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Abstract

Biosensing based on particle mobility (BPM) is a biosensing technique with the potential for continuous mon-
itoring. With this method the presence of a target molecule is detected by a change in the mobility of a tethered
particle. One of the challenges of this system is to make it work properly for target molecules that have a
too strong affinity to their recognition molecule. Therefore the need exists for a way to tune the affinity of a
binder to its target in the BPM geometry. In this project it was investigated if the affinity of a model target-
binder complex can be tuned using the steric repulsion between PEG coated surfaces, measured in a particle
aggregation experiment.

A DNA sandwich assay was designed of which the specific particle aggregation rate can be measured with
the optomagnetic cluster (OMC) experiment. In the OMC experiment magnetic fields are used to accelerate
particle aggregation kinetics and light scattering is used to detect particle clustering. Streptavidin coated silica
particles were functionalized with biotinylated DNA docking strands. An analyte DNA molecule, which
is complementary to the DNA docking strands on the particles, was used to induce a specific interaction
between the particles. The superparamagnetic silica microparticles were selected, out of a selection of three
different particles, as the most suitable particle for the OMC experiment, due to their highly monodisperse size
distribution and smooth particle surface. Using a four-step magnetic actuation protocol particle aggregation
rates of these silica particles can be measured.

The non-specific interactions between the silica particles have been reduced with BSA (bovine serum al-
bumin) and casein molecules. The non-specific aggregation rate was reduced to (6 & 3) x 1073s~!. The
maximum experimentally measurable aggregation rate in the OMC experiment is 1 x 10~! s~!, which im-
plies a dynamic range of over one order of magnitude. The magnetically induced specific aggregation rates
have been measured as a function of the analyte concentration. The result of this measurement showed a clear
difference between the non-specific interaction and specific interaction. At low analyte concentrations, the
probability of aggregation increases with the analyte concentration, at higher concentrations the probability
of aggregation decreases with the concentration due to saturation of the docking strands.

To tune the particle aggregation rate, particle have been coated with PEG molecules of different molecular
weights: 5, 10, 20, and 30 kDa. For the particles with a 30 kDa PEG functionalization, a significant decrease in
the aggregation rate was observed. A simulation of the aggregation process of the DNA model system has been
performed to interpret the measurement results. According to the simulation, the decrease in aggregation rate
is caused by either a decrease in the association rate between a single docking and analyte DNA strand, which
means that the affinity is decreased, or by an increase of the inter particle distance, or by a combination of both
effects. In order to determine which of the two effects causes the decrease in aggregation, further research is
necessary.
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Introduction

Fast and accurate diagnostics are key to provide better health care. This can be achieved with point-of-care
(POC) diagnostics instead of in-vitro diagnostics at (external) laboratories[1]]. Analysing for example blood
samples, or even continuously monitoring of biomarkers can be done with POC devices such as biosensors|[2]].
A biosensor measures the concentrations of target molecules, such as proteins, drugs, or a microbe, in a sample
taken from the body. This sample can be for example a blood-, saliva-, or urine-sample[3]]. The well-known
continuous glucose monitoring system is just one example of the ongoing developments in the biosensing
field[4] 5, l6]].

Recently a new biosensing technique for continuous monitoring was proposed based on measuring particle
mobility: BPM. This system is based on tethered particle motion (TPM) where the position of a particle, that
is tethered to a surface, is tracked over time[[7]. When a particle makes a second bond via a target molecule
to the surface, the range of motion of the particle is reduced, which causes a decrease in the mobility of the
particle. When the bond breaks, the range of motion of the particle increases again. The target concentration
is quantified by the number of switching events between the freely tethered state and the bound states. In case
of a high affinity binder, the equilibrium in the reaction between the bound and free state has a predominance
to the bound state. The particle will be longer in the bound state which results in a low number of switching
events. This makes it difficult to measure high affinity targets. In order to get this equilibrium more to the
free state, the dissociation should be increased and the association rate decreased.

Tuning the affinity between the target molecule and the binders usually requires complex and effortful protein
engineering. In this project a possibly simpler way of tuning the specific aggregation rate is investigated.
For this purpose a cluster experiment is performed using DNA functionalized particles that can aggregate
specifically via a complementary analyte DNA molecule. The first goal of this project is to suppress the non-
specific interactions between the particles and test if it is possible to distinguish the specific from the non-
specific aggregation. Subsequently the possibility of tuning the specific aggregation rate is investigated. This
is done by coating the particles with PEG molecules in a higher surface density than the DNA molecules, such
that each DNA molecule has several PEG neighbours. PEG is commonly used to make surfaces antifouling
and to decrease non-specific interactions between particle surfaces, working as an entropic spring[[8]. The
entropic repulsion between PEG coated surfaces may lead to a decrease in the association rate between the
target on one particle and the binder on the other particle.

The formation of particle dimers is induced and measured using an optomagnetic cluster (OMC) experiment.
The OMC experiment is based on accelerated particle aggregation using magnetic attraction and quantifying
dimer concentrations using optomagnetic readout based on light scattering on rotating dimers, developed by
Ranzoni et al[9]. Scheepers et al.[10] developed a measurement protocol to quantify the particle aggregation
rate, but they only measured non-specific aggregation rates. In this project a model system is used to measure
specific aggregation rates with OMC experiments. This model system (see Fig. [1) consists of streptavidin
coated magnetic particles that are functionalized with biotinylated DNA docking strands. In an external
magnetic field the particles become magnetized and due to the dipole-dipole interaction the particles form
magnetic dimers. In the presence of the target DNA molecule, which is the analyte strand, a bond can be
formed between the particles, resulting in a chemical dimer. By measuring the number of chemical dimers
that are formed in a certain time, the aggregation rate can be determined.
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Streptavidin coated Biotinylated Analyte strand
magnetic particle docking strand

Fig. 1: The model system that is used in this project. The model consists of streptavidin coated micro-
particles that are functionalized with biotinylated docking strands. Two functionalized particles can bind to
each other via an analyte strand. The docking and analyte strands consists of hybridized single DNA strands

Chapter [1] explains the multi-step particle aggregation process, the superparamagnetic properties, and the
binding kinetic of DNA molecules. In chapter [2| the materials and methods are given. In chapter [3] the
principles of the OMC experiments are explained in detail, and it is described how the dimer concentration
and aggregation rate can be determined. Chapter[4focuses on which particle type is the most suitable for the
OMC experiments in this projects. Chapter[5|focuses on the effect of the functionalization on the non-specific
and specific aggregation. The measurements of the aggregation rates of this project are given in this chapter.
In chapter[6|a simulation of the chemical aggregation is discussed, which is used to interpret the experimental
results as will be described in chapter[7] The conclusion of this project is given in chapter 8]




Chapter 1

Theory

The optomagnetic cluster (OMC) experiment used in this project is based on the formation of magnetic and
chemical particle dimers. The formation process of a chemical dimer, in the absence or presence of an in-
terparticle interaction, involves several steps which are explained in the first two sections of this chapter.
To accelerate the dimer formation process, superparamagnetic particles are used. The physics behind this
magnetic acceleration is explained in the third section. Quantifying dimer concentrations happens with light
scattering on rotating dimers. The torques that a rotating dimer experiences are discussed in the fourth
section. The particles of a dimer can bind chemically to each other via complementary DNA strands. The
binding kinetics of DNA molecules is explained in the fifth section of this chapter. The last section is about
the properties of a PEG molecule.

1.1 Thermal particle aggregation

Two individual particles (monomers) can react into a two-particle cluster (dimer), with an aggregation rate
Kagg- The dimer that is formed can subsequently dissociate with a dissociation rate r4;,, see equation

kagg
mi;+moe = d (1.1)
kais
This aggregation process is schematically depicted in more detail in Fig. Forming a chemical dimer of the
particles involves three consecutive steps: A diffusion step in which two particles encounter each other, an
orientation step in which the reactive sites on the particles become aligned, and a chemical binding step in
which particles form a bond. Each step will be discussed in detail.

The first step is the diffusional encounter step, which describes the collision rate of particles due to random
Brownian motion. The average encounter rate of particles that move solely due to Brownian motion can be

KTh KTh
enc allgn agg
— .
}C Th Th
Sep Kmis Kais

Individual Encountered Aligned Chemical
particles dimer dimer dimer

Fig. 1.1: Schematic representation of the chemical dimer formation. The three steps that are involved
in the formation of a chemical dimer out of two individual particles are: the encountering, the alignment step,
and the chemical aggregation. Each step is quantified with a thermally induced rate.
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calculated with the diffusion limited rate equation[11]

4kgT
kIl — B (1.2)

where kg7 is the thermal energy and 7 is the viscosity of the medium. The encounter rate depends on the
temperature and is independent on the size of the particles. The separation rate KZZ;)
which two collided particles move away from each other. A minimal distance has to be defined, at which the
particles can be considered as individual. In the work of Biancaniello et al. [12] and Wang et al. [13] it is
demonstrated that at a distance of 40 nm the interaction energy of two particles of 500 nm is less than 1 kpT.
Therefore 40 nm is used as the minimal distance at which two particles are separated from each other. The

typical time to diffuse this distance can be calculated using the equation for Brownian motion:

describes the rate at

Az?) = 6Dt = —— ¢ 1.3

(ae?) e 19
in which D is the diffusion constant. The estimated thermal separation rate is the inverse of the typical time
and is given by
P (Az2)mnR
For particles that are used in this project, with a radius R = 250 nm, that move in a water-based medium
(n =1 x 1073 Pa - s) at room temperature, the encounter rate is about 5 x 10~ m3s~!, which is the same
as 3 x 10° M~! 51, The separation rate is in this case 3 x 103s~!, which corresponds to a typical existence
time of an encountered dimer of about 300 ps.

K (1.4)

The next step in the particle aggregation process is the orientation step. To form a chemical bond between the
molecules on the surface of the particles, the molecules should be close to each other. Therefore the particles
have to align their reactive spots. This might happen due to Brownian rotation, which is the random rotation
of the particles. The typical existence time of an encountered dimer is 300 ps, which is much shorter than the
typical time of a full rotation that can be calculated with [[14]

47 R3n
kT

trot = (1'5)
For a particle with a radius of 250 nm, the typical rotation time is about 50 milliseconds. Within the existence
time an encountered dimer, the particles can rotate about 2 degrees. It depends on the surface density of
reactive spots whether or not the alignment can happen before the separation. With a low surface density, an
aligned dimer will, most likely, be formed out of two individual particles that encounter each other already
in the aligned orientation. In the case of a homogeneous reactive surface, the particles are always aligned,
which corresponds to an infinite alignment rate and a zero mis-alignment rate (x2").

The last step in the reaction scheme of Fig. [1.1]is the formation of a chemical dimer out of an aligned dimer.
This step describes the reaction between the molecules on the surfaces of the two particles. This reaction is
quantified by the thermal aggregation rate /iaTg}fq and the dissociation rate /ﬂdesL. The physics behind these two
rates is explained in more detail in section 5 of this chapter. This project focuses on the quantification of this
very last step in the dimer formation process.

1.2 Magnetically induced particle aggregation

In order to accelerate the particle aggregation process, magnetic particles in combination with an external
magnetic field are used. The three different steps of the particle aggregation process are influenced by the
magnetic interactions. For example, the encounter step is enhanced due to the attractive dipole-dipole in-
teraction of the magnetic particles. Also the orientation step is different, because the Brownian rotation is
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Fig. 1.2: Schematic representation
of the magnetically induced chem-
ical dimer formation. First a mag-
netic dimer will be formed, this can

mag Mis-aligned be either an aligned or a mis-aligned
Kenc magnetic dimer . . . . .
+ S magnetic dimer. This step is one direc-
mag . . .
Ksep tional due to the strong dipole-dipole
Individual : : . . :
particles oy interaction. An aligned magnetic di-
—ogs . .
— mer can become a chemical dimer, de-
Kais

Aligned Chemical pending on the mz;%getlcally 1n(.iuced
magnetic dimer dimer aggregation rate rqgq . A mis-aligned
dimer cannot form a chemical cluster.

suppressed by the interaction between the magnetic field and the magnetic moment of a particle. An overview
of the magnetically induced dimer aggregation process is depicted in Fig.

The faster encounter step is the result of an attractive interaction between the magnetic particles. In an
external magnetic field, the magnetically induced encounter rate is faster than the thermal encounter rate
(Kene > k1,.). The separation of two magnetic particles is very unlikely, the magnetic separation rate
/ﬁg;p — 0. This is caused by the high magnetic potential of two magnetized particles in proximity, which is
much larger than the thermal energy. The magnetic potential of two magnetic particles can be estimated by
using equation [1.6] and considering point dipoles. The magnetic potential of two point dipoles at a distance
dy can be determined by integrating the force, which is induced by the dipole-dipole interaction[15]], from
infinity to do:

i (1.6)

U _ /Oo _3,u0m1m2 dr — Homi1m2
mag d 27rd 2rdd

0

where m; and my are the magnetic moments of the two points dipoles (in A m?), r is the distance between
the two point dipoles, and y is the vacuum permeability. In equation|[1.¢] it is assumed that the two moments
of the dipoles are parallel to each other. A typical magnetic moment of 0.5 fAm? (yy = 2, R = 256 nm,
B = 4mT) gives a magnetic potential of —1kpT at a distance of 2.3 pm at room temperature. Decreasing
the distance to the diameter of the particles (511 nm) results is a potential of about —80kgT. Due to this
high potential, two encountered magnetic particles, that form a magnetic dimer, cannot be separated by the
thermal fluctuations as long as the magnetic field is on. The strong magnetic interaction makes the separation
rate of Fig. [1.2|equal to zero.

Every magnetic particle has a certain magnetic anisotropy axis. In an external magnetic field, a particle
tends to align this axis to the magnetic field. This alignment suppresses Brownian rotation of the particles.
Therefore, it is assumed that the two particles of a magnetic dimer do not rotate with respect to each other.
In other words, the contact area of one magnetic dimer is always the same. When the reactive molecules
of both particles are located in this contact area, the dimer is aligned well to form a chemical dimer, such a
dimer is called an aligned dimer. In the other case, when no or only one particle has its reactive molecules
in the contact area, the dimer is called a mis-aligned dimer. Such a dimer cannot transform into a chemical
dimer, because the alignment of the molecules on the surface is not correct. The probability of forming an
aligned dimer depends on the surface density of reactive spots, the more reactive molecules on the surface the
higher the chance of forming an aligned dimer. In the limit of a homogeneous surface coverage, the chance
of forming an aligned dimer is equal to one.

An aligned dimer is required for the formation of a chemical dimer, so the reaction has a dead end when a
mis-aligned dimer is formed. For an aligned dimer, the magnetically induced aggregation rate rqgq is larger
than the thermal aggregation rate, and will increase with increasing magnetic field strength, as shown by
Scheepers et al.[16]. The magnetically induced aggregation rate is directly related to the thermal aggregation
rate.
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Fig. 1.3: Magnetic particles in an external magnetic field. (a) The graph shows the magnetic moment of
an ideal superparamagnetic particle against the external magnetic field. The black dashed line corresponds
to the saturation magnetization, the slope of the red dashed line is the magnetic susceptibility x. The insert
shows a possible orientation of the grains inside the particles for 4 different magnetic field strengths. 1: At
zero field, the domains of the grains all have a random orientation, which results in a zero net magnetic
moment. 2: At small fields, the moments of the every grain have a preferred orientation but the thermal
fluctuations are significant. 3: At larger fields, the moments have a preferred orientation and the thermal
fluctuations become less significant. 4: At very high fields, all domains are aligned parallel to the field and
the thermal induced fluctuations are negligible, the magnetic moment is saturated.

(b) Sketch of a dimer of two particles in a magnetic field, showing the vectors that are used in equation
the magnetic moments of the two particles /7, m2, the vector between the two particles d, and the uniform
magnetic field H.

1.3 Superparamagnetism

The particles used in this project have the property to behave non-magnetic in the absence of a magnetic field,
but in the presence of a weak magnetic field the particles become magnetic. This superparamagnetic beha-
viour is caused by small magnetic grains made of iron-oxide[17]. Each superparamagnetic particle contains
many grains that are randomly dispersed in silica or polystyrene matrix. Without an external magnetic field
each grain has a non-zero magnetic moment at each point in time, but the direction of the magnetic moment
of each grain is random. The typical flipping time of the direction of the magnetic moment, called the Néel
relaxation time is strongly dependent on the size of a grain[[18]. The relative small grains will flip many times
per second, but the larger ones might not flip thermally during the typical time of an experiment. However,
due to the random orientation of the magnetic moments of each individual grain, the total magnetization of
a particle is zero in the absence of an external magnetic field.

In the presence of an external magnetic field, the magnetic moments of the grains align with the field, such
that the net magnetization of the particle become non-zero. At a low external magnetic field strength, the
magnetization M of the particle increases linearly with the magnetic field strength H, see equation[1.7} The
slope of this linear regime is the magnetic volume susceptibility .

M = xH, (1.7)

At higher field strengths, the magnetic moment of the particles saturates, this behaviour is described by




1.4. MAGNETIC AND VISCOUS TORQUE CHAPTER 1. THEORY

the Langevin curve, see Fig. [1.3p. The maximum moment depends on the saturation magnetization of the
magnetic material and the amount of magnetic material in a particle.

By turning on and off an external magnetic field, the magnetic interaction between the particles can be con-
trolled.

1.4 Magnetic and viscous torque

A dimer of two superparamagnetic particles can be forced to rotate in a viscous medium using a rotating
external magnetic field. This field induces a magnetic torque on the dimer. The magnetic dimer will follow
this rotating field when the magnetic torque is larger than the viscous torque, which is the result of the drag
forces that a particle experiences when it moves through a medium. In this section the origin of both torques
will be explained in more detail.

The magnetic torque can be determined as follows. The free energy of the system is in a minimum when
the magnetic moments of the two particles aligned with the external magnetic field and when the magnetic
moments of the two particles are parallel to each other. The total magnetic torque can be determined from
the magnetic energy. In the case of a dimer with two particles of the same size R, this energy is given by[19]

=, ko 1

U — —it1 - uoH — i - uoH + 20
M m1 - fo m2 - fo +47r(2R)3

[t <t — 3 - d)(7tz - )| (1.8)

in which pg is the vacuum permeability, d is the vector between the two center points of the two particles,
my and 1y are the magnetic moments of the two particles, and H is the magnetic field strength in A m~!.
These vectors are depicted in Fig. . Equation |1.8|can be simplified with A-B= |A||B|cos(0), where 0 is
the angle between A and B. This simplification gives

Unm = — mapoH cos(pp — ¢1) — mapioH cos(dr — ¢a)+

%Or% [cos(qbl — ¢2) — 3cos(p1 — ¢q) cos(pa — ¢d)] )

(1.9)

where ¢, ¢1, ¢2, and ¢4 are respectively the orientations of the field, the moment of particle 1, the moment
of particle 2, and the vector between the two particles. A torque is induced when the moments of the particles
are not aligned with the field and when the moments of both particles are not parallel to the major axis of the
dimer (which is vector g). The torque is given by

ou N ou
T, =
T 0(br — i) O — ¢a)
In order to solve this equation, two assumptions are made: the magnetic moment of both particles is equal

(m1 = mg = m) and the moments are aligned in the same direction (¢1 = ¢2 = ¢). Equation can now
be rewritten to

(1.10)

. Mmoo m
Tmag = 2mpoH sin(¢y — ¢) + T (2R)®

3sin (2[¢ — ¢a)) (1.11)

A rotating dimer also experiences a viscous torque due to the drag force of the fluid on the particles. The
total torque on a dimer can be described as approximately two times the torque of a single particle that is
rotating around its center of mass plus two times the torque that is induced by a translational movement of a
particle in a circle with radius R. The drag force that a particle experiences by a translational motion through
a medium is given by Stokes’s law [20]

Fy = 6mnRv, (1.12)

“The absolute value of the torque is given, so the sign and direction can be ignored.
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where 7 is the viscosity of the medium and v is the velocity of the particle. The particle moves with a velocity
that is equal to wR, with w the angular frequency in rad s~!. The torque is the cross product of the radius of
the rotation with the drag force. In the case of a dimer that consists of two equally sized particles, this rotation
radius is equal to the radius of the particles. This results in a torque due to the drag force of a translational
motion that is given by

|7—drag,trans‘ = 67T77WR3 (1.13)

A single particle that is rotating experiences also a torque depending on the angular frequency w, the viscosity
and the radius. In the appendix[A1] the derivation of the rotational torque is given, which has the result

’Tdrag,rot‘ = 87777WR37 (1.14)

The total viscous torque that is induced by a rotation is two times the sum of equation and
|Twis| = 28mnwR? (1.15)

For the calculation of the maximum rotation frequency, the relation 7,4y = 7uis should be solved for the
maximum value of the magnetic torque. In order to solve this, the expression for the magnetic torque is
simplified by assuming that the relaxation of the magnetic moment is much faster than the typical rotation.
This assumption means that the magnetic moments are always aligned with the field, or in other words
¢y = ¢. Now the maximum magnetic torque is induced when the dimer axis is at an angle of 45 deg with
the magnetic field and thus sin(2[¢ — ¢4]) = 1. This results in a maximum rotation frequency, which is also
called the critical frequency, of Y

Werit = ,U()fé;,;[ (1.16)
A typical magnetic field strength that is used in this project is about 4 mT. A particle with a susceptibility of
2 that is rotating in water has a maximum rotation frequency of about 48 Hz.

1.5 DNA binding kinetics

Deoxyribonucleic acid (DNA) is a biological molecule that carries the genetic information of an organism.
The basis of a DNA molecule is a nucleotide, which consists of a phosphate group, a deoxyribose, and a
nucleobase. A phosphate group of a nucleotide can bind to the deoxyribose of another nucleotide, in this
way, the so-called "backbone’ can be formed as shown in Fig. [1.4p. The information of the DNA is in the
sequence of the four different nucleobases: Adenine (A), Thymine (T), Guanine (G), and Cytosine (C). The
backbone with the nucleobases form a strand. Normally a DNA molecule contains two of such strands and
is therefore called double stranded. The strands are bound to each other via hydrogen bonds between the
nucleobases. Adenine can bind to thymine with two hydrogen bonds, guanine can bind to cytosine with
three hydrogen bonds. The G-C binding is stronger due to the extra hydrogen bond [21].

In this work, a DNA strand is abbreviated as a sequence with the letters A, T, G, or C, starting with the 5-prime
end and ending with the 3-prime end. In this way, the left strand of Fig. is notated as 5°-ACTG-3’, or
just ACTG. The right strand (CAGT) matches completely with the left one and is thus complementary. The
phosphate group is attached to the 5™ carbon atom of the deoxyribose-ring and is therefore called the 5’-end.
Two complementary strands bind in such a way that the 5’ to 3’ directions of both strands are opposite, like
in the figure: the left one is directed downwards and the right one upwards. If the direction is not opposite,
the nucleobases are not aligned well and the hydrogen bonds cannot be formed.

Making a bond between two single stranded DNA molecules lowers the entropy (AS), which is unfavourable,
but the loss in entropy can be overcome by an increase in enthalpy (AH). The total change in energy of a
reaction is given by the Gibbs free energy AG = AH — TAS, where T is the temperature in Kelvin. For
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Fig. 1.4: Structure and binding kinetics of DNA. (a) Structure of a double stranded DNA molecule, showing
the phosphate-deoxyribose backbone with the 5’end and the 3’end, and showing the four different bases:
Adenine, Thymine, Guanine, and Cytosine[22]. (b) Energy diagram showing the energy barrier that has to be
overcome to react. The barrier for the association is AG s, and for dissociation AG;s. The energy difference
between the bound and free state is the binding energy which is given by AG). (¢) The sequence of a single
stranded DNA molecule, of which the red underlined bases can bind to each other to form the shown hairpin
structure.

two DNA molecules that are complementary, the binding energy depends on the number of basepairs and on
the sequence of base pairs of both strands. For example the sequence 5-CG-3’ that binds to 3’-GC-’5, has a
reaction energy AG = (—7.8 4+ 0.0297 T)1072° J, that is equal to —2.2kgT at room temperature.

The reaction between two complementary single stranded DNA strands can be described by a general reaction
energy diagram as shown in Fig. [1.4b. The bound state has the lowest energy and is therefore the preferential
state. But to get in this bound state, the system has to overcome a free energy barrier. This barrier can be
based on entropy (for example the molecules have to be in a certain position before the reaction can happen),
or based on an increase in enthalpy (for example a high temperature is required). The barrier height is given
by the Gibbs free energy, where the barrier for association (AGss) is lower than for the dissociation (AG ;).
The difference is equal to the binding energy AGy.

The association and dissociation rate can be calculated with the following equation [23]

—-A ass -A 1S
Kass = KtV €Xp <G> , Kdis = KtV €Xp <Gd> (1.17)
kT kT

in which kpT is the thermal energy, & is the transmission coefficient and v is the attempt frequency for the
molecule to cross the barrier, this frequency is based on the molecule vibrations. The energy barrier for the
dissociation is at least equal to the binding energy. The binding energy of two complementary DNA strands
increases with the number of basepairs. Thus, the dissociation rate decreases exponentially with the number
of base pairs. The typical binding time of a double stranded DNA molecule of 20 basepairs is usually longer
than a year at room temperature ﬂ

A single stranded DNA molecule is very flexible compared to a double stranded molecule, the persistence
lengths are respectively 2nm and 50 nm [25, [26]. Due to the flexibility of a single stranded DNA molecule,

“Based on dissociation rate kg;s = 1 X 1074s ! ata temperature of 40 °C[24] and equation
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and the unbound nucleobases, a single stranded DNA molecule is able to bind to itself. This results in a
so-called hairpin, of which an example is shown in Fig. [L.4c. In this project, the formation of hairpins is
undesired and should be suppressed. Therefore, the DNA strands are designed to have weak hairpin bonds.
The strength of these bonds is quantified with a melting temperature 7T,,. At this temperature, 50 % of the
time the bonds are broken due to the thermal energy. A single stranded DNA molecule can switch between a
hairpin state (H) and a free state (F), which can be represented by the reaction equation

kass

F= g (1.18)

kais
The ratio between the concentration of F and H depends on the association and dissociation rates as follows

F Kais —AGy
T me exp( TnT ) (1.19)

At the melting temperature, the ratio between F and H is equal to unity. Using AG = (—7.8+0.0297 T)10~2° J,
which is the energy for the hairpin of Fig. [I.4c, and equalizing equation[1.19|to 1, gives a melting temperature
of 4.8°C.

A low hairpin melting temperature makes the hybridization of two complementary single stranded DNA
molecules easier. The hybridization of single stranded DNA molecules is also called annealing of DNA. During
the annealing process the reactions of equation|[1.20]can happen. A free single stranded DNA molecule F’ can
hybridize with its complementary stand to form a double stranded DNA molecule D, it can also form a hairpin
H. The bond between the complementary DNA strands that are used in this project strands is strong, with a
typical melting temperature of about 45 °C. The bond of the hairpin is much weaker, with a typical melting
temperature of 5 °C. The annealing process starts at a high temperature (90 °C) where the DNA molecules are
most of the time in the free (unbound) state. Decreasing the temperature increases the probability to stay in
a bound state. At a temperature in between the melting temperatures of the hairpin and the double stranded
molecule, most of the double stranded DNA molecules survive, and most of the hairpins break up. When a
hairpin breaks, it can form a hairpin again or it can bind to its complementary DNA strand. Once a double
stranded DNA molecule is formed, it is unlikely that the molecule dissociates. Thus more and more stable
doubled stranded DNA molecules are formed over time and the number of hairpins decreases. This leads to a
high concentration double stranded DNA molecules at the end of the annealing process. This process is the
most efficient with a large difference between the melting temperatures.

kdis, 1
F + F k/:’H D
o = ass,
3
2 < 2 2

H H

1.6 Properties of PEG

Polyethylene glycol (PEG) is a polymer with the chemical structure H-(O-CH3-CH3) ;-OH, which consist of
N repetitions of the monomer (O-CHy-CHy) that is shown in Fig. [1.5h. The number of repetitions determines
the length and the molecular weight of the PEG molecule. The PEG molecule is usually coiled, but can be
stretched or squeezed. Each monomer of a PEG molecule have many possible orientations with respect to the
previous one. The radius of gyration for a PEG molecule can be estimated with the Flory radius [[27], which
is given by:

Rp = aN®/® (1.21)

in which a is the Khun length, which is 0.35 nm, and N is the number of repetitions of the monomer.
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(a) (b)

0.35 nm

d > 2Rg: Normal packing d < 2Rg: Close packing  h < 4Rg: Entropic spring

Fig. 1.5: Shape of the PEG molecule: (a) The chemical structure of a PEG monomer H-(O-CHz-CHz) n-OH.
(b) PEG molecules that are functionalized on a surface, when the distance between two PEG molecules is
larger than 2R the PEG molecule can have their preferential size and shape. With closer packing, the PEG
molecules are extended which is entropically unfavourable. (¢) Two surfaces that are functionalized with PEG
molecules repel each other when the distance between the surfaces become smaller than 4R, due to the PEG
molecules that act like an entropic spring.

Stretching the polymer to larger sizes than the Flory radius is unfavourable due to a decrease in entropy. Most
micro-states are available for the polymer when it has a size in the order of the Flory radius, versus only one
available state in the fully stretched case. In the same way, compressing the molecule is also unfavourable. The
shape of a PEG molecule that is functionalized on a surface depends on the density of the PEG molecules, see
Fig. When the distance between the PEG molecules is larger than the Flory diameter, the PEG molecules
will have a mushroom shape at a size of the Flory diameter. But with a higher density (d < 2Rr) the PEG
molecules have less space and are forced to a stretched shape.

When a particle surface is densely coated (d ~ 2Rp) with PEG molecules, the PEG layer can act like an
entropic spring, as shown in Fig. [I.5k. A functionalized surface repels other surfaces, when the surface to
surface distance becomes smaller than 4 times the Flory radius. Also a functionalized surface is shielded by
the PEG molecules to interact with other molecules. This property makes PEG a widely used polymer to
prevent particle clustering[28].
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Chapter 2

Materials and methods

This chapter describes details of the experimental procedures and chemical protocols. The reader can continue
with chapter [3|and can inspect the procedure in this chapter if experimental details are needed.

2.1 Annealing of DNA

The DNA strands that are used in this project are obtained from IDT [29]. The exact sequence of the docking
and analyte strands are given in chapter [5|in table Complementary DNA strands are annealed in a TE
buffer (10 mM Tris, 1 mM, pH 8.0). Strands (A and B) are diluted with TE buffer to a concentration of 100 uM.
Subsequently 6.25 uL of both solutions are mixed in a DNA-low-bind EPP (Eppendorf AG.). Next, 5 uL of the
5xTE-buffer (TE + 0.5 mM NaCl) and 7.5 puL. of the 1xTE-buffer are added. The final solution contains both
oligos A and B at a concentration of 25 uM and NaCl at a concentration of 0.1 mM.

This solution is heated to 95 °C with a thermal cycle machine (Bio-Rad, T100). At this temperature, all the
hydrogen bonds between the nucleobases of the DNA strands are broken which means that all DNA will be in
single stranded form. The temperature is decreased slowly to 4 °C, at a rate of 1 °C every 35 seconds. In this
way, the probability to form the intended stable double stranded DNA molecule is larger than any hairpin or
misaligned configuration. When the annealing is done, the DNA strands are stored in a freezer at —20 °C.

2.2 Gel electrophoresis

In order to determine if the annealing process is successful, a polyacrylamide gel electrophoresis (PAGE)
experiment is performed. In this experiment, the DNA strands are pulled through a 4-20% Mini-PROTEAN
® TBE Gel (ThermoFisher) with electrostatic forces. This gel has a density gradient in the direction of the
electric field. The DNA strands experience more and more drag the further they move. The end position of
the DNA strands in the gel, after pulling for about two hours, gives information about the size of the DNA
strands.

The gel is loaded in the electrophoresis device and filled with a TBE-buffer (89 mM Tris, 89 mM Boric acid
(H3BOs3), 2mM EDTA, pH 8.3). Nucleic Acid Sample Loading Buffer is purchased from Bio-Rad Laboratories
to track the samples while running. The DNA samples are loaded into the gel, together with this loading
buffer. Also the O’GeneRuler Ultra Low Range DNA Ladder (Thermo Fischer Scientific) is loaded into the gel.
This ladder, which contains 11 different DNA fragments of 10 to 300 basepairs, is used as reference sample.

12
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The samples with the DNA molecules are prepared as follows: The DNA strands are mixed with 1.0 pL of the
loading buffer and diluted with demiwater to get a sample volume of 5 ul. and a DNA concentration of 0.5,
1.0, or 1.5 uM. The loading buffer helps to settle the sample in the well and make it less diffusive. Also, the
loading buffer contains a dye that makes is possible to track the DNA molecules during the PAGE experiment.

The loaded sample does not only contain the annealed DNA strands, but also the single stranded docking
strand A and B. Comparing the end positions of the single stranded and doubled stranded DNA molecules in
the gel, gives information about the efficiency of the annealing process. The single stranded molecules are
smaller and should move a larger distance. When the distances are similar, the annealing failed.

After loading the samples, the electrophoresis devices is closed with a cover and the electrodes are connected
to a power supply. A potential between the two electrodes of 90V is applied for 1:45 hour, where the top
electrode is negative. The negative charged DNA strands are pulled through the gel downwards, due to the
electric field.

Afterwards, the gel in removed from the electrophoresis device and placed in a plastic lid that is filled with
50 mL TBE-buffer. 5 uLL of SYBR © Gold Nucleic Acid Gel Stain (10 000X Concentrate in DMSO [30])) is added
to the gel. This stain solution contains fluorescent stains that can bind to the DNA. The fluorescent stains are
used for the localization of the DNA molecules. The lid with the gel is shaked gently in the dark to prevent
bleaching of the fluorescent stains. After an incubation time of 15 minutes, the gel is washed with water and
placed on a glass plate that is on top of an ultraviolet lamp. The stains light up due to the ultraviolet light,
and are imaged with a camera. The resulting picture is shown in Fig. in the supplementary information

2.3 Particle functionalization

Silica-magnetic microparticles (511 nm) with a streptavidin coating are bought from Microparticles GmbH. The
concentration of the stock solution is 10 mg mL~! (130 pM). The stock solution is first mixed with a vortex
mixer for 10 seconds. The streptavidin coated particle and biotinylated DNA docking strands are incubated
in PBS buffer, in a protein-low-bind epp (Eppendorf AG.). The particles and DNA strands are incubated for 2
hours in a Thermomixer at 1200 RPM at room temperature (20 °C). The particle and DNA concentrations are
respectively 6.5 pM and 5 x 10° pM. The DNA is added in a 5 times excess to get the maximum coverage. The
high ionic strength (150 mM) of PBS is required for an efficient functionalization, because both the particles
and the DNA strands have a negative charge and thus repel each other. In PBS, this charge is screened by the
ions in solution, the Debye length is 0.8 nm [31]].

After incubation of the DNA with the particle, the solution is magnetically washed. The magnetic particles
are pulled to the edge of the epp and the PBS with the remaining DNA strands are removed by using a pipette.
The remaining (unbound) DNA should be removed to prevent unintended reaction between analyte strands
(that are added later) and docking strand that are not attached to microparticles. After the washing step,
a PBS buffer is added that contains 10 mg mL~! BSA, and 1 mgmL ™! casein from bovine milk (both from
Sigma Life Science). The epp now contains DNA-functionalized particles, at a concentration of 2 pM, BSA
and casein molecules, and PBS.

In order to break up clusters, that have formed non-specifically during the functionalization process, 5 ultra-
sonic pulses of 0.5 seconds are sent through the solution using a sonic finger (Hielscher) at 50 % intensity.
Finally, the solution is mixed gently for 1 hour in a rotating fin.

For some experiments the particles are functionalized with DNA and PEG. For this functionalization less
DNA is used: 3 x 10* pM instead of 5 x 10° pM. The DNA is mixed with a particles solution of 6.5 pM and
incubated for 1 hour. After the incubation, an excess of biotinylated PEG molecules is added, 1 pL. of a 1 mM
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PEG solution. The PEG is also incubated for 1 hour. After this incubation the functionalization continues
according to the original functionalization protocol.

2.4 Measuring zeta-potential

The surface charge of the particles is quantified by the zeta-potential. The zeta-potential is measured with
the zetasizer (Malvern Zetasizer, Nano ZS). For this measurement the particles are diluted in demi-water
to a particle concentration of 0.1 mgmL~!, which is about 1.3pM. The diluted solution is loaded into a
disposable folded capillary cell (DTS1070, Malvern), that is subsequently loaded into the Zetasizer. The zeta-
potential is measured three times for each sample that is loaded into the Zetasizer. The average zeta-potential
(and variance) of the particles in solution is determined by measuring three samples.

2.5 VSM measurement

The magnetic susceptibility of the particles is determined using a vibrating-sample magnetometer (VSM).
The device that is used for this measurement is the VSM SQUID (MPMS-SVSM, Quantum Design). Samples
of 50 uLL are loaded into a non-magnetic plastic capsule. This capsule is attached to the vibrating rod of the
VSM. The magnetic moment of the sample is measured at —20 °C for varying magnetic field strengths in the
range of —6 x 10° to 6 x 105 Am~1,

2.6 Biotin-atto supernatant assay

To quantify the DNA coverage on the particles, an indirect supernatant assay is performed. The fluorescent
biotin-atto655 dye is used for this assay. First, the fluorescence intensity of the dye is calibrated by measuring
the fluorescence of samples of different biotin-atto concentration in the range of 10 to 10 000 nM. The fluor-
escence is measured at an excitation wavelength of 646 nm and an emission wavelength of 679 nm, with a
resolution of 5 nm (Fluoroskan Ascent PF).

Docking Particles Boitin-atto
strands

Fig. 2.1: The indirect supernatant assay. The five steps that are involved with the indirect supernatant
assay are: 1) Incubating the particles with DNA docking strands in PBS. 2) Washing the particles out of the
solution with a magnet and removing the DNA solution with a pipette. 3) Adding a biotin-atto PBS solution
and incubate. 4) Washing the solution with a magnet and remove the supernatant with a pipette. 5: Load the
supernatant into the well plate of the Fluoroskan.
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Next, the binding capacity of the streptavidin coated particles is determined. The biotin-atto655 is added at
different concentrations to a constant amount of streptavidin coated particles. Tween is added (1 mg mL 1) to
this solution to make the b-atto molecules less reactive with the wellplate of the Fluoroskan, which suppresses
fluctuations in the fluorescence signal. After incubating for 1 hour, the solution is washed magnetically.
The supernatant contains no dyes as long as the concentration is far below the binding capacity. Once the
biotin-atto concentration that is added to the particles approaches the binding capacity, the concentration
in the supernatant increases. Subsequently the fluorescence intensity of the supernatant is measured. The
binding capacity is determined by comparing the fluorescence of the calibration (F¢,;) with the fluorescence
of the supernatant (F),eqs). This is done for different biotin-atto concentration ([b]) at the same particle
concentration [p], using equation 2.1.

_ (1 _ Fmeas —Fo\ [t}
A_<1 s Fo) 2 2.1)

With a similar experiment, the amount of DNA on the surface of the functionalized particles can be determ-
ined, the steps of this experiment are depicted in Fig. First the particles are functionalized with DNA as
described above. Particles and DNA are incubated at concentrations of respectively 6.5 pM and 5 x 10° pM
in PBS. After two hours of incubation, the solution is washed magnetically and the remaining DNA and PBS
are removed (step 2). Next, a biotin-atto concentration of 300 nM is added to the particles (step 3). Tween
is added (1 mgmL ™) to this solution. After incubation for 1 hour, the solution is washed again and the su-
pernatant is removed and loaded into the well plate. The fluorescence intensity gives information about the
DNA surface coverage of the particles: with low DNA surface coverage, most of the biotin atto can bind to
the particles, so the biotin-atto concentration in the supernatant is low and thus the fluorescence intensity is
low as well. In the same way, a high DNA surface capacity results in a high fluorescence intensity.

2.7 Sample preparation for OMCE

In order to measure the specific aggregation rates using the DNA model system, samples of different analyte
concentrations are measured with the OMC experiment. The samples are prepared as shown in Fig.
The particles that are functionalized with docking strands are mixed with an analyte solution, resulting in a
particle solution of 1.3 pM. The analyte and particles are incubated for five minutes in a rotating fin. After
the incubation the solution is loaded into the glass cuvette and placed in the setup.

Functionalized particles

2pM
SDuL
Incubatlcm of 5minutes Load into cuvette Load into setup
Analyte solution
Varying concentratmns

@

Fig. 2.2: Protocol of preparing a sample: 1) Mix 50 uL of the functionalized particles with 25 pL: of analyte
solution. 2) Incubate for 5 minutes. 3) Load the obtained solution in the glass cuvette. 4) place the cuvette in
the OMC setup.
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Chapter 3

The optomagnetic cluster experiment

In this project the magnetically induced aggregation rate rqqg will be measured with the optomagnetic cluster
(OMC) experiment, which has been developed by Ranzoni et al. [9]. With this method, the dimer concentra-
tion of microparticles can be quantified, based on light scattering. The riqq¢ (from Fig. can be quantified
using a four-step actuation protocol. This chapter describes the experimental setup, the measurement prin-
ciple, and the four-step actuation protocol with which the aggregation rate can be determined.

3.1 Experimental setup

The experimental setup of the OMC experiment is schematically shown in Fig. The light source (1) is a
red light (A = 660 nm) laser (from Thor labs) with a power of 150 mW. Two cylindrical lenses (2) are used to
change the laser spot from elliptical to circular. Note that this is not the polarization but only the shape of the
spot, the polarization of the light is S-like (perpendicular to the plane of rotation of the magnetic dimers). The
circular shape of the spot is required to focus all the light with a convex lens to a pinhole (4) with a diameter
of 20 um. The pinhole is used to create a point source, which is needed to focus the laser light to an as small
as possible focus volume inside the sample. Once it has passed the pinhole, the diverging light is collimated
with a convex lens (3). A mirror (5) reflects the light over an angle of 90° in the direction of the sample. Some
unintended light reflections are blocked with a diaphragm (6) with a diameter of 5 mm. The resulting light
beam has a power of 100 mW. A convex lens focuses the light in a cuvette that contains the particle solution.
The cuvette is made of borosilicate glass (Hilgenberg) with inner size dimensions of (1 x 1 x 20) mm3. A
rotating magnetic field is realized at the position of the cuvette (8) using four electromagnets (7). The dimers
that are present in the cuvette follow the rotation of the magnetic field and scatter the light in all directions. In
this project, the scattered light is detected at a scatter angle of 90°. A convex lens is used to focus the scattered
light into the photodetector (9).

3.2 Measuring dimer concentrations

The OMC experiment is based on light scattering at superparamagnetic microparticles. In an external mag-
netic field, these particles become magnetized and interact with each other and with the field. Two particles
that have encountered and formed a magnetic dimer will follow the rotation of a rotating magnetic field. The
light scattering at the rotating dimers is used to determine the number of dimers in solution. The method for
this measurement is explained in this section.
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Fig. 3.1: Setup of the OMC ex-
periment. A topview of the

. setup that is used in the OMC
@ experiments. The main compon-
ents are:
@ .
0] 1. Laser, red light

e (A = 660 nm)

-
Sl
S Ny

Cylindrical lenses
Convex lenses
Pinhole (d = 20 pm)

Mirror
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Diaphragm (d = 5 mm)

Electromagnets

S A T

Cuvette filled with
particles

9. Photodetectors

3.2.1 Scattering signal

The rotating dimers in the solution are illuminated with a laser and scatter light in all directions. The photo-
detector measures the intensity of the scattered light at 90°. The intensity of the scattered light depends on
the orientation of the dimers and fluctuates over time while the dimers are rotating, see Fig. [3.2p.

When the magnetic field is off, all the dimers have a random orientation, due to the Brownian motion and
rotation. The signal of the scattering is then noisy due to particles and clusters that move in and outside
the focus volume of the laser. When the (rotating) magnetic field is turned on, the particles and the dimers
align with the magnetic field and start rotating. A particle rotates because it has a magnetic anisotropy axis,
which aligns with the magnetic field. A dimer rotates due to its magnetic shape anisotropy, as explained in
section The intensity of the light scattering at a rotating particle does not oscillate in time, due to its
spherical symmetry. So only the scattering at clusters contributes to the oscillation of the scattered light. The
contribution of each dimer is assumed to be equal, because all dimers rotate in sync, parallel to the field. Thus,
the magnitude of the oscillation increases linearly with the number of dimers that are present in the focus
volume of the laser.

Fig. shows the signal that is measured with the photo detector at a scattering angle of 90°, around the time
when the magnetic field is turned on for 0.6 seconds. Initially the field is off, so the photo detector measures
only random scatter events, resulting in a noisy baseline. After switching the field on, a clear oscillating signal
appears, resulting from scattering at the rotating dimers. The rotating frequency of the magnetic field is 5 Hz,
which corresponds to a period of 0.2 seconds. The oscillating signal repeats after each half period. When
the magnetic field is turned off, the dimers are not forced to be aligned anymore. The dimers will become
randomly oriented and the oscillation relaxes to the original noisy baseline.

3.2.2 Quantifying dimer concentration with Fourier amplitude

In order to get the amplitude of the oscillating signal, and thus to get a quantification for the dimer concentra-
tion, the Fourier transformation is taken from the scattering signal. Fig. shows the Fourier transformation
of Fig. [3.2, of the period when the magnetic field is turned on. The x-axis of this graph shows the frequency
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Fig. 3.2: Example of a result from OMC experiments. (a) A scattering signal and the magnetic field
strength plotted against the time. The magnetic field is switched on for 0.6 seconds. When the field is switched
on the scattering signal changes from noise to a clear oscillating signal. The magnetic field rotates with a
frequency of 5 Hz, so 1 period correspond to 0.2 seconds, which is indicated by the arrow. When the magnetic
field is turned of, the scattering signal relaxes back to the original noisy signal. The insert shows a zoom of
the signal that is marked with the blue square. Above the signal the possible dimer orientation is depicted,
which changes in time. One period corresponds to a full rotation of a dimer. The signal is repeated after half a
rotation due to the symmetry of a dimer, so the scattering signal oscillates at two times the rotation frequency.
(b) The Fourier transformation of the signal from figure (a). The absolute Fourier amplitude is plotted as a
function of the frequency component relative to the rotation frequency f, = 5 Hz. The |A2f] peak and the
|A4f| peak corresponds to an oscillation of 10 Hz and 20 Hz respectively. The Fourier spectrum only has peaks
at the even frequencies, because the scattering signal oscillates at two times the rotation frequency.

components of the signal normalized on the rotation frequency of the field (f, = 5 Hz). Due to the symmetry
of the rotating dimers, the signal has only frequency components that are multiplications of 2 times the ro-
tation frequency (2f;, 4fr, 6 fr...). Therefore the Fourier amplitude has only peaks at the even numbers. The
height of these peaks corresponds to the main amplitude of the oscillating signal. In this project, the|A2f| and
the|A4f] peak from the Fourier spectrum are used for the quantification of the dimer concentration.

Quantifying the dimer concentration with an OMC experiment is only accurate when the height of the |A2f]-
or |A4f]-peak is linearly proportional to the number of dimers in solution. The relation between the height
of the peak and the amount of dimers is tested by measuring the scattering signal at different dimer concen-
trations.

For this measurement, samples with different dimer concentrations are prepared by diluting the stock solution
of magnetic particles. It is estimated that about 10 % of the particles in the stock solution is part of a dimer. By
diluting the stock solution, the particle and also the dimer concentration is decreased. The scattering signal
of these diluted samples is measured with the setup of the OMC experiments at a scatter angle of 90° using a
rotating magnetic field of 4 mT at 5 Hz.

Fig. [3.3|shows the height of the Fourier amplitude (|A4f]) against the particle concentration, the data is fitted
linearly. Under the assumption that the dimer concentration is linear proportional to the particle concentra-
tion, it can be concluded that the |A4f] is linear with the dimer concentration.
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3.3 Measuring the chemical aggregation rate

Measuring the magnetically induced chemical aggregation rate kqg, involves a four-step-measurement pro-
tocol that has previously been developed by Romijn et al. [[10]. These steps are depicted in Fig. and
explained below in detail.

First the initial amount of dimers should be measured, this is done in the first Measurement phase. In this
phase 5 or 10 short magnetic pulses are applied for 0.4 seconds, a magnetic field strength of 4 mT is used. It
is important that no new dimers (or larger clusters) are made during the measurement phase. Therefore the
pulse should be short and the magnetic field strength low. To prevent cluster formation, the field is turned off
for 10 seconds between two consecutive measurement pulses. In this time, the particles randomly redistribute
in the solution, due to diffusion. During a pulse, the dimers rotate two rounds, resulting in a scattering signal
that is similar to the signal from Fig. [3.2h. In the first part of the pulse (¢ <0.1s), the amplitude of the signal is
smaller than the amplitude during the rest of the pulse. Not all dimers are immediately aligned with the field
when the field is turned on, so not all dimers contribute to the oscillation of the signal. It is assumed that all
dimers are aligned after one full rotation of the field. Therefore only the second rotation is used to quantify
the dimer concentration. The signal of the last 0.2 seconds of the measurement phase is analysed with the
Fourier transformation, of which the|A4f| peak is used for the quantification for the dimer concentration.
Each pulse of the measurement phase results in one |A4f| value. The initial dimer concentration is quantified
by the average of the |A4f]-values of the first 5 or 10 pules.

During the second phase of the measurement, the Actuation phase, the magnetic field is turned on for a longer
time (typically 20 seconds). While the field is on, the particles encounter each other and magnetic dimers are
formed. Note that also during the actuation phase the magnetic field is rotating to monitor the increase in
number of dimers in the solution. Two particles that have formed a magnetic dimer will start following the
rotation of the magnetic field and the scattering at this new dimer is added to the total scattering signal. So the
increase in dimer concentration can be measured as a function of time. The|A4f| peak increases in time during
the actuation phase as shown in Fig. The total number of dimers that are formed during the actuation
phases is AN;,,q4. Particles that have formed a cluster during the actuation phase stay together until the end
of the actuation phase. Therefore the two particles in each dimer have an unique interaction time. Dimers
that are formed at the beginning of the actuation phase have a longer interaction time than dimers that are
formed at the end of the actuation phase. The particles of a magnetic dimer can form a chemical bond, when
this happens the magnetic dimer becomes a chemical dimer.

After the actuation phase, the field is turned off for 80 seconds, to let the particles that have not formed
a chemical bond redisperse in the solution. This is called the diffusion phase. The magnetic dimers that
have become chemical dimers during the actuation phase stay intact. At least if the chemical bond is strong
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Fig. 3.4: The 4 phases of a measurement in an OMC experiment. The |A4f| peak of the scattering signal
and the normalized magnetic field are plotted against the time. The first step is the measurement phase: short
pulses are applied to measure the initial amount of dimers, the pulses are short to prevent cluster formation.
The second step is the actuation phase, where the magnetic field is set on for a long time (~30s). During the
actuation, new magnetic dimers are formed, which causes the increase in the |A4f|. The third phase is the
diffusion phase. The magnetic field is turned off for a while. The particles that have not formed a chemical
bond diffuse and become dispersed randomly in the solution. The last phase is again a measurement phase to
measure the final amount of (chemical) dimers.

enough, i.e. the typical dissociation time ¢4;; should be longer than the diffusion time ¢4 s. Note that during
the diffusion phase the number of dimers cannot be measured, because the field is off so the dimers are not
rotating.

Finally, the resulting amount of chemical dimers is measured during the second measurement phase. The same
actuation protocol as in the first measurement phase is used. The difference in signal of both measurement
phases (A N¢per, of Fig. corresponds to the number of chemical dimers that are made during the actuation
phase.

The ratio between the number of chemical dimers A Ny, and the number of magnetic dimers AN,;,q4 yields
the fraction of chemical dimers that have formed during the actuation. To quantify the magnetically induced
aggregation rate rqq¢ , this fraction is divided by the average interaction time (;,,;) of a dimer.

Here the average interaction time is defined as
1 ANmag
(tint) = ANag ; Linti, (3.2)

in which ¢;,,; ; is the interaction time of dimer . The sum of the interaction times of all dimers is equal to the
marked area A in Fig. In case of a linear dimer formation rate, the area A is equal to ANy,44 tact/2. Now
the aggregation rate can be written as

mag __

K _ A]Vchem _ A]\fchem 1
@99 A ANpag tact/2

(3.3)
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The maximum value of rqq¢ that can be measured with an OMC experiment depends on the actuation time.
When the particle aggregation is such high that all magnetic dimers become chemical dimers, the ratio in
equation [3.3|becomes one. In this case, the maximum rate that can be measured with an actuation time of 20
seconds is kqge = 0.1s71. The lowest rate that can be measured, due to the noise in the signal, is fqgq =

0.005s~ L. This gives a dynamic range for measuring the rate of approximately a factor 20.

3.4 Ideal particles

In the actuation phase of Fig. the Fourier amplitude increases linearly in time, which is interpreted as a
linear increase of the number of dimers in the solution. This is based on several assumptions. For example, the
scattering cross-section at every single dimer is equal, the dimer formation rate is constant, and only dimers
contribute to the scattering signal.

The light scattering at a dimer depends on the size and the effective refractive index of the particles. For
an equal scattering cross-section of dimers, all dimers should contain particles of the same size and effective
refractive index. Clusters made of three particles (triplets) have a different scattering cross-section, compared
to dimers. So ideally, the formation of triplets (or larger clusters) should be prevented during the actuation
phase, this can be realized by using only short actuation phases (~ 20s)[16]]. The last assumption, that is
related to scattering, is that all the dimers in the solution have the same orientation. This can be realized
when every dimer has the same magnetic and viscous torque. So the size and magnetic properties of each
dimer should be the same and the magnetic field strength should be homogeneous. In summary, all particles
in the solution should be monodisperse.

Not only the scattering at each dimer should be the same to get a linear increase of the Fourier amplitude with
concentration, but also the dimer formation rate should be constant. The number of dimers that are formed
per unit of time depends on the monomer concentration [m] and the magnetically induced encounter rate
Kenc , as described by equation This equation only holds in the limit that the dimer concentration is low,
([Nmag] < [m]), where the formation rate of a triplet is negligible.

O[Nimag] 2
g e, (4)
Note that there is no loss term in the equation, because magnetic dimers will not break up and it is assumed
that no triplets are formed. The monomer concentration is decreasing in time and depends on the number of
dimers as follows

[m] = [mO] - 2[Nmag]a (3.5)

where [my] is the initial monomer concentration.

Filling in equation [3.5)in equation [3.4/and solving the obtained differential equation results in

[Noag] = Kend' [mo]*t (3.6)
mag 1+ 2kend [mo]t” '

The number of magnetic dimers according to equation|3.6]is plotted versus time ¢ in Fig. with mg =1 pM
and Kene? = 6 x 1072 M~ 1 s71. At low values for ¢ (+ <20s) the number of dimers increases approximately
linearly in time, the error with a linear increase is less than 10 % below the 20 seconds. At higher values
the dimer formation rate decreases, due to depletion of the monomers. Fig. shows the results of a real
measurement of magnetic particles. The|A4f| peak is plotted against the actuation time. This curve shows
the same depletion effect as predicted in Fig. [3.5p. In order to stay in the linear regime of the actuation (the
marked area in the graphs), the actuation phase is limited to 20 seconds.

In summary, the OMCE is most accurate when the actuation phase is shorter than the typical time at which
depletion occurs, and a linear signal can be realized when the particles are monodisperse in size, in refract-
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Fig. 3.5: The depletion effect. (a) Depletion effect as described by equation 3.15, with kepe = 6 x 107571
and pg = 2 x 10712 M. (b) Measured depletion effect of magnetic particles at an initial particle concentration
of 2 x 10712 M, a magnetic field strength of 4mT and a rotation frequency of 5 Hz. The marked area is the
linear regime of the actuation. The actuation should not be too long to stay in this regime.

ive index, and in magnetic properties. In the next chapter the most ideal particle is selected for the OMC
experiments of this project.
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Chapter 4

Particle selection for the OMC experiment

In this chapter, particles that can meet the requirements for OMC experiments are selected. In previous work
from Ranzoni et al.[32], and Romijn et al.[10] the Ademtech Masterbeads were used. A disadvantage of the
Ademtech particles is their large size dispersion (CV = 25 %). Two alternatives for the Ademtech particles are
the polystyrene superparamagnetic microparticles and the silica superparamagnetic microparticles, from the
manufacturer MicroParticles GmbH. The manufacturer of these particles claims a smaller size distribution (CV
< 5%). However, apart from the size dispersion also the magnetic and chemical properties determine how
suited the particles are for the OMC experiment. In this chapter the Ademtech Masterbeads, the silica particle
from microparticles GmbH, and the polystyrene particles from microparticle GmbH are shortly called the
Ademtech, Silica, and Polystyrene particles respectively. At the end of this chapter, the most suited particle
type, for use in the OMC experiment, is selected.

4.1 Non-magnetic properties

The three different particle types considered here have a mean diameter of about 500 nm. A SEM image of
the three different particle types is shown in Fig. Also the diameter, the density, and the zeta potential
of the particles are given in this figure. The three particle types are composed of iron-oxide (a mixture of
magnetite: Fe3Oy4, and hematite: FeoO3) grains that are randomly dispersed in a non-magnetic matrix. The

(a) | (b) (©

500 nm e “ 500 nm

Ademtech: Diameter = (500 +200) nm  Polystyrene: Diameter = (536 4+ 25) nm Silica: Diameter = (511 + 25) nm
Density = (2.1 £ 0.1) g cm*? Density = (1.8 + 0.5) g cm™? Density = (1.7 £ 0.1) gcm-?
Zeta potential = (—43 + 4) mV Zeta potential = (—39 4+ 4) mV Zeta potential = (—24 4+ 2) mV

Fig. 4.1: SEM images of Ademtech particles (a), polystyrene particles (b) and silica particles (c). The white
bar corresponds to 500 nm and the scale is the same on all three images.
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Fig. 4.2: Results of the VSM measurement (a) The magnetic moment versus the magnetic field, for the
three different particles. The saturation magnetic moment (mgq¢) of the three samples is given in the legend.
(b) A zoom in at the place of the marked square in (a) around zero field. The magnetic volume susceptibility
X is determined by fitting a linear line through the data points from —3 to 3kA m~!. The susceptibility of
the three particles is given in the legend.

Ademtech- and Polystyrene-particles have a non-magnetic matrix of polystyrene. The Silica particles have of
a matrix made of silica. The large size dispersion of the Ademtech beads is clearly visible in Fig. [4.1p. In the
SEM image, the silica particles appear smoother than the other particles. Especially the polystyrene particle
have a very rough surface. The three particle types have comparable mass densities of about 2 g cm ™. The
surface charge of the three different particles is measured with the Zetasizer. All three types have a negative
zeta potential in the order of tens of millivolts. The relative number of dimers per particle in the stock solution
is estimated to be 1/13, 1/17, and 1/9 for respectively the Ademtech, polystyrene and silica particles. The high
number of dimers in the silica stock solution might be related to the relative low absolute surface charge. A
high surface charge prevents clusters formation due to electrostatic repulsion.

4.2 Magnetic properties

The magnetic volume susceptibility of the particles is determined with a vibrating-sample magnetometer
(VSM), which measures the magnetic moment of a sample as a function of the magnetic field. For this meas-
urement, samples of 50 puL of 10 mg mL ! particles in an aqueous solutions are measured at a temperature of
—20°C. At this temperature, the samples are frozen, so the particles cannot rotate and translate. During the
measurement, the field is swept from —8.0 x 10> Am~! to 8.0 x 105 Am~! and back again. The magnetic
response of the samples of the three different particles is shown in Fig. [4.2j, also the saturation values for the
magnetic moment (1mq¢) is given in this figure. A zoom, around zero, is shown in Fig. [4.2p.

At low magnetic fields, the magnetic moment of an ideal superparamagnetic sample increases linearly accord-
ing to equation[1.7] The graph in Fig. shows a small remanence (a moment at zero field), which indicates
that the particles are not perfectly superparamagnetic. In order to determine the volume susceptibility of the
micro particles, a linear function (y = ax + b) is fitted through the data points around zero field (from —3
to 3kA m~1). The slope a is divided by the total volume of the particles in the sample. The samples contain
0.5 mg particles. This weight divided by the mass density gives the total volume of the particles. The ratio
of the slope a and the total volume gives the volume susceptibility. The values for the volume susceptibility
of the three particle types are given in Fig. [4.2b. There is no significant difference between the volume sus-
ceptibilities of the three particles, all have a value around 2, the error bars overlap. The large error bar of the
susceptibility of the polystyrene particles is caused by the relative large uncertainty in the mass density that
is given by the supplier.
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The averaged magnetic content per particle can also be determined from the data from the VSM-measurement.
The saturation value of the magnetic moment gives information about the amount of magnetic material in
a sample. Iron-oxide has a mass saturation magnetization of 76 Am?kg~! for bulk material[33] and 61-
74 Am? kg~ for nanoparticles [34]. For the calculation of the amount of iron-oxide in a particle, a mass
saturation magnetization of iron-oxide is assumed to be (68 4- 8) A m? kg~!. Dividing the measured satur-
ation value for the magnetic moments (1msq;) of the three samples by the mass saturation magnetization of
iron-oxide give the total amount of iron oxide in a sample. The Ademtech sample (ms,; = (21.4 4 0.1) uA m?)
has in total (0.31 + 0.04) mg iron-oxide. The polystyrene and silica samples (msq; = (12.8 + 0.2) uA m?) has
both (0.18 + 0.02) mg iron-oxide. This values corresponds to an iron-oxide weight percentage of (62 + 8) %
for the Ademtech particle, the manufacturer claims at least 70 %. The polystyrene and silica particles contain
(36 + 4) % iron-oxide, where the manufacturer claims at least 30 %. These weight fractions are used later to
estimate the effective refractive index of the particles, which will be used in scattering simulations.

The VSM measurement gives information about the average magnetic properties of the particles. From these
measurements, it can be concluded that the average Ademtech, Polystyrene or Silica particles have similar
magnetic volume susceptibilities, at low magnetic field strengths. The average magnetic moment at a typical
magnetic field in experiments (B = 4 mT) is the same for the three particle types. But the VSM measurement
does not give information about the particle to particle variation in a solution. It might be possible that
some particles contain more magnetic material than others, which would results in variations in magnetic
moments of individual particles. The consequence of is that both the magnetic encounter kinetics and the
rotation kinetics may vary from dimer to dimer. In order to get information about the magnetic moment
dispersion of the particles, the critical frequency of the three particle types is measured. This is discussed in
the next section.

4.2.1 Critical frequency

The dimers in a solution of ideal spherical particles of 500 nm and a volume susceptibility of 2 has a well
defined critical frequency, which is 48 Hz at a magnetic field of 4.0 mT according to equation Deviating
from this ideal case, for example due to size dispersion or a dispersion in the volume susceptibility, leads to
variations in the critical frequency. Measuring the critical frequency of a particle solution, gives information
about the dispersion of the particles, which will be explained later in this section.

In order to determine the critical frequency, the amplitude of the oscillating scattering signal is measured as a
function of the field rotation frequency. For this measurement, 10 measurement pulses are performed at each
field rotation frequency. During the measurement no new dimers are formed, only the dimers that are initially
present are responsible for the signal. When the rotation frequency is increased, the viscous drag increases
whereby less and less dimers are able to follow the rotation. This results in a decreasing amplitude of the
oscillating scattering signal. The Fourier amplitude (|A2f] for Ademtech and polystyrene, |A4f] for silica) of
the scattering signal is plotted against the filed rotation frequency in Fig. The data points are scaled to
the Fourier amplitude at 5 Hz. The graph also shows the calculated critical frequency of monodisperse (ideal)
particles. In case of monodisperse particles, all the dimers can follow the rotation of the magnetic field at
frequencies up to the critical frequency. So the Fourier amplitude is constant at these frequencies.

For the Silica particles, the normalized Fourier amplitude starts decreasing at a higher frequency and shows
a faster decrease than the other two particle types. The |A4f] does not decrease (significantly) below 1 up
to a rotation frequency of about 20 Hz, while the |A2f] of the Ademtech and Polystyrene particles decreases
immediately, when the rotation frequency is increased. At 20 Hz, only ~50 % of the polystyrene dimers are
able to follow the rotating field, compared to ~100 % of the silica dimers. The critical frequency of the three
particles is approximated by the frequency at the intersection of the horizontal line and the slanting line that
is fitted through to the decreasing signal, as shown in Fig. [4.3|similar as in the work of Ranzoni et al.[9]]. Using
this approximation, the critical frequency of respectively the Ademtech, polystyrene, and silica particles is
(12+1)Hz, (9 4+ 1) Hz, and (31 + 3) Hz.
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The average volume susceptibility and size of the three different particle types are similar. So the differences
in Fig. [4.3 might be caused by differences between individual particles in the solution. These difference are
caused by, for example, size dispersion or a dispersion in magnetic content per particle. The effect of these
two dispersions on the critical frequency is discussed below.

The critical frequency of a single dimer is calculated by equalizing the (maximunf) magnetic torque and the
viscous torque. The magnetic torque of a dimer depends on the product of the magnetic moments (m; and
mo) and the radii (R and Rs) of both particles and is given by

_ 3pemams i1
Tmag — m; ( . )
where the magnetic moments, in case of a homogeneous volume susceptibility, can be calculated with
4 B
m=-mR3y— (4.2)
3 o

in which y is the magnetic volume susceptibility and B the magnetic field strength in Tesla. Using equation
in[4.1]leads to a magnetic torque of

41x?B? (Ry Ry)?
3,&0 (Rl + R2)3 ’

(4.3)

Tmag =

The maximum torque at constant magnetic field and a homogeneous susceptibility can be determined by
solving the partial derivative to the radius of the particle and equalize it to zero:
0oy RIR] RIR3

— =0. 4.4
ORy (R1 + R2)*  (R1+ R2)4 (44)

Which has the solution R; = Rj. So the magnetic torque of a dimer is the largest when the two particles are
of equal size.

The derivation of the viscous torque of a dimer with particles of different sizes is more complex, the derivation
is given in the appendix The results are shown in [4.4h, where the viscous and also the magnetic torque
of a dimer are plotted as a function of R;/Rj. The torques are normalized at R; /Ry = 1. Both torques of a
dimer are decreasing with an increasing size dispersion. But the magnetic torque decreases much faster than
the viscous torque. The magnetic torque divided by the viscous torque is also plotted in the same figure. This
ratio, which is proportional to the critical frequency, is decreasing for an increasing size dispersion.

“The torque depends on the angle between the major axis of the dimer and the field, maximum is at 45°, see section
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Fig. 4.4: The torque and critical frequency. a The normalized viscous torque and magnetic torque of a
rotating dimer as a function of the ratio between the radii (R; and R2) of both particles. The torques are
normalized on the torque of a monodisperse dimer i.e. Rj/Ro = 1. Also the ratio, the magnetic torque
divided by the viscous torque, is plotted, which is proportional to the critical frequency of the dimer. The
larger the size dispersion of a dimer the lower the critical frequency. b The percentage of dimers of a batch
of disperse particles that can follow the rotation of the field versus the rotation frequency of the field. The
top graph corresponds to a batch of particles with a size dispersion, according to an uniform distribution.
The particles a susceptibility of 2 and have a mean radius of 250 nm with a dispersion up to 200 nm. The
bottom graph corresponds to a batch of particles with a dispersion in the magnetic volume susceptibility. The
particles have a radius of 250 nm and have a susceptibility of 2 with a dispersion up to 1.5

So far only a single dimer is considered. The dimers of a batch of polydisperse particles have all a different
critical frequency. A simulation is used to investigate the effect of polydispersity on the critical frequency of
a batch of particles. In the simulation many dimers are formed of particles with random sizes or of particles
with random magnetic volume susceptibilities. Fig. shows the results of this simulation, where the
percentage of dimers that can follow the rotation of the field is plotted against the rotation frequency. This is
comparable to the critical frequency measurement of Fig. The top graph shows the curves corresponding
to an increasing size dispersion, the volume susceptibility of the particles is constant with a value of 2. The
curve of the monodisperse batch (R = 250 £ 0) is a step function. All dimers can follow the rotation of the
magnetic field up to the critical frequency, above the critical frequency no dimers can follow the rotation
anymore. The larger the size dispersion the larger the deviation from this step function. There are no dimers
that have a larger critical frequency than the dimers of the monodisperse batch. A dimer with two equally
sized particles have the largest critical frequency according to equation the critical frequency of such a
dimer is given by equation[1.16|and does not depends on the size but on the susceptibility. The susceptibility
of all particles in the batch is the same. Thus no dimer can have a larger critical frequency than the critical
frequency of a homogeneous dimer.

The bottom graph of Fig. shows the curves corresponding to a batch of particles with a dispersion in
the volume susceptibility, but with a monodisperse size. The monodisperse batch (x = 2 £ 0) results again
in a step function. A dispersion in the volume susceptibility causes a deviation from this step function. In
this case it is possible to have dimers that have a higher critical frequency than dimers of the monodisperse
batch. The viscous torque of all dimers is equal because the particles are of equal size, but the magnetic torque
increases with the volume susceptibility. When two particles with a relative high susceptibility form a dimer,
the critical frequency of this dimer is higher.

From this simulations it can be concluded that the deviation, of the critical frequency from an ideal batch,
increases with the dispersion of the particles. The simulations are performed with uniform distributions, so
the particles have an uniform probability to have any size within the range of sizes. Simulations that are
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performed with normal distributions give similar results, the larger the size dispersion the large the devi-
ation from the ideal line. The results of the simulations can explain the difference between the curves of the
Ademtech and silica particles from Fig. The silica particles seem to be the most monodisperse. The lower
critical frequency of the Ademtech particle is most likely caused by the large size dispersion. The polystyrene
particles also have a low critical frequency, but this is not related to a larger size dispersion. Also a dispersion
in the susceptibility is unlikely because the curve as function of the frequency of the polystyrene particles of
Fig. [4.3)is not similar to the curves from bottom graph of Fig. [4.4p. According to Fig. about 50 % of the
dimers can follow the rotation at the predicted critical frequency, which is not the case for the polystyrene
particles. The reason for the low critical frequency of the polystyrene particles is unclear. It might be related
to the surface roughness which leads to a larger viscous torque, but this is not investigated.

4.3 Effect of polydispersity on the actuation phase

The size dispersion might have a negative effect on the linear increase of the Fourier amplitude of the scat-
tering signal in the actuation phase of an OMC experiment. A possible effect is that the magnetically induced
encounter rate is different for each particle, because the encounter rate depends on the magnetic moment
and thus on the size of the particles. The result is a bias for forming dimers of the larger particles of the
distribution. In order to investigate the effect of the size dispersion on the actuation phase, a simulation is
used which will be explained in detail.

4.3.1 Brownian dynamics simulation

A Brownian Dynamics (BD) simulation is performed, in order to investigate the magnetically induced en-
counter kinetics of particles with a large size distribution. In this simulation, magnetic particles are initially
randomly distributed in a volume of (0.14 x 0.14 x 0.14) mm?®, with an average particle to particle distance
of 11 pm, which corresponds to a particle concentration of 1.3 pM and 2000 particles. The position of each
particle is given by vector 7; = (x4, yi, 2;). The size of the particles is an input parameter and is varied from
200 to 800 nm. The particles have a Brownian motion depending on the size of the particles (R) and the
thermal energy (kpT). The Brownian motion is quantified by the mean squared displacement (MSD) which
is

kT

2 B

=6Dt = —t 4.5
(«?) = (49
where t is the time and D the diffusion constant and 7 the viscosity of the medium in which the particles
move.

The particles move in the presence of an external magnetic field of 4 mT, that rotates in the x-y-plane at 5 Hz,
see Fig. [4.5h. Due to this field the particles have an induced magnetic moment that is parallel to the field.
The magnetic moment of a particle depends linearly on the particle volume. The magnetic force between two
particles, which is the results of the dipole-dipole interaction can be computed with([35]

- 3 . . . N /o .
Fag = 47T"‘_7?,|4 (7 x ) x i3 + (7 x im3) x m{-z?(m.@’)%?((?x ) - (7 % @'))}

(4.6)
in which 7 is the distance between two particles, 7 is the unit vector in the same direction of 7°, and m7 and
ms are the magnetic moments of the two particles, which are assumed to be point dipoles. In the simulation,
the x-, y, and z-components of the distance vector and the magnetic moment are used to compute the three

components of the magnetic force. The distance vector 7 splits in

Ty =1=T3—T1, Ty=Y2—Y1, Tr=22— 2 (4.7)
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Fig. 4.5: Setup of the simulation. (a) The particles move in a volume (without boundaries) in the presence
of a rotating external magnetic field (B = 4 mT, f, = 5 Hz). (b) When two particles are aligned as in case 1,
the particles repel each other in the z-direction. In case 2 the particles attract each other in the x-direction.

where z;, y;, and z; are the coordinates of particle ;. The components of the magnetic moment of particle ¢
are
mi e = |my|sin(wt), m;y = |m;|cos(wt), m;, =0, (4.8)

where w is the angular frequency of the rotating magnetic field and ¢ is the time. The moment in the z-
direction is always zero because the magnetic field is parallel to the x-y plane. The force between two particles
is repulsive when the moment of the particles are perpendicular to 7° (case 1 of Fig. [4.5p), and is attractive
when the magnetic moments are parallel to 7 (case 2 of Fig. [4.5p).

The net force that a particle experiences is the sum of all the interactions with its neighbouring particles in a
range of 10 um. Particles that are further away have a negligible contribution because the force has an 1/r*
dependency, at 10 pm the interaction energy is less than 1/20 kgT according the equation The net force
is used to compute a movement which is in the same direction of the net force. The displacement of a particle
depends on the magnetic force and the drag force. The velocity of each particle can be computed by equalizing
the magnetic force to the drag force, which results in the following equation for the velocity in the x-, y-, and
z-direction N
Fmag,x,y,z

s T T GmR

in which 7 is the viscosity of the medium and R the radius of the particle. It is assumed that the particles
have no inertia, so they have immediately the velocity given by[4.9] a validation for this assumption is given

in the appendix

(4.9)

An actuation phase of 20 seconds is simulated by splitting the 20 seconds in small time steps At. Each time
step involves the steps that are shown in the block diagram of Fig. First the magnetic force on each
particle and the corresponding velocity is computed, and the random Brownian motion of each particle is
determined. The net velocity of the particles times At gives the displacement of the particles. Subsequently
the new positions of all particles are computed. When the distance between two particles has become smaller
than the sum of the radii of both particles, the particles form a dimer. In the same way larger clusters can
be formed. Once a cluster is formed, it stays intact until the end of the simulated actuation phase. A formed
cluster rotates around its center of mass with the major axis of the cluster parallel to the field. A cluster still
has a magnetic interaction with other particles and a Brownian motion, which depends on the cluster size.
The magnetic interaction between the particles that are part of the same cluster is ignored to prevent the
particles to move through each other. Over time more and more cluster will be formed. The moment when
a cluster is formed and the cluster number are saved. The result of the simulation is a plot of the number of
clusters versus the time. In the supplementary information[S3|results of the simulation are shown for different
input parameters in order to validate the simulation.
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Fig. 4.6: Block diagram of the simulation First the positions and particle sizes are randomly determined.
In each time step At: the movement due to Brownian motion and magnetic interaction of the particles is
computed and the new positions are determined. If the distance between two particles becomes smaller than
the sum of the radii of both particles, a cluster is formed. When a cluster is formed the time and the cluster
number is saved. The steps are repeated until the actuation time ¢, is reached.

In order to investigate how the cluster formation rate depends on the size of the particle, the simulation
is run for different particle size distributions: Three times with a monodisperse distribution with particles
of 200, 500, and 800 nm and with particles of a size that is randomly sampled from a normal distribution
around 500 nm and a variance of 125 nm, which is similar to the size dispersion (CV = 25 %) of the Ademtech
particles. Fig. shows the result of the simulations, the number of clusters in plotted versus the time for
four different runs. As expected the larger particles cluster faster than the smaller particles, due to the stronger
dipole-dipole interaction of larger particles. The simulation of a batch with disperse particles shows similar
cluster kinetics as a batch of monodisperse particles with the same average size. The number of clusters for
the disperse batch is larger, but the difference is less than 10 %.

The scattering signal in an OMC experiment is the sum of the scattering of all clusters. In order to simulate
the scattering signal, the BD simulation is combined with a Mie scattering simulation, that is developed by
Mackowski et al.[36]. In this simulation the scattering at clusters is computed as a function of the cluster
orientation and detector angle. In the supplementary information [S4 more details about the simulation are
given.

The scattering at rotating dimers is computed at a scattering angle of 90°. The diameters of the particles are
varied from 200 nm to 800 nm. From the resulting scattering signals the Fourier transformation is taken. The
heat map of Fig. shows the |A2f]| peak of the Fourier spectrum for the different diameters of the particles
of a dimer.

Fig. shows the normalized Fourier amplitude (|A2f| peak) of the signal of all possible Ademtech dimers
that can be formed out of two particles with a size varying from 200 nm to 800 nm. From this figure, the
overall trend that a larger dimer scatters more light can be considered as false. The heat map shows a complex
dependency on the diameter of the particles, and the |A2f] peak of the scattering signal is not always larger
for larger dimers.

Fig. shows the results of combining the two simulations, the Fourier amplitude of the Mie scattering
at each dimer that is formed in the BD simulation results in the scatting signal, which is plotted as a func-
tion of time. The scattering at the small particles (¢ = 200 nm) is smaller than the larger particles and the
encounter rate is lower. A combination of both effects causes the low signal, the opposite holds for the
particles of 800 nm. The curves of the monodisperse (d = 500 nm) particles and the disperse particles (d =
500 nm =+ 25%) are similar. The effect of the large size dispersion is not visible in the signal. From this fig-
ure it can be concluded that using monodisperse particles for measuring dimer concentrations in an OMC
experiment does not give a significant advantage relative to particles with a large size dispersion.
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Fig. 4.7: Results of the simulations. (a) The number of clusters plotted versus the time for four runs: three
times with monodisperse particles with a diameter of 200, 500, and 800 nm and one time with polydisperse
particles of 500 nm + 25%. (b) Heatmap of the Fourier amplitude (JA2f]) of the simulated signal of each
possible dimer consisting of particles the range from 200 to 800 nm. (c) Combination of the Mie scattering

simulation and the BD simulation. The scattering signal is plotted versus the time for the four different runs
of (a).

4.4 Overview

The average magnetic volume susceptibility of the three particles does not differ significantly. The Ademtech
particles have a large size dispersion, but this has no significant effect on signal during the actuation phase
of an OMC experiment. However, in an OMC experiment the particle encounter step is not the only step of
the chemical cluster formation, there is also the chemical aggregation. Scheepers et al.[16] demonstrated that
the magnetic induced aggregation rate kqqg (from Fig. depends on the magnetic interaction strength
between the particles of a dimer. With polydisperse particles, this magnetic interaction varies from dimer
to dimer, and thus the aggregation rate of every dimer is different. This project focuses on measuring these
rates, so it is preferred that every magnetic dimer that is formed during the actuation phase has the same rate
of transforming into a chemical dimer. This makes the Ademtech particles less suitable for the experiments
of this project. The dispersion of the silica particles is less than the Ademtech particles. The size dispersion
of the polystyrene particles is small, but the magnetic dispersion of the polystyrene particles is unclear. The
large surface roughness of the polystyrene particles might give problems with the functionalization of the
particles. Therefore the silica particles will be used for the coming experiments of this project.
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Chapter 5

Measuring specific aggregation rates

This chapter describes the measurement of aggregation rates with the DNA-based model system as described
in the The first section of this chapter gives more details about how this DNA system works. In
the second section the DNA coating on the particles is quantified using a supernatant assay. Thereafter the
chapter continues with an experiment to reduce the non-specific interaction between particles. The last two
sections are about the main experiments of this project: Specific interaction is measured and distinguished
from the non-specific interaction, and the possibility of tuning the aggregation rate is investigated.

5.1 DNA-sandwich assay

To measure a specific aggregation rate using the OMC experiment, a sandwich-DNA model system is used.
The target molecule is a DNA strand (analyte strand) that is sandwiched between DNA strands that are
attached to the particles (docking strand). Fig. shows the docking strand (blue) and the analyte strand
(green)] The docking strand consists of two single stranded oligonucleotides (Docking-A and Docking-B).
Docking-A is a strand with 20 nucleobases and has a biotin molecule that is attached to the 5° end. Docking-B
is a longer oligonucleotide that contains 35 nucleobases, of which 20 nucleotides are complementary to the
Docking-A and the other 15 bases are complementary to the analyte strand The two strands of the analyte
DNA both have a length of 35 nucleobases, of which 20 complementary nucleobases. Both ends of the analyte
strands have a length of 15 bases and are symmetric. i.e. both ends can bind to two the same docking strands.
Details about the single stranded oligos of the docking and analyte strands are given in Table[5.1} One criterion
of the DNA oligos is a low haipin melting temperature. The melting temperature of each oligo is given in

“These colours are used in every figure that shows an analyte or/and a docking strand.

Table 5.1: DNA oligonucleotides: Overview of the four single stranded oligos of which two of them form
the docking strand and two the analyte strand. The sequence, the strongest hairpin melting temperature 7},
and the binding energy to a complementary strand of each oligo is given.

Strand Sequence Hairpin 7,,, | Binding energy

Docking-A | Biotin - 5> CCT CCC AGC CCATCCTAACC 3 10°C | to Docking-B: —72kpT

Docking-B | 5> AAA CAA GAC GAC GAA GGT.. 18°C | to Docking-A: —72kpT
.TAG GAT GGG CTG GGA GG 3’

Analyte-A | 5> TTC GTC GTCTTGTTT CCA.. 12°C | to Analyte-B: —84kgT
.CCCTTC CCG CCCCTCCC3 to Docking-B: —47kpT

Analyte-B | 5" TTC GTC GTC TTG TTT GGG.. 25°C | to Analyte-A: —84kpT
..AGG GGC GGG AAG GGT GG 3’ to Docking-B: —47kgT
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Fig. 5.1: Schematic representation of the used DNA sandwich model system (a) The design of the
docking- and analyte strands. A biotin molecule is attached to the docking strand for the functionalization of
the microparticles. The analyte strand has 15 complementary bases to the docking strand.

(b) Schematic picture of functionalized particles. The particles are functionalized with the docking strands.
Without analyte, no specific interaction is possible between the particles. Increasing the analyte concentration
results in more and more specific interaction between the particles, up to a certain maximum due to saturation
of the docking strands.

the table. Other requirements of the design of the strands are given in the supplementary information
The biotin molecule that is bound to the docking strand is used to attach docking strands to the streptavidin
coated particles. This streptavidin-biotin bond is one of the strongest non-covalent bonds in nature[37] and
is assumed to not dissociate during an experiment.

In the presence of an analyte strand, two particles that are functionalized with docking strands can form a
chemical dimer. This binding process is called specific binding, or specific interaction, see Fig. [5.1p. Without
the analyte strands, two particles cannot have a specific interaction, only non-specific interactions. Some
examples of non-specific interactions are hydrophobic or electrostatic interactions. These interactions should
be suppressed as much as possible, which will be discussed later in this chapter. To measure the specific
aggregation rate, the particles will be coated with a high docking strand density. By increasing the analyte
concentration the aggregation rate should increase up to a certain maximum after which the rate decrease
due to saturation of the docking strands. When all docking strands are bound to an analyte the specific
binding between an analyte and a free docking strand is not possible anymore, and only non-specific particle
aggregation can occur.

5.2 Binding capacity

The DNA docking strands are attached to the streptavidin coated particles via the biotin group on the 5’ end of
the docking strand as described in the functionalization protocol of section[2.3} To quantify the DNA (docking
strand) coverage on the particles after the functionalization, a supernatant assay is performed, which has been
explained in section

First the fluorescent signal of biotin-atto655 (b-atto) molecules is calibrated as a function of the b-atto concen-
tration. The calibration curve is shown in Fig. [5.2p. The fluorescent signal increases linearly with the b-atto
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concentration. In order to determine the binding capacity of streptavidin coated particles, different amounts
of b-atto are added to a particle solution. After incubation the particles are removed from the solution by a
magnetic washing step and the fluorescence of the supernatant is measured. The result of this measurement

is also shown in Fig. [5.2h.

At low concentration all the b-atto molecules in the solution can bind to the particles, so almost no molecules
are left behind in the supernatant. Hence the measured fluorescence is equal to the background fluorescence
Fy. At higher concentrations, the particles do not contain enough streptavidin molecules to bind all the b-
atto molecules that are present in the solution. This results in a sharp increase of the fluorescence from the
supernatant when the biotin capacity is reached. Above this concentration, the measured fluorescence starts
approaching the calibration curve. The relative difference, between the amount of b-atto that is added and
that is adsorbed decreases for higher b-atto concentrations. The relative adsorption of b-atto molecules by
the particles, compared to the amount of b-atto that is added to the solution, can be calculated with equation

and is shown in Fig. [5.2p:

Fsu _FO
A%) = (1- =0
(%) ( Fcal_FO

in which Fj is the background fluorescence, I, and Fy,, are the fluorescence intensities of the calibration
and the supernatant assay respectively.

) -100%, (5.1)

At low concentrations the relative adsorption of the b-atto molecules is 100 %. The adsorption decreases
for higher b-atto concentrations. From the relative adsorption, absolute values for the adsorption can be
calculated. The absolute adsorption is plotted (blue) in the same figure. The adsorption saturates to a value of
(37 & 5) pmol, which corresponds to about (2.8 4 0.4) x 10% b-atto molecules per particle. This amount can
be compared to the maximum number of streptavidin molecules that can be physically present on a perfectly
smooth sphere with a diameter of 511 nm. The surface area of a sphere (with d = 511 nm) divided by area
that is occupied by a streptavidin molecule (~25nm?) gives a maximum of about 3.3 x 10* streptavidin
molecules on one particle, which is in the same order of magnitude as the maximum binding capacity but just
outside the error of the measured b-atto binding capacity. Note that this is the maximum surface coverage of
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Fig. 5.2: Results of the biotin-atto supernatant assay (a) Fluorescent signal as a function of the biotin-atto
concentration for the calibration measurement and the supernatant assay. (b) The absorption of biotin-atto
molecules from the solution during the incubation against the biotin-atto concentration. The left axis shows
the absorption in percentage of the total biotin-atto that was added to the solution, these values are calculated
from Fig. using equation[5.1] The right axis corresponds to the absolute values of the adsorbed b-atto. The
adsorbed b-atto saturates to a value of (37 £ 5) pmol, which corresponds to the maximum binding capacity
of about (2.8 + 0.4) x 10* boitin-atto molecules per particle. The dashed blue and black lines are guides for
the eyes.
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streptavidin of a perfect smooth sphere, the actual coverage may deviate from this due to surface roughness or
a not perfect homogeneous coverage of streptavidin molecules. One streptavidin molecule has four binding
pockets for a biotin molecule, so a higher biotin binding capacity might be expected. But not all binding
pockets are available when the streptavidin is coated on the surface of the particles. Also the biotin-atto
molecule is larger than a free biotin molecule so maybe not all available binding pockets can be occupied by
the biotin-atto molecule.

The binding capacity for the docking strands is expected to be lower because a docking strand is much larger
than a b-atto molecule (15 kDa versus 0.5 kDa). Also the particles and the docking strands are negatively
charged, they repel each other which hinders the functionalization. In order to determine the DNA binding
capacity of the particles an indirect supernatant assay is performed and an adsorption model is used. First the
particles are functionalized with the docking strands as described in section[2.3] Subsequently b-atto is added
to the functionalized particles ([particle] = 6.5 pM, [b-atto] = 1.5 x 10° pM). After incubation, the solution
is washed magnetically and the fluorescence of the supernatant is measured. When the functionalization with
docking strands is efficient, many of the streptavidin molecules are occupied by the docking strands and there
are only few streptavidin molecules left that can bind to the b-atto. In this case, many b-atto molecules stay
behind in the supernatant. Hence, with an efficient DNA-functionalization, the measured fluorescence is high,
due to the relative high biotin-atto concentration in the supernatant. In this way the surface coverage with
DNA can be quantified with the supernatant assay. The quantification is done with an adsorption model.

5.2.1 Adsorption model

An adsorption model is used to quantify the number of functionalized docking strands on the particles. The
model is based on the adsorption of biotin-atto molecules. The number of b-atto molecules that are adsorbed
by the particles (N, 4) as a function of time is given by the differential equation

ONpa
ot

Np(t) Ny (t) ks, (5.2)

where Ny, is the number of b-atto molecules that are present in the solution, /N the number of available (free)
binding spots on the surface of the particles and xy; is the reaction rate constant of the b-atto - streptavidin
reaction. It is assumed that the biotin-streptavidin binding is strong and irreversible.

Ny, and N are decreasing in time when b-atto molecules bind to the binding spots. The number of available
binding spots and the number of unbound b-atto molecules are given by

Ny = Nyo — Nipa, Ny = Ngo — Npa (5.3)

in which Ny is the initial amount of b-atto molecules, and Ny is the binding capacity per particle times
the number of particles in solution. Filling in equation [5.3|in equation 5.2 results in the following differential

equation
ON,
afA = (Nyo — Npa(t)) (Njo — Noa(t)) kbs- (5.4)

This equation is solved numerically using:

NbA(t + At) = NbA(t) + (NbO — NbA(t)> (Nfo - NbA(t)) Kps At (5.5)

This equation is solved in MATLAB where ¢ is increased with steps of At = 0.5 ms, from 0 to 3600 s, which
corresponds to the incubation time during an experiment. The binding capacity, which is equal to the number
of available binding spots Nyg, depends on the particle concentration and the binding spots per particle.
The value for Ny is the amount of b-atto that is added to the particle solution which is in the supernatant
experiment varied from O to 250 pmol. The reaction rate x5 has been determined with the supernatant
experiment.
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Fig. 5.3: The results of the adsorption model (a) The amount of adsorbed b-atto as a function of the b-atto
concentration according to equation 5.5} for different values of the adsorption rate xs, and an incubation time
of 3600 seconds. Also the measurements results of Fig. are plotted in this figure. With the rate xp; =
(2.0 +0.5) x 1077 s~! the model and the measurement have similar results. (b) The adsorbed b-atto and the
fluorescent signal as a function of the DNA surface coverage according to the model using an adsorption rate
Kps = (2.0 £ 0.5) x 1077571, the black lines around the curve corresponds to the lower and upper value of
Kps- With a surface coverage of 100 % no b-atto can be adsorbed, so all the b-atto remains in the supernatant
which leads to a high fluorescent signal. The measured fluorescent signal has a value of 308 + 15, which
corresponds to an adsorption of b-atto of (11 + 1) pmol as shown by the blue marked bar. The corresponding
surface capacity is (62 + 7) %.

Fig. shows the number of bound b-atto molecules IV, as a function of the concentration of b-atto Ny
that is added, for different values of k3. Also the measurement data is plotted in this figure. The model
corresponds to the measurement when the rate xp; = (2.0 £ 0.5) X 107 s—1. With the obtained value for xps,
the surface coverage of DNA can be determined.

The DNA surface coverage is related to the number free streptavidin molecules on the surface and thus on N.
With equation 5.5/ the number of adsorbed b-atto molecules N 4 is computed as a function of Ny using kps =
(2.0 £ 0.5) x 10" s™! and Ny = 30 pmol, which is the same amount b-atto that is added in the experiment.
The result is shown in Fig. [5.3p, where the adsorbed b-atto is plotted against the relative surface coverage of
DNA. Fig. shows on the right y-axis the inversely related fluorescent signal of the supernatant. When the
adsorbed b-atto is zero, all the b-atto molecules that are added remain in the supernatant, hence the fluorescent
is the highest at zero adsorption.

Fig. is used for the quantification of the DNA surface coverage. With the indirect supernatant assay, a
fluorescent signal of 308 &= 15 is measured, this is the horizontal marked bar in the graph. This corresponds to
(11 £ 1) pmol of adsorbed b-atto. This adsorption has a corresponding DNA surface coverage of (62 + 7) %,
which corresponds to about 17000 4= 2000 docking strands per particle.

This maximum surface coverage can be realized with an excess of DNA during the functionalization. In
some experiments particles with a lower surface coverage are used. These particles are functionalized in a
docking strand solution of 3.0 x 10~8 M, while the particle solution is unchanged (6.5 pM). With the indirect
supernatant experiment, the surface coverage is determined to be (20 £+ 5) %. Considering the amount of
DNA molecules that are added to the particles a surface coverage of 17 % can be reached. So the surface
coverage is expected to be between the 15-17 %. This corresponds to about 4400 + 300 docking strands.
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5.3 Decreasing non-specific interactions

The specific aggregation rate of particles can only be measured when it is significantly larger than the non-
specific aggregation rate. The maximum rate that can be measured with an OMC experiment with an actuation
time of 20 seconds, according to equation is kagy = 0.1s71. The non-specific aggregation rate should
be suppressed as much as possible to have an as large as possible dynamic range for measuring the specific
aggregation rate. This section describes how the non-specific aggregation is reduced.

Experiments to measure the non-specific aggregation rate have been done with the OMC experiment using the
protocol that is shown in Fig. [5.4p. In the experiment three phases can be distinguished: 1) the measurement
phase in which magnetic pulses are applied to measure the initial dimer concentration. 2) the actuation phase
in which the field in turned on. 3) the diffusion phase where the field in off. The scattering signal for different
particle functionalizations is measured with two cycles of this protocol. In Fig. the |A4f| peaks of the
different measurements are shown, the corresponding non-specific aggregation rate are shown in Fig[5.4b.

The high non-specific aggregation rate of the non-functionalized or partially functionalized (16 % DNA) strep-
tavidin coated silica particles is characterized by an increase of the |A4f| at the first measurement phase, nor-
mally the |A4f] stays the same during a measurement phase. Also most of the dimers that are formed during
the first actuation phase have become chemical dimers, which is demonstrated by the high |A4f| peaks at the
second measurement phase, the higher this level the more chemical cluster are formed and thus the higher
the aggregation rate.

Particles with a higher DNA functionalization (62 % DNA) have a lower non-specific aggregation rate. The
|A4f| peak is not increasing at the first measurement phase and the level of the |A4f| peak at the second
measurement phase are lower than the non-functionalized and partially functionalized (16 % DNA) particles.
This reduction in non-specific aggregation rate might be related to the repulsive force between the negatively
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Fig. 5.4: Measurement of the non-specific interaction for different functionalizations. (a) The |A4f]
peak is plotted throughout the phases of one measurement. The measurement protocol is presented as the
magnetic field against the time, showing the measurement phase, the actuation phase (20 seconds) and the
diffusion phase (80 seconds). The measurement phase consists of short pulses where the field is turned on for
0.4 s and breaks where the field is off for 10 s. The phases corresponds to the phases as explained in Fig.
When the field is on it is rotating at 5 Hz. No data is available in the diffusion phase because in this phase the
dimer in the solution are not rotating. The |A4f| peaks for 8 different measurement of samples with different
functionalizations is plotted. (b) The non-specific magnetically induced aggregation rate of particles with the
same functionalizations as in graph (a).
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charged DNA-molecules, a higher surface coverage with DNA results in a larger repulsive force.

A DNA surface coverage of 62 % is the maximum coverage. So in order to reduce the non-specific rate further
the functionalized particles are coated with blocking molecules. Three common used blocking molecules are
tested: Bovine serum albumin (BSA), pluronic F-127, and casein. Also a functionalization with DNA and PEG
molecules (5 kDa) is tested.

The non-specific rqq¢ of functionalized particles with a coating of BSA or casein is reduced to below 0.01s7 L.
Pluronic F-127 does not have the desired effect on the non-specific aggregation. Also functionalization with
PEG molecules results in a higher non-specific aggregation.

The lowest non-specific aggregation rate is measured with the sample of particles with a DNA functionaliz-
ation and a coating of BSA and casein. The corresponding rate is (6 &= 3) x 1073 s~!. This gives a dynamic
range for specific interaction of over one order of magnitude. The coating with BSA and casein is used for
the further experiments.

5.4 Measuring specific aggregation rates

The first main goal of this project is to measure the specific particle aggregation rate of the DNA model system
and distinguish this rate from the non-specific aggregation rate. In this section the results of the measurement
of the magnetically induced aggregation rate riqg, as a function of the analyte concentration will be discussed.

The samples are prepared by mixing the DNA functionalized particles with an analyte solution and incubating
for 5 minutes, as described in section[2.7} Measuring the specific aggregation rate is done with functionalized
silica microparticles with a 16 % and 62 % surface coverage of docking strands. The particles are mixed with
different analyte concentrations, varying from 0 to 500 000 analyte strands per particle. Note that this is the
amount of analyte that is present in the solution per particle, this is not necessarily the same as the numbers of
analytes that are bound to a particle, because not all the analyte strands may have bound to a particle within
the incubation time of 5 minutes.

Fig. shows the 4f Fourier amplitude of four measurements with the 62 % docking strand coverage, for
four different analyte concentrations. The black curve in this figure corresponds to the non-specific inter-
action, because no analyte is added to the corresponding sample. The other curves corresponds to analyte
concentrations of 50, 400, and 700, relative to the particle concentration. The specific interaction can be
clearly distinguished from non-specific interaction. The number of formed chemical dimers increases with
the analyte concentration as shown by the Fourier amplitude of the 4f component during the second and
third measurement phase. This indicates that the magnetically induced aggregation rate increases with the
analyte concentration. The curve that corresponds to the relative analyte concentration of 700 shows the
effect of depletion in the second actuation phase. Due to the large number of dimers formed during the first
actuation the number of single particles is decreased significantly which results in a lower dimer formation
rate. Normally, both actuation cycles are used to calculate the magnetically induced aggregation rate Kgg,
using equation [3.3] but in case of depletion, this equation is not accurate anymore. Therefore, in case of high

cluster formation rates, only the first actuation cycle is used to calculate rqqq -

The Kqgg as a function of the analyte concentrations is shown in Fig. , for the two docking strand func-
tionalizations (16 % and 62 % DNA). The results of the measurement can be qualitatively interpreted with
Fig. [5.5k. At zero analyte, the aggregation rate is low because only non-specific aggregation happens. At
low analyte concentrations ([a]/[p] < 1000) both curves increase with the analyte concentration. In this
regime the orientation of the particles is important for the aggregation. During the actuation phase aligned
and mis-aligned clusters are formed, so not all magnetic dimers can become a chemical dimer. By increasing
the analyte concentration, the chance to form an aligned dimer increases. At low analyte concentrations, the
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Fig. 5.5: Measurement of the specific aggregation as a function of the analyte concentration. (a) The
|A4f] peak of the pulses of the measurement and actuation phases of an OMC experiment are plotted for four
different analyte concentrations.

(b) The specific magnetically induced aggregation rate as a function of the analyte concentration, for the
two different DNA coverage percentages (16 and 62 %). The analyte concentration is relative to the particle
concentration. The experimental maximum value for the magnetically induced aggregation rate of 0.1s~! is
indicated by the dashed line.

(c) The effect of increasing the analyte concentration on the specific interaction. The specific interaction
increases with the analyte concentration up to a maximum due to saturation. When all docking strands are
saturated. i.e. occupied by an analyte strand, there is no specific interaction anymore, because two analyte
strands cannot make a chemical bond.

curve of the 16 % DNA coverage increases faster than the 62 %. This might be related to the electrostatic
repulsion between the particles, which is lower for the 16 % DNA coverage because in this case there are
less negatively charged molecules on the surface of the particles. The differences in the aggregation rate are
discussed in more detail in chapter|7]

At concentrations of 1000 < [a]/[p] < 10000 the upper limit for kg, is reached, which means that all
magnetic dimers have become chemical dimers during the actuation phase. In this regime the chance that a
magnetic dimer is aligned correctly is (almost) one. Also multivalent bonds can be formed, so the probability
that an aligned dimer become a chemical dimer is larger than in the low analyte concentration regime. At
higher analyte concentrations, above a relative concentration of 10 000, the 44 decreases, due to saturation
of the docking strands. When all docking strands are occupied with an analyte strand, the specific interaction
is zero. The curve of the 16 % DNA shows the saturation effect at lower analyte concentration, which can be
explained because the number of docking strands is lower.
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5.5 Tuning the aggregation rate

The second goal of this project is to investigate if it is possible to tune the aggregation rate rqg, . For this
purpose the particles have not only been coated with docking strands but also with PEG molecules of different
molecular weights. These PEG molecules may act as an entropic barrier, so the reaction rate between the
docking strands and analyte strands might be reduced.

The particles are first functionalized with DNA to get a 16 % docking strands surface coverage. This low
coverage is used because also the PEG molecules should be able to bind to the particles. The rest of the
particle is functionalized with biotinylated PEG molecules. An excess of biotin-PEG (5 x 10° pM) is added to
the particles solution (6.5 pM) and is incubated for 1 hour, as described in section[2.3]

Four different PEG sizes are used for the functionalization. The molecular weights of these PEG molecules
are 5, 10, 20, and 30 kDa. Fig. [5.6|shows the Flory diameters of the PEG molecules compared to the length of
a docking and an analyte strand. The Flory diameter of the 20 and 30 kDa PEG molecules (28 and 35 nm) are
larger than the docking-analyte strand complex which has a length of 22 nm.

The magnetically induced aggregation rate of the particles with different PEG functionalizations are meas-
ured as a function of the analyte concentration using the same measurement protocol as in section[5.4] The
results of these measurements are shown in Fig. First the aggregation rate increases with the analyte con-
centration, at higher concentration it decreases, which is characteristic for specific interactions. The specific
interaction can be distinguished from the non-specific interaction for every used PEG functionalization.

Particles with the 5, 10, or 20kDa PEG functionalization have comparable aggregation rates as particles
without PEG. The particle aggregation rate at zero analyte for the particles with a 5, 10, or 20kDa PEG

functionalization is higher compared to the particles without PEG. Also the rate at the relative analyte con-
centration of 100 000 is the higher. This indicates that the non-specific aggregation rate increases for a 5, 10,

(a)

‘llnm

No PEG

20kDa PEG 30kDa PEG

Fig. 5.6: Sizes of the PEG molecules compared to the DNA strands: (a) Functionalized particles with
DNA, showing the length of the docking strand (blue) and the analyte strand (green).

(b-e) Functionalized particles with DNA and PEG molecules of 5, 10, 20, and 30 kDa. The lengths are on
the same scale as in image (a). The sizes of the PEG-molecules are based on the Flory radius calculated with

equation
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Fig. 5.7: Influence of PEG on the aggregation rate. (a) The magnetically induced aggregation rate as a
function of the analyte concentration relative to the particle concentration, for different PEG functionaliza-
tions. The experimental maximum value of riqgs = 0.1s7! is indicated by the dashed line.

or 20 kDa PEG functionalization. Only the 30 kDa functionalization results in a significantly different rqqq -
The curve of the 30 kDa functionalization does not reach the experimental maximum value, the maximum of
the curve is at a rate of about 0.05 s~ 1. Both the non-specific and the specific interactions of the 30 kDa PEG
functionalized particles are reduced, compared to the particles without PEG.

The measured curves are further discussed with the help of a simulation, which is explained in the next
chapter.
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Chapter 6

Simulation of specific particle aggregation

In order to interpret the results of the OMC experiments on the aggregation rate in the DNA sandwich sys-
tem, simulations have been performed. A parameter scan has been carried out to investigate how the model

parameters influence the resulting g, -

6.1 Basics of the simulation

The actuation phase of the OMC experiments is simulated by forming (magnetic) dimers of the DNA func-
tionalized particles. Dimers are formed at a constant rate for a period that is equal to the actuation time. Each
dimer has a certain interaction time, in which a magnetic dimer can transform into a chemical dimer. This
interaction time depends on the moment when the dimer is formed. The first dimer that is formed in the
simulation has an interaction time that is equal to the actuation time, the second dimer, which is formed a
few milliseconds later, has a slightly shorter interaction time. This continues up to the last dimer which has
only an interaction time of a few milliseconds.

A dimer has an interaction volume, which is the volume around the contact area of the two particles, see
Fig. [6.1p. The number of free docking strands and analyte strands in this interaction volume determines the
reactivity of a dimer. When no analyte strands or no free docking strands are present in this volume the dimer
is mis-aligned and no specific bond can be made between the particles. The probability of forming a chemical
dimer increases with the number of free docking strands and analyte strands in the interaction volume.

The interaction area A;,; of both particles in the interaction volume is a spherical cap on the particle surface
that has a size of

Aint = 21 RA, (6.1)

where R is the particle radius, and % the height of the cap (see Fig. [6.1). The average number of docking
strands per particle Np in the interaction volume is the product of the total number of docking strands per
particle Np ;o: and the interaction area divided by the total surface of the particle

Aint

Np = N 6.2
D= 4 —p3 NDotot (6.2)
In the same way the average number of analytes N4 per particle in the interaction volume is given by
Aint
Ny = N, 6.3
4=y Naot (6.3)

in which N4 4 is the total number of analytes on the particle. The number of free docking strands N in the
interaction volume per particle decreases when analyte strands bind to the free docking strands, the number
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Fig. 6.1: The simulation concept. (a) A dimer of particles P1 and P2 with radius R have an interaction
volume (grey marked area) in which the docking and analyte strands can form a bond to make a chemical
dimer. (b) A zoom of the interaction volume of two particles with an inter particle distance d that shows
the geometry that is used in equation [6.6] The position of the analyte on P2 is determined by angle ¢. The
analyte can only bind the docking strands that are closer than the length of the DNA complex Ipx 4. The
docking strands on P1 that are in range of the analyte strands are positioned in a circle with diameter z;y;.
The reaction between an analyte and free docking strand is quantified by the association and dissociation rate

DNA DNA
Kgss - and kg .

of free strands is given by
Np = Np — Ny. (6.4)

In the simulation the docking and analyte strands are assumed to be points on the particle surface. It is
assumed that the number of free docking strands are homogeneously distributed in the interaction volume.
The surface density of the free docking strands is given by

Np
Aint

OF = (6.5)
The analyte strands that are present in the interaction volume are randomly distributed on the interaction
area. For each analyte strand in the interaction volume that is attached to a particle, the number of free
docking strands to which the analyte strand can bind on the other particle of the dimer is determined. The
analyte strand can only bind to docking strands that are close enough, i.e. the maximum distance between the
analyte and docking strand is the total length of the docking-analyte-docking complex (Ipx 4). The geometry
is explained in Fig. Each analyte strand on one particle has a binding area (Ap;ng) on the other particle
which contains all the free docking strands to which the analyte can bind. The binding area is a circular area
with a diameter x;,; which is defined in Fig. The distance d, the position of the analyte strand (quantified
with ¢) and the length of the complex I py 4 determine the size of the binding area. The derivation for x;,; is

given in appendix
The number of free docking strands that are in the range of analyte strand ¢ is given by

Np; = opm(zin/2)*. (6.6)
This number is computed for each analyte strand on both particles.

The probability that at least one chemical bond will be made in the interaction volume of a dimer depends on

the number of possible bonds, the interaction time ¢;,+ of the dimer and the chemical association rate ﬂﬁg A

of the DNA system. In order to determine if a chemical bond is made the interaction time of a dimer is split
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in small time steps At. The probability that a bond is made in a time step is given by

ass

P = ZNFJ' At gPNA (6.7)
)

In every time step a random number between 0 and 1 is generated. When the random number is smaller than
the probability computed in equation the dimer is transformed into a chemical dimer. This is repeated
tint/ At times.

Another way to form a chemical dimer is via non-specific interaction. The probability of forming a chemical

. . . . . . . NS L
dimer non-specifically depends on the interaction time and the non-specific aggregation rate r,,, and is given
by

Pys = Atk (6.8)

In the same way as specific aggregation, a random number is generated for each dimer and each time step to
determine if it becomes a chemical dimer.

The output of the simulation is the number of chemical dimers N_p¢,, that are formed. The particle aggrega-
tion rate is computed using a rewritten form of equation 3.3|

Kmag Nchem 1 _ Nchem
@99 Nm(zg tact/2 Rdim tg,ct/2

in which kg, is the dimer formation rate and ¢, is the actuation time.

(6.9)

Particles are simulated as perfect spheres with a radius of 256 nm. The particles are functionalized with
docking strands, the average number of docking strands per particles varies between the 4000 and 17 000.
Some of the docking strands are bound to an analyte strand, the number of analyte strands per particle is
varied between the 0 and 17 000.

6.2 Parameter scan

The magnetically induced aggregation rate depends on a set of parameters, which are given in Table
Some of these parameters are unknown in a real OMC experiment. In the simulation, these parameters are
estimated and varied systematically in order to investigate how they influence the results. The parameters
that are known in an experiment, like the actuation time (20 seconds) and the size of the particles (R =
256 nm) are not changed in the simulation.

In the simulations the following parameters are varied: the association rate of the DNA strands (which is
shown in Fig. [6.1), the number of docking strands per particle, the inter particle distance, and the number of
analyte strands per particle. The results of the simulations are plots of the magnetically induced aggregation
rate Kqqg, versus the number of analyte strands per particle. The effect on the particle aggregation rate of

changing the parameters is discussed in detail.

Changing the specific interaction between particles can be done in two ways: 1) by changing the association
rate between a single docking and analyte strand, i.e. changing x2V4. 2) by changing the number of docking
and analyte strands that can make a bond. In order to investigate the influence of changing the first para-
meter, the simulation is run several times for different association rates xk2Y4, in the range of 5 x 107 to

2 x 107257 L. The other parameters are kept constant: d = 10nm and Np = 4000.

Fig. shows the results of these simulations. The magnetically induced particle aggregation rate increases
with the rate k2N4. The specific interaction is characterized by first an increase with the amount of ana-

lyte and subsequently a decrease due to saturation of the docking strands. With the lowest rate xk2N4 =
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Table 6.1: An overview of the parameters used in the simulations to calculate the magnetically induced ag-
gregation rate. The parameters that are unknown in the real experiments are estimated and varied in the
simulations.

Parameters Measurement Simulation
Dimer formation rate unknown, depends on magnetic field 505!
Actuation time 20 seconds 20 seconds
Particle size 511nm 511nm
Non specific aggregation rate 1x1072s71
Number of docking strands 4400 =£ 400 or 17 000 = 2000 per particle | Varied from 2000 to 17000 per particle
Number of analytes added varied from 0 to 100.000 per particle varied from 0 to 100.000 per particle
Number of analytes on a particle Unknown, depends on Koy, Is computed with oy,
Analyte adsorption rate f, Unknown Varied from 1-10 x 107 °s~!
Particle to particle distance Unknown Varied from 0 to 30 nm.
Association rate of DNA strands Unknown Varied from 1 x 10 to 1 x 1072571
(a) (b)
T T D’NA T 7 T T T 7 T T T
—B— Ky =2E-5'5 —m— d=0nm
010 |-o— KoMA=5E-5 57" 010 o g=5nm 1
v atomm
0.08 f—v— 1 *=5E-4 5 0.08 - d=20nm 1
KONA=DE.3 51 <— d=25nm

006 [ rae=2E-257] . ~oos | —nm a4
o < ‘ o
Qo << 22 ‘
Ef 004 | < > § Ef 004 | .

002f A 1 002 | nth ‘;J ¢ -
=1 : -—n- faf:f;'!ﬂﬁ_,i‘&m bk !

-

1 1 1 1 1 1 1 1 1 1
0 5 10 102 10° 10* 0 5 10 102 10° 10*
Analyte / particle Analyte / particle

Fig. 6.2: Simulation results. (a) The particle aggregation rate rqqg is plotted as a function of the analyte
concentration for different association rates x4 and a constant particle to particle distance d = 10 nm and
number of docking strands per particle N = 4000 are used. (b) The particle aggregation rate riqq is plotted
as a function of the analyte concentration for different inter particle distances with kKP2V4 =5 x 104571

ass
and Np = 4000.

5 x 107° s~ this behaviour is almost not visible. The specific interaction is not significant with respect to
the non-specific interactions. By increasing the specific aggregation rate k24 the difference between the
specific and non-specific interaction becomes larger, i.e. the peak at around 2000 analyte/particle increases.
The maxima of the simulated curves differ only in the vertical direction when the aggregation rate is varied.
The magnetic induced (particle) aggregation rate g, is not the same as the association rate of the DNA
molecules x2N4, because on a particle multiple reactions may happen (multivalent interaction), this results
in a higher rqq, than the aggregation rate of the DNA. The computed rqq; can only be the same as the
association rate of the DNA when exactly one analyte and one free docking strand can react with each other
in the interaction volume. At a DNA association rate of 0.02s™!, the experimental maximum value (kqgq =
0.1s71) for the particle aggregation rate rqyg is reached. With this high DNA association rate 24 (almost)
all magnetic dimers transform into chemical dimers during the actuation phase.

The specific interaction can also be changed by varying the number of DNA strands that can make a bond
with strands on the other particle. This can be done by changing the inter particle distance or by changing
the total number of docking strands on a particle (vary Np). The effect of changing the inter particle distance

on the kqg, is shown in Fig. [6.2b. The inter particle distance d is increased from 0 to 30 nm, while the other
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Fig. 6.3: Simulation results. (a) The rqq¢’ as a function of the analyte concentration. The interaction depth

is varied from 1-6 nm at a constant k2N4 =2 x 107571, Np = 4400. (b) The number of docking strands

is varied from 4000-17 000, at a constant /{29];7‘4 =2x10"*s7! and dj;; = 3nm. The x-positions of the
curves of different simulations, plotted against the number of docking strands on a particle. The datapoint
are fitted with a line with a slope of 1/2, which indicates that the maximums of the curves are at the analyte

concentration that is equal to half the number of docking strands.

parameters are kept constant: k2V4 =5 x 107*s~!, Np = 4000. Increasing the distance results in a less

reactive system. At a distance of 30 nm (or larger) the specific interaction cannot occur, because the particles
are at a larger distance than the length of the DNA complex, and only non-specific aggregation happens.

Another way to change the number of docking strands in the interaction area is by varying the total number
of docking strands on a particle. Experimentally, the number of docking strands is estimated to be 4400 for
the 16 % DNA surface coverage and 17 000 for the 62 % DNA coverage. The effect on the £ of the different
surface coverage is investigated with the simulation.

In the following set of simulations, the number of docking strands is increased from 2000 per particle to
17000, while the inter particles distance d is kept constant at 10 nm and xK2¥4 =5 x 10~*s~!. Fig.
shows the results of changing the total number of docking strands. The plots show that the system is more
reactive when the number of docking strands is higher. This could be expected since equation [6.7| depends
on the number of (free) docking strands. The maximum of the curves in the graph vary in height but also
in horizontal position. Particles with a higher number of docking strands can adsorb more analyte strands,

therefore the saturation point and the maximum is reached at higher analyte concentrations.

In order to investigate if the number of docking strands is the only parameter that determines the horizontal
position of the topf] of the curve, the simulation has been carried out several times, where the inter particle dis-
tance d, the DNA association rate k224 and the number of docking strands Np are changed systematically.
The horizontal position of the maximum of the generated curves of all these simulations is plotted against
the number of docking strands in Fig. [6.3(b). Also a linear line is plotted with a slope of 1/2. The line fits
the data points quite well. This indicates that the horizontal position of the maximum of the curves is at the
analyte concentration where half of the docking strands has adsorbed an analyte strand. The slope of 1/2 can
be explained with equation[6.7] The binding probability depends on the number of free docking strands and
on the number of analyte strands, Nr; increases with the number of free docking strands, and the number
of summation elements increases with the number of analyte strands. The maximum binding probability is
at the number of analyte strands where the product of the number of the free docking and analyte strands is

“The horizontal position of the top is defined as the number of analyte per particle at the maximum of the curve.
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the largest. Taking the derivative of the product No Np = N4(Np — N4) with respect to N4 and solving
the result to zero gives the number of analyte strand at the maximum, see equation[6.10] which has the result
Njo = Np/2.
dNA(Np — Nga)
dNy

=2Nj,— Np =0, (6.10)

6.2.1 Changing ~,,

So far the simulation is based on the assumption that the number of analyte strands per particle is the same
as the number of analyte that is added per particle. In reality this is not the case. The number of analyte
strands per particle depends on the reaction rate x,, which quantifies the reaction that is depicted in Fig.
Also the number of bound analytes depends on the concentration free docking strands [F'], and on the
concentration analyte [A]. The concentration free docking strands corresponds to the number of free docking
strands per particle multiplied with the particle concentration. The concentration of bound analyte [N 4] can
be calculated with

d[Na]
dt

= [F1() [A](#) Fon, [F](t) = [ND.tor] — [Na](2), [A](t) = [Ao] — [Nal(t)  (6.11)

where the free docking strand concentration [F] is the difference between the total concentration of docking
strands [Np ;0¢|, which is the total number of docking strands per particle times the particle concentration, and
the concentration of bound analyte [V 4]. In the same way [A] is dependent on the initial analyte concentration
[Ap] and number of bound analyte [N 4]. Due to the decreasing numbers [A] and [F'] the rate is not constant.
Solving the differential equation gives [N 4] as a function of time ¢. This function saturates to [Np ;o]
(if [Nptot] < [Ao]) or to [Ag] (if [Ag] < [Np.tot])- Fig. |6.4 shows the concentration of bound analyte [N4]
against the time for different values for £,y and a constant [Np 4] = 17000 pM and [Ag] = 5000 pM. The
values for the rate are around the measured rate of 4 x 10°s~' M~! in the work from Zhang et al. [38]]. It
is debatable if this rate is correct because the docking strands are not free in solution but attached to the
particles, therefor rates of ten times lower and higher are not excluded. The saturation value is reached faster
when the rate k,, is higher. After a certain incubation time, for example 300 seconds (which is also used in
the experiments), the concentration bound analyte depends on the k.

Fig. shows the number of bound analyte versus the time for different values of [A] at a constant k., =
5x10°s 'M~tand N D,tot = 17000 pM. The graph shows that the concentration of bound analyte increases
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Fig. 6.4: The analyte adsorption rate. (a) Picture of the reaction to bind analyte strands on the particles,
the reaction is quantified by the rate k. (b) The number of bound analytes as a function of time for different
value for K, calculated with equation where [ND.tot] =17nM and [N4] = 5nM.
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in time and is higher for higher initial analyte concentrations. Combining this graph with Fig. and using
an incubation time of 300 seconds result in Fig. [6.5b, which shows the concentration of bound analyte as a
function of the analyte concentration for different values for x,,. In case of ko, — oo all the analytes will
bind to the docking strands up to the saturation point, where all docking strands are occupied. In case of a
very low rate, almost no analyte is adsorbed by the docking strands. By changing the rate, the ratio between
adsorbed and added analyte strands can be varied. So the simulated adsorption can be tuned to a realistic
value.

6.2.2 Implementing £, in the simulation

Initially, the simulation computes the particle aggregation rate for a specific number of analytes on the
particles. Subsequently, the required analyte concentration is computed in order to get this number of analytes
on a particle. Note that this deviates from the experiments, in an experiments first the analyte is incubated to
the particles and subsequently the particle aggregation rate is measured.

The required analyte concentration to get a specific number of analytes on the particles depends on the
adsorption rate kop,. The result of implementing the adsorption in the simulation is shown in Fig. [6.5c, where
the fiqq¢ is computed as a function of the analyte concentration for different adsorption rates r,y,. The lower
the adsorption rate, the more analyte is needed to get the same number of analytes on a particle, so the curves
are moved and stretched to the right (to higher concentrations) when the rate is decreased. With a rate ., =

48



6.2. PARAMETER SCAN CHAPTER 6. SIMULATION OF SPECIFIC PARTICLE AGGREGATION

5 x 109571 M~! (or higher) all analyte that is added binds to the docking strands within the incubation time of
300 seconds (up to the saturation point, where all docking strands are occupied). So the curve corresponding
to Koy =5 x 1065 1M1 is equal to the earlier simulated curve in Fig. (Np = 17000).
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Chapter 7

Interpreting results with simulations

The simulation of specific particle aggregation that is discussed in the previous chapter is used to interpret the
results of the OMC experiments of chapter [5|and is used to investigate the effect of a PEG functionalization
in the DNA model system. In the first section it is explained how the measured or simulated aggregation rate
should be interpreted. Thereafter the input parameters of the simulation are chosen such that the simulated

magnetically induced aggregation rate rqg, is similar to the measurement results of Fig. Subsequently,
the parameters of the simulation are changed to fit the measurement results of Fig. where the Kqgg is

decreased with a PEG functionalization of 30 kDa.

7.1 Interpreting measured and simulated aggregation rate

The measured aggregation rate gives information about the amount of chemical dimers that have been formed
during the actuation phase. This rate is not the same as the association rate between a single docking and a
single analyte strand (the k24
higher association rate results in more chemical dimers, and thus in a higher particle aggregation rate. In order
to compare the association rate of the DNA molecules with the measured or simulated particle aggregation
rate, the number of possible molecular bonds should be taken into account. In the simulation the total number
of possible bonds of a dimer is known. This number is linearly related to the particle aggregation rate, as
shown in Fig. [7.1p, where the rate and the total number of possible bonds is plotted versus the number of
analyte strands per particle. The input parameters of the simulation of this figure are: a zero non-specific

aggregation rate, Np = 4400, d = 12nm, and k2N4 =2 x 1074571,

ass

), but the particle aggregation rate does depend on this association rate. A

The simulated aggregation rate divided by the number of possible bonds is approximately the same over the
whole range of analyte concentration. The average value for this ratio is 1.7 x 10~%s~!, which is close to the
input parameter k2V4 =2 x 107*s7!. The difference can be explained with Fig. . The obtained aggreg-
ation rate from a simulation or an experiment has a limit, which depends on the actuation time according to
equation The limit for the aggregation rate is 0.1s~!, for the used actuation time of 20 seconds according
to equation When the particle aggregation rate approaches or exceed this limit, the obtained value for
the aggregation rate deviates from the actual aggregation rate. So the computed rate deviates from the real
rate, and the error becomes larger with an increasing rate. In appendix[Aé|an equation is derived that can be

used to correct for the difference between the real and measure aggregation rate.

Fig. shows the computed aggregation rate as a function of the real aggregation rate, also the limit at
0.1s~! and the linear relation are plotted. The computed rate saturated to the limit, the effect of this saturation
becomes significant (error>10 %) at a real aggregation rate of about 0.025s~!. The aggregation rate that is
plotted in Fig. is sufficiently high that the computed rate is significant lower than the real rate, which
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Fig. 7.1: Interpreting simulation results (a) The simulated particle aggregation rate versus the number
of analyte per particle, simulated with the input parameters: kKPN4 =2 x 1074571, d = 12nm. Also the
number of possible bonds per dimer between the analyte and docking strands is plotted as a function of the
number analyte per particle. (b) The computed aggregation rate is plotted versus the real aggregation rate,
which can also be used as input parameter of the simulation. In addition the limit of the aggregation rate
according to equation [3.3]is plotted. The computed rate saturates to this limit. The deviation from the linear

relation increases with the real aggregation rate.

explains the difference between the association rate of a single docking-analyte pair (k24 =2 x 107457 1)

and the particle aggregation rate divided by the number of possible bonds (1.7 x 10~4s71).

7.2 Matching simulation to measurement

With the experiments of chapter [5|the magnetically induced aggregation rate is determined as a function of
the analyte concentration for the two different functionalization densities: (16 £+ 1) % DNA coverage and
(62 + 5) % DNA coverage. These coverages corresponds to an estimated number of dock strands of respect-
ively Np ot = 4400 & 300 and Np ¢, = 17000 £ 2000. The parameters that are changed to match the
simulation to the measurement results are: the association rate of DNA molecules k24 (from Fig. , the
inter particle distance d, and the ratio between the added analyte and the number of analyte on a particle
which depends on the rate £, (from Fig. [6.4). Determining the parameters is done by varying these para-

meters systematically and comparing the simulation results with the measurement results.

The measurement results of the 16 % and 62 % DNA coverage samples are both shown in Fig. [7.2h. Both
sets of data points reach the experimental maximum at rqgg = 0.1s!, which indicates a large x2% 4, in

the order of 1073 s~! or lager, which can be concluded from Fig A difference between the two curves is
the analyte concentration at which the kg starts decreasing due to saturation of the docking strands with
analyte. The 62 % DNA sample requires a higher analyte concentration to show the decrease, due to a higher
number of docking strands on the particles, so more analyte is needed for saturation. Another difference
between the two measurements is that the curve of the 16 % seems to be shifted to the left with respect to the
curve of 62 % DNA, the riqq, increases at lower analyte concentrations. This might be the results of a higher
adsorption rate k,,, for the 16 % DNA particles. These particles have a lower surface charge, compared to the

62 % DNA particles, so the repulsive force between the analyte strands in solution and the particles is lower.

The simulation results that match with both measurements the best are obtained with a DNA association rate
kDPNA — 9 % 1073 1. The adsorption rate £, is different for both samples, the 16 % and 62 % DNA curves

ass
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Fig. 7.2: Difference between 16 % DNA coverage and 62 % DNA coverage: (a) The magnetically induced
aggregation rate riqq, is plotted as a function of the analyte concentration relative to particle concentration
for the 16 % DNA coverage and 62 % DNA coverage. The measurement data is plotted as points, the curves
are the simulation results. The input parameters for the simulation are for 16 % DNA: k2N4 =9 x 1073571,

Np = 4400, fipp = 6 x 10°s7' M~!, and d = 12 nm. For 62 % DNA: skPN4 = 9 x 1073571, Np = 17000,
Kon = 5 x 10*s™?M~!, and d = 20 nm. (b) Schematic representation of the density of the docking strands
on a particle with a 16 % and 62 % DNA coverage, showing the distance between the docking strands and the

length of the docking strands.

have respectively an adsorption rate k., = 6 x 10%s~! and k., = 5 x 10*s7. The inter particle distance in
both simulations should be different in order to match with the measurement data. The inter particle distances
are respectively 12 nm and 20 nm for the 16 % and 62 % DNA samples. This larger distance might be caused
by the surface charge. The sample with particles of a 62 % DNA coverage have a larger surface charge and
thus a larger repulsive force. Another reason could be that the DNA strands may form a brush, a physical
barrier that is between the two particle surfaces which causes a larger inter particle distance. Brush formation
might happen when the distance between the DNA docking strands becomes smaller than the size of the DNA
strands, which is the case for the 62 %DNA coverage, see Fig. [7.2p.

7.3 Decreasing reactivity with PEG

The last section of chapter [5| showed that the particle aggregation rate can be decreased with a functional-
ization of 30 kDa PEG molecules. In Fig. the aggregation rate of particles with this functionalization is
plotted versus the relative analyte concentration and compared with the aggregation rate of particles without
PEG. The data corresponding to the particles with no PEG is identical in the three plots and is the same as
the data in Fig. (16 % DNA). The measurement data (the points) of the 30 kDa PEG particles in the three
plots of Fig. is identical, but the curves are different in the three plots. The different curves are the res-
ults of different input parameters in the simulation, which are discussed below. In every graph the 30 kDa
PEG curve is compared to the no PEG curve, which has the input parameters: KxD2¥4 =9 x 1073571, k,, =
6 x 10°s7'M~!, d = 12nm, and Np = 4400, of which only the x2¥4 and d are changed to match the
30kDa PEG data.

First it is tested what will happen when solely the DNA association rate k24 is changed, while the inter
particle distance d is kept constant at 12nm. A decrease in association might be caused by the steric effect of
the PEG molecules on the DNA strands. In order to match the simulation result to the measurement data of

the 30 kDa PEG particles a DNA association rate k2N4 of 2 x 107 s~! is used, resulting in the curve that
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Fig. 7.3: Comparison of the aggregation rate of particles with and without PEG: The magnetically
induced aggregation rate kqqg is plotted as a function of the analyte concentration relative to particle con-
centration. The measurement data, plotted as points, is identical in the three graphs. The simulation results
are shown as curves. The simulation result of the No PEG samples is the same in the three plots, with input
parameters: K;C?s]!A =9x1073s7 !, Np = 4400, kop, = 6 x 10°s 1 M~!, and d = 12nm. The simulated

curves of the 30 kDa PEG samples are different for each graph. Only the distance d and the DNA association

DNA are changed with respect to the No PEG simulation. The used input parameters for the three plots

rate K g4

are:
(@) KPNA =2 x 107* s~ (factor 45 lower) and d = 12 nm (unchanged).

(b) kPNA = 6 x 107*s~! (factor 15 lower) and d = 20 nm (increase of 8 nm).

(€) kPNA = 9 % 1073 s~! (unchanged) and d = 27 nm (increase of 15 nm).

is shown in Fig. [7.3p. The association rate is a factor 45 lower than the rate that is used is the simulation
for particles without PEG. It is unknown of such a large difference is realistic. The used distance of 12 nm is
small compared to the Flory radius of the 30 kDa PEG molecules, which is about 17 nm. It is more likely that
the PEG molecules causes a larger distance between the particles.

Fig. shows the simulated curve of the 30 kDa PEG particles where the distance and the association rate
are both changed. The used association rate kPN4 = 6 x 107* s~1, which is a factor 15 lower than the rate
that is used in the simulation for the particles without PEG. The used distance is d = 20 nm. The simulated
curve (30kDa PEG) is similar to the curve in Fig. [7.3h. Decreasing the association rate has a similar effect
on the aggregation as increasing the distance. The used combination of distance and association rate is an
example of the many possible combinations, for (almost) every distance between the 12 and 30 nm, which
is the length of the docking-analyte-docking complex, a rate can be chosen such that the simulation result

matches the data points.

It is also possible to match the simulation results to the measurement data by solely changing the distance
d in the simulation and using the same association rate (k24 = 9 x 1073 s71) for the 30 kDa PEG as for
the No PEG sample. In this case a distance d = 27 nm should be used in the simulation in order to match
the measurement data. This distance seems plausible considering the Flory diameter of the PEG molecules
which is about 35 nm and taking into account that the PEG molecule can be squeezed a bit. The result of this
simulation is plotted in Fig. [7.3k.

Changing the inter particle distance d and the DNA association rate 2N 4 gives similar results in the simula-
tions. The effect of both changes could not be distinguished with the simulation. Further research is required

to find out if the decrease in particle aggregation is caused by a larger distance or a decrease in the association.
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Chapter 8

Conclusion and outlook

In this project specific particle aggregation rates are measured with a DNA sandwich model system using the
optomagnetic cluster (OMC) experiment. Three different kind of particles were tested on magnetic and non-
magnetic properties to select the most suitable particle for the OMC experiments. The Ademtech Masterbeads,
Polystyrene microparticle (GmbH) and Silica microparticle (GmbH) all have similar magnetic properties, but
the Silica microparticles are selected due to the small size dispersion (CV<5 %) and the smooth particle sur-
face.

It is demonstrated that it is possible to distinguish the non-specific from the specific aggregation rate. The
non-specific interaction between the particles was reduced with a DNA functionalization, and a BSA-casein
coating. The non-specific magnetically induced aggregation rate was reduced to (6 +3) x 1073s71. The
maximum aggregation rate that could be measured is 1 x 10~!s~!, which gives a dynamic range of over
one order of magnitude for measuring the specific aggregation rate. The specific interaction is induced by
analyte strands that can bind to the docking strands which are functionalized on the particles. A chemical
dimer is formed when the analyte is sandwiched between two docking strands of two particles. The particle
aggregation rate was measured as a function of the analyte concentration as shown in Fig. The specific
interaction is characterized by first an increase in the aggregation rate with the analyte concentration, and
subsequently a decreases at higher concentrations due to saturation of the docking strands on the particles
by analyte strands.

The magnetically induced specific aggregation rate has been decreased with a 30 kDa PEG functionalization.
Using a simulation, it was demonstrated that this reduction is most likely caused by a combination of a
decrease in chemical association rate between the analyte and docking strands and an increases of the inter
particle distance.

The used DNA sandwich assay is a relative easy system that gives reproducible results when it is used to
measure specific particle aggregation rates. It was demonstrated that the particle aggregation rate can be
reduced using a PEG functionalization for particles that interact via a DNA sandwich assay. Tuning the
aggregation rate with a PEG functionalization should also be tested for other specific interactions, for example
an Ab-Ab interaction.

In order to use the PEG functionalization as a way to tune the affinity in a BPM system several things should be
investigated. In further research it should be investigated if the decrease in aggregation rate that is measured
here for particle-particle interactions also hold for particle-surface geometry. It should also be investigated
if a lower aggregation rate also result in a higher dissociation rate, possibly due to a smaller probability of
forming multivalent bonds, or due to a lower probability for rebinding. Only when the dissociation rate is
affected by the PEG molecules it would be possible to tune the actual affinity of the specific interaction for
use in a BPM system.
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Appendix

A1 Derivation of rotational torque

In order to determine the torque on a rotating sphere in a fluid, the Stokes equations need to be solved, which
are

V-7=0

1
Vp = nATv, W

in which ¥ is the flow velocity of the fluid, p is the pressure and 7 is the viscosity. The flow is around the
rotation axis, this direction is defined as the ¢-direction ((,‘Z)), the flow is rotational symmetric and does not
depends on ¢. At the surface of the sphere the flow has the same velocity as the surface, due to the no-shear
condition. The surface velocity depends on the angular frequency w and the distance perpendicular to the
rotation axis, which is defined as p = Rsin(6), with R the radius of the sphere and 6 is the azimuthal angle.
At an infinite distance from the sphere the flow should be zero, as well as the pressure in the fluid due to the

flow. So the boundary conditions are
5)’T=R =whR Sin(e)ﬁga 6>|7"%<>o =0, p|r%oo =0. (2)

The flow is in the ¢-direction and depends on the coordinates r and 6. With the help of the first boundary
condition, ¥ can be redefined as the product of wr sin(f) and a function that depends solely on r, with r the
distance to the center of the sphere:

7 = wrsin(0)Y (r) . 3)

With this definition, the first Stokes equation is automatically met. For the second Stokes equation, the Lapla-
cian of ¥ should be calculated, which is defined as

AT =V(V-T) =V x(Vx 7). (4)

Here, the first term is zero, because this term contains the first Stokes equation. For the calculation of second
part, it is useful to determine the term in brackets firstly. The curl of the flow velocity is given by

VXU = rsirll(ﬁ) 8(81%(90)%)72 - ia(g:d))é = rsiﬁ(&) [2r cos(8) sin(0)Y (r)] 7 o
_wsin(6) 207 () + 7Y ()] 6
r
where the prime corresponds to the derivative. Taking the curl of equation (5) results in
V x (VxT) = —“Si:f(e) gr 2Y (r) + r‘ZY'(r)} h— ‘:889 [2cos(0)Y (r)] &,
_ v Si:w) 2Y () 4 20 (1) £ 20V () £ 2V (1)] &+ Z25in(0)Y (1), ©)

= —wsin(0) [4Y'(r) +rY"(r)] ¢.
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Multiplying this equation by —n should results in a function that is equal to the gradient of the gradient of

the pressure, which is given by

Op 10p ; 1 0p-,
Vp=_—Ff+—-=-0 0. 7

P 8rr+r89 +sin(0) 8¢¢ @
A7 has only a component in the ¢-direction and thus, according to equation|l] the gradient of the pressure
should have as well only a ¢-component. Therefore the first two terms of the right hand side of equation 7]
are zero. Due to the rotational symmetry of the flow, the flow and also the pressure does not depend on ¢.
Thus the derivative of the pressure to ¢ is zero. All the terms in equation [7]are zero, as well as the Laplacian

of V. This conclusion can be used to get an expression for function Y (r), by equalizing equation [g]to zero.

4Y'(r) = —rY"(r) 8)
In order to solve this equation, Y (1) is defined as r*, which gives

AN = —r (A = D)2
)x*l__)\(A_l A—1

4 r ) 9)
4N =-A(A—1).
This equation has the solutions A = —3 and A = 0, which results in a function of the flow
— . A
v =wrsin(f) 5 + B, (10)
r

where A and B are constants. With the boundary condition of equation(2), it can be concluded that B = 0
and A = R3, which leads to the final equation for the flow velocity

3 ~
T =wr sin(ﬁ)%(b (11)

From this velocity distribution, the stress and finally the torque can be calculated. The stress tensor is given
by
o=—pl +n(VT +V7T), (12)

in which p is the pressure, I is the unity matrix and superscript T means the transposed matrix. It is concluded
above that the pressure is zero, which simplifies the stress tensor. The force, that is the dot-product of the
stress tensor with the normal of the surface, is given by

Orr  Org  Org dA
dF = | 0g, 0Oug Oo¢ | - 0 (13)
Ogr O¢f OTpo 0

The stress tensor components that are not multiplied with zero are 0., 0,9 and 0,.4. The first two are zero
because the velocity has no components in the r- and #-direction. 0,4 can be determined with the gradient
of the velocity and is given by [39]

0 (v ) R3
Orp =15 <r> = —3wn sm(@)r—g (14)

Filling in equation (13) in equation (12) results in a force
R
dF = —3wnsin(f) —5dA¢ (15)
T

Taking the cross product with the force and integrating over the surface of the sphere results in the total
torque

A~ 3 I
Trot = / ri x dF ¢ = / —r3wn sin(Q)R—?)(f x ¢)dA (16)
g S r r=R
Trot = 27TR2/ —Rsin(0)3wn sin(0) sin(0)2dl = —87rw77R32 (17)
0
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A2 Derivation of the volume fraction iron-oxide

The weight fraction iron-oxide in a magnetic particle is determined in chapter [3| For the calculation of the
refractive index, not the weight but the volume fraction is used. Here the equation for the volume fraction
iron-oxide is derived. Lets start with the definition of the volume fraction, which is

Vi
freo = 55, (18)

Where V is the volume and the subscript FeO stands for iron-oxide. The following equation holds for the
volume iron-oxide

VEeopFreo = fpe w&ght (19)

in which pp.o is the mass density, fwelg " is the weight fraction, and m is the total mass of a particle. The

total mass can be written as the product of the volume and the density. In the case that a particle consists of
iron-oxide and a surrounding medium, the mass is given by

m = VreopPreo + VimedPmed (20)

where the subscript med stands for the medium. Combining equation [19]and [20} and writing the volume of
the medium as the total volume minus the volume iron-oxide results in

ht
VFeOpFeO f;:yfgy [VFeOpFeO + (V - VFeO)pmed] (21)
ht ight ht
= g:log VF@OPF@O + f;,fg V/Omed - f;:zog VFeOpFeO-
This can be rewritten to
ht ht hty,
VEeOPFeO — fpog I peopreo + f }mg VEeOPmed = [Fe welg Pmed 22)
22
ht ht ht
Vieo (preo = T35 preo + T3e8" pmed) = FEE™V bmea
which is the same as
wezght
Vieo = f Pmed
ey ht ht
PFeO — fwezg PFeO + fwezg Pmed 23)
weight (
o fFeO meed
- ht
preo + F1ed" (Pmed — pPeo)
Dividing this by the total volume gives the final equation for the volume fraction iron-oxide
fwezght
freo = _ (24)
PFeO + fwezg (pmed - pFeO)

A3 Viscous torque of inhomogeneous dimer

A rotating dimer of a large particle with radius R; and a small one with radius R5 rotates around its center
of mass. The distance between the center of mass and the middle point of both particles (z; and z29) is given

by
Ry + Ry Ry + Ry
— My =ML 25
T A e V ARy VA (25)

in which M; and M are the masses of both particles that are given by

M; = 4/37R3p, (26)
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where p is the mass density. Filling in this equation in equation [25 gives

B R
R% —R1R2+R%’ R% _R1R2+R%

= (27)
x1 and 2 corresponds to the radii of the circular movement of the two particles. The torque due to the drag
force that is induced by this movement is equal to the drag force (Stokes law) times the radius of the movement
which is given by

Tdi = Tv6mnR; = 67rw77:c12RZ- (28)

for particle i = 1, 2. The torque 7, that is induced by the rotation around the central axis of the particle is not
changed and given by
Tri = 87rw17R?. (29)

The total torque is the summation of 74 ; and 7;.; for both particles which is
Ty = 6mwnzi Ry + 6mwnzi Ry + 8Twn R} 4 8mwn R (30)

This derivation is done for dimers of an equal volume V;,; so R can be expressed as a function of Ry which
is

_ Vtot 3 1/

Using this equation to calculate the total viscous torque 7, gives

V;fot
4/3m

V;fat
4/3m

1/3
Ty = 6mwnz? < — R;’) + 6mwnr3 Ry 4 STwn (32)

The torque has the constant term: 8mwwn Zy/tg; so the viscous torque does not go to zero. The viscous torque

is plotted in Fig. [4.4] as a function of the ratio between the two radii of both particles.

A4 Validation for no inertia in simulation

The movement of the particles can be determined with a differential equation that is given by

@ _ Fmag - Fdrag’ (33)
ot M
where a is the acceleration, F;,qy and Fy;.q4 are respectively the magnetic and drag force and M is the mass of
the particle. An one dimensional model is made in MATLAB to solve this equation numerically. Two particles
of 500 nm in diameter, a mass of 1.3 x 1016 kg, and with a magnetic moment of 0.5 fA m? are initially on a
distance of 3 micron from each other. The attractive magnetic force is given by
pol &

_ 2 —

2
where m is the moment and d the distance between the particles, £ = 3;7; 4> is a constant and implemented
to simplify the derivation. Because of the symmetricity, the force on both particles is equal. The drag force is
given by

Firag = 6mnRv = yoM (35)

in which R is the radius of the particle, 7 is the viscosity and v is the velocity, v = % is a constant and

also implemented to simplify the derivation. Filling in equation 33| with the two above expressions gives

ov £
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Fig. A.1: (a) The distance between two magnetic particles as a function of time according to Model 1 and 2.
Model 1 with time steps of At = 2 x 10~% s is the most accurate model. Model 2 which uses larger time steps
gives small error compared to Model 1. (b) A zoom in at the time where the two particles hit each other, to
visualize the error better.

which can be rewritten to the numerical form:

§
viv1 =v; + | = — yv; | At
+1 (d? Y (37)
di+1 =d; + v; At

This set of equation is called Model 1. Model 1 solves equationcorrectly when At <2 x 1078 s. The result
is shown in Fig. where the distance between the particles is plotted against the time. A time step of
2 x 107%s is too small to simulate an experiments that takes 20 seconds. Therefore another model, with a
larger time step, should be used to compute the dynamics of the particles.

The velocity of a particle that experience a constant magnetic force is given by

Fmag
=—|1— t 38
v M [ exp (7y )] (38)
7 has a value of 3.6 x 107 s~!. This means that the velocity of the particle saturates after about 1 x 107 s.
This happens so fast that it can be assumed that the velocity is immediately at his saturation value, which is
Finag/(6mnR). With this assumption the following set of equations are used in for Model 2.

& 1
Vit] =— ——
1 df 6mnR (39)
di+1 =d; + v; At

The results of Model 2 are also shown in Fig. for different time steps. According to Model 2, the computed
time it takes for the particles to hit each other increases with the time step, so the error become larger with
larger time steps. But the error is only less than 1% at time steps of 2.5 x 10~ s. With Model 2 time steps
can be used that are 1 x 10* times larger than in Model 1, which makes a simulation based on Model 2 much
faster. The simulation of chapter uses time steps of 5 x 10™*s which leads to an error that is smaller than
0.2 % compared to Model 1.
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A5 Derivation of z;,, of the simulation from chapter 6]

The geometry of an analyte on a dimer is showed in Fig. [A.2h. The dimer consists of two particle P, and P».
An analyte is attached to particle P and can bind to docking strands on P; that are within the range of the
docking-analyte-docking complex, which is for the used DNA system I[py 4 = 30 nm. The size of the binding
area, that contains all the available free docking strands for the analyte strand, is assumed to be a circle with a
diameter x;,; = x1 + x2. 1 can be calculated using the cosine rule with the triangle (z1,lpn 4, ) and angle
a1, in the same way 2 can be calculated with triangle (x2,pn 4, 7) and angle ao. 21 and x5 are given by

x| = \/ZQDNA—T2+2lDNArcos(a1) )

Ty = \/Z%NA — 124+ 2lpnarcos(as)

r is the distance between the surfaces of the particle in the y-direction at the location of the analyte and is
given by
r=d+2a=d+2(R— Rcos(¢)), (41)

in which R is the radius of the particles and angle ¢ corresponds to the position of the analyte. The angels
a1 and o depends on the angle ¢ and are given by

T
Q] = 5 -0
2 (42)
az =5 + ¢
The binding area can be calculated with
1+ 12\
Aex ( L 2) (43)

The area size is plotted in Fig. A.2b as a function of the angle ¢ and the inter particle distance d. When the
distance is larger than the length of the DNA complex (30 nm) the binding area is zero because the distance
is too large.

(b)

Binding area (nm?)
2.8x10°

2.4x10°

2.0x10%

1.6x10°

1.2x10°

8.0x10?

4.0x10?

0.0

Fig. A.2: Geometry of the simulation (a) Two particles of a dimer have a particle to particle distance d.
The location of the analyte is defined by the angle ¢. The distance between the y-position of the analyte and
the top of particle P, is given by a. The analyte can bind to docking strands that are within a range of [py 4,
which is the length of the docking-analyte-docking strand complex. The size of the area with all the available
docking strands is assumed to be a circle with diameter z; + x3. 1 and x5 can be calculated with the cosine
rule using [py 4, distance = d + 2a and angles a; or . (b) The binding area as a function of the angle ¢
and the inter particle distance d.
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A6 Derivation of the real rate from the measured rate

The aggregation rate that is determined with a measurement is computed with

meas — ANC}ZGT}’L 1
@99 A]VmCLg tact/2 .
This deviates from the real aggregation rate if the inverse of the aggregation rate and the actuation time are

in the same order of magnitude, as explained in section[7.1] Below an equation is derived that can be used for
the correction of the measured aggregation rate.

(44)

R

The probability that magnetic dimer ¢ becomes a chemical dimer is given by

Py =1— (1 — kol At tact—trorm.i)/ A1 (45)

where mgzzlAt is the probability that the dimer becomes a chemical dimer in a small time step At, /@Zzzl is the
real aggregation rate in s !, the time step At is required for this calculation to make equationdimensionless
and is chosen such that /-@ZZ‘;At < 1, in this limit the probability P; does not depend on the time step At.
In equation tact is the actuation time and £ ¢y ; is the time at which the magnetic dimer 7 is formed.
The probability to form a chemical dimer depends on ¢ 7., ;, the larger the time of formation the lower the
probability. Each magnetic dimer that is formed during the actuation phase has its own time of formation.
Under the assumption of a constant dimer formation rate & f4,.,,, the number of magnetic dimers that are form

increases with time. The total number of dimers at the end of the actuation is given by
ANyag = Kformtact (46)
The time of formation of dimer i is given by
tform,i = /K form (47)

The number of chemical dimers that are formed during the actuation phase, in the limit AN;,q4 > 1, can be
calculated with

A]Vmag
A-Z\]chem = § Pz (48)
=1
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0.18 —un— Measurement J" ‘\|
e Correction || \
0.16 1k | \ i
| ‘
~0.14 4 \
) f \
0.12 \
i = / \
¥ 0.10 o i } 1
8 Lo / {\
5 0.08 ED 01} e A 1 _
§ ¥N i E/i L] E E E E ﬁ‘ t
3 0.06 /;/ E\E ]
= P ]
0.04 g ]
0.02 / 1
0.00 0.01 } 4
1 1 1 1 1 1 1 [ Vil N R . (AP Ll 4
0.00 0.05 0.10 0.15 0.20 0.25 0.30 0 1 102 108 10* 108
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Fig. A.3: Measured aggregation rate versus the real aggregation rate. (a) This is the same graph as
showed in Fig. , but the plot of equationis added (red line) with the values: At =1 x 1075, 4+ = 20s.
(b) Measurement data and corrected data, the aggregation rate is plotted against the analyte concentration.
The data in the middle could not be corrected because the measured rate is at the experimental limit, which
would lead to a corrected rate that is infinite.
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Under the assumption of a high formation rate « foyp,, this sum can be approximated with an integral. Equa-
tion [44] can now be rewritten to

meas — @99 (49)
@99 tact tact/2

fotm dr [1 (- KrealAt)(tact—x)/At)] )

By solving the integral, the measured aggregation rate can be written as a function of the real aggregation

rate: ANt /AD)
At—At(1—rTe¥ At) tact
tact _"_ ( agg )

act/2
This equation is plotted (red line) as a function of the real aggregation rate in Fig. [A.3[a). This figure shows
the same (simulated) data as Fig. [7.1p. The plot overlaps the simulated data perfectly. The inverse of equation
can be used to compute the real aggregation rate from the measured aggregation rate. Fig. [A.3(b) shows

measurement data (from Fig. that is corrected with equation |50} Some data point could not be corrected
because these points reach the experiments maximum, which would lead to an infinite aggregation rate.

(50)
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S$1 Testing the annealing efficiency

The annealed docking strands are measured with a PAGE experiment as described is chapter [2] The results
of this experiments are shown in Fig. This image shows the 11 wells that are used: the two outer wells
contains the DNA ladder, the nine wells in between contains the three different samples at 3 different concen-
trations. The specific sample description are given in the figure. The numbers at the left and right of the image
corresponds to the number of bases pairs of the DNA molecules in the DNA ladder. Most of the annealed DNA
strands of the first three samples are after the PAGE experiment at the same place as the 35-basespared DNA
molecule of the ladder. This indicates that the annealed strands are of the same size. From this result it can be
concluded that the annealing succeed. However there are some DNA strands at the place of the 20-basespared
DNA molecule, this position corresponds to the single stranded DNA molecules, thus some DNA strands are
not hybridized.

Single strand B (0.5uM)
Single strand B (1.0uM)
Single strand B (1.5uM)
Single strand A (0.5uM)
Single strand A (1.0uM)
Single strand A (1.5uM)

Annealed DNA strand (0.5uM)
‘ it 1 0'GeneRuler DNA ladder

Annealed DNA strand (1.0uM)
Annealed DNA strand (1.5uM)

[ ‘ ll “ ‘ 0'GeneRuler DNA ladder

Fig. S.1: Image of the gel that shows the position of the
DNA strands after the PAGE experiment. The num-
bers at the left and the right corresponds to the num-
ber of basepairs of the different DNA fragments in the
ladder.
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S2 Design of the DNA strands

In order to get an efficient annealing process and a reliable DNA sandwich assay the DNA strands should
have the following requirements:

« Docking strand A and B should have a strong binding that should not break during a measurement: 20
nucleobases complementary

« Docking strand A can only bind in one way to docking strand B, or the other binding possibilities should
be very weak bonds. The same holds for analyte strand A and B. This makes the annealing of the strand
more efficient.

« The docking strand should have a strong binding to the analyte strand: 15 nucleobases

« Analyte strand A and B can only bind in one way to docking strand B to ensure that the only bond
between the analyte strand and the docking strand is the strong one that survives the whole measure-
ment.

« The hairpin melting temperature should be as low as possible for all four single stranded oligos, which
makes the annealing process more efficient. The melting temperature of Analyte-B is a bit high, but a
lower temperature could not be realized .

S3 Validation of BD simulation

The BD simulation is run several times to validate the results. By changing the magnetic field strength in an
OMC experiments, the encounter process is accelerated. This should also be the result of the simulation. Also
the initial particle concentration is changed. A higher concentration should also result in a larger encounter
rate.

Fig [S2| shows the simulation results of changing the field and the concentration. As expected, the number
of clusters versus the time is higher for increasing field strengths and increasing concentrations. Increasing
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Fig. S2 Simulation results. The number of clusters are plotted versus the time, for varying magnetic field
strengths and an initial particle concentration of 1.3 pM(a), and for varying particle concentrations and a
constant magnetic field of 4 mT (b).
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the field strength with a factor 5 has less effect than increasing the concentration with a factor 5. This is
because the encounter rate initially depends on Brownian motion. At distances smaller than about 3 pm the
magnetic interaction become significant. At higher concentrations the average initial distance are decreased
which causes faster encounter rates.

$4 Scattering simulation

In order to get quantitative insights in the light scattering by rotating dimers, a Mie-scattering simulation
is used. This simulation has been developed by Mackowski et al.[36]. The simulation is performed using a
660 nm light source with S-polarization. The dimers consist of particles with varying diameter and a constant
interparticle distance of 10 nm.

For the simulations of the polystyrene and silica particles, sizes of respectively 536 nm and 511 nm are used,
without any size dispersion. For the Ademtech particles the size varies from 200 nm to 800 nm to account for
the large CV. The effective refractive index of the particle can be calculated with equation|51| [40].

2 (1 + 2fgﬂl)ng277“a + 2(1 - fg?“a)n%%at
mat (1- fgra)ngg;m +(2+ fgm)”?nat ’

where ng.q and 1,4 are respectively the refractive indices of the iron-oxide grains and the matrix material,
fgra is the volume fraction iron oxide. The volume fraction can be calculated from the weight fraction iron-
oxide, which was determined earlier in this chapter. The derivation of the volume fraction iron-oxide is
discussed in appendix[A2|and is given by

(51)

2
neff =N

ight
f _ %,«a . pmatf;?)%lg (52)
gra — - ight
V;Eotal Pgra + f;l;%zg (pmat - Pgra)

in which pg,q and py,q¢ are the densities of the iron-oxide grains and the matrix material respectively in
gem ™3, and f;ﬁ‘ffght is the weight fraction iron-oxide, which is 0.62 for the Ademtech, and 0.36 for the
polystyrene and Silica particles. All the physical properties that are used in the above equations, as well
as the calculated average volume fraction and refractive indices, are listed in the table [I] The iron-oxide in
the microparticles is a mixture of magnetite and hematite, which have respectively a refractive index of 2.36
and 3.05. So the effective refractive index of the iron-oxide is somewhere in between and is estimated to be

2.7+£0.3.

The simulated scattering signal of the three different particle types is plotted in Fig. ?%a. For the Ademtech
particles, two examples of dimers (one dimer consisting of a particle of 350 nm and a particle of 500 nm, and
one dimer consisting of a particles of 550 nm and a particle of 650 nm) are simulated. Note that the y-axis
of both graphs are not the same. The amplitude of the signal of the Ademtech particles is much larger than
the signal of the polystyrene and silica particles, due to the larger effective refractive index of the Ademtech
particles. This corresponds to a real measurement: the scattering signal of a sample with Ademtech particles
in an OMC experiment is also much larger than a sample with silica particle. The measured Fourier amp-
litudes for the Ademtech, polystyrene, and silica particles are respectively 0.9, 0.3, and 0.09 mV, at a particle
concentration of 1.3mV.

Table 1: Left: The density and refractive indices of the materials iron-oxide, polystyrene and silica. Right: The
average weight and volume fraction, and the refractive index of the three different particle types: Ademtech,
Polystyrene, and Silica.

werght

Material Density Refective index || Particle type JreO freo Neff

Iron-oxide 5.2gcm ™ [41] | 2.7+ 0.3 [42] Ademtech 0.62£0.08 | 0.26 =0.03 | 1.83 £0.08
Polystyrene | 1.1g cm S [43] | 1.582 [44] Polystyrene | 0.36 £0.04 | 0.11 +0.01 | 1.68 +0.04
Silica 1.3gcm™3 [43] | 1.475 [45] Silica 0.36 £0.04 | 0.124+0.01 | 1.59 £ 0.04
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Fig. S3 Results of the Mie-scattering sim-
ulation The top graph shows the simulated
signal that plotted as a function of the di-
mer orientation of two Ademtech dimers, one
with particles of 350 and 500 nm, and one
with particles of 500 and 650 nm. The bottom
graph shows the simulated signal of a poly-
styrene and silica dimer. Note that the y-axis

of both graphs is different.
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