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Dual Electrophoresis Detection 
System for Rapid and Sensitive 
Immunoassays with Nanoparticle 
Signal Amplification
Fangfang Zhang1,*, Junjie Ma1,*, Junji Watanabe2, Jinlong Tang1, Huiyu Liu1 & Heyun Shen1

An electrophoretic technique was combined with an enzyme-linked immunosorbent assay (ELISA) 
system to achieve a rapid and sensitive immunoassay. A cellulose acetate filter modified with 
polyelectrolyte multilayer (PEM) was used as a solid substrate for three-dimensional antigen-
antibody reactions. A dual electrophoresis process was used to induce directional migration and local 
condensation of antigens and antibodies at the solid substrate, avoiding the long diffusion times 
associated with antigen-antibody reactions in conventional ELISAs. The electrophoretic forces drove 
two steps in the ELISA process, namely the adsorption of antigen, and secondary antibody-labelled 
polystyrene nanoparticles (NP-Ab). The total time needed for dual electrophoresis-driven detection 
was just 4 min, nearly 2 h faster than a conventional ELISA system. Moreover, the rapid NP-Ab 
electrophoresis system simultaneously achieved amplification of the specific signal and a reduction 
in noise, leading to a more sensitive NP-Ab immunoassay with a limit of detection (LOD) of 130 fM, 
and wide range of detectable concentrations from 0.13 to 130 pM. These results suggest that the 
combination of dual electrophoresis detection and NP-Ab signal amplification has great potential for 
future immunoassay systems.

Immunosensors have been used extensively in a variety of fields such as clinical diagnosis, food security, envi-
ronmental assessment, and drug assays. The signalling transfer strategies used in immunosensors are becoming 
more diverse, and include electrochemical-based methods, fluorescence immunoassays, surface plasmon reso-
nance detection, silicon photonic micro-ring resonators, and other methods1. In the molecular diagnosis area, 
the fundamental goal is to achieve an optimum balance in three factors—fast, accurate, and cheap. However, it 
is currently possible to satisfy only two of these factors simultaneously2,3. The enzyme-linked immunosorbent 
assay (ELISA) is a common and reliable technology for protein detection and quantification that has been widely 
used in a variety of analytic fields4–6. However, the complete antigen-antibody reaction is achieved only after the 
diffusion of a sufficient number of antigen molecules toward the antibody-immobilized substrate; hence, long 
incubation times are the rate-limiting factor in the ELISA system, resulting in decreases in the assay sensitivity 
and the dynamic range7–9. Many research groups have dedicated much effort to the improvement of conventional 
ELISA systems. It has been shown that functional hydrophilic surface modification efficiently inhibits nonspe-
cific protein adsorption10,11, the use of flow detection systems shortens detection times12–14, antibody-modified 
magnetic nanoparticles simplify the detection process15–17, and that secondary antibody- and enzyme-loaded 
nanoparticles enhance the detection sensitivity via signal amplification17–19.

Electrophoresis techniques can be used to separate individual proteins in a complex solution, and have 
been developed as semi-quantitative protein detection devices; such techniques include sodium dodecyl 
sulfate-polyacrylamide gel electrophoresis, and isoelectric focusing electrophoresis. Alternating-current or 
direct-current electrophoresis can easily be used to fabricate organic-inorganic hybrids, via ion deposition on 
a hydrogel template20–22. Cao and co-workers have developed electrophoresis titration devices for the rapid 
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detection of protein content based on the principle of a moving reaction boundary, but the detection sensitivity is 
not sufficient for clinical diagnosis, unlike the conventional ELISA23,24.

In this study, we developed a rapid and sensitive dual electrophoresis immunoassay using a cationic polye-
lectrolyte multilayer (PEM)-modified filter (cellulose acetate, CA), leading to a dual flow detection system that 
overcame the diffusion reaction as the rate-limiting step (and hence avoided the major drawback of conventional 
ELISA systems). PEMs can be used to easily control the properties of arbitrary substrate surfaces; such proper-
ties include the hydrophobicity-hydrophilicity, charge properties, and morphology25. Hence, PEMs have been 
widely applied in the environmental, biomedical, and sensor fields26,27. Previously, we demonstrated that PEMs 
could easily control the protein adsorption properties, including the adsorption capacity and adsorption type 
from a mixed solution, via electrostatic interactions between the protein and the PEM surface28–30. Moreover, 
in traditional ELISA systems, positive PEM (poly(diallyldimethylammonium chloride) (PDDA)/poly(sodium 
4-styrenesulfonate) (PSS))-modified polystyrene plates were used to block reagent enrichment (coverage, 100%) 
to efficiently inhibit nonspecific protein adsorption, improving the sensitivity of the conventional ELISA system31.

In this work, a PEM-modified filter adsorbed the primary antibody, and a blocking reagent was placed in a pair 
of glass cells; the sequential and directional migration of the antigen (Ag) and secondary antibody-immobilized 
polystyrene nanoparticle (NP-Ab) solutions toward the filter, driven by the electrophoretic force, induced rapid 
and sensitive Ag-Ab and NP-Ab-Ag reactions (Fig. 1). The dual electrophoresis detection system provided several 
advantages: (1) The primary antibody enrichment could be induced in the three-dimensional membrane filter, 
leading to a higher recognizing ability toward the antigen. (2) The two steps of the Ag-Ab reaction were carried 
out via the sequential electrophoresis of Ag and NP-Ab; hence, the Ag-Ab reaction time corresponded to the 
electrophoresis running time (2 min), and the total reaction time was nearly 2 h shorter than that of a conven-
tional ELISA. (3) Because the NPs had a large specific surface area, the NP-Ab substantially increased the Ag-Ab 
reaction efficiency, and amplified the specific detection signal; further, the noise signal associated with NP-Ab was 
decreased by the short electrophoresis detection times. Combined, these factors provided a novel, rapid, sensitive 
flow immunoassay. The limit of detection (LOD) for mouse antibody was 130 fM, two orders of magnitude lower 
than that of a conventional ELISA. The results for this electrophoresis system suggested that complex serum sam-
ples could be simultaneously subjected to separation and detection processes, if the electrophoresis parameters 
were suitable for the differential rates and directional movement of mixed proteins, and the molecular cutoff of 
the filter was appropriate for antigen separation.

Results and Discussions
Protein Enrichment on the PEM-Modified Filter.  A number of PEM studies have considered the higher 
sensitivity of immunosensors based on the control of protein adsorption using PEMs32,33. We previously inves-
tigated the detection sensitivity of one to ten layers of PDDA/PSS PEM in a conventional ELISA system31. The 
positive seven-step (PDDA/PSS)3PDDA proved to be the optimal PEM, in terms of both the uniformity of the 
PEM surface, and the detection sensitivity. A (PDDA/PSS)3PDDA PEM-modified porous membrane (LbL-CA) 
contributed toward the rapid and sensitive performance of a flow detection device using a centrifugal process34.

UV-vis absorbance experiments performed at 225 nm were used to monitor the PSS deposition, and the thick-
ness of the seven-step PDDA/PSS PEM was approximately 7 nm (Fig. S1)30. Table 1 summarizes the results for the 
amount of primary antibody and blocking reagent (OVA) adsorption, and their coverage on the CA and LbL-CA 
filters, and the PS plate. Because of electrostatic interactions on the PEM surface, the amounts of primary anti-
body and OVA adsorbed on LbL-CA were approximately three times higher than the amounts adsorbed on the 

Figure 1.  Illustration of rapid electrophoresis immunoassay. Antigen and antibody immobilized 
nanoparticles passively migrate to induce antigen-antibody reaction in 3D filter by an electrophoresis-driven 
protocol.
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CA membrane. Moreover, the coverage was well over 100 of the values calculated from the position of the pro-
teins on the apparent surface area, for both proteins; these results indicated that the proteins adsorbed within the 
membrane pores, that was investigated by gold colloid-labelled IgG adsorption within the pores of the membrane 
filter34. The amount of IgG adsorbed on LbL-CA was greater than the amount adsorbed on CA, which was notable 
in that the PEM completely modified the inner surface of the membrane pores. Therefore, the LbL-CA was able 
to contribute to a high-performance immunoassay, because of the high degree of enrichment of the primary anti-
body and OVA on/into the 3D membrane filter, which efficiently enhanced the specific signal (antigen molecular 
capture), and suppressed nonspecific signals (noise), respectively.

Optimal NP-Ab for Electrophoresis Detection.  Motivated by a consideration of flow detection, we 
selected the diameter of the PS NPs as 200 nm, and the pore size in the CA membrane filter as 450 nm. The Ab 
protein could be immobilized on the NPs via the carboxyl groups on the NP surface. First, we used BγG to opti-
mize the antibody concentration for covalent immobilization on the NPs. Figure 2(a) shows the amount of BγG 
immobilization on the NPs with different protein and NP concentrations. When the protein concentration was 
increased, the standard deviation in the protein immobilization became large; the largest immobilized quantity 
was not obtained with the highest protein concentration (240 μg/mL), because the protein easily self-linked at 
high concentrations. The highest immobilized quantity of protein was obtained using 60 μg/mL BγG and 1 mg/mL  
NP. Thereafter, these optimal conditions were used for the covalent immobilization of the secondary Ab on the 
NPs.

The concentration of secondary Ab is a very important factor for the sensitivity of the ELISA system, because 
of its direct effect on the specific signal and noise levels. Therefore, the concentration of NP-Ab was first opti-
mized for different antigen concentration by considering the signal-to-noise ratio (S/N) (Fig. 2(b)). We selected 
three concentrations, 50, 100, 200 μg/mL, of NP-Ab. When the concentration of NP-Ab was 100 μg/mL, the S/N 
values were the highest over the full range of antigen concentrations. At concentrations lower than 100 μg/mL, the 
antigen molecules could not be recognized sufficiently, resulting in decreases in the specific signal. On the other 
hand, at concentrations higher than 100 μg/mL, nonspecific NP-Ab adsorption increased, resulting in increases in 
noise. Therefore, an optimal concentration of secondary antibodies offered the best balance of specific signal and 
noise, to obtain the highest sensitivity in the detection system. SEM imaging showed that the morphology of the 
PS NPs did not change after immobilization the Ab on the NPs (Fig. 2(c,d)). Before and after immobilization, the 
NPs were approximately 200 nm in diameter, as confirmed by dynamic light scattering measurements (Fig. S2).

Conventional ELISA detection with NP-Ab signal amplification.  First, we investigated the effect of 
NP-Ab signal amplification in a conventional ELISA system. Figure 3(a) shows results using a traditional ELISA 
method for mouse IgG detection on a 96-well PS plate. The standard deviations in the specific signal (absorbance) 
were very low over the full range of Ag concentration, and the correlation coefficient (R2) of the detection curve 
was excellent. However, the antigen concentration detection range was narrow, only three orders magnitude, and 
the LOD was 33 pM. When NP-Ab was used instead of secondary antibody, the antigen concentration detection 
range increased to five orders of magnitude, and the LOD was 0.33 pM, significantly lower than for the conven-
tional ELISA system (Fig. 3(b)). However, the change in the specific signal with changes in the antigen concen-
tration was not significant; that is, the slope of the detection calibration curve was not large. This result suggested 
that the steric hindrance effects of NP-Ab were greater than that of a single secondary Ab for the Ab-Ag reaction 
over sufficient incubation times, resulting in little signal change over the full range of antigen concentration.

Dual electrophoresis ELISA detection with NP-Ab signal amplification.  The number of captured 
Ag is linearly proportional to the Ab concentration, and increases linearly with time. To increase the sensitivity 
without extending the reaction time, one must apply either an amplification process or a condensing process 
for the Ab or for the Ag. In our previous work, we demonstrated that the electrophoretic force could drive the 
directional migration of Ag molecules, as well as local condensation, and the specific reaction with primary Ab, to 
achieve a rapid Ag-Ab reaction, providing a rapid and sensitive ELISA detection system35. Based on these results, 
we considered whether we could produce a two-step electrophoresis system for both the antigen and secondary 
antibody reactions, further improving the rapid immunoassay. Therefore, in this study, we investigated the dual 
electrophoresis of antigen and NP-Ab, to not only greatly shorten the reaction time, but also to significantly 
increase the specific signal via NP-Ab amplification.

Surface Primary IgGa (μg/cm2)

IgG coverageb/(%)

OVA (μg/cm2)

OVA coveragec/(%)

End-on Side-on End-on Side-on

CA 0.42 ±​ 0.04 23 156 1.87 ±​ 0.40 445 693

LbL-CA 1.35 ±​ 0.04 73 500 5.54 ±​ 0.12 1319 2052

Table 1.   Results of the Primary Ab and OVA Adsorption. aThe dimension was calculated from the apparent 
area of filter (diameter was 13 mm) (n =​ 3). bThe dimensions of the IgG are 14.5 ×​ 8.5 ×​ 4 nm36. When one 
assumes full monolayer coverage, the amount of IgG adsorption was 1.85 and 0.27 μg/cm2 in the end-on and 
side-on positions, respectively. cThe dimensions of OVA are 7 ×​ 5 ×​ 4.5 nm37. When one assumes full monolayer 
coverage, the amount of OVA adsorption was 0.42 and 0.27 μg/cm2 in the end-on and side-on positions, 
respectively.
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As shown in Fig. 1, the LbL-CA filter with adsorbed primary Ab and OVA (blocking reagent) was fixed 
between a pair of glass cells, and platinum electrodes were inserted on the two sides of the glass cells. An Ag 
solution (mouse IgG) and A phosphate buffer (PBS, pH 7.4) were injected separately into the cells, and a cathode 
and anode were inserted into the Ag solution and PBS cells, respectively, resulting in the directional migration 
of Ag molecules and NP-Ab toward the primary Ab adsorbed on the filter. Previously, we confirmed that the 
change in the specific signal on the LbL-CA filter was larger compared with the CA filter for the same range of 
antigen concentration; hence, we used the LbL-CA filter in all of the characterization performed in this study. 

Figure 2.  Characteristics of Ab immobilization on the PS NPs. (a) Amount of BγG immobilization on 
the NPs with different protein and NP concentrations (n =​ 3). (b) Optimal concentration of NP-Ab in the 
conventional ELISA system by the signal-to-noise ratio (S/N) (n =​ 3). Scanning electron microscope imaging 
of PS NPs (c) and NP-Ab (d). The scale bar is 100 nm. The covalent immobilized concentration of Ab and NPs 
were 60 μg/mL and 1 mg/mL, respectively.

Figure 3.  The specific signal with a change in the antigen. (a) The conventional static ELISA system on PS 
plate at 37 °C for 60 min (n =​ 3). (b) The conventional static ELISA system by NP-Ab detection on LbL-CA with 
37 °C for 60 min (n =​ 3).
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We optimized the electrophoresis conditions for the NP-Ab-Ag reaction, taking account of the effects of running 
voltages and times on the S/N (Fig. 4). The different voltages and thus electrophoretic forces produced different 
velocities in the antigen molecules, in addition to inducing a frictional force between the antigen and the filter. 
The highest S/N value, and a relatively small standard deviation, was obtained using electrophoresis parameters of 
30 V, 2 min. Because the Ag molecules could not efficiently react with the NP-Ab for detection times shorter than 
1 min, a lower specific signal was observed for 1 min than for 2 min of detection. In the case of 5 min of detection, 
the noise was higher than the specific signal, resulting in a lower sensitivity than with 2 min of detection (Fig. S3).

Figure 5(a) shows the specific signals obtained using static Ag detection performed for 60 min, and NP-Ab 
electrophoresis detection performed for 2 min with changes in the Ag concentrations under optimal conditions. 
Compared with NP-Ab detection in the conventional ELISA system (Fig. 3(a)), a much higher specific signal 
change was obtained in the electrophoresis detection system; the change in absorbance was approximately twice 
that observed for the conventional ELISA system. Using growth/sigmoidal fitting, the R2 of the calibration curve 
was determined to be 0.99. The LOD was 130 fM, achieving the same level of NP-Ab detection as the conventional 
ELISA system, but the detection time was shorter by approximately 1 h. To further increase the detection rate, we 
fabricated the dual electrophoresis detection system, in which both Ag and NP-Ab were driven under electropho-
resis, to induce directional migration and local condensation toward the membrane filter (Fig. 5(b)). Notably, we 
discovered that the dual electrophoresis detection system did not compromise the sensitivity; the two reaction 
steps took only 4 min, almost 2 h faster than a conventional ELISA system. The specific signal change and antigen 
concentration range were large, the same as for the one step electrophoresis detection system, with a LOD of 
130 fM. The absorbance of LOD had significant difference from that of adjacent concentration point. This result 
indicated that the optimal electrophoretic force did not influence the stability of the Ab and Ag on the filter, but 
efficiently drove the directional migration of Ag and NP-Ab toward the primary Ab-immobilized filter to achieve 
a rapid and sensitive Ag-Ab reaction.

To clarify the mechanism responsible for the high performance of the electrophoresis detection system, we 
compared the specific signal and noise of the NP-Ab detection with static and electrophoretic detection on a dif-
ferent substrate (Fig. 6(a)). ‘Static detection’ corresponded to conventional ELISA detection, with 60 min of incu-
bation for the Ag-Ab reaction. ‘Electrophoretic detection’ was carried out using the dual electrophoresis detection 
system, with 2 min of incubation for the Ag-Ab reaction. The bar graph in Fig. 6(a) clearly shows that for ‘Static 

Figure 4.  Optimal conditions of NP-Ab electrophoresis for mouse IgG detection by the specific signal-to-
noise ratio (S/N) (n = 3). 

Figure 5.  The specific signal with a change in the Ag by NP-Ab electrophoresis detection for 2 min.  
(a) Ag-Ab reaction is the static conventional method at 37 °C for 60 min; (b) Ag-Ab reaction is the 
electrophoresis method at r.t. for 2 min (n =​ 3).
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detection’, the noise approximately was two times higher than the specific signal; in contrast, the noise was half 
of the specific signal for ‘Electrophoretic detection’. Moreover, the specific signal and noise for ‘Electrophoresis 
detection’ were approximately three times and one-third of the values for ‘Static detection’ on the LbL-CA sub-
strate, respectively. This result strongly demonstrated that although NP-Ab could significantly amplify the specific 
signal, the noise was increased with increasing incubation time. Therefore, the ‘Electrophoretic detection’ system 
not only provided sensitive detection in a short time, but also efficiently decreased the noise to induce a much 
higher specific signal.

We further investigated the detection sensitivities of different detection methods; S/N over the full range of 
Ag concentration are shown in Fig. 6(b). The S/N values for dual electrophoresis detection (‘Elec Ag-2 min +​ Elec 
NP-Ab-2 min’) were approximately four to six times higher than those obtained using the static conventional 
ELISA method (‘Static Ag-60 min +​ Static NP-Ab-60 min’). Notably, there was no significant difference (p >​ 0.1) 
between the S/N values for one-step electrophoresis (‘Static Ag-60 min +​ Elec NP-Ab-2 min’) and dual electro-
phoresis detection, for Ag concentrations from 1.3 to 330 pM. This result strongly demonstrated that the dual 
electrophoresis detection system was as stable and reliable as one-step electrophoresis detection over the full 
range of Ag concentrations; the detection time was nearly 1 h shorter for one-step electrophoresis detection, com-
pared with the static method, because the diffusion limit associated with the static detection method was over-
come. Moreover, the static conventional ELISA method showed high noise values for NP-Ab detection (Fig. 6(a)), 
while the dual electrophoresis detection system possessed much higher sensitivity (S/N) for each antigen con-
centration. Because in the dual electrophoresis process, directional migration of the NP-Ab, and local enrich-
ment toward the Ag-immobilized LbL-CA filter, was induced by the electrophoretic force (in a similar fashion to 
Ag electrophoresis detection35), leading efficient reduction of the Ag-Ab reaction time. Furthermore, the rapid 
detection facilitated a decrease in nonspecific NP-Ab adsorption; hence, the dual electrophoresis detection sys-
tem simultaneously achieved specific signal amplification and noise reduction, in contrast with the conventional 
ELISA system. We suggest that the combination of NP-Ab detection and electrophoretic techniques provides an 
optimal approach for facilitating high performance immunoassays.

Figure 6.  (a) The specific signal and noise by NP-Ab detection on different substrate with the conventional 
static (60 min) or dual electrophoresis (2 min) detection methods. The specific signal is in antigen concentration 
of 0.13 nM (n =​ 3). (b) The S/N of different concentrations of antigen for different detection methods on 
LbL-CA filter. ‘Static Ag-60 min +​ Static NP-Ab-60 min’: the conventional static ELISA method by NP-Ab 
detection for 60 min; ‘Static Ag-60 min +​ Elec NP-Ab-2 min’: Ag-Ab reaction is the static conventional method 
for 60 min and NP-Ab-Ag reaction is electrophoresis detection method for 2 min; ‘Elec Ag-2 min +​ Elec NP-
Ab-2 min’: Ag-Ab and NP-Ab-Ag reaction both are the electrophoresis detection method for 2 min (n =​ 3).
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Conclusion
A rapid and sensitive dual electrophoresis immunoassay was developed based on an LbL-CA membrane filter. 
The application of an electrophoretic force resulted in the directional migration of Ag and NP-Ab, and their local 
condensation near the primary Ab-immobilized filter substrate, leading to rapid detection in 4 min, approxi-
mately 2 h shorter than a conventional ELISA system. Moreover, the rapid NP-Ab electrophoresis detection not 
only amplified the specific signal, but also decreased the noise signal, as a result of the highly rapid electrophoresis 
detection, which induced sensitive NP-Ab signal amplification detection, with an LOD of 130 fM. This combined 
system comprising dual electrophoresis detection and NP-Ab signal amplification can contribute to novel, rapid, 
and sensitive immunoassay fabrication.

Methods
Materials.  PDDA (#17338; Polyscience Inc., Niles, IL, USA; Mw =​ 2.4 ×​ 105 g/mol) and PSS (#416888; Alfa 
Aesar, Ward Hill, MA, USA; Mw =​ 7.0 ×​ 104 g/mol) were used as polyelectrolytes. The diameter and pore size 
of the CA membrane filter (C020A045A; Advantec Toyo Roshi Kaisha, Ltd., Tokyo, Japan) were 13 mm and 
450 nm, respectively. Rabbit anti-mouse IgG (M7023), mouse IgG (I5381), goat anti-mouse IgG-horseradish per-
oxidase conjugate (goat antimouse IgG-HRP; A4416), ovalbumin from chicken egg white (OVA, A5503) and 
N-Hydroxysuccinimid (NHS) were acquired from Sigma, St Louis, MO, USA. 1-ethyl-3-(3-dimethylamino-
propyl) carbodiimide hydrochloride (EDC) was purchased from Dojindo Co. Ltd., Shanghai, China. Disodium 
hydrogen phosphate and monometallic sodium orthophosphate were purchased from Beijing Chemical Reagent 
Co. Ltd., Beijing, China. Carboxylated PS NPs (PS-01-200, diameter 200 nm) were purchased from Janus 
New-Materials Co. Ltd., Nanjing, China. Tris(hydroxymethyl) aminomethane hydrochloride (Tris-HCl; Acros 
Organics, Fair Lawn, NJ, USA) was used in the preparation of a buffer solution. The chemicals were used in the 
experiments without further purification. Ultrapure water was used throughout the experiments.

Fabrication of PEM on the CA filter.  The concentrations of the PDDA and PSS solutions were adjusted 
to 0.2 mg/mL by adding 50 mmol/L of Tris-HCl containing 0.15 mol/L of NaCl. Initially, the CA filter was 
immersed in the PDDA solution for 2 min at room temperature; subsequently, the filter was rinsed with 
ultrapure water for 30 s. Next, the filter was immersed in a PSS solution as described above. This alternating 
adsorption process was repeated for 3.5 cycles for the preparation of a positive seven-step (PDDA/PSS)3PDDA 
PEM on the filter.

Antibody immobilization on PS NPs.  The parameters of the PS NPs are shown in Supporting Informat
ion Table S1. 10 μL, 10 mg/mL of EDC and NHS solution (phosphate buffer saline (PBS; pH 6.3)) were added to 
80 μL, 1 mg/mL PS NP solution (PBS, pH 6.3), respectively, and the resulting solutions were then incubated at 
room temperature for 20 min. Thereafter, the PS NPs were rinsed twice with PBS at pH 7.4, by applying centrifu-
gation at 14000 rpm/14462 ×​ g for 13 min. Bovine gamma globulin (BγG) was used as a model protein to optimize 
the covalent immobilized condition of the secondary antibodies (anti-mouse IgG-HRP). 100 μL of BγG at con-
centrations of 15, 60, and 240 μg/mL was added to different concentrations of PS NP (1, 2, and 5 mg/mL, respec-
tively), and incubated at room temperature for 2 h. 100 μL of a 5-mg/mL solution of a blocking reagent (OVA) was 
added to the NPs over a period of 1 h, while the NPs were incubated at room temperature, to block the unreacted 
NHS groups. Finally, the NPs were rinsed twice with PBS at pH 7.4, under centrifugation applied at 14000 rpm 
for 10 min. The optimized concentrations of secondary antibodies and NPs were 60 μg/mL and 1 mg/mL,  
respectively. The OVA concentration was an important factor influencing the NP-Ab monodispersity. We inves-
tigated the effect of OVA concentration on the size distribution of NP-Ab (Supporting Information Table S2, 
Fig. S4). The change in size of the NPs before and after the antibody immobilization and Ag-Ab reactions on the 
NPs was also investigated (Supporting Information Table S3, Fig. S2). The diameter of the NPs clearly increased 
by approximately 20 to 30 nm after each step of protein immobilization, which indirectly demonstrated that the 
protein immobilization was successfully completed.

ELISA Protocol for the Electrophoresis Detection System.  The primary antibody (anti-mouse IgG, 
60 μg/mL) and OVA (1 mg/mL) were adsorbed onto the filter at 4 °C overnight, and at 37 °C for 1 h, respectively. 
Thereafter, the filter was rinsed, and the adsorbed protein was then removed via rinsing with 1 wt% of n-sodium 
dodecyl sulfate (Wako Pure Chemical Industries, Ltd., Osaka, Japan). The recovered protein was evaluated using 
a Micro BCA kit (Pierce, No. 23235, Rockford, IL, USA) at 570 nm, using a multi-well plate reader (PT-3502G, 
Beijing Potenov Technology Co. Ltd., Beijing, China).

For the electrophoresis system, the primary antibody and blocking reagent (OVA)-treated filter was placed 
between a pair of glass cells (Fig. 1). Platinum electrodes were inserted on the two sides of the glass cells, fixed by 
a rubber plug. PBS (1 mL, 0.03 M, pH 7.4) and antigen solution (mouse IgG; 1 mL) at 0.03 M PBS were separately 
injected into the cells. The inlet syringe needles were remained on the rubber plug for opening to atmosphere. 
The cathode and anode were connected to the antigen solution and PBS solution cells, respectively, resulting in 
directional migration of the antigen molecules toward the primary antibody adsorbed on the membrane filter. 
Finally, the specific signal was detected using 100 μg/mL of NP-Ab (an optimized concentration) at 37 °C for 1 h, 
and was visualized using a reaction between tetramethylbenzidine (34028, 1-step ultra TMB-ELISA, Thermo 
Fisher Scientific Co. Ltd., Rockford, IL, USA) and HRP. A brief protocol for the conventional ELISA process is 
described in the Supporting Information.



www.nature.com/scientificreports/

8Scientific Reports | 7:42562 | DOI: 10.1038/srep42562

References
1.	 Liu, G., Qi, M., Hutchinson, M. R., Yang, G. & Goldys, E. M. Recent advances in cytokine detection by immunosensing. Biosens. 

Bioelectron. 79, 810–821 (2016).
2.	 Durner, J. Clinical chemistry: Challenges for analytical chemistry and the nanosciences from medicine. Angew. Chem. Int. Ed. 49, 

1026–1051 (2010).
3.	 Park, J.-S. et al. A highly sensitive and selective diagnostic assay based on virus nanoparticles. Nat. Nanotechnol. 4, 259–264 (2009).
4.	 Haass, C. & Selkoe, D. J. Soluble protein oligomers in neurodegeneration: lessons from the Alzheimer’s amyloid beta-peptide. Nat. 

Rev. Mol. Cell Bio. 8, 101–112 (2007).
5.	 Persaud, D. et al. Absence of detectable HIV-1 viremia after treatment cessation in an infant. New Engl. J. Med. 369, 1828–1835 

(2013).
6.	 Sakata, T., Ihara, M., Makino, I., Miyahara, Y. & Ueda, H. Open sandwich-based immuno-transistor for label-free and 

noncompetitive detection of low molecular weight antigen. Anal. Chem. 81, 7532–7537 (2009).
7.	 Sapsford, K. E., Liron, Z., Shubin, Y. S. & Ligler, F. S. Kinetics of antigen binding to arrays of antibodies in different sized spots. Anal. 

Chem. 73, 5518–5524 (2001).
8.	 Karlsson, R. 8 Real-time competitive kinetic analysis of interactions between low-molecular-weight ligands in solution and surface-

immobilized receptors.pdf. Anal. Biochem. 142–151 (1993).
9.	 Stenberg, M., Werthén, M., Theander, S. & Nygren, H. A diffusion limited reaction theory for a microtiter plate assay. J. Immunol. 

Methods 112, 23–29 (1988).
10.	 Nagasaki, Y., Kobayashi, H., Katsuyama, Y., Jomura, T. & Sakura, T. Enhanced immunoresponse of antibody/mixed-PEG co-

immobilized surface construction of high-performance immunomagnetic ELISA system. J. Colloid Interf. Sci. 309, 524–530 (2007).
11.	 Horiguchi, Y., Miyachi, S. & Nagasaki, Y. High-performance surface acoustic wave immunosensing system on a PEG/aptamer 

hybridized surface. Langmuir 29, 7369–7376 (2013).
12.	 Ning, W. & Bruening, M. L. Rapid Protein Digestion and Purification with Membranes Attached to Pipet Tips. Anal. Chem. 87, 

11984–11989 (2015).
13.	 Dai, J. H., Bao, Z. Y., Sun, L., Baker, G. L. & Bruening, M. L. Use of porous membranes modified with polyelectrolyte multilayers and 

brush polymers as substrates for highly sensitive protein arrays. Abstr. Pap. Am. Chem. Soci. 231, 135–140 (2006).
14.	 Van Lieshout, R. M. L. et al. Three-dimensional flow-through protein platform. Anal. Chem. 81, 5165–5171 (2009).
15.	 Mani, V., Chikkaveeraiah, B. V., Patel, V., Gutkind, J. S. & Rusling, J. F. Ultrasensitive immunosensor for cancer biomarker proteins 

using gold nanoparticle film electrodes and multienzyme-particle amplification. ACS Nano 3, 585–594 (2009).
16.	 Castilho, M. D. S., Laube, T., Yamanaka, H., Alegret, S. & Pividori, M. I. Magneto Immunoassays for Plasmodium falciparum 

Histidine-Rich. Anal. Chem. 83, 5570–5577 (2011).
17.	 Qu, Z. et al. Ultrasensitive ELISA using enzyme-loaded nanospherical brushes as labels. Anal. Chem. 86, 9367–9371 (2014).
18.	 Chen, F. et al. Development of Atom Transfer Radical Polymer-Modified Gold Nanoparticle-Based Enzyme-Linked Immunosorbent 

Assay (ELISA). Anal. Chem. 86, 10021–10024 (2014).
19.	 Fang, Y.-S., Huang, X.-J., Wang, L.-S. & Wang, J.-F. An enhanced sensitive electrochemical immunosensor based on efficient 

encapsulation of enzyme in silica matrix for the detection of human immunodeficiency virus p24. Biosens. Bioelectron. 64, 324–332 
(2015).

20.	 Watanabe, J. & Akashi, M. Novel biomineralization for hydrogels: Electrophoresis approach accelerates hydroxyapatite formation in 
hydrogels. Biomacromolecules 7, 3008–3011 (2006).

21.	 Toshima, T., Ishikawa, H., Tanda, S. & Akiyama, T. {&} Design 2008. Cryst. Growth Des. 2, 6–9 (2008).
22.	 Watanabe, J. & Akashi, M. Effect of an alternating current for crystallization of CaCO3 on a porous membrane. Acta Biomater. 5, 

1306–1310 (2009).
23.	 Chip, E. et al. Simple Boric Acid-Based Fluorescent Focusing for Sensing of Glucose and Glycoprotein via Multipath Moving 

Supramolecular Boundary Electrophoresis Chip. Anal. Chem. 85, 5884–5891 (2013).
24.	 Zhang, L. X. et al. Leverage principle of retardation signal in titration of double protein via chip moving reaction boundary 

electrophoresis. Biosens. Bioelectron. 77, 284–291 (2016).
25.	 Decher, G. Fuzzy Nanoassemblies: Toward Layered Polymeric Multicomposites. Science 277, 1232–1237 (1997).
26.	 Huang, X. & Zacharia, N. S. Facile assembly enhanced spontaneous fluorescent response of Ag+​ ion containing polyelectrolyte 

multilayer films. ACS Macro Lett. 3, 1092–1095 (2014).
27.	 Matsusaki, M., Ajiro, H., Kida, T., Serizawa, T. & Akashi, M. Layer-by-layer assembly through weak interactions and their biomedical 

applications. Adv. Mater. 24, 454–474 (2012).
28.	 Watanabe, J., Shen, H. & Akashi, M. Polyelectrolyte droplets facilitate versatile layer-by-layer coating for protein loading interface. 

Acta Biomater. 4, 1255–1262 (2008).
29.	 Watanabe, J., Shen, H. & Akashi, M. Alternate drop coating for forming dual biointerfaces composed of polyelectrolyte multilayers. 

J. Mater. Sci-Mater. M. 20, 759–765 (2009).
30.	 Shen, H., Watanabe, J. & Akashi, M. Heterofunctional Interfaces Achieve Dual Protein Adsorption on Polyelectrolyte Multilayers. 

Polym. J. 41, 486–491 (2009).
31.	 Shen, H., Watanabe, J. & Akashi, M. Polyelectrolyte Multilayers-Modified Polystyrene Plate Improves Conventional Immunoassay: 

Full. Anal. Chem. 81, 6923–6928 (2009).
32.	 Sung, W. C., Chang, C. C., Makamba, H. & Chen, S. H. Long-term affinity modification on poly(dimethylsiloxane) substrate and its 

application for ELISA analysis. Anal. Chem. 80, 1529–1535 (2008).
33.	 Derveaux, S. et al. Layer-by-layer coated digitally encoded microcarriers for quantification of proteins in serum and plasma. Anal. 

Chem. 80, 85–94 (2008).
34.	 Shen, H., Watanabe, J. & Akashi, M. Polyelectrolyte multilayers-modified membrane filter for rapid immunoassay: protein 

condensation by centrifugal permeation. Polym. J. 43, 35–40 (2010).
35.	 Zhang, F., Ma, J., Watanabe, J., Liu, H. & Shen, H. A Rapid and Specific C-Reactive Protein Immunoassay Driven by an Electrophoresis 

System Based on Protein Enrichment in a 3D Filter. Nanosci. Nanotechnol. Lett. doi: 10.1166/nnl.2017.2328 (in press).
36.	 Silverton, E. W., Navia, M. A. & Davies, D. R. Three-dimensional structure of an intact human immunoglobulin. P. Natl. Acad. Sci. 

USA 74, 5140–5144 (1977).
37.	 Kamilya, T., Pal, P. & Talapatra, G. B. Interaction of ovalbumin with phospholipids Langmuir-Blodgett film. J. Phys. Chem. B 111, 

1199–1205 (2007).

Acknowledgements
The authors would like to thank Drs J. Yang and Y. Y. Dong from Beijing University of Chemical Technology for 
their helpful discussions and advice. This work was supported by National Natural Science Foundation of China 
(NSFC, Grant no. 21304006, No. 51572271, and No. 31271075) and the National Basic Research Program of 
China (Grant no. 2016YFA0201501).



www.nature.com/scientificreports/

9Scientific Reports | 7:42562 | DOI: 10.1038/srep42562

Author Contributions
F.Z. and H.S. wrote the main manuscript text. J.M. and J.T. prepared Figures 1 and 4. All authors reviewed the 
manuscript.

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: Zhang, F. et al. Dual Electrophoresis Detection System for Rapid and Sensitive 
Immunoassays with Nanoparticle Signal Amplification. Sci. Rep. 7, 42562; doi: 10.1038/srep42562 (2017).
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

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/
 
© The Author(s) 2017

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

	Dual Electrophoresis Detection System for Rapid and Sensitive Immunoassays with Nanoparticle Signal Amplification

	Results and Discussions

	Protein Enrichment on the PEM-Modified Filter. 
	Optimal NP-Ab for Electrophoresis Detection. 
	Conventional ELISA detection with NP-Ab signal amplification. 
	Dual electrophoresis ELISA detection with NP-Ab signal amplification. 

	Conclusion

	Methods

	Materials. 
	Fabrication of PEM on the CA filter. 
	Antibody immobilization on PS NPs. 
	ELISA Protocol for the Electrophoresis Detection System. 

	Acknowledgements
	Author Contributions
	﻿Figure 1﻿﻿.﻿﻿ ﻿ Illustration of rapid electrophoresis immunoassay.
	﻿Figure 2﻿﻿.﻿﻿ ﻿ Characteristics of Ab immobilization on the PS NPs.
	﻿Figure 3﻿﻿.﻿﻿ ﻿ The specific signal with a change in the antigen.
	﻿Figure 4﻿﻿.﻿﻿ ﻿ Optimal conditions of NP-Ab electrophoresis for mouse IgG detection by the specific signal-to-noise ratio (S/N) (n = 3).
	﻿Figure 5﻿﻿.﻿﻿ ﻿ The specific signal with a change in the Ag by NP-Ab electrophoresis detection for 2 min.
	﻿Figure 6﻿﻿.﻿﻿ ﻿ (a) The specific signal and noise by NP-Ab detection on different substrate with the conventional static (60 min) or dual electrophoresis (2 min) detection methods.
	﻿Table 1﻿﻿. ﻿  Results of the Primary Ab and OVA Adsorption.



 
    
       
          application/pdf
          
             
                Dual Electrophoresis Detection System for Rapid and Sensitive Immunoassays with Nanoparticle Signal Amplification
            
         
          
             
                srep ,  (2017). doi:10.1038/srep42562
            
         
          
             
                Fangfang Zhang
                Junjie Ma
                Junji Watanabe
                Jinlong Tang
                Huiyu Liu
                Heyun Shen
            
         
          doi:10.1038/srep42562
          
             
                Nature Publishing Group
            
         
          
             
                © 2017 Nature Publishing Group
            
         
      
       
          
      
       
          © 2017 The Author(s)
          10.1038/srep42562
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep42562
            
         
      
       
          
          
          
             
                doi:10.1038/srep42562
            
         
          
             
                srep ,  (2017). doi:10.1038/srep42562
            
         
          
          
      
       
       
          True
      
   




