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A method for quantitative investigation of affinity constants of receptors immobilized on magnetic
nanoparticles (MP) is developed based on spectral correlation interferometry (SCI). The SCI records with
a picometer resolution the thickness changes of a layer of molecules or nanoparticles due to a
biochemical reaction on a cover slip, averaged over the sensing area. The method is compatible with
other types of sensing surfaces employed in biosensing. The measured values of kinetic association
constants of magnetic nanoparticles are 4 orders of magnitude higher than those of molecular antibody
association with antigen. The developed method also suggests highly sensitive detection of antigens in a
wide dynamic range. The limit of detection of 92 pg/ml has been demonstrated for prostate-specific
antigen (PSA) with 50-nm MP employed as labels, which produce 3-order amplification of the SCI signals.
The calibration curve features high sensitivity (slope) of 3-fold signal raise per 10-fold increase of PSA
concentration within 4-order dynamic range, which is an attractive compromise for precise quantitative
and highly sensitive immunoassay. The proposed biosensing technique offers inexpensive disposable
sensor chips of cover slips and represents an economically sound alternative to traditional immunoassays
for disease diagnostics, detection of pathogens in food and environmental monitoring.

Surface plasmon resonance

© 2015 Elsevier B.V. All rights reserved.

1. Introduction

Lately, considerable efforts have been put into research on
biofunctionalized magnetic particles intended for diagnostics and
therapy of diseases, targeted drug delivery, biocomputing and
biosensing, construction of biological tissues, etc. [1-5]. The
nanoparticles are generally functionalized by immobilization on
their surface of various biomolecules such as peptides, antibodies,
lectins, and DNA [5-8]. These biomolecules furnish the nanopar-
ticles with additional properties, in particular, the ability to
specifically bind with targets. The affinity properties and binding
kinetics during interaction with targets and non-target molecules
are among the key parameters for characterization of the nano-
particles [9,10].

Currently, the kinetic properties of macromolecules and nano-
particles are commonly studied by label-free methods based on
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the surface plasmon resonance (SPR) [11-14]. Using these meth-
ods it was shown, in particular, that the affinity of multivalent
(multi-point) interaction of the nanoparticles with targets can be
several orders of magnitude higher than the interaction between
individual macromolecules [11,15]. Bigger particles or clusters are
often considered preferable to provide higher affinity and better
limit of detection (LOD). However, in the case of planar biochips,
the bigger particles may cause a decrease of the slope of calibra-
tion curve in logarithmic scale, which represents the sensitivity of
the analyte concentration measurements [16]. Therefore, the
proper balance between LOD and sensitivity (slope) should be
found for particular applications of nanoparticles with planar
biochips. The cost of SPR biochip consumables that carry precisely
deposited gold films may become a limitation factor for a com-
prehensive study of kinetic properties of the nanoparticles. In
addition, the SPR-based methods have substantial limitation for
deposition of films with thickness sufficient for mimicking other
surfaces, e.g. glass and plastic ones, which are the most common in
biosensing, as such films usually disturb the resonance much
stronger than studied fine biointeractions.
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Among the recent techniques, real-time recording of the
kinetics of protein interactions and binding properties of magnetic
nanoparticles is realized by high-density sensor arrays based on
giant magneto-resistance (GMR) [17]. This approach demonstrates
a very attractive LOD of tens zeptomoles of solute while recording
interactions with antigens of MP functionalized by antibodies.
However, this approach based on registration of magnetic proper-
ties of MP cannot register the interaction kinetics of the same
agents in molecular form, which is important for control of affinity
changes while conjugation of proteins on the surface, as well as for
finding the MP valence, i.e. the number of active molecules on a
single particle. In this work, we propose a method for real-time
investigation of affinity, binding kinetics of molecular agents and
functionalized MP on transparent plates such as inexpensive
microscopic cover slips and for a study of biosensing parameters
of related dose-response curves. This direct optical method is
based on the spectral correlation interferometry (SCI) and can
operate on the surfaces without coatings or with the thin films
typical for other biosensing chips. The method has been demon-
strated by experimental investigation of the kinetic characteristics
of MP used in the final stages of a sandwich immunoassay for the
total form of prostate-specific antigen (t-PSA).

2. Materials and methods
2.1. Reagents

We used prostate-specific antigen, monoclonal antibody to
PSA, clone M612165 and conjugates of monoclonal antibody to
PSA, clone M612166, with biotin (Fitzgerald Industries, USA); (3-
Glycidyloxypropyl)trimethoxysilane (Aldrich, USA); magnetic na-
noparticles conjugated with streptavidin (Miltenyi Biotec, Ger-
many). Other reagents were at least of analytical grade.

2.2. Method of spectral correlation interferometry

The optical scheme of the SCI method [18-20] employs two
Fabry-Perot interferometers and a wide-band radiation source.
One of the interferometers has its inter-mirror distance periodi-
cally scanned by a piezoelectric actuator. The solutions under test
are pumped along a surface of a glass cover slip, which serves
simultaneously as a sensor chip and the second interferometer.
The interference, which is produced by a reference beam reflected
from the bottom surface of the slip and a beam reflected from the
biolayer/water interface, depends upon the optical thickness of the
combination of the slip with the biolayer (see Fig. 1) [19]. The
change of this optical thickness Adis measured by a phase change
of a correlation signals from photodetectors or a CCD-camera.

2.3. Modification of glass surface

Glass surface was epoxilated according to the technique devel-
oped for detection of cardiac troponin [21] and metabolite of
pyrethroids [22]. Briefly, glass cover slips washed by methanol
were incubated in 1:3 solution of 30% hydrogen peroxide and 95%
sulfuric acid for 40 min at 70 °C with further thrice washing with
tridistilled water and twice washing with methanol. Then the glass
slips were incubated for 16 h under room temperature in 5%
solution of (3-glycidyloxypropyl)trimethoxysilane in methanol.
After that, the slips were thrice washed by isopropyl alcohol and
kept in a drying oven for 1 h at 105 °C. Before experiments, the
glass slips were stored at room temperature. The antibody was
immobilized directly in a reaction cell of a biosensor by passing
along the glass surface of antibody solution of 25 pg/ml in PBS.
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Fig. 1. Optical scheme of the spectral correlation interferometry: 1 - radiation from
a superluminescent diode, 2 - scanned Fabry-Perot interferometer, 3 - photo-
detectors, 4 — beam splitter, 5 — biochemical reactions on the surface of a cover slip.

2.4. Determination of kinetic parameters

The kinetic parameters were determined based on the 1:1
kinetic model of association [23], which describes interaction of
receptor A with ligand B as follows:

k,
A+ B = AB )

Since our method records an average increase of the biolayer
thickness on a glass slip, the signal is proportional to the number
of complexes AB formed on the surface. The kinetics of the
complex formation can be described by the equation:
d[AB]

t

G221k, [Al[B] - kog[AB]

d (2)

The quantity of receptors immobilized on the surface is con-
stant in time. Therefore, the concentration of unoccupied receptor
is proportional to (R4, — R), where signal R,,,, corresponds to the
saturation. Then, the signal change kinetics is described as

dR

E = kon(Rmax - R)A] - koij (3)
By integrating this equation, we receive:

R = Rpg1 — 7o) (4)
where

kop = ko + konl Al (5)

The kinetic characteristics were determined by fitting the
experimentally obtained sensograms of binding with Eq. (4), in
which R, and k,, varied as parameters.

3. Results and discussion
3.1. Model system
As a model target for investigation of kinetic characteristics of

MP, we chose the total form of prostate specific antigen (t-PSA),
which is an informative biochemical marker used for diagnostics
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Fig. 2. Transmission electron image of MP conjugated with streptavidin.

and therapy control of hyperplasia, adenoma or prostate cancer
[24-26]. Pathological anomalies of prostate gland structure usually
cause drastic increase of t-PSA in blood, which can be registered in
serum assays [27,28]. In most cases, t-PSA detection is not
particularly demanding for high sensitivity of assays because its
serum levels in healthy males may be as high as 4 ng/ml. However,
even minimal t-PSA concentration in serum of patients after
radical prostatectomy, X-ray or gland therapy, can indicate to the
disease relapse [29-31]. To reveal and monitor t-PSA in these
conditions, highly sensitive and precise quantitative methods are
actively being developed nowadays.

3.2. Investigation of kinetic characteristics of MP

In the experiments, we used commercially available magnetic
nanoparticles (Miltenyi Biotec, Germany). The particles of ~50-nm
hydrodynamic size represent multiple iron oxide crystallites cores
coated by a polysaccharide polymer. The particles are functiona-
lized with bioreceptor molecules. Fig. 2 shows the image of these
MP obtained with a transmission electron microscope JEOL JEM-
2100 (accelerating voltage 200 kV).

The kinetic constants of interacting agents are measured by
processing of the SCI sensograms, which are time dependences
Ad(t) of binding reactions, using the equilibrium association model
described in Section 2.4 of Materials and methods. The representative
sensograms for all stages of a sandwich immunoassay with using MP
as the labels for detection of t-PSA are shown in Fig. 3. The
sensogram analysis yielded the following kinetic association con-
stants: antigen binding - (6.4 +1.3) x 10 M~ ' s~ !, detecting anti-
bodies binding - (2.1 +0.4)x 10* M~'s~!, and magnetic particle
binding - (7.1 +2.1) x 108 M~ ! s~ . Accordingly, the kinetic constant
for MP association is ~4 orders of magnitude higher than those for
molecular entities. This difference is especially prominent taking into
account that the observed association constant of each subsequent
step is lower that the true constant due to partial dissociation of
complexes of the previous steps. So high kinetic affinity of MP as
compared to molecular antibodies and antigens can be due to the
higher affinity of streptavidin to biotin (conjugated to MP) than that
of monoclonal antibodies to antigen. Another possible and, perhaps
more important, factor (also suggested earlier [21]) is the MP

Ad, nm

T
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Fig. 3. Sandwich immunoassay for t-PSA: on the left - sensograms demonstrating
all assay steps in absence of t-PSA (lower blue curve) and in presence of 1 ug/ml
t-PSA (upper red curve); on the right - scheme of sandwich assay: 1 - capture
antibody, 2 - antigen, 3 - biotinylated tracer antibody, 4 - magnetic nanoparticle
coated by streptavidin. Dash line represents the curve fitting by Eq. 4. (For
interpretation of the references to color in this figure legend, the reader is referred
to the web version of this article.)

3'0 t, min

multivalency (each MP has a substantial quantity of active binding
sites for the complementary ligand).

We should note that the most widely used biosensors, which
allow investigation of kinetic parameters of nanoparticles, are
based on SPR effect, which can only be observed on the surface of
conducting gold and silver films. Since MP affinity characteristics
may depend on interface surface chemistry used for immobiliza-
tion of the affinity ligand, translation of the SPR results to other
experimental setups may be tricky. The proposed method, though,
allows deposition onto the cover slips of a wide variety of partially
transparent films (polymer [32,33], carbon, etc.) or interface
layers, i.e., it allows registration of molecular interactions directly
on the glass surfaces as well as on other surface types typical for
MP applications. This important advantage of the SCI method
allows its employment for development of wide range of various
platforms and substantially extends research opportunities for
investigation of nanoparticles. The information regarding MP
behavior and kinetic data obtained in the proposed setup can be
easily transferred to a wide variety of experimental setups. For
instance, the proposed method allows translation of all results
onto label-based biosensoric systems, e.g., those employing
highly-sensitive magnetic labels detection with compact electronic
devices based on magnetic particle quantification (MPQ) by their
non-linear magnetization [34-36]. Such magnetization of MP leds
to frequency mixing which is very powerful tool allowed to
observe very subtle magnetic phenomena in the presence of
strong noise [37]. The MPQ is able interogate the magnetic labels
outside the induction coils [38], for example, on the surface of
simple disposable magnetic biochip having only the immunorea-
gents and MP on a substrate.

3.3. Signal amplification

The developed method, being of special interest for investiga-
tion and kinetic characterization of interaction of nanoparticles
with molecules, offers exciting practical prospects. In particular,
the developed optomagnetic biosensor based on the SCI with MP
employment demonstrates high sensitivity and wide dynamic
range for detection of antigens. Fig. 4 shows the representative
dependences of changes of biolayer thickness Ad during MP
passing stage on t-PSA concentration. The limit of t-PSA detection
(LOD) determined by 2¢ criterion was 92 pg/ml. At the same time,
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Fig. 4. Calibration curve for t-PSA detection with MP employed as labels: changes
of biolayer thickness Ad depending on t-PSA concentration in log-log scale. Each
data point is an average of three experiments and the error bars represent one
standard deviation. Horizontal red dash line represents value that exceeds the
negative control values by two standard deviations of negative control in the
absence of the antigen. (For interpretation of the references to color in this figure
legend, the reader is referred to the web version of this article.)

in the label-free mode, when t-PSA is detected without signal
amplification, i.e. directly at the stage of analyte passing, the LOD
of 110 ng/ml was observed. Therefore, employment of MP im-
proves the LOD of the assay by 3 orders of magnitude by signal
amplification. A significantly higher biolayer thickness increase Ad
at the stage of MP passing as compared to the stages of antigen
and detecting antibody binding within the whole range of t-PSA
concentrations is due to the substantially larger size of magnetic
particles. The achieved t-PSA limit of detection of 92 pg/ml is
clinically relevant for diagnostics of prostate cancer relapse
[29,30]. The linear dynamic range of ~4 orders of magnitude
(with respect to t-PSA concentration), allows quantitative deter-
mination of t-PSA levels of up to ~1000 ng/ml, which is relevant
to the late stages of prostate cancer.

It should be noted that using of gold and latex particles in our
experiments was less effective for signal amplification due to high
nonspecific binding with glass sensor surface. At the same time
using of small 50-nm MP leads to almost zero nonspecific binding.
The absence of background signal could provide the increase of
sensitivity by several amplification steps. In addition to low
nonspecific binding MP carry the unique properties that can be
used to further improvement of proposed optomagnetic biosen-
sing method by acceleration of immunochemical reactions by
magnetic stirring (rotation of MP chains by a magnetic field),
enrichment of the sample with antigens by magnetic separation,
decreasing of nonspecific binding of labels with the surface by
removal of the loosely bound particles by a magnetic field
(“magnetic washing” of the unbounded labels), etc.

To the best of our knowledge, the developed method offers
higher sensitivity (slope of the calibration curve in logarithmic
scale) than the majority of biosensors based on MP registration on
plain surface. As can be seen from Fig. 4, the detectable signal (y-
axis) increases by two orders of magnitude when t-PSA concen-
tration changes from 0.1 ng/ml to 1000 ng/ml (x-axis), and the
curve behaves linearly within the whole concentration range in
log-log scale. Hence, the signal increases by a factor of k~ 3 for
every order of the concentration change. It should be noted that
some flat biosensors that employ bigger 0.3-2.8 ym magnetic
beads (MB) provided much better LOD, but at the cost of lower
sensitivities (slopes) of calibration curves and lower ranges of
detectable signals. For example, a remarkable LOD ~1 fg/ml was

demonstrated by fluidic force discrimination assay and counting
2.8 um magnetic beads by optical microscopy [39,40]. Although
that method demonstrates wide dynamic range of more than 10
orders of magnitude (x-axis of analyte concentration), the 4-fold
growth of signal (y-axis) is observed, so sensitivity (slope of
calibration curve) is much lower: the recorded signal increases
by factor of k=1.15 per every order of concentration increase. The
decrease of the bead size to 1 pum resulted in increasing the k < 1.7
for the “active assay” with electrophoretic collection of toxins on
the surface [41] or for PSA detection by SPR and aggregates of 1 um
MB [42]. Taking into account the signal deviations, some authors
report that the assay “is suitable only for a qualitative analysis
giving positive signal” [41].

Another type of biosensors used MP on the flat surface is based
on GMR [43]. New GMR structures protected by ultrathin 50-nm
passivation layer were successfully used with small 50 nm MP [44]
and demonstrated LOD which is 1000 times more sensitive than
ELISA. Such GMR biochip with smaller MP featured higher k=2-fold
signal increase per 10-fold increase of antigen concentration [45].

Probably bigger magnetic particles cause a decrease of the
slope of calibration curve due to steric hindrance on flat surface
and nonspecific binding. Thus for particular applications of planar
biochips the proper balance of assay characteristics such as LOD,
sensitivity and dynamic range could be adjusted by changing size
of magnetic particles.

As compared to the technologies mentioned above, higher
sensitivity of the developed method may allow more accurate
and reproducible assays for biomolecule detection for disease
diagnostics, environmental monitoring, pathogen registration in
food products as well as for investigation of affinity properties and
binding kinetics of molecules and nanoparticles on various types
of surfaces.

4. Conclusion

Here we propose a novel SCl-based method for real-time
optical registration of kinetic interaction of 50-nm nanoparticles
with biomolecules on a flat glass surface. As the demonstration of
this method, the kinetic association constants were measured for
every stage of the sandwich immunoassay for PSA detection, i.e.
for antibody-antigen interaction in a molecular form, as well as for
interactions of nanoparticles. The magnetic nanoparticles exhib-
ited kinetic association constants of 4 orders of magnitude higher
than those of molecular entities. Moreover, employment of the
magnetic particles amplified the SCI-signals for a sandwich im-
munoassay resulting in more than 1000-fold enhancement of PSA
limit of detection. In such setup, we achieved an attractive
combination of a medically relevant LOD (92 pg/ml), high sensi-
tivity (the detected signal increases ~3-fold for every order of
concentration increase), and wide linear dynamic range (4 orders
of magnitude of concentration). The results of kinetic character-
ization of nanoparticles and investigation of calibration curves
behavior can be directly translated onto other biosensing plat-
forms based on nanolabels.

Acknowledgement

The work was supported by the Russian Foundation for Basic
Research (Grant nos. 13-02-01260, 13-03-12468-ofi-m, 14-02-
00840, 14-04-31576-mol_a, 14-04-31765-mol_a). We thank A.A.
Lizunova for TEM images and Center for the Collective Use of
Unique Equipment in the Nanotechnology Field at MIPT for the use
of equipment.



A.V. Orlov et al. / Journal of Magnetism and Magnetic Materials 380 (2015) 231-235 235

References

[1] QA. Pankhurst, ]. Connolly, S.K. Jones, ]J. Dobson, Applications of magnetic
nanoparticles in biomedicine, J. Phys. D: Appl. Phys. 36 (13) (2003) R167.

[2] T. Sasaki, N. Iwasaki, K. Kohno, Magnetic nanoparticles for improving cell
invasion in tissue engineering, J. Biomed. Mater. Res. Part A 86 (4) (2008)
969-978.

[3] M.P. Nikitin, T.A. Zdobnova, S.V. Lukash, O.A. Stremovskiy, S.M. Deyev, Protein-
assisted self-assembly of multifunctional nanoparticles, Proc. Natl. Acad. Sci. U.
S.A. 107 (13) (2010) 5827-5832.

[4] J.B. Haun, T.-]. Yoon, H. Lee, R. Weissleder, Magnetic nanoparticle biosensors,
Wiley Interdiscip. Rev.: Nanomed. Nanobiotechnol. 2 (3) (2010) 291-304.

[5] M.P. Nikitin, V.O. Shipunova, S.M. Deyev, P.I. Nikitin, Biocomputing based on
particle disassembly, Nat. Nanotechnol. 9 (2014) 716-722.

[6] A.H. Lu, E.L. Salabas, F. Schiith, Magnetic nanoparticles: synthesis, protection,
functionalization, and application, Angew. Chem. Int. Ed. 46 (8) (2007)
1222-1244.

[7] M. Lattuada, T.A. Hatton, Functionalization of monodisperse magnetic nano-
particles, Langmuir 23 (4) (2007) 2158-2168.

[8] C.C. Berry, Progress in functionalization of magnetic nanoparticles for applica-
tions in biomedicine, ]. Phys. D: Appl. Phys. 42 (22) (2009) 224003.

[9] M. Mahmoudi, I. Lynch, M.R. Ejtehadi, M.P. Monopoli, F.B. Bombelli, S. Laurent,
Protein-nanoparticle interactions: opportunities and challenges, Chem. Rev.
111 (9) (2011) 5610-5637.

[10] S.Rana, Y.C. Yeh, V.M. Rotello, Engineering the nanoparticle-protein interface:
applications and possibilities, Curr. Opin. Chem. Biol. 14 (6) (2010) 828-834.

[11] V. Mani, D.P. Wasalathanthri, A.A. Joshi, C.V. Kumar, J.F. Rusling, Highly
efficient binding of paramagnetic beads bioconjugated with 100 000 or more
antibodies to protein-coated surfaces, Anal. Chem. 84 (23) (2012)
10485-10491.

[12] C. Tassa, J.L. Duffner, T.A. Lewis, R. Weissleder, S.L. Schreiber, A.N. Koehler, S.
Y. Shaw, Binding affinity and kinetic analysis of targeted small molecule-
modified nanoparticles, Bioconjug. Chem. 21 (1) (2009) 14-19.

[13] C.T. Campbell, G. Kim, SPR microscopy and its applications to high-throughput
analyses of biomolecular binding events and their kinetics, Biomaterials 28
(15) (2007) 2380-2392.

[14] J.D. Fisk, M. Rooth, A.M. Shaw, Gold nanoparticle adsorption and aggregation
kinetics at the silica-water interface, J. Phys. Chem. C 111 (6) (2007)
2588-2594.

[15] LV. Safenkova, A.V. Zherdev, B.B. Dzantiev, Correlation between the composi-
tion of multivalent antibody conjugates with colloidal gold nanoparticles and
their affinity, J. Immunol. Methods 357 (2010) 17-25.

[16] A.V. Orlov, J.A. Khodakova, M.P. Nikitin, A.O. Shepelyakovskaya, F.A. Brovko, A.
G. Laman, E.V. Grishin, PI. Nikitin, Magnetic immunoassay for detection of
staphylococcal toxins in complex media, Anal. Chem. 85 (2) (2013) 1154-1163.

[17] RS. Gaster, L. Xu, S.-J. Han, RJ. Wilson, D.A. Hall, SJ. Osterfeld, H. Yu, S.
X. Wang, Quantification of protein interactions and solution transport using
high-density GMR sensor arrays, Nat. Nanotechnol. 6 (5) (2011) 314-320.

[18] P.I. Nikitin, M.V. Valeiko, B.G. Gorshkov, New direct optical biosensors for
multi-analyte detection, Sens. Actuators B 90 (2003) 46-51.

[19] PI Nikitin, B.G. Gorshkov, E.P. Nikitin, T.I. Ksenevich, Picoscope, a new label-
free biosensor, Sens. Actuators B 111-112 (2005) 500-504.

[20] P.L Nikitin, L.E. Svetoch, M.P. Nikitin, T.I. Ksenevich, B.G. Gorshkov, V.I. Konov,
V.I. Aksinin, Optical picoscopes - New opportunities for biosensing and for
molecular technologies, Proc. SPIE 6733 (2007) 67331M.

[21] A.V. Orlov, A.G. Burenin, V.O. Shipunova, A.A. Lizunova, B.G. Gorshkov, P.
I. Nikitin, Development of immunoassays using interferometric real-time
registration of their kinetics, Acta Nat. 6 (1) (2014) 85-95.

[22] A.G. Burenin, M.P. Nikitin, A.V. Orlov, T.I. Ksenevich, P.I. Nikitin, Detection of
pyrethroids by spectral correlation interferometry, Appl. Biochem. Microbiol.
49 (3) (2013) 306-311.

[23] NJ. de Mol, MJ.E. Fischer, Kinetic and thermodynamic analysis of ligand-
receptor interactions: SPR applications in drug development, in: R.B.
M. Schasfoort, A.J. Tudos (Eds.), Handbook of Surface Plasmon Resonance,
RSC Publishing, Cambridge, UK, 2008 (Chapter 5).

[24] AS. Glass, K.C. Cary, M.R. Cooperberg, Risk-based prostate cancer screening:
who and how? Curr. Urol. Rep. 14 (2013) 192-198.

[25] C. Stephan, K. Miller, K. Jung, Is there an optimal prostate-specific antigen
threshold for prostate biopsy? Expert Rev. Anticancer Ther. 11 (8) (2011)
1215-1221.

[26] EH. Jansen, Ron H.N. van Schaik, J. Kurstjens, W. Horninger, H. Klocker,
J. Bektic, M.E. Wildhagen, M.J. Roobol, C.H. Bangma, G. Bartsch, Prostate-
Specific Antigen (PSA) isoform p2PSA in combination with total PSA and free
PSA improves diagnostic accuracy in prostate cancer detection, Eur. Urol. 57
(2010) 921-927.

[27] L. Nogueira, R. Corradi, J.A. Eastham, Prostatic Specific Antigen for prostate
cancer detection, Int. Braz. J. Urol. 35 (5) (2009) 521-531.

[28] D.A. Healy, CJ. Hayes, P. Leonard, L. McKenna, R. O’Kennedy, Biosensor
developments: application to prostate-specific antigen detection, Trends
Biotechnol. 25 (2007) 125-131.

[29] D.A. Gilijohann, C.A. Mirkin, Drivers of biodiagnostic development, Nature 462
(2009) 461-464.

[30] C.S. Thaxton, R. Elghanian, A.D. Thomas, S.I. Stoeva, J.-S. Lee, N.D. Smith, A.
J. Schaeffer, H. Klocker, W. Horninger, G. Bartsch, C.A. Mirkin, Nanoparticle-
based bio-barcode assay redefines “undetectable” PSA and biochemical
recurrence after radical prostatectomy, Proc. Natl. Acad. Sci. US.A. 106 (44)
(2009) 18437-18442.

[31] S.J. Freedland, J.W. Moul, Prostate specific antigen recurrence after definitive
therapy, J. Urol. 177 (2007) 1985-1991.

[32] A.E.Ivanov, N. Solodukhina, M. Wahlgren, L. Nilsson, A.A. Vikhrov, M.P. Nikitin,
A.V. Orlov, PI. Nikitin, M.V. Kuzimenkova, V.P. Zubov, Reversible conforma-
tional transitions of a polymer brush containing boronic acid and its interac-
tion with mucin glycoprotein, Macromol. Biosci. 11 (2) (2011) 275-284.

[33] A.E. Ivanov, N.M. Solodukhina, L. Nilsson, M.P. Nikitin, P.I. Nikitin, V.P. Zubov,
A.A. Vikhrov, Binding of mucin to water-soluble and surface-grafted boronate-
containing polymers, Polym. Sci. Ser. A 54 (1) (2012) 1-10.

[34] P.L Nikitin, P.M. Vetoshko. Patents No. RU2166751, RU2177611 (09.03.2000);
EP1262766, EP2120041 (07.03.2001).

[35] PI Nikitin, P.M. Vetoshko, T.I. Ksenevich, New type of biosensors based on
magnetic nanoparticle detection, J. Magn. Magn. Mater. 311 (2007) 445-449.

[36] P.I Nikitin, P.M. Vetoshko, T.I. Ksenevich, Magnetic immunoassays, Sens. Lett.
5(2007) 296-299.

[37] AN. Grigirenko, P.I. Nikitin, G.V. Roshepkin, Frequency mixing in a bistable
system in the presence of noise, ]J. Exp. Theor. Phys. 85 (1997) 343-350.

[38] M.P. Nikitin, P.M. Vetoshko, N.A. Brusentsov, P.I. Nikitin, Highly sensitive room
temperature method of non-invasive in vivo detection of magnetic nanopar-
ticles, J. Magn. Magn. Mater. 321 (2009) 1658-1661.

[39] S.P. Mulvaney, C.L. Cole, M.D. Kniller, M. Malito, C.R. Tamanaha, J.C. Rife, M.
W. Stanton, L. Whitman, Rapid, femtomolar bioassays in complex matrices
combining microfluidics and magnetoelectronics, J. Biosens. Bioelectron. 23
(2007) 191-200.

[40] S.P. Mulvaney, KM. Myers, P.E. Sheehan, LJ. Whitman, Attomolar protein
detection in complex sample matrices with semi-homogeneous fluidic force
discrimination assays, Biosens. Bioelectron. 24 (2009) 1109-1115.

[41] Y.M. Shlyapnikov, E.A. Shlyapnikova, M.A. Simonova, A.O. Shepelyakovskaya, F.
A. Brovko, RL. Komaleva, E.V. Grishin, V.N. Morozov, Rapid simultaneous
ultrasensitive immunodetection of five bacterial toxins, Anal. Chem. 84 (2012)
5596-5603.

[42] S. Krishnan, V. Mani, D. Wasalathanthri, C.V. Kumar, J.F. Rusling, Attomolar
detection of a cancer biomarker protein in serum by surface plasmon
resonance using superparamagnetic particle labels, Angew. Chem. Int. Ed. 50
(5) (2011) 1175-1178.

[43] D.R. Baselt, G.U. Lee, M. Natesan, S.W. Metzger, P.E. Sheehan, RJ. Colton, A
biosensor based on magnetoresistance technology, Biosens. Bioelectron. 3
(1998) 731-739.

[44] SJ. Osterfeld, H. Yu, RS. Gaster, S. Caramuta, L. Xu, SJ. Han, D.A. Hall, R.
J. Wilson, S.H. Sun, R.L. White, RW. Davis, N. Pourmand, S.X. Wang, Multiplex
protein assays based on real-time magnetic nanotag sensing, Proc. Natl. Acad.
Sci. U.S.A. 105 (52) (2008) 20637-20640.

[45] R.S. Gaster, D.A. Hall, C.H. Nielsen, S.J. Osterfeld, H. Yu, K.E. Mach, S.X. Wang,
Matrix-insensitive protein assays push the limits of biosensors in medicine,
Nat. Med. 15 (11) (2009) 1327-1332.


http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref1
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref1
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref2
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref2
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref2
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref2
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref3
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref3
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref3
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref3
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref4
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref4
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref4
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref5
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref5
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref5
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref6
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref6
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref6
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref6
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref7
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref7
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref7
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref8
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref8
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref9
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref9
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref9
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref9
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref10
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref10
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref10
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref11
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref11
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref11
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref11
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref11
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref12
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref12
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref12
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref12
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref13
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref13
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref13
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref13
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref14
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref14
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref14
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref14
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref15
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref15
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref15
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref15
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref16
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref16
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref16
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref16
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref17
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref17
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref17
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref17
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref18
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref18
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref18
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref19
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref19
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref19
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref20
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref20
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref20
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref21
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref21
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref21
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref21
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref22
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref22
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref22
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref22
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref23
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref23
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref23
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref23
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref24
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref24
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref24
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref24
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref24
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref25
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref25
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref25
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref25
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref26
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref26
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref26
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref26
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref26
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref26
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref27
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref27
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref27
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref28
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref28
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref28
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref28
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref29
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref29
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref29
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref30
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref30
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref30
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref30
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref30
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref30
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref31
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref31
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref31
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref32
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref32
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref32
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref32
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref32
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref33
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref33
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref33
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref33
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref34
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref34
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref34
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref35
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref35
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref35
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref36
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref36
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref36
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref37
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref37
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref37
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref37
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref38
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref38
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref38
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref38
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref38
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref39
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref39
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref39
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref39
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref40
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref40
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref40
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref40
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref40
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref41
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref41
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref41
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref41
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref41
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref42
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref42
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref42
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref42
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref43
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref43
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref43
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref43
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref43
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref44
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref44
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref44
http://refhub.elsevier.com/S0304-8853(14)00919-6/sbref44

	A new real-time method for investigation of affinity properties and binding kinetics of magnetic nanoparticles
	Introduction
	Materials and methods
	Reagents
	Method of spectral correlation interferometry
	Modification of glass surface
	Determination of kinetic parameters

	Results and discussion
	Model system
	Investigation of kinetic characteristics of MP
	Signal amplification

	Conclusion
	Acknowledgement
	References




