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High performance wash-free 

magnetic bioassays through 

microfluidically enhanced particle 
specificity
Daniel J.B. Bechstein1, Jung-Rok Lee1, Chin Chun Ooi2, Adi W. Gani3, Kyunglok Kim3, 

Robert J. Wilson4 & Shan X. Wang3,4

Magnetic biosensors have emerged as a sensitive and versatile platform for high performance 
medical diagnostics. These magnetic biosensors require well-tailored magnetic particles as detection 
probes, which need to give rise to a large and specific biological signal while showing very low 
nonspecific binding. This is especially important in wash-free bioassay protocols, which do not 
require removal of particles before measurement, often a necessity in point of care diagnostics. 
Here we show that magnetic interactions between magnetic particles and magnetized sensors 
dramatically impact particle transport and magnetic adhesion to the sensor surfaces. We investigate 
the dynamics of magnetic particles’ biomolecular binding and magnetic adhesion to the sensor 
surface using microfluidic experiments. We elucidate how flow forces can inhibit magnetic adhesion, 
greatly diminishing or even eliminating nonspecific signals in wash-free magnetic bioassays, and 
enhancing signal to noise ratios by several orders of magnitude. Our method is useful for selecting 
and optimizing magnetic particles for a wide range of magnetic sensor platforms.

Ongoing advances in magnetic biosensing technologies over the last decade have led to a huge boost 
in their performance1–14. Employing magnetic biosensors that detect magnetically labeled biomolecules, 
these technologies are pushing the limits of protein detection to lower detection thresholds5,14–18 and cor-
respondingly enable earlier disease detection in medical diagnostics. A variety of commercial magnetic 
micro- and nanoparticles are available as magnetic labels for biosensor use5,14,19,20. It is well known that 
a magnetic particle’s size and magnetization characteristics heavily in�uence the signal from magnetic 
sensors that detect local magnetic �eld changes. Larger and more magnetizable particles generally yield 
a higher signal per particle.

To optimize a detection system, it is necessary to consider not only the sensor and the particle by 
themselves, but also the whole system Signal to Noise Ratio (SNR). For optimal SNR, the speci�c binding 
signal needs to be large, while the noise (nonspeci�cally adhering particles and electronic noise) needs to 
be small. For the speci�c signal, in addition to the particle’s magnetic properties, both particle transport 
to the surface (di�usion and convection are both heavily particle size dependent) and particle-to-sensor 
binding need to be considered21. For the non-speci�c binding signal, e�ects from nonspeci�c binding of 
biological, chemical, electric and magnetic origin need to be considered. While biological and chemical 
e�ects depend on the analytes and reagents as well as functionalization, electric and magnetic e�ects are 
more fundamental to the sensor system. �e electrostatic forces between particle and sensor are attrac-
tive or repulsive as a function of zeta potentials of sensors and particles. Generally, particles that have 
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a slightly negative zeta potential are subject to a small repulsive force from slightly negatively charged 
sensor surfaces, thus signi�cantly reducing nonspeci�c adhesion to the sensor22 and improving the SNR.

We have demonstrated highly sensitive detection of proteins, DNA, and other biological analytes using 
a magnetic sandwich assay format on our Giant Magnetoresistive (GMR) biosensor platform7,8,15,16,23,24. 
In all of our recently published work on GMR biosensors, we have used sub-micron sized magnetic 
nanoparticles of nominal diameter 50 nm (Miltenyi MACS) which are relatively small compared to 
commonly used micron sized (and larger) magnetic particles9,18,25–29. When magnetized by an applied AC 
magnetic �eld which enables sensor readout, these nanoparticles showed good speci�c binding charac-
teristics, while nonspeci�c adhesion or settling onto the sensor surface was undetectable. GMR sensors 
can be engineered to only sense particles within hundreds of nm proximity to sensor surfaces, due to 
the inverse cubic distance dependence of the particles’ decaying magnetic dipole �eld. Indeed, unbound 
magnetic particles in solution above the sensor surface do not contribute to the signal at the particle con-
centrations we employ for any of the particles studied. �erefore, this proximity sensing approach allows 
us to record accurate real time binding curves without the need for washing away the unbound particles 
from the open reaction well above the sensor23 (supplemental Figure S1). Compared to optical methods 
requiring the washing of reagents at a discrete time point before readout, this magnetic wash-free assay 
method does not entail any tradeo� between assay speed and accuracy. Instead, it delivers both through 
its continuous sampling24,30.

In our previous attempts to increase the signal in our wash free assay, larger (but still sub-micron 
sized) magnetic particles have failed in open well assays due to particle adhesion on the sensor. �is 
adhesion to the magnetized sensor has caused large background signals, almost indistinguishable from 
the signal of interest, and thus has hugely decreased the SNR compared to that of smaller particles. �e 
adhered particles could be removed in a washing step a�er assay completion that aspirates unbound 
particle solution and replaces it with a washing bu�er. While the washing step in our open well assay 
format has signi�cantly reduced the nonspeci�c adhesion of larger magnetic particles, washing did not 
completely eliminate the adhesion and did not yield reproducible results, possibly due to extreme �ow 
non-uniformity during crude open well washing. Additionally and more importantly, the introduction 
of a washing step defeats the purpose of a wash-free assay by allowing accurate measurements only a�er 
completed washing, eliminating desirable time resolved binding data. �is need for washing is also a 
major drawback for many magnetic sensor platforms employing micron sized and larger particles14. 
�ese platforms generally do have the problem of nonspeci�c binding and adhesion of particles to the 
sensor surface and have to introduce strategies to reduce nonspeci�c binding and enhance assay sensi-
tivity. Fluid force discrimination is one strategy to remove nonspeci�c bound particles with a laminar 
�ow over the sensor surface25,26.

Our failed endeavors to use larger submicron magnetic particles appeared to be at odds with another 
study of submicron magnetic particle to surface binding and adhesion which found negligible nonspe-
ci�c binding and adhesion22. However, in the latter work, the particle-sensor system was simpli�ed with 
particle binding on a functionalized nonmagnetic surface (gold surface in surface plasmon resonance 
experiments) and thus only biological, chemical and electrical e�ects were considered. Since the study 
neglected magnetic interactions between particles and sensor in the presence of an applied �eld, it could 
not explain the non-speci�c adhesion of magnetic origin of these larger particles observed on our GMR 
sensor, which were not present for small MACS particles.

�us, there is a need for a thorough investigation to elucidate the in�uence of the particles’ magnetic 
adhesion. Understanding and inhibiting this non-speci�c magnetic adhesion could allow the introduc-
tion of larger magnetic particles in wash-free magnetic immunoassays, thereby providing higher SNR. 
�erefore it is sensible to analyze the particle adhesion in the most realistic model system – the sensor 
itself in the presence of an applied magnetic �eld, which is necessary to magnetize the superparamag-
netic particles for magnetic signal transduction. Since magnetic adhesion forces tend to be weak and 
particles can be released through washing, these forces could instead be overcome by applying a �ow 
over the sensor area in a reproducible and uniform fashion. Instead of a separate washing step used in 
�uid force discrimination 25,26, which is not compatible with the wash-free approach, a micro�uidic assay 
format was chosen that allows precise control and repeatability of the applied viscous �ow forces to selec-
tively remove only nonspeci�cally adhered particles at the same time as delivering analyte and reagents.

Here we investigate the magnetic adhesion of a selection of commercially available magnetic particles 
on magnetic sensors in an applied �eld. We expand our wash-free assay technique to a micro�uidic 
format and measure the magnetic particles’ time-resolved biomolecular binding and magnetic adhesion 
dynamics. Speci�cally, we �ow magnetic particles at constant �owrate over the magnetic sensor surface 
using micro�uidic channels and acquire magnetic sensor data measuring both speci�cally binding and 
nonspeci�cally adhering particles. �e biosensor’s real time readout gives instantaneous feedback of the 
particle’s binding and adhesion dynamics at the given �owrate. By adjusting the particle solution �ow-
rate, we can dynamically probe the particle’s binding characteristics and thus can quickly optimize the 
�owrate for highest SNR. To probe the binding mechanism of magnetic particles at sensor surface, we 
then observe and compare binding location distributions of di�erent magnetic particle types in Scanning 
Electron Microscope (SEM) images of the bound particles. We show the in�uence of the magnetic forces 
responsible for the magnetic adhesion and quantify these with magnetic simulations that support our 
experiments. We then demonstrate that in wash-free micro�uidic bioassays the diameter of suitable 
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magnetic particles and SNR can be greatly increased, enabling larger particles that su�ered deleterious 
adhesion in open-well assays. Finally, using the newly enabled larger magnetic particles, we design and 
obtain reproducible wash-free micro�uidic magnetic bioassays. �ese yield a tenfold improvement in 
signal magnitude and an order of magnitude lower protein detection threshold.

Results
Streptavidin coated magnetic nanoparticles are �owed through micro�uidic channels over the sensor 
chip using our micro�uidic giant magnetoresistive (GMR) sensor setup (Fig.  1). �e particles come 
into contact with di�erently coated sensors. Bovine Serum Albumin (BSA) coated sensor surfaces act as 
controls for biologically nonspeci�c adhesion (non-targeted sites) and Biotin-BSA coated sensor surfaces 
allow speci�c binding via the streptavidin-biotin bond (targeted sites).

Using this setup, we record both targeted biomolecular binding (sum of speci�c binding and magnetic 
adhesion) and non-targeted adhesion (sum of nonspeci�c binding and magnetic adhesion) in real time 
(Fig. 2) at a constant �owrate for streptavidin-conjugated MACS particles. �e sensor signal (normalized 

Figure 1. Illustration of magnetic particle based sensing using microchannels for particle delivery. 

Magnetic particles are �owed from a sample tube (le�) using a syringe pump through microchannels 

(middle - 200 um width, 50 um height) over the GMR sensor surface and are captured on the sensor surface 

(right – illustration not to scale). Each GMR sensor consists of a series connection of 8 bundles of 11 

parallel connected GMR strips, which are connected to a transimpedance ampli�er (TIA) and subsequent 

data acquisition electronics8 that measures the resistance change due to the presence of nanoparticles in an 

applied magnetic �eld (Happlied).
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Figure 2. Real time binding and adhesion curves for streptavidin-coated MACS (50 nm diameter) 

particles. Real time binding curves are acquired for targeted binding to biotin-BSA coated sensors (blue 

curve) or adhering to non-targeted BSA coated sensors (red curve). Particles are delivered through 

microchannels at constant �owrate of 2 uL/min. Error bars denote sample standard deviation of replicate 

sensors on the same GMR chip.
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magnetoresistance change in ppm) from targeted binding rises when particles hit the sensor surface. 
�e signal reaches its temporal asymptotic value within 10-15 minutes due to our choice of streptavidin 
coated MACS particles – a timescale equal to open well assays without micro�uidics24. �e non-targeted 
adhesion signal is close to zero, indicating that for MACS particles both nonspeci�c binding and mag-
netic adhesion are very low.

Next, we extend this experiment to a range of �owrates and a selection of particles. We dynamically 
change the �owrate in the experiment, while recording sensor responses continuously (Fig. 3). �e �ow-
rate starts at a high value of 10 uL/min and is about halved every 3 minutes until it reaches the minimum 
value of 0.1 uL/min. We extract the temporal asymptotic value and use that to quantify the targeted 
particle binding (see methods and supplemental Figure S7).

�e particles in the 50–300 nm diameter range (MACS, MagCellect, Bio-Adembeads) gave rise to a 
speci�c binding signal. Variations in signal for di�erent particles on sensors with no biological speci�c 
binding indicated that nonspeci�c binding was dominated by magnetic adhesion for the higher moment 
particles. While we characterized particles in the range between 50 and 300 nm, we also tested even larger 
particles (500 nm Adembeads, 1 micron Dynal beads). However, in the presence of the applied magnetic 
�eld, these larger particles coagulated to a big clump that could not enter the micro�uidic chip. �erefore 
these larger particles could not be analyzed further in this study.

Clearly the variably sized particles show very di�erent binding characteristics, which are especially 
�owrate-dependent for the larger tested particles. MACS (50 nm) binding characteristics showed neg-
ligible magnetic adhesion and a constant speci�c binding signal over the whole �ow range. �e larger 
MagCellect particles (150 nm) showed small magnetic adhesion at �owrates above 1 uL/min, with an 
onset of magnetic adhesion below this value. �e speci�c binding signal signi�cantly increased com-
pared to MACS, and was only slightly dependent on the �owrate. �e even larger Adembeads particles 
(300 nm) showed small magnetic adhesion at �owrates above 1 uL/min. Adembeads’ ability to reach the 
sensor surface was limited by di�usion for �owrates of 2 uL/min and above, leading to small speci�c 
binding signals. �is yields only a very small suitable �owrate window.

�e SNR can be estimated by dividing the speci�c signal by the noise estimate (see supplemental 
Figure S2). �at translates into a constantly high SNR for MACS over the range of �owrates, and an SNR 
that peaks at 2 uL/min for both MagCellect and Adembeads particles. MagCellect particles at 2 uL/min 
show the highest SNR of these experiments.

Once speci�cally bound via the strong biotin-streptavidin bond, none of the tested particles unbind at 
�owrates up to 20 uL/min (highest �owrate tested). At these �owrates, particles nonspeci�cally adhering 
to BSA Biotin sensors are released (data not shown here).

A�er the experimental runs were �nished, SEM images of the bound particles on the individual 
sensors were acquired and compared to a control experiment without applied magnetic �eld (Fig. 4).

For particles subject to the applied magnetic �eld, the location of the speci�cally bound particles was 
strikingly di�erent in terms of being atop the sensor strip vs. being in a trench between strips. MACS 
particles bound on both strips and trenches, MagCellect particles bound preferentially in trenches and 
Adembeads particles bound almost exclusively within trenches (Fig. 4a and supplemental Figure S3). �e 
experiments without magnetic �eld showed no preference for either strips or trenches for all particles 
tested (MACS, MagCellect, Adembeads). Additionally a much lower particle density for Adembeads 
particles was observed in experiments without magnetic �eld compared to experiments with magnetic 
�eld (Fig.  4b and supplemental Figure S3). Particle coverage ratios are extracted (supplemental Figure 
S4). For magnetically adhering particles the recorded binding and adhesion curves (Fig. 3) give a much 
more accurate measure than SEM images, since SEM images can only be accurately taken a�er rinsing 
the washing bu�er to avoid the formation of salt crystals, which then also washes away many of the 
magnetically adhering particles.

�is binding location is known to have a big impact on the sensor signal. Particles are magnetized by 
the total magnetic �eld, which is a superposition of externally applied �eld and the stray �eld of magnet-
ized magnetic sensor. Inside the GMR sensing layer the applied �eld is mostly parallel to the dipole �eld 
of particles binding within the trenches, and mostly antiparallel to the particles on the sensor strips. �is 
parallel magnetization yields a positive signal for particles located in the trenches and particles on the 
sensor strip close to its edge. Conversely, it yields a negative signal for locations above the sensor strip 
(supplemental Figure S1). �us a non uniform binding of the particles might alter the signal. Particles 
with a strong binding preference to the trenches might yield an enhanced signal.

Magnetic Force Simulations. In magnetic simulations, the relevant in-plane and perpendicular 
magnetic forces exerted by the sensor on the di�erent sized magnetic particles (by center point location) 
are calculated and shown in a force �eld plot (Fig. 5).

Vertical and horizontal forces acting on Adembeads are qualitatively and in magnitude the same as 
on MagCellect particles and forces on MACS are about 2 orders of magnitude lower (see supplemental 
Figures S5).

For the vertical force, the repulsive region above the sensor strip is consistent with SEM results of the 
larger particles which show signi�cantly inhibited binding on the sensor strip.
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Figure 3. Speci�c binding and magnetic adhesion for 3 di�erently sized magnetic particles as a function 

of time varying �owrate. Real time binding curves are acquired for streptavidin-coated magnetic particles 

of di�erent sizes: (a) Miltenyi MACS (50 nm, c =  2 · 1012 particles/mL), (b) RnD MagCellect (150 nm,  

c =  6 · 1010 particles/mL), (c) Ademtech Bio-Adembeads (300 nm, c =  1.2 · 1010 particles/mL). �e particles 

get captured either by biotin-BSA coated sensors (combination of speci�c binding and magnetic adhesion, 

blue curves) or by BSA coated sensors (magnetic adhesion only, red curves). Flowrates are changed about 

every 3 minutes (indicated in di�erent shading). �e speci�c binding portion (temporal asymptotic value of 

the exponential �t of the di�erence between blue and red curves in a,b,c) and a magnetic adhesion noise 

estimate (three times standard deviation of slope-removed data), both extracted from (a,b,c) are plotted in 

(d,e,f). All data is acquired in parallel micro�uidic channels on the same GMR sensor die. Error bars denote 

sample standard deviation.
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�e zero force equilibrium point is located not at the trench edge, but o�set slightly into the trench. 
�e reason for the o�set is the �nite size of the particle that is subject to the magnetic �eld over its 
entire volume. As such, this o�set increases with larger particle diameters: it is negligible for the MACS 
particles, 25 nm into trench for MagCellect particles and 60 nm into trench for Adembeads particles. �is 
o�set of the equilibrium point into the trench is consistent with the SEM results that favor trench regions 
as particle locations for Adembeads and MagCellect particles under applied �eld.

�e size of magnetic nanoparticles is an important factor for particle’s magnetic moment and forces 
since larger particles generally have larger magnetic moments. However, it is important to note that the 
commercial particles evaluated also varied in their composition and magnetic properties, which also 
heavily in�uences the particles’ magnetic moments (supplemental Table S1). �e magnetic susceptibility 
therefore needs to be considered along with the size to quantify a magnetic particle’s interaction strength. 
Here the MagCellect particles have a more than 3 times larger magnetic susceptibility (χ ) as compared 
to the Ademtech particles (see supplemental Table S1). �e increased susceptibility partly compensates 
for the smaller size (factor 8 in volume) and thus leads to roughly comparable magnetic forces.

Biological assay experiment. With the observation of high SNR in both MagCellect and MACS 
particles, and much improved signal strength in MagCellect particles, we compare the two particles’ per-
formance in a magnetic immunoassay experiment. In this assay format, the sensor surface is functional-
ized with capture probes that bind to the target analyte of interest. �e target antibody is in turn bound 
again by a secondary biotinylated detection probe, which is ultimately labeled with a streptavidin-coated 
magnetic nanoparticle16. We use a slightly modi�ed micro�uidic setup from Fig.  1 allowing us to �rst 
�ow protein analyte, the detection antibody, and then the magnetic particles over the capture antibody 
pre-functionalized GMR sensor surface at 2 uL/min. For each concentration and particle we record 8 
data curves. We use the saturation levels (a�er having �owed magnetic particles for 15 min) to plot a 
standard curve for both particle types: MagCellect and MACS (Fig. 6). �e demonstrated biological assay 
measures the concentration of C-reactive protein (CRP). CRP is used as an in�ammation biomarker31.

MagCellect particles reduce the analyte detection threshold by one order of magnitude and allow 
detection of 23.7 pg/mL of CRP in these experiments. Using MACS particles under the same conditions 
required 225 pg/mL of CRP to be detected. Both assays have comparable dynamic range of 2.2 and 2.3 
decades (orders of magnitude).

Discussion
In our earlier publications we routinely used only MACS magnetic particles in bioassays, which did not 
show magnetic adhesion to the magnetized sensor. We thus previously assumed that magnetic inter-
actions between particles and sensor were negligible. Here, we have resolved the magnetic adhesion 
dynamics and have shown that the magnetic interactions between particles and magnetized sensors can 
not generally be neglected.

None of the tested particles adhered nonspeci�cally to the magnetic sensor surface without applied 
magnetic �eld, which is consistent with other particle binding experiments22. However, applying a mag-
netic �eld, which is necessary for sensor operation, changes this situation. MagCellect and Adembeads 
particles are magnetically captured and adhere on the surface, provided the shear �ow drag force is less 
than an observed threshold. While most magnetically adhered particles could be washed away upon 

Figure 4. Scanning Electron Microscope images of magnetic nanoparticles (bright spots) a�er speci�c 

binding to a biotin functionalized sensor area. �e sensor chip in (a) was subject to an applied magnetic 

�eld, (b) was without applied magnetic �eld, both with magnetic particles �owed over the sensors at a 

constant �owrate of 2 uL/min. Trenches (800 nm wide, darker background) are located between the sensor’s 

parallel spin valve strips (600 nm wide). In (a) MagCellect particles are preferentially located in trenches, 

whereas in (b) MagCellect particles are uniformly distributed over trenches and strips. (c) From 2 sets of 

SEM Images, particle coverage ratios are extracted and plotted individually for trenches and strips. Error 

bars denote sample standard deviation of multiple locations (n =  4 for trench, n =  6 for strip). SEM images 

of MACS and Adembeads are in supplemental Figure S3.
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increasing the �owrate, some still adhered to the sensor surface. However, �owrates larger than 1 uL/min 
severely inhibit the speci�c binding for the Adembeads particles and slightly reduce it for MagCellect 
particles.

To overcome horizontal magnetic trapping of a MagCellect particle held with magnetic force of 1 pN, 
a �owrate of 20 uL/min would be needed to generate a balancing drag force of 1 pN at steady state. While 
the �ow force is acting continually on the particles, the magnetic force, deriving from the alternating 
magnetic �eld, is sinusoidally modulated. Furthermore the horizontal forces are location dependent, thus 
once the particle is moved through the high �eld gradient region, lower magnetic forces will act on the 
particle. Taking into account this time and space dependent magnetic force (and not just its temporal and 
spatial peak), yields to a decrease of the required drag force or equivalent �owrate, which is consistent 
with the 2 uL/min (and equivalent 0.1 pN drag force) threshold observed for MagCellect particles.

�us using optimized �owrates, we achieved greatly enhanced SNRs in the range of 102–103. �ese 
SNR levels show a several order of magnitude enhancement compared to Ademteads and MagCellect 
particles in open well assays without �ow, where the speci�c binding and nonspeci�c adhesion signal 
levels are comparable to each other (see supplemental Figure S6).

Figure 5. Plots of (a) horizontal and (b,c) vertical magnetic forces acting on MagCellect nanoparticles. 

Forces are plotted in a cross-section of half of a unit sensor strip / trench cell (axisymmetric to the le� and 

the right plot border). �e sensor strip and trench region (including all magnetic and passivation layers) are 

colored brown. �e vertical direction is perpendicular to the sensor surface and the positive horizontal axis 

is along the �ow direction. Particles are modeled as Langevin spheres and the force is calculated at the center 

of the particle (details in Methods). �e �nite particle size leads to forbidden particle locations - one particle 

radius or less away from the sensor - colored light blue. An AC magnetic �eld is applied, so the magnetization 

of the magnetic nanoparticles and of the GMR sensor change over time. Calculated forces for maximum 

magnetic �eld amplitude (for 50 Oe) are shown here, with the time-averaged force at half this value. Positive 

values denote forces in positive x (in horizontal plot) or y direction (in vertical plot). (a) �e horizontal 

magnetic forces for MagCellect particles are on the order of 1 pN. Opposing horizontal forces push particles 

from both directions towards the trench edge. �e zero force equilibrium point for the horizontal magnetic 

force is not directly at the sensor edge but moved from there into the trench (see arrow under image). Dotted 

circles are shown for particle size comparison. (b) �e vertical forces on the particles are attractive above the 

trench (with particles magnetized the same direction as the �eld gradient) and repulsive over the sensor strip 

close to the sensor surface (with particles magnetized by the applied �eld which is opposing the direction of 

the sensor stray �eld gradient – see supplemental �gure S1). (c) Approach curves show consistently attractive 

forces for particles close to (green curves) or at (blue curves) trench edge but a repulsive force barrier of 

about 0.4 pN over a distance of 200 nm for particles approaching over the sensor stack (red curves).
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Modifying and optimizing the surface properties of the sensor and particle could allow a better 
electrostatic repulsion of particles from sensor and thus reduce the nonspeci�c binding even more. 
Additionally, a reduction of the duty cycle of the magnetic readout �eld (no continuous sampling but 
only at a low percentage of the time), and thus not applying the magnetic force continuously, would limit 
the magnetic adhesion further.

We demonstrated that careful control of the �owrate limits magnetic adhesion. Limiting magnetic 
adhesion using optimized �owrate, we extended our wash-free assay approach with real-time readout 
to MagCellect particles. We achieved a one order of magnitude lower protein detection threshold of 
MagCellect vs. MACS magnetic nanoparticles through judicious use of micro�uidic �ow that limited 
magnetic adhesion.

We found that the binding location of magnetic particles di�ers notably with particle size. Magnetic 
simulations con�rmed that vertical and horizontal magnetic forces increase in magnitude with particle 
size. Vertical forces show an attractive region above the trench and edge, while horizontal forces push 
particles towards an equilibrium location close to the edge. �is binding location preference vanishes 
when no magnetic �eld is present. Binding locations from SEM images are consistent with the simulation 
results and con�rm that the magnetic force cannot be neglected. �e magnetic force acting on a magnetic 
particle pulls it to the sensor surface and can cause magnetic adhesion of particles on the sensor.

In conclusion, we demonstrated that magnetic interactions between sensors and magnetic particles 
are large enough to impact particle transport and adhesion of magnetic particles to magnetic sen-
sors. �e easily adjustable applied �uidic force provides a fast mechanism to probe particle’s speci�c 
binding and magnetic adhesion dynamics. Our system can quickly and easily characterize the binding 
and adhesion of magnetic particles directly on a sensor under an applied magnetic �eld. �is method 
can be easily modi�ed and employed to characterize all kinds of magnetic particle and sensor system 
combinations.

Methods
Magnetic Sensor Array. �e sensor array comprises 64 individual spin valve type Giant 
Magnetoresistive (GMR) sensors arranged in an 8 by 8 sensor array16. �e active sensor area of each 
individual sensor is 100 by 130 um, and the 64 sensor array occupies a total area of 3300 um by 2900 um. 
An alternating magnetic �eld (0.005 T, f =  210 Hz) magnetizes the nanoparticles. �e sensor transforms 
the nanoparticle-induced magnetic �eld change into a resistance change, which can be electrically read 
out. A double modulation scheme using both a sinusoidally modulated magnetic �eld (210 Hz) and 
electric readout current (540 or 590 Hz) is employed for faster readout of the entire 64 sensor array. AC 
voltages with two distinct frequencies are applied simultaneously, one (540 Hz) to rows 1,2,5,6 and the 
other (590 Hz) to rows 3,4,7,8, while all 8 sensors per row are concurrently read out using a custom data 
acquisition board. A LabVIEW program interfaces the data acquisition board and includes a temperature 
correction scheme that eliminates temperature-induced signal dri�8. One readout cycle of the whole 
array takes 5.26 s.

Figure 6. Standard curves translating a range of C-reactive protein concentrations to a magnetoresistive 

signal in magnetic immunoassays using either MagCellect or MACS particles. Standard curves are 

extracted from serial factor of 10 dilutions in this immunoassay (1 ug/mL as highest concentration) 

averaging 8 individual data curves per concentration and particle. �e detection threshold (crossing the 

background +  3 SD level) is 225 pg/mL for MACS and 23.7 pg/mL for MagCellect particles. Error bars 

denote sample standard deviations (n =  8) and are only shown above the detection threshold.
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Particles. �e following streptavidin-coated magnetic particles were used in the experiments: Miltenyi 
Biotec µ MACS Streptavidin MicroBeads, RnD Systems MagCellect Streptavidin Ferro�uid (MAG999), 
and Ademtech Bio-Adembeads Streptavidin plus 300.

Binding and adhesion experiments with microfluidic flow. Biotin-BSA and BSA are spotted 
(1.2 nL per individual sensor) using a Scienion Flexarrayer S5. In addition, passivated electrical refer-
ence sensors are not spotted, and are shielded from the environment by a thick oxide layer, and thus not 
sensitive to magnetic particle above the oxide layer. Syringe tubes are loaded with streptavidin-coated 
superparamagnetic nanoparticles, one tube per type of particles. Using a syringe pump system (NE-
1800, New Era Pump Systems), the particles are injected into the micro�uidic chip inlet and �owed 
over the sensors at either a constant �owrate of 2 uL/min (Experiment of Fig. 2) or at varying �owrates 
(Experiment of Fig. 3).

Microfluidic chip. �e micro�uidic chip is fabricated based on standard PDMS micro�uidic chip so� 
lithography fabrication processes molded from SU-8 channel negative32 and has a rectangular channel 
pro�le (width 200 um, height 50 um). Before use, the chip is �ushed with Pluronic F-68 (4%) and incu-
bated for 30 min. �e micro�uidic chip directly interfaces the biosensor array with its opening void.

SEM data analysis. �e SEM data analysis was performed with Image J. Individual trench and strip 
sections were background subtracted and the threshold automatically detected. Particle coverage was 
then measured as the percentage of bright pixels (particles) above the set threshold.

Magnetic Simulation and modeling. Particles are modeled as Langevin spheres in a �eld regime 
where the magnetic response is linear, since the applied magnetic �eld is much lower than the parti-
cle saturation �eld. Particle magnetic properties are obtained from magnetic moment measurements of 
sample volumes in the 10–25 uL range, and dividing by the number of nanoparticles. �e nanoparticle 
number densities were measured (using optical tracking and counting) using a Nanosight tool. �e 
magnetic properties are in Supplemental Table S1.

Anso�’s Maxwell magnetic simulation so�ware is used to simulate the magnetic �elds present in the 
magnetized GMR system. Field values are simulated for half a unit cell (sensor strip and trench) for an 
in�nitely long sensor (actual aspect ratio is about 1000) subject to the applied magnetic �eld. As all 
particles are in the linear regime, their magnetization is only dependent on the �eld, the particle’s size 
and susceptibility. �e magnetic force acting on them can be calculated by integration over the spherical 
volume of the particle: Fmag =  ∫χµ ∇( ⋅ )H H dV

0
. �e forces are then plotted at the centerpoint of each 

sphere.

Immunoassay. �e presented magnetic immunoassay experiment is similar to our open well mag-
netic immunoassays, but with the additional use of micro�uidic sample and reagent delivery. We �ow 
reagents through the micro�uidic chip over the sensor similar to the binding and adhesion experi-
ments. Capture antibodies are immobilized along with Biotin-BSA and Biotin controls on di�erent 
individual sensors using a Scienion Flexarrayer S5. A syringe tube is loaded with 30 uL CRP (concen-
trations ranging from 10−3 ng/mL to 103 ng/mL), 30 uL biotinylated anti-CRP detection antibody (2 ug/
mL) and 15 uL streptavidin-coated superparamagnetic nanoparticles (depending on the assay either 
Miltenyi Biotec MACS at 2 · 1012 particles/mL, or RnD MagCellect at 6 · 1010 particles/mL, details in 
Supplemental Table S1), each separated by an air bubble. Using the syringe pump system, the reagents 
are sequentially injected into the micro�uidic chip inlets at a constant �owrate of 2 uL/min and �owed 
over the sensors.

Asymptote extraction. To obtain the speci�c binding signal, we subtract the BSA signal (magnetic 
adhesion) from the Biotin-BSA signal (speci�c binding +  magnetic adhesion). A�erwards, to extract the 
temporal asymptotic value from the speci�c binding signal (from Fig. 3), we use MATLAB to curve �t 
each segment of the data for each (~3 min) �owrate window with an exponential function 

⋅ ( − ) +− ( − )A e C1 B t t0  with �tting parameters A,B and C, time variable t and start time t0. �e tempo-
ral asymptotic value is A +  C. Supplemental Figure S7 illustrates this �tting method.

Data processing and statistical analysis for Immunoassay. A plane is �tted through the 4 elec-
trical reference sensor signals (in the 8 ×  8 sensor array) and is subtracted from the active sensor signals 
for each time point. Error bars denote sample standard deviations and are calculated for each group of 
sensors (12 active protein sensors each per channel, 6 positive control, 6 negative control, 4 electrical 
reference). For standard curves an optimized �owrate of 2 uL/min is used, amplitudes are extracted 
from the mean signal of the time points between 10 and 15 mins a�er rise of the positive control signal. 
�e BSA background level (signal +  3 SD) showed same values as the zero analyte signal. �e standard 
curves are �tted with a 4 parameter logistic function.



www.nature.com/scientificreports/

1 0Scientific RepoRts | 5:11693 | DOi: 10.1038/srep11693

References
1. Baselt, D. et al. A biosensor based on magnetoresistance technology. Biosens. Bioelectron. 13, 731–739 (1998).
2. Rife, J. C. et al. Design and performance of GMR sensors for the detection of magnetic microbeads in biosensors. Sensors 

Actuators A Phys. 107, 209–218 (2003).
3. Sandhu, A. Biosensing: New probes o�er much faster results. Nat. Nanotechnol. 2.12, 746–748 (2007).
4. Schotter, J. et al. Comparison of a prototype magnetoresistive biosensor to standard �uorescent DNA detection. Biosens. 

Bioelectron. 19, 1149–56 (2004).
5. Graham, D. L., Ferreira, H. A. & Freitas, P. P. Magnetoresistive-based biosensors and biochips. Trends Biotechnol. 22, 455–62 

(2004).
6. Wang, S. X. et al. Towards a magnetic microarray for sensitive diagnostics. J. Magn. Magn. Mater. 293, 731–736 (2005).
7. Wang, S. X. Advances in Giant Magnetoresistance Biosensors With Magnetic Nanoparticle Tags: Review and Outlook. IEEE 

Trans. Magn. 44, 1687–1702 (2008).
8. Hall, D. A. et al. GMR biosensor arrays: a system perspective. Biosens. Bioelectron. 25, 2051–7 (2010).
9. Liu, P., Skucha, K., Megens, M. & Boser, B. A CMOS Hall-E�ect Sensor for the Characterization and Detection of Magnetic 

Nanoparticles for Biomedical Applications. IEEE Trans. Magn. 47, 3449–3451 (2011).
10. Issadore, D. et al. Ultrasensitive clinical enumeration of rare cells ex vivo using a micro-hall detector. Sci. Transl. Med. 4, (2012). 

doi: 10.1126/scitranslmed.3003747
11. Park, S. Y., Handa, H. & Sandhu, A. Magneto-optical biosensing platform based on light scattering from self-assembled chains 

of functionalized rotating magnetic beads. Nano Lett. 10, 446–51 (2010).
12. Shao, H. et al. Protein typing of circulating microvesicles allows real-time monitoring of glioblastoma therapy. Nat. Med. 18, 

1835–40 (2012).
13. Zhang, Y. et al. A surface topography assisted droplet manipulation platform for biomarker detection and pathogen identi�cation. 

Lab Chip 11, 398–406 (2011).
14. Tekin, H. C. & Gijs, M. A. M. Ultrasensitive protein detection: a case for micro�uidic magnetic bead-based assays. Lab Chip 13, 

4711–39 (2013).
15. Li, G. et al. Spin valve sensors for ultrasensitive detection of superparamagnetic nanoparticles for biological applications. Sens. 

Actuators. A. Phys. 126, 98–106 (2006).
16. Gaster, R. S. et al. Matrix-insensitive protein assays push the limits of biosensors in medicine. Nat. Med. 15, 1327–32 (2009).
17. Zhang, Y. & Zhou, D. Magnetic particle-based ultrasensitive biosensors for diagnostics. Expert Rev. Mol. Diagnostics 12, 565–571 

(2012).
18. Skucha, K., Liu, P., Megens, M., Kim, J. & Boser, B. A compact hall-e�ect sensor array for the detection and imaging of single 

magnetic beads in biomedical assays. Proc. Transducers 1833–1836 (2011). doi: 10.1109/TRANSDUCERS.2011.5969355
19. Safarik, I. & Safarikova, M. Magnetic techniques for the isolation and puri�cation of proteins and peptides. Biomagn. Res. 

Technol. 2, 7 (2004).
20. Gijs, M. A. M. Magnetic bead handling on-chip: new opportunities for analytical applications. Micro�uid. Nano�uidics 22–40 

(2004). doi: 10.1007/s10404-004-0010-y
21. Squires, T. M., Messinger, R. J. & Manalis, S. R. Making it stick: convection, reaction and di�usion in surface-based biosensors. 

Nat. Biotechnol. 26, 417–26 (2008).
22. Palma, R. De & Liu, C. Magnetic particles as labels in bioassays: interactions between a biotinylated gold substrate and streptavidin 

magnetic particles. J. Phys. Chem. C 111, 12227–12235 (2007).
23. Osterfeld, S. J. et al. Multiplex protein assays based on real-time magnetic nanotag sensing. Proc. Natl. Acad. Sci. U. S. A. 105, 

20637–40 (2008).
24. Gaster, R. S. et al. Quanti�cation of protein interactions and solution transport using high-density GMR sensor arrays. Nat. 

Nanotechnol. 6, 314–20 (2011).
25. Mulvaney, S. P. et al. Rapid, femtomolar bioassays in complex matrices combining micro�uidics and magnetoelectronics. Biosens. 

Bioelectron. 23, 191–200 (2007).
26. Mulvaney, S. P., Myers, K. M., Sheehan, P. E. & Whitman, L. J. Attomolar protein detection in complex sample matrices with 

semi-homogeneous �uidic force discrimination assays. Biosens. Bioelectron. 24, 1109–15 (2009).
27. Smith, J. E., Sapsford, K. E., Tan, W. & Ligler, F. S. Optimization of antibody-conjugated magnetic nanoparticles for target 

preconcentration and immunoassays. Anal. Biochem. 410, 124–32 (2011).
28. Aytur, T. et al. A novel magnetic bead bioassay platform using a microchip-based sensor for infectious disease diagnosis.  

J. Immunol. Methods 314, 21–9 (2006).
29. Morozova, T. Y. & Morozov, V. N. Force di�erentiation in recognition of cross-reactive antigens by magnetic beads. Anal. 

Biochem. 374, 263–71 (2008).
30. Gaster, R. S., Hall, D. A. & Wang, S. X. nanoLAB: An ultraportable, handheld diagnostic laboratory for global health. Lab Chip 

11, 950–6 (2011).
31. Pearson, T. A. et al. Markers of In�ammation and Cardiovascular Disease: Application to Clinical and Public Health Practice: A 

Statement for Healthcare Professionals From the Centers for Disease Control and Prevention and the American Heart Association. 
Circulation 107, 499–511 (2003).

32. Unger, M. A., Chou, H.-P., �orsen, T., Scherer, A. & Quake, S. R. Monolithic Microfabricated Valves and Pumps by Multilayer 
So� Lithography. Science 288, 113–116 (2000).

Acknowledgement
�is work was supported by Physical Science Oncology Center (U54CA143907), Center for Cancer 
Nanotechnology Excellence (U54CA151459), and BioSTAR through the Stanford Bio-X program. DJBB 
acknowledges a Stanford Bio-X Graduate Fellowship. SEM images were acquired at the Stanford Nano 
Shared Facilities. Micro�uidic chips were fabricated at the Stanford Micro�uidic Foundry. �e authors 
would like to thank Stephanie Cone for troubleshooting micro�uidic chips and Junyi Wang for generating 
calibration data of GMR sensors.

Author Contributions
D.J.B.B., C.C.O. and S.X.W. designed research, D.J.B.B., C.C.O. and J.L. performed the experiments, K.K., 
A.W.G. and J.L. provided engineering and technical support, D.J.B.B. analyzed data, D.J.B.B. performed 
�eld simulations and R.J.W., C.C.O., J.L. and S.X.W. provided comments. D.J.B.B. and R.J.W. wrote the 
manuscript and all authors commented on the manuscript.



www.nature.com/scientificreports/

1 1Scientific RepoRts | 5:11693 | DOi: 10.1038/srep11693

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep

Competing �nancial interests: �e authors declare no competing �nancial interests.

How to cite this article: Bechstein, D.J.B. et al. High performance wash-free magnetic bioassays 
through micro�uidically enhanced particle speci�city. Sci. Rep. 5, 11693; doi: 10.1038/srep11693 
(2015).

�is work is licensed under a Creative Commons Attribution 4.0 International License. �e 
images or other third party material in this article are included in the article’s Creative Com-

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

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

	High performance wash-free magnetic bioassays through microfluidically enhanced particle specificity
	Introduction
	Results
	Magnetic Force Simulations
	Biological assay experiment

	Discussion
	Methods
	Magnetic Sensor Array
	Particles
	Binding and adhesion experiments with microfluidic flow
	Microfluidic chip
	SEM data analysis
	Magnetic Simulation and modeling
	Immunoassay
	Asymptote extraction
	Data processing and statistical analysis for Immunoassay

	Additional Information
	Acknowledgements
	References


