
polymers

Article

Hydrophilic Polyelectrolyte Multilayers Improve the
ELISA System: Antibody Enrichment and
Blocking Free

Xing Lai 1,†, Gan Gao 1,†, Junji Watanabe 2, Huiyu Liu 1,* and Heyun Shen 1,*
1 Beijing Key Laboratory of Bioprocess, Beijing Advanced Innovation Center for Soft Matter Science and

Engineering, Beijing Laboratory of Biomedical Materials, College of Life Science and Technology,
Beijing University of Chemical Technology, Beijing 100029, China; lx438687459@163.com (X.L.);
2016201167@mail.buct.edu.cn (G.G.)

2 Faculty of Science and Engineering, Konan University, 8-9-1 Okamoto, Higashinada, Kobe 658-8501, Japan;
junjiknd@konan-u.ac.jp

* Correspondence: liuhy@mail.buct.edu.cn (H.L.); shenhy@mail.buct.edu.cn (H.S.);
Tel.: +86-10-6443-4951 (H.L.)

† These authors contributed equally to this work.

Academic Editor: Roland G. Winkler
Received: 19 December 2016; Accepted: 24 January 2017; Published: 12 February 2017

Abstract: In this study, polyelectrolyte multilayers were fabricated on a polystyrene (PS) plate using
a Layer-by-Layer (LbL) self-assembly technique. The resulting functional platform showed improved
performance compared with conventional enzyme-linked immunosorbent assay (ELISA) systems.
Poly(diallyldimethylammonium chloride) (PDDA) and poly(acrylic acid) (PAA) were used as cationic
and anionic polyelectrolytes. On the negatively-charged (PDDA/PAA)3 polyelectrolyte multilayers
the hydrophilic PAA surface could efficiently decrease the magnitude of the noise signal, by inhibiting
nonspecific adsorption even without blocking reagent adsorption. Moreover, the (PDDA/PAA)3

substrate covalently immobilized the primary antibody, greatly increasing the amount of primary
antibody adsorption and enhancing the specific detection signal compared with a conventional
PS plate. The calibration curve of the (PDDA/PAA)3 substrate showed a wide linear range, for
concentrations from 0.033 to 33 nM, a large specific signal change, and a detection limit of 33 pM,
even though the conventional blocking reagent adsorption step was omitted. The (PDDA/PAA)3

substrate provided a high-performance ELISA system with a simple fabrication process and high
sensitivity; the system presented here shows potential for a variety of immunosensor applications.

Keywords: polyelectrolyte multilayers; ELISA; poly(acrylic acid); hydrophilic surface

1. Introduction

The enzyme-linked immunosorbent assay (ELISA) system is extensively applied to perform
immunoassays. The ELISA system combines specific antibodies with sensitive and simple enzyme
assays, by using antibodies or antigens coupled to an easily-assayed enzyme [1]. Owing to its specificity,
excellent linearity and high precision, the ELISA system is widely used in a variety of fields,
including protein detection and quantification, detection of sulfonamide residues in food, and
clinical medicine [2–4]. However, current ELISA techniques have some disadvantages, including low
primary antibody adsorption, poor blocking efficiency, and a requirement for complicated, multiple
steps [5]. The conventional ELISA system on a PS plate suffers from relatively poor sensitivity, a low
surface-to-volume ratio, and random orientation of the adsorbed antibody or antigen, which is not
optimal for subsequent antibody–antigen recognition and binding [6]. It is, therefore, crucial to develop
new methods with a higher sensitivity and a lower limit of detection (LOD) for routine diagnosis [7,8].
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Many researchers have devoted much effort to create new devices to improve the sensitivity of
the ELISA system [9–15]. Nagasaki et al. immobilized poly(ethylene glycol) (PEG) with antibodies
or aptamers on a substrate, to evaluate an immunoassay system, which not only enhanced the
corresponding epitope and improved the protein-aptamer interaction, but also efficiently suppressed
nonspecific adsorption [11,12]. Watanabe et al. designed a fluorescence resonance energy transfer
(FRET) system on the surface of phosphorylcholine (PC) group-enriched nanoparticles for rapid
immunoassay performance [13]. In this system the immunoassay protocol was quite simple, involving
only the mixing of FRET-installed nanoparticles and antigen molecules; nonspecific protein adsorption
was effectively suppressed by the hydrophilic nanoparticles. Serizawa et al. confirmed that
macromolecularly double-stranded regular nanostructures of ultrathin poly(methyl methacrylate)
(PMMA) stereocomplex films could efficiently enhance the antibody-antigen recognization [14].
Jia et al. increased the detection sensitivity using antibody-modified gold nanoparticles (GNP), and
antibody-modified magnetic nanoparticles [15]. The sensitivity of the ELISA system can be improved
via changes to each step of protein adsorption and/or reaction in the conventional ELISA (where
those steps include primary antibody immobilization, blocking reagent adsorption, and antigen and
secondary antibody reaction). It is known that the properties of the substrate surface are a critical
factor in controlling protein adsorption in the ELISA system; hence, surface modification could be the
most effective method for improving the conventional ELISA system.

Polyelectrolyte multilayers (PEMs) provide an effective and simple method for surface modification,
and have been applied for a variety of functions in different fields since they were developed by
Decher in the 1990s [16]. The surface properties of PEMs can be controlled at the nanometer level
using Layer-by-Layer (LbL) techniques, in which polyelectrolytes with opposite charges are deposited
on the surfaces [17]. PEMs have been used in many studies to modify the surface of biological
materials and to control protein adsorption behavior [18–24]; for example, PEMs have been used
for single cell analysis, have been applied as biocompatible coatings to improve the immobilization
between tissues and implants, and have been used to create a protein-resistant surface comprising
poly(acrylic acid) (PAA) homopolymer multilayers. PEMs have not been applied only as films; PEM
capsules play a role in a variety of cancer detection and treatment methods [25]. Electrostatic forces,
hydrogen bonding, and hydrophobic interactions are considered to be the driving forces responsible
for protein adsorption on PEMs. We fabricated differently-charged PEMs on each side of a substrate to
produce different amounts of protein adsorption on each side [26]. As a result of these experiments,
we considered that PEMs could be used to control the protein adsorption in each step of the ELISA
system, leading to improvement of the immunoassay performance. We have demonstrated that
cationic PEM, poly(diallyldimethylammonium chloride) (PDDA)/poly(sodium 4-styrenesulfonate)
(PSS) shows excellent sensitivity compared with standard polystyrene (PS) plates due to that of high
surface coverage of the blocking reagent (100%) [27]. Indirect ELISAs typically lack the ability to
selectively bind a specific target. A sandwich immunoassay system is usually superior for specific
samples [28].

In this study, it was found that hydrophilic PEMs effectively improved the sensitivity of the ELISA
system, compared with a conventional PS plate. The cationic and anionic polyelectrolytes used were
poly(diallyldimethylammonium chloride) (PDDA) and PAA, respectively. The hydrophilic properties
of PAA not only suppressed nonspecific protein adsorption, decreasing the magnitude of the noise
signal even in the absence of a blocking reagent adsorption step, but also increased primary antibody
adsorption on the substrate via covalent immobilization, thus increasing the specific detection signal.
The hydrophilic PEMs in the ELISA system, therefore, not only increased the signal-to-noise ratio
(S/N) to enhance the detection sensitivity, but also, more importantly, simplified the blocking process
of the conventional ELISA system to create a more convenient immunoassay process.
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2. Materials and Methods

2.1. Materials

Poly(diallyldimethylammonium chloride) (PDDA, No. 17338; Polyscience Inc., Niles, IL, USA;
Mw = 2.4 × 105 g/mol) is a strong polyelectrolyte with a positive charge, and poly(acrylic acid) (PAA,
No. 181285; Sigma, St. Louis, MO, USA; Mw = 4.5 × 105 g/mol) is a weak polyelectrolyte with a
negative charge. Rabbit antimouse IgG (M7023), mouse IgG (I5381), goat anti-mouse IgG-horseradish
peroxidase conjugate (goat antimouse IgG-HRP; A4416), ovalbumin from chicken egg white (OVA,
A5503), and N-hydroxysuccinimide (NHS) were acquired from Sigma (St. Louis, MO, USA).
1-ethyl-3-(3-dimethylaminopropyl) 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). Tris(hydroxymethyl)
aminomethane hydrochloride (Tris-HCl; Acros Organics, Fair Lawn, NJ, USA) was used in the
preparation of a buffer solution. 96 wells PS microplate (Costar 3599) was purchased from Corning
Incorporated (Corning, NY, USA). The chemicals were used without further purification. Ultrapure
water was used throughout the experiments.

2.2. Fabrication of PEMs in PS Microplate Wells

In this study, the polyelectrolyte PDDA and PAA were separately dissolved in 50 mmol/L tris-HCl
(pH 7.4), and the concentration of the solutions was 0.2 mg/mL. The ionic strength of the solutions
was then adjusted to 0.15 mol/L, using NaCl. It was necessary to adjust the ionic strength to facilitate
the complete adsorption of each polyelectrolyte. First, 300 or 120 µL of the PDDA aqueous solution
was dropped into the wells of a PS microplate (48 or 96 wells) and left for 1 min at room temperature,
and the plate was then rinsed twice with ultrapure water for 20 s (and the rinsing water was then
removed). Next, the PAA aqueous solution was added in the same way. This alternating drop-coating
process was repeated to produce the required number of polyelectrolyte layers.

2.3. Determination of Physical Adsorption and Covalent Immobilization of Protein

The primary antibody (rabbit anti-mouse IgG; 30 µg/mL in 0.03 mol/L phosphate-buffered saline
(PBS); pH 7.4) and OVA (1 mg/mL; PBS, 0.03 mol/L; pH 7.4) were adsorbed onto the PEMs (48 wells)
at room temperature for 2 h. Later, the substrates were rinsed three times with ultrapure water for
20 s, and then with 1 wt % of n-sodium dodecyl sulfate (SDS; Wako Pure Chemical Industries, Ltd.,
Osaka, Japan) for 30 min to remove the adsorbed proteins. The protein concentration was measured at
570 nm using a Micro BCA kit (Pierce, No. 23235, Rockford, IL, USA), using a multi-well plate reader
(PT-3502G, Beijing Potenov Technology Co. Ltd., Beijing, China). We also investigated the effects of
changing the antibody concentration on the amount of physical adsorption of antibody. The results
showed that the amount of antibody adsorption did not change with higher antibody concentrations
(Figure S1).

To increase the amount of primary antibody adsorption, we used a chemical method to immobilize
the primary antibody on the (PDDA/PAA)3 (six-step assembly; the outermost layer was PAA).
After the formation of (PDDA/PAA)3 in the 48-well plate, EDC (1 mg/mL, 150 µL/well) and NHS
(1 mg/mL, 150 µL/well) at 0.03 M PBS (pH = 6.33) were added at room temperature for 20 min. After
rinsing with PBS (0.03 M, pH = 7.4) twice, the primary antibody (100 µL/well) was added to the
wells at room temperature, and left for 2 h. The antibody concentration was optimized for covalent
immobilization. The amount of unreacted antibody in the supernatant was measured using a Micro
BCA kit, to determine the amount of covalently-immobilized antibody.

2.4. ELISA Protocol on the PS and PEMs Substrate

The primary antibody (100 µL/well) was adsorbed on the PS and PEMs substrate (96-well)
via physical adsorption and chemical immobilization, as described above. Next, OVA (1 mg/mL;
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200 µL/well) was adsorbed on each well at 37 ◦C for 1 h. The antigen and secondary antibody were
mouse IgG (100 µL/well; PBS 0.03 mol/L with 0.1 wt % OVA; pH 7.4) and goat antimouse IgG-HRP,
respectively, and their reaction processes were carried out at 37 ◦C for 1 h. The concentration of
antigen ranged from 0.0134 to 33.5 nM. The optimal concentration of secondary antibody was 1.7,
3.4, and 1.7 nM on the PS plate, (PDDA/PAA)3, and (PDDA/PAA)3PDDA (seven-step assembly; the
outermost layer was PDDA), respectively (Figure S2). In the absence of OVA adsorption, the optimal
concentration of secondary antibody was 1.7 nM on the PS plate and the PEMs. Tetramethylbenzidine
(34028, one-step ultra TMB-ELISA, Thermo Fisher Scientific Co. Ltd., Rockford, IL, USA) was added
to each well for the HRP reaction, then the absorbance of the solution was then measured at 450 nm
using the multi-well plate reader. A brief protocol for the conventional ELISA process is set out in the
supporting information.

3. Results and Discussion

3.1. Determination of Primary Antibody and Blocking Adsorption

PEMs can be deposited on a substrate of any morphology using a simple alternating dip-coating
process, and PEMs hold significant advantages for the effective control of protein adsorption and cell
adhesion [21]. Several groups demonstrated the PAA composite materials can resist various protein
adsorption due to the hydrophilic carboxyl group on the surface [29–31]. Based on the above analysis,
we hypothesized that PDDA/PAA PEMs could be used to control the protein adsorption in each step
of the ELISA method, leading to improvements in the sensitivity of immunoassays.

We measured the PDDA/PAA PEM formation using quartz crystal microbalance (QCM) system.
The condition for PEM formation was same as on PS plate. From the change of QCM frequency shift,
we cleared that the membrane thickness gradually increased with increase of assembly step (Figure S3).
We investigated the primary antibody (Figure 1) and blocking reagent (OVA) (Figure 2) adsorption
on a PS plate, and on PDDA/PAA PEMs with one to ten layers. The amount of IgG adsorbed on
the positively-charged PEMs (i.e., with the outermost layer being PDDA) was 0.21–0.41 µg/cm2,
and on the negatively-charged PEMs (i.e., with the outermost layer being PAA) and PS plate the
adsorbed amounts were 0.03–0.12 and 0.17 µg/cm2, respectively. The adsorption capacity of the PAA
layers was much lower than that of the PDDA layers and the PS plate, and the maximum amount
of IgG adsorption was obtained on the ninth layer. The isoelectric point (pI) of IgG is 6.4–9.0; hence,
it exhibited a nearly neutral charge in the buffer solution in this study. Therefore, the main driving
force for protein adsorption on the PEMs were not electrostatic interactions between the protein
and the PEMs interface, but a hydrophobic/hydrophilic interaction; in particular, the hydrophilic
interface provided by the PAA layers induced efficient inhibition of the adsorption of IgG. These results
suggested that the PAA layers also can reduce nonspecific protein adsorption from the secondary
antibody, decreasing the magnitude of the noise signal.

As shown in Figure 2, the amount of OVA adsorbed on the PAA layer of the PEMs was
0.15–0.38 µg/cm2, much lower than the amount adsorbed on the PDDA layer of the PEMs
(0.52–1.93 µg/cm2) and the PS plate (0.72 µg/cm2). The pI of OVA is 4.6, so the OVA was negatively
charged in the buffer solution (pH 7.4). The adsorption of OVA on the PS plate mainly depended
on hydrophobic interactions, but the PEMs precisely regulated the quantity of OVA adsorption via
electrostatic interactions between the protein and the PEMs [27]. Therefore, the blocking effect of OVA
on the PAA layer of the PEMs was reduced, compared with the PDDA layer of the PEMs, because of
the lower coverage rate of OVA on the PAA layer of the PEMs (Table 1).

Under normal circumstances, when PEMs have six or more layers, the characteristics of the
membrane surface are exactly determined by the outermost polyelectrolyte layer, because the
uniformity of PEMs can be highly controlled [32]. Moreover, the amounts of protein adsorption
(IgG and OVA) were almost equal on the same charged PEMs over 6–10 layers (Figures 1 and 2).
Therefore, we selected negatively-charged six-step and positively-charged seven-step PEMs, using
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(PDDA/PAA)3 and (PDDA/PAA)3PDDA, to investigate the characteristics of the PEMs in the ELISA
system. Table 1 summarizes the amount of IgG and OVA adsorption and their surface coverage
on the PS plate, and on the (PDDA/PAA)3 and (PDDA/PAA)3PDDA PEMs. Although both were
negatively charge, compared with the (PDDA/PSS)3 PEMs [27], (PDDA/PAA)3 not only showed
lower amounts of adsorbed OVA, but the hydrophilic surface of PAA also inhibited primary antibody
adsorption. These results suggested that the (PDDA/PAA)3 substrate played a role as a blocking
surface to inhibit nonspecific antigen and secondary antibody adsorption, and that the step of blocking
reagent adsorption could be omitted to simplify the process used with conventional ELISA systems.
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Figure 1. Amount of primary antibody adsorption on the PS plate and the PDDA/PAA PEMs. The odd
and even steps represent the PDDA layers and PAA layers, respectively (n = 3).
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Figure 2. Amount of OVA adsorption on the PS plate and the PDDA/PAA PEMs. The odd and even
steps represent the PDDA layers and PAA layers, respectively (n = 3).
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Table 1. Results of the primary antibody and OVA adsorption.

Surface IgG a
Primary
(µg/cm2)

IgG Coverage b (%) OVA a

(µg/cm2)
OVA Coverage c (%) Ratio of

Molecules d

(OVA/IgG)End-on Side-on End-on Side-on

PS 0.17 ± 0.01 9 63 0.72 ± 0.01 171 266 14.1
(PDDA/PAA)3 0.10 ± 0.01 5 36 0.21 ± 0.01 50 77 7.0

(PDDA/PAA)3PDDA 0.40 ± 0.01 21 146 1.91 ± 0.1 455 707 15.9
a The dimension was calculated from the apparent area of filter (the diameter was 13 mm) (n = 3). b The dimensions
of the IgG are 14.5 nm × 8.5 nm × 4 nm [33]. 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. c The dimensions of the
OVA are 7 nm × 5 nm × 4.5 nm [34]. 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. d The molecular weights of IgG and
OVA were 150 and 45 kDa, respectively.

3.2. Blocking Ability of PAA PEMs

One aim of this work was to validate the hypothesis that the hydrophilic nature of the PAA
PEM-modified PS plate can directly decrease nonspecific protein adsorption without any blocking
of reagent adsorption, leading to a simple and sensitive ELISA system. In a conventional ELISA
system, albumin protein is typically used to block the solid substrate to reduce nonspecific protein
(antigen and/or secondary antibody) adsorption. Hence, we designed contrast experiments using
the conventional ELISA system on the PS plate, and differently charged PEMs, with and without
an OVA blocking step in each case. Figure 3 shows the specific signal and noise associated with
antigen detection on the PS plate, and the (PDDA/PAA)3 and (PDDA/PAA)3PDDA PEMs, with and
without OVA adsorption. The term “specific signal” denotes the signal resulting from the subtraction
of the noise from the antigen-secondary antibody reaction signal; in this case the noise was the
nonspecific secondary antibody adsorption signal. As shown in Figure 3a, on the conventional PS
plate, the noise value obtained without OVA adsorption was approximately two times greater than
that obtained with OVA adsorption, resulting in a much lower specific signal, which even was half
the magnitude of the noise. In contrast, on the (PDDA/PAA)3 substrate, the noise was not notably
different with and without OVA adsorption, and the specific signal without OVA adsorption was
higher than that obtained with OVA adsorption (Figure 3b). This was likely because nonspecific
protein adsorption was efficiently inhibited by the hydrophilic (PDDA/PAA)3 surface itself. However,
for the (PDDA/PAA)3PDDA substrate, the specific signal was reduced and the noise was greater
in the absence of OVA adsorption, similar to the PS plate (Figure 3c). Further, we compared the
specific signal-to-noise ratio (S/N) obtained with and without OVA adsorption on the different
substrates (Figure 4). On the (PDDA/PAA)3 substrate, the S/N obtained without OVA adsorption was
two times greater than that obtained with OVA adsorption. Conversely, the S/N obtained without
OVA adsorption was reduced on both the PS plate and the (PDDA/PAA)3PDDA substrate. Moreover,
the S/N obtained for (PDDA/PAA)3 without OVA (4.44) was approximately three times and two times
greater than that obtained for the PS plate (1.44) and (PDDA/PAA)3PDDA (2.61) with OVA adsorption,
respectively. These results confirmed that the (PDDA/PAA)3 substrate provided a sensitive ELISA
system without the need for any blocking process, simplifying and improving upon the conventional
PS plate system.
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Figure 5 shows the specific signal as a function of antigen concentration from 0.0134 to 33.5 nM,
with, and without, OVA adsorption, on the different substrates. The (PDDA/PAA)3 substrate showed
a wide detection range, a large correlation coefficient (R2), and a large signal change over the full
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concentration range both with, and without, OVA adsorption; these results demonstrated that the
sensitive detection capacity was available regardless of the presence of OVA. In contrast, on the PS
plate and the (PDDA/PAA)3PDDA substrate, the effective concentration detection range without OVA
adsorption was narrow, and the linearity of the calibration curve was poor compared with that obtained
with OVA adsorption, resulting in a loss in detection sensitivity. The R2 value for the calibration curve
was consistent for the cases with, and without, OVA adsorption only on the (PDDA/PAA)3 substrate.
The fundamental reason for this was that the hydrophilic nature of the PAA led to the inhibition of the
nonspecific adsorption by the (PDDA/PAA)3 substrate; hence, even if the OVA adsorption step was
omitted, the same sensitive detection limit was achieved. The (PDDA/PAA)3 substrate reduced the
number of steps required, compared with the conventional ELISA system, as a result of the effective
nonspecific protein adsorption blocking abilities of the (PDDA/PAA)3 substrate.
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adsorption (n = 3).



Polymers 2017, 9, 51 9 of 13

3.3. Higher Sensitivity Induced by Antibody Enrichment on (PDDA/PAA)3

As shown previously, the amount of primary antibody adsorbed on the (PDDA/PAA)3 via
physical adsorption was only 0.1 µg/cm2, but a higher degree of primary antibody immobilization
provide more antigen binding sites and increase the specific signal; this is one of the important factors
responsible for the improvement of the ELISA sensitivity. To increase the amount of primary antibody,
we used a covalent method to immobilize the primary antibody on the (PDDA/PAA)3 substrate
through the carboxyl groups of the PAA. The carboxyl groups on the PAA surface were activated
using EDC, and the coupling efficiency was improved using NHS. It was considered that a higher
initial concentration of the primary antibody could also increase the degree of primary antibody
immobilization; hence, we regulated different antibody concentrations of 10, 20, and 30 µg/mL. Table 2
shows that, as expected, the amount of primary antibody immobilization increased along with the
initial primary antibody concentration. Moreover, the amount of covalent immobilization obtained
with a concentration of 10, 20, and 30 µg/mL, was 2.8, 4.2, and 5.6 times higher than the physically
adsorbed amount (0.1 µg/cm2), respectively.

Table 2. Amount of the primary antibody immobilization on the (PDDA/PAA)3.

Concentration of
antibody (µg/mL)

Primary IgG a

(µg/cm2)
IgG coverage b (%)

End-on Side-on

10 0.28 ± 0.01 15 104
20 0.42 ± 0.01 23 156
30 0.56 ± 0.03 30 207

a The dimension was calculated from the apparent area of filter (diameter was 13 mm). (n = 3); b The dimensions
of the IgG are 14.5 nm × 8.5 nm × 4 nm [33]. 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.

To obtain the most sensitive ELISA system on the (PDDA/PAA)3 substrate, we also investigated
the S/N ratio for antigen detection in different primary antibody concentrations for covalent
immobilization. As shown in Figure 6, the S/N ratio increased gradually with decreases in the
primary antibody concentration, with and without OVA adsorption, and the maximum S/N value was
achieved at a concentration of 10 µg/mL, despite the fact that the amount of antibody immobilized
at 20 and 30 µg/mL was greater than at 10 µg/mL (Table 2). We hypothesized that when the antibody
concentration was 20 or 30 µg/mL, the effective binding sites of the primary antibody were covered,
due to the presence of multiple layers of immobilized antibody; hence, the detection molecules could
not be efficiently captured, inducing a decrease in the specific signal and the S/N ratio. With high
concentrations of the immobilized antibody, the carboxyl group content decreased with increases in
the amount of the immobilized primary antibody, resulting in a reduction of the ability to inhibit
nonspecific adsorption; thus, the S/N value decreased. A concentration of 10 µg/mL was, therefore,
the optimal concentration for covalent immobilization, not only increasing the number of effective
primary antibody binding sites compared with physical adsorption, but also providing a relatively
hydrophilic surface (i.e., the residual carboxyl groups), achieving an appropriate balance between
specific signal enhancement and noise reduction. The S/N value in the ELISA system without OVA
was higher than that of the ELISA system with any added concentration of OVA.

Since the hydrophilic properties of PAA enhanced the S/N ratio by increasing the antibody
quantity and decreasing the noise, we investigated the conventional ELISA system with no blocking
step on the (PDDA/PAA)3 substrate. Figure 7 shows the specific signals obtained in different antigen
concentrations (from 0.0134 to 33.5 nM) on the (PDDA/PAA)3. The primary antibody was covalently
immobilized on the substrate at a concentration of 10 µg/mL. Compared with the results obtained
using physical adsorption of antibody on the (PDDA/PAA)3 substrate (Figure 5c,d), the linearity
of the calibration curve was excellent (R2 = 0.99), with smaller standard deviations; the effective
detection range was large, with an limit of detection (LOD) of 13.4 pM. More importantly, compared
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with the conventional PS plate system (Figure 5a), not only was the R2 value high, but the slope of
the calibration curve was also large; that is, the change in the specific signal was large, with high
sensitivity, even though the step of blocking reagent adsorption on the (PDDA/PAA)3 substrate was
omitted. The hydrophilic (PDDA/PAA)3, therefore, provided a more sensitive detection system,
compared with the conventional ELISA system, because the specific signal was enhanced via the
covalent immobilization of primary antibody, and the magnitude of the nonspecific signal (noise) was
reduced by the inhibition of nonspecific adsorption by the extremely hydrophilic surface. The number
of detection steps was reduced by omitting the reagent adsorption blocking step, thus improving over
the conventional ELISA system.
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Based on above results, we deduced the configuration of each form of protein adsorption
on the PS plate and on (PDDA/PAA)3 (Figure 8). On the PS plate, without OVA adsorption,
the nonspecific adsorption of the secondary antibody clearly increased, because the plate did not
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have the protecting cover from the hydrophilic OVA; this resulted in a decrease in specific signal
and an increase in noise. In contrast, on the (PDDA/PAA)3 substrate, even though the amount
of physical adsorption of the primary antibody was lower than on the PS plate, the hydrophilic
nature of the surface provided excellent performance for nonspecific protein adsorption inhibition;
hence, the (PDDA/PAA)3 substrate provided a high-sensitivity ELISA system, with and without OVA
adsorption. Moreover, the (PDDA/PAA)3 substrate could covalently immobilize the primary antibody
to enhance its quantity, further increasing the antigen binding efficiency. The (PDDA/PAA)3 substrate
system thus achieved the two essential factors of specific signal enhancement and noise reduction,
significantly improving the conventional ELISA system, with simple processes and high sensitivity.
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4. Conclusions

In a conventional ELISA system, we demonstrated that a (PDDA/PAA)3 substrate could directly
inhibit nonspecific protein adsorption due to the hydrophilic nature of the outermost layer of PAA; high
detection sensitivity was displayed, even though the blocking reagent adsorption step was omitted.
Moreover, the (PDDA/PAA)3 substrate enriched the primary antibody via covalent immobilization to
enhance the antigen binding efficiency, leading to a high specific signal and low noise in a conventional
ELISA system with a simplified process. PEMs with an outermost layer of hydrophilic PAA could
be used to modify a given substrate to create convenient and sensitive detection devices, improving
conventional ELISA systems.

Supplementary Materials: The following are available online at www.mdpi.com/2073-4360/9/2/51/s1,
Figure S1: Amount of the primary antibody adsorption on the (PDDA/PAA)3 substrate by physical adsorption,
Figure S2: S/N ratio of the antigen detection on the PS plate; (PDDA/PAA)3; and (PDDA/PAA)3PDDA
substrate with OVA; and without OVA adsorption, Figure S3: Assembly of PDDA/PAA PEM on QCM substrate.
The frequency shift and its thickness are indicated.

Acknowledgments: 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.mdpi.com/2073-4360/9/2/51/s1


Polymers 2017, 9, 51 12 of 13

Author Contributions: Xing Lai and Heyun Shen conceived and designed the experiments. Xing Lai and Gao Gan
performed the experiments. Xing Lai and Heyun Shen wrote the main manuscript text. All authors reviewed
the manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Lazcka, O.; Del Campo, F.J.; Muñoz, F.X. Pathogen detection: A perspective of traditional methods and
biosensors. Biosens. Bioelectron. 2007, 22, 1205–1217. [CrossRef] [PubMed]

2. Gutschow, P.; Schmidt, P.J.; Han, H.; Ostland, V.; Bartnikas, T.B.; Pettiglio, M.A.; Herrera, C.; Butler, J.S.;
Nemeth, E.; Ganz, T. A competitive enzyme-linked immunosorbent assay specific for murine hepcidin-1:
Correlation with hepatic mrna expression in established and novel models of dysregulated iron homeostasis.
Haematologica 2015, 100, 167–177. [CrossRef] [PubMed]

3. Galarini, R.; Diana, F.; Moretti, S.; Puppini, B.; Saluti, G.; Persic, L. Development and validation of a new
qualitative elisa screening for multiresidue detection of sulfonamides in food and feed. Food Control 2014, 35,
300–310. [CrossRef]

4. Steiner, J.M.; Xenoulis, P.G.; Schwierk, V.M.; Suchodolski, J.S. Development and analytical validation of
an enzyme-linked immunosorbent assay for the measurement of feline tumor necrosis factor α in serum.
Vet. Clin. Pathol. 2014, 43, 397–404. [CrossRef] [PubMed]

5. Shen, H.; Watanabe, J.; Akashi, M. Polyelectrolyte multilayers-modified membrane filter for rapid immunoassay:
Protein condensation by centrifugal permeation. Polym. J. 2010, 43, 35–40. [CrossRef]

6. Park, J.S.; Cho, M.K.; Lee, E.J.; Ahn, K.Y.; Lee, K.E.; Jung, J.H.; Cho, Y.; Han, S.S.; Kim, Y.K.; Lee, J. A highly
sensitive and selective diagnostic assay based on virus nanoparticles. Nat. Nanotechnol. 2009, 4, 259–264.
[CrossRef] [PubMed]

7. Cheow, L.F.; Ko, S.H.; Kim, S.J.; Kang, K.H.; Han, J. Increasing the sensitivity of enzyme-linked
immunosorbent assay using multiplexed electrokinetic concentrator. Anal. Chem. 2010, 82, 3383–3388.
[CrossRef] [PubMed]

8. Zhou, F.; Yuan, L.; Wang, H.; Li, D.; Chen, H. Gold nanoparticle layer: A promising platform for
ultra-sensitive cancer detection. Langmuir 2011, 27, 2155–2158. [CrossRef] [PubMed]

9. Wei, T.; Du, D.; Zhu, M.J.; Lin, Y.; Dai, Z. An improved ultrasensitive enzyme-linked immunosorbent assay
using hydrangea-like antibody–enzyme–inorganic three-in-one nanocomposites. ACS Appl. Mater. Interfaces
2016, 8, 6329–6335. [CrossRef] [PubMed]

10. Qu, Z.; Xu, H.; Xu, P.; Chen, K.; Mu, R.; Fu, J.; Gu, H. Ultrasensitive elisa using enzyme-loaded nanospherical
brushes as labels. Anal. Chem. 2014, 86, 9367–9371. [CrossRef] [PubMed]

11. 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. Interface Sci. 2007, 309, 524–530. [CrossRef] [PubMed]

12. Horiguchi, Y.; Miyachi, S.; Nagasaki, Y. High-performance surface acoustic wave immunosensing system on
a peg/aptamer hybridized surface. Langmuir 2013, 29, 7369–7376. [CrossRef] [PubMed]

13. Watanabe, J.; Ishihara, K. Instantaneous determination via bimolecular recognition: Usefulness of fret in
phosphorylcholine group enriched nanoparticles. Bioconj. Chem. 2007, 18, 1811–1817. [CrossRef] [PubMed]

14. Serizawa, T.; Nagasaka, Y.; Matsuno, H.; Shimoyama, M.; Kurita, K. A stereocomplex platform efficiently
detecting antigen−antibody interactions. Bioconj. Chem. 2007, 18, 355–362. [CrossRef] [PubMed]

15. Jia, C.P.; Zhong, X.Q.; Hua, B.; Liu, M.Y.; Jing, F.X.; Lou, X.H.; Yao, S.H.; Xiang, J.Q.; Jin, Q.H.; Zhao, J.L.
Nano-elisa for highly sensitive protein detection. Biosens. Bioelectron. 2009, 24, 2836–2841. [CrossRef]
[PubMed]

16. Decher, G.; Hong, J.D. Buildup of ultrathin multilayer films by a self-assembly process, 1 consecutive
adsorption of anionic and cationic bipolar amphiphiles on charged surfaces. Berichte der Bunsengesellschaft
für Physikalische Chemieolloid 1991, 46, 321–327. [CrossRef]

17. Decher, G. Toward layered polymeric multicomposites. Science 1997, 227, 1232–1237. [CrossRef]
18. Volodkin, D.; Klitzing, R.V.; Moehwald, H. Polyelectrolyte multilayers: Towards single cell studies. Polymers

2014, 6, 1502–1527. [CrossRef]

http://dx.doi.org/10.1016/j.bios.2006.06.036
http://www.ncbi.nlm.nih.gov/pubmed/16934970
http://dx.doi.org/10.3324/haematol.2014.116723
http://www.ncbi.nlm.nih.gov/pubmed/25425686
http://dx.doi.org/10.1016/j.foodcont.2013.07.014
http://dx.doi.org/10.1111/vcp.12164
http://www.ncbi.nlm.nih.gov/pubmed/24976216
http://dx.doi.org/10.1038/pj.2010.114
http://dx.doi.org/10.1038/nnano.2009.38
http://www.ncbi.nlm.nih.gov/pubmed/19350038
http://dx.doi.org/10.1021/ac9024335
http://www.ncbi.nlm.nih.gov/pubmed/20307052
http://dx.doi.org/10.1021/la1049937
http://www.ncbi.nlm.nih.gov/pubmed/21319767
http://dx.doi.org/10.1021/acsami.5b11834
http://www.ncbi.nlm.nih.gov/pubmed/26894752
http://dx.doi.org/10.1021/ac502522b
http://www.ncbi.nlm.nih.gov/pubmed/25196700
http://dx.doi.org/10.1016/j.jcis.2006.12.079
http://www.ncbi.nlm.nih.gov/pubmed/17368469
http://dx.doi.org/10.1021/la304548m
http://www.ncbi.nlm.nih.gov/pubmed/23414210
http://dx.doi.org/10.1021/bc070095v
http://www.ncbi.nlm.nih.gov/pubmed/17874838
http://dx.doi.org/10.1021/bc060225k
http://www.ncbi.nlm.nih.gov/pubmed/17298028
http://dx.doi.org/10.1016/j.bios.2009.02.024
http://www.ncbi.nlm.nih.gov/pubmed/19339168
http://dx.doi.org/10.1002/masy.19910460145
http://dx.doi.org/10.1126/science.277.5330.1232
http://dx.doi.org/10.3390/polym6051502


Polymers 2017, 9, 51 13 of 13

19. O’Driscoll, R.L.; Mcclatchie, S. Human mesenchymal stem cell osteoblast differentiation, ecm deposition, and
biomineralization on pah/paa polyelectrolyte multilayers. J. Biomed. Mater. Res. Part A 2015, 103, 1818–1827.

20. Wu, H.; Guo, L.; Zhang, J.; Miao, S.; He, C.; Wang, B.; Wu, Y.; Chen, Z. Polyelectrolyte-free layer by layer
self-assembled multilayer films of cationic phthalocyanine cobalt(ii) and carbon nanotube for the efficient
detection of 4-nitrophenol. Sens. Actuators B Chem. 2016, 230, 359–366. [CrossRef]

21. Matsusaki, M.; Ajiro, H.; Kida, T.; Serizawa, T.; Akashi, M. Layer-by-Layer assembly through weak
interactions and their biomedical applications. Adv. Mater. 2012, 24, 454–474. [CrossRef] [PubMed]

22. Del Mercato, L.L.; Ferraro, M.M.; Baldassarre, F.; Mancarella, S.; Greco, V.; Rinaldi, R.; Leporatti, S. Biological
applications of lbl multilayer capsules: From drug delivery to sensing. Adv. Colloid Interface Sci. 2014, 207,
139–154. [CrossRef] [PubMed]

23. Ulasevich, S.A.; Brezesinski, G.; Möhwald, H.; Fratzl, P.; Schacher, F.H.; Poznyak, S.K.; Andreeva, D.V.;
Skorb, E.V. Light-induced water splitting causes high-amplitude oscillation of ph-sensitive Layer-by-Layer
assemblies on TiO2. Angew. Chem. Int. Ed. 2016, 55, 13001. [CrossRef] [PubMed]

24. Santos, A.C.; Pattekari, P.; Jesus, S.; Veiga, F.; Lvov, Y.; Ribeiro, A.J. Sonication-assisted Layer-by-Layer
assembly for low solubility drug nanoformulation. ACS Appl. Mater. Interfaces 2015, 7, 11972. [CrossRef]
[PubMed]

25. He, W.; Frueh, J.; Wu, Z.; He, Q. Leucocyte membrane-coated janus microcapsules for enhanced photothermal
cancer treatment. Langmuir 2016, 32, 3637–3644. [CrossRef] [PubMed]

26. Shen, H.; Watanabe, J.; Akashi, M. Heterofunctional interfaces achieve dual protein adsorption on
polyelectrolyte multilayers. Polym. J. 2009, 41, 486–491. [CrossRef]

27. Shen, H.; Watanabe, J.; Akashi, M. Polyelectrolyte multilayers-modified polystyrene plate improves
conventional immunoassay: Full covering of the blocking reagent. Anal. Chem. 2009, 81, 6923–6928.
[CrossRef] [PubMed]

28. Zhou, F.; Wang, M.; Yuan, L.; Cheng, Z.; Wu, Z.; Chen, H. Sensitive sandwich elisa based on a gold
nanoparticle layer for cancer detection. Analyst 2012, 137, 1779–1784. [CrossRef] [PubMed]

29. Reisch, A.; Hemmerlé, J.; Voegel, J.C.; Gonthier, E.; Decher, G.; Benkiranejessel, N.; Chassepot, A.; Mertz, D.;
Lavalle, P.; Mésini, P. Polyelectrolyte multilayer coatings that resist protein adsorption at rest and under
stretching. J. Mater. Chem. 2008, 36, 4242–4245. [CrossRef]

30. Dai, J.; Baker, G.L.; Bruening, M.L. Use of porous membranes modified with polyelectrolyte multilayers as
substrates for protein arrays with low nonspecific adsorption. Anal. Chem. 2006, 78, 135–140. [CrossRef]
[PubMed]

31. David, S.S.; Schlenoff, J.B. Protein adsorption modalities on polyelectrolyte multilayers. Biomacromolecules
2004, 5, 1089–1096.

32. Sakaguchi, H.; Serizawa, T.; Akashi, M. Layer-by-Layer assembly on hydrogel surfaces and control of human
whole blood coagulation. Chem. Lett. 2003, 32, 174–175. [CrossRef]

33. Silverton, E.W.; Navia, M.A.; Davies, D.R. Three-dimensional structure of an intact human immunoglobulin.
Proc. Nat. Acad. Sci. USA 1977, 74, 5140–5144. [CrossRef] [PubMed]

34. Kamilya, T.; Prabir Pal, A.; Talapatra, G.B. Interaction of ovalbumin with phospholipids langmuir-blodgett
film. J. Phys. Chem. B 2007, 111, 1199–1205. [CrossRef] [PubMed]

© 2017 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.snb.2016.02.088
http://dx.doi.org/10.1002/adma.201103698
http://www.ncbi.nlm.nih.gov/pubmed/22213201
http://dx.doi.org/10.1016/j.cis.2014.02.014
http://www.ncbi.nlm.nih.gov/pubmed/24625331
http://dx.doi.org/10.1002/anie.201604359
http://www.ncbi.nlm.nih.gov/pubmed/27439779
http://dx.doi.org/10.1021/acsami.5b02002
http://www.ncbi.nlm.nih.gov/pubmed/25985366
http://dx.doi.org/10.1021/acs.langmuir.5b04762
http://www.ncbi.nlm.nih.gov/pubmed/27023433
http://dx.doi.org/10.1295/polymj.PJ2009019
http://dx.doi.org/10.1021/ac900985x
http://www.ncbi.nlm.nih.gov/pubmed/19606875
http://dx.doi.org/10.1039/c2an16257a
http://www.ncbi.nlm.nih.gov/pubmed/22278156
http://dx.doi.org/10.1039/b808467j
http://dx.doi.org/10.1021/ac0513966
http://www.ncbi.nlm.nih.gov/pubmed/16383320
http://dx.doi.org/10.1246/cl.2003.174
http://dx.doi.org/10.1073/pnas.74.11.5140
http://www.ncbi.nlm.nih.gov/pubmed/270751
http://dx.doi.org/10.1021/jp063377l
http://www.ncbi.nlm.nih.gov/pubmed/17266275
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Materials 
	Fabrication of PEMs in PS Microplate Wells 
	Determination of Physical Adsorption and Covalent Immobilization of Protein 
	ELISA Protocol on the PS and PEMs Substrate 

	Results and Discussion 
	Determination of Primary Antibody and Blocking Adsorption 
	Blocking Ability of PAA PEMs 
	Higher Sensitivity Induced by Antibody Enrichment on (PDDA/PAA)3 

	Conclusions 

