cycle pulse operation of the label-free electrochemiluminescence immunosensor based on branched polypyrrole for carcinoembryonic antigen detection
	Introduction
	Results and Discussion
	Characterization of PPy, Au NPs@PPy and anti-CEA-luminol-Au NPs@PPy
	Characterization of the immunosensor
	Selection of electrochemical parameters
	Optimization of assay conditions
	Analytical performance of the immunosensor toward target CEA
	Application

	Conclusion
	Materials and Methods
	Apparatus
	Materials
	Preparation of polypyrrole
	Preparation of luminol-Au NPs@PPy composites
	Immobilization of anti-CEA on to the luminol-Au NPs@PPy
	Fabrication of the label-free ECL immunosensor
	Experimental measurements

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                Single-step cycle pulse operation of the label-free electrochemiluminescence immunosensor based on branched polypyrrole for carcinoembryonic antigen detection
            
         
          
             
                srep ,  (2016). doi:10.1038/srep24599
            
         
          
             
                Wenjuan Zhu
                Qi Wang
                Hongmin Ma
                Xiaohui Lv
                Dan Wu
                Xu Sun
                Bin Du
                Qin Wei
            
         
          doi:10.1038/srep24599
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep24599
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep24599
            
         
      
       
          
          
          
             
                doi:10.1038/srep24599
            
         
          
             
                srep ,  (2016). doi:10.1038/srep24599
            
         
          
          
      
       
       
          True
      
   




