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ABSTRACT: Tethered Particle Motion (TPM) is a single
molecule technique, which consists in tracking the motion of a
nanoparticle (NP) immersed in a fluid and tethered to a glass
surface by a DNA molecule. The present work addresses the
question of the applicability of TPM to fluids which contain
crowders at volume fractions ranging from that of the nucleoid of
living bacteria (around 30%) up to the jamming threshold (around
66%). In particular, we were interested in determining whether
TPM can be used to characterize the compaction of DNA by
globular crowders. To this end, extensive Brownian Dynamics
simulations were performed with a specifically built coarse-grained
model. Analysis of the simulations reveals several effects not
observed in dilute media, which impose constraints on the TPM
setup. In particular, the Tethered Fluorophore Motion (TFM) technique, which consists in replacing the NP by a much smaller
fluorophore, is probably better suited than standard TPM. Moreover, a sample preparation technique which does not involve
hydrophilic patches may be required. Finally, the use of a DNA brush may be needed to achieve DNA concentrations close to in vivo
ones.

■ INTRODUCTION
The Tethered Particle Motion (TPM) technique consists in
tracking the motion of a nanoparticle (NP) immersed in a fluid
and tethered to a glass surface by a DNAmolecule (or eventually
another biopolymer). The size of the NP ranges from tens to
hundreds of nm and that of the DNA molecule from several
hundreds to few thousands of base pairs. Conformational
changes of the DNA induced by changes in the fluid medium or
by interactions of the DNA with other molecules in the medium
modify the amplitude of the Brownian motion of the tethered
particle. Measurement of these variations with a simple confocal
optical microscope allows one to quantify the conformational
changes of the DNA molecule. This single-molecule technique
has been introduced in the early 1990s1,2 and has recently been
enriched along two directions. The first improvement consists in
monitoring simultaneously the displacements of several
hundreds of tethered NPs positioned in a controlled manner
by soft nanolithography. This technique, called high-throughput
TPM (htTPM), reduces dramatically the acquisition time and
gives access to highly refined statistics.3 The second variant of
TPM, called Tethered Fluorophore Motion (TFM), consists in
replacing the NP by a much smaller fluorophore bound to the
free end of the DNA chain.4,5 This allows to combine TPMwith
fluorescence techniques like Förster resonance energy transfer,
however at the cost of a significant reduction in observation time
due to fluorophore photobleaching.

In the last decades, the TPM technique has been used to
investigate several biological mechanisms at play in cells,
including the processivity of RNA polymerases1,2,6 and
helicases;7 the branch migration of individual Holliday
junctions;8 the formation of DNA loops caused by the binding
of Lac repressors9−12 and restriction enzymes;13 the assembly of
the transposome;14 the action of recombinases and trans-
locases;4,5,15−17 the bending of DNA by DNA-binding
proteins18,19 and its wrapping around histones20 and other
protein wheels;21 condensation of DNA by DNA-bridging
proteins;22,23 the influence of DNA supercoiling on the
efficiency of an epigenetic switch;24 the effect of crowding
agents on the architectural properties of HU nucleoid
proteins.25 In all these studies, the macromolecular species are
added to themedium at relatively low concentration and interact
specifically with the DNA but only marginally with the NP. As a
consequence, it is sufficient to clean experimental data from
spurious points, subtract experimental drift and correct for the
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blurring effect to properly deduce the apparent length of the
DNA molecule from the amplitude of the Brownian motion of
the NP.26

The present work deals instead with the applicability of the
TPM technique to media which contain crowders at volume
fractions ranging from that in the nucleoid of living bacteria
(around 30%27,28) up to the jamming threshold (around
66%29), that is, the concentration at which macromolecules
are so tightly packed that they can no longer move. Indeed,
bacterial cells contain about 300 mg/mL of globular macro-
molecules, which increases their viscosity up to six times that of
water.30 It has been suggested that this large concentration of
globular macromolecules may be responsible for the formation
of the bacterial nucleoid, that is, for the fact that bacterial DNA
does not spread over the whole cell but occupies instead only a
fraction thereof.31−35 The proposed explanation is that a
segregative phase separation takes place in the cytoplasm,
which leads to a phase rich in DNA but depleted in
macromolecules (the nucleoid) and a second phase enriched
in macromolecules but depleted in DNA (the cytosol).35−46

Moreover, it is known that at even larger crowder concen-
trations, close to the jamming threshold, long DNA molecules
which evolve freely in a solvent collapse abruptly to very dense
globules,39 presumably because of a similar segregative phase
separation.36,37

The purpose of the present paper is to report on simulation
work, which aims at estimating whether the TPM technique can
be used to investigate heavily crowded media and, in particular,
the mechanism of DNA compaction by globular crowders.
Extensive Brownian Dynamics (BD) simulations were per-
formed with a coarse-grained model adapted from those
developed previously to investigate the compaction of DNA
molecules by macromolecular crowders.42−46 Analysis of the
simulations reveal several potential problems, which set
constraints on TPM set-ups for heavily crowded media.

■ MATERIALS AND METHODS
As is illustrated in Figure 1, the coarse-grained model used in
Brownian Dynamics simulations is composed of a DNA chain
andC spherical crowders. The DNA chain consists of n−1 = 999
beads of radius Rk = RDNA = 1.0 nm located at position rk (1 ≤ k
≤ n − 1), which are connected by springs and separated at
equilibrium by a distance lk0 = l0 = 2.5 nm (1 ≤ k ≤ n − 2). Each
bead represents 7.5 base pairs (bp), so that the chain represents a
DNA molecule containing slightly less than 7500 bp, which is
about the maximum DNA length that is used in today’s TPM
experiments. One end of the DNA chain (bead k = 1) is grafted
at the origin O of the bottom horizontal plane and the other end
(bead k = n − 1) is attached to the NP, which is modeled as a
sphere of radius Rn = RNP = 1, 20, or 150 nm located at position
rn. Vector rn is decomposed into rn = r|| + rz, where r|| is the
component of rn parallel to the bottom horizontal plane and rz
the component perpendicular to this plane. The NP is
connected to DNA bead n − 1 by a spring and separated from
it by a distance ln−1

0 = RDNA + RNP + 0.5 nm at equilibrium. Since
l0 = 2RDNA + 0.5 nm, this choice ensures that attaching a NPwith
radius RNP = 1 nm at the free end of the DNA chain actually
amounts to investigating a homogeneous DNA chain with n =
1000 beads. The C spherical crowders are located at positions sj
(1≤ j ≤ C) and have a radius RC = 40 nm. Except for simulations
without crowders (C = 0), the DNA chain and the crowders are
enclosed in the volume delimited by the bottom horizontal plane
and a hemisphere of center O and radius RH = 1000 nm.

Simulations were performed withC = 0, 1000, 2000, 3000, 3500,
or 4000 crowders, corresponding to volume fractions ρ equal to
0.00, 0.13, 0.26, 0.38, 0.45 or 0.51, respectively.
The total potential energy of the system, Epot, is the sum
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where EDNA is the internal energy of the DNA chain (including
the terminal NP), EDNA/j the repulsive electrostatic interaction
between the DNA chain (including the terminal NP) and
spherical crowder j, Ej/i the repulsive electrostatic interaction
between spherical crowders j and i, and Ewall the repulsive
potential that maintains all particles inside the confinement
volume. The internal energy of theDNA chain is itself the sum of
three terms
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where lk = ∥rk+1 − rk∥ denotes the distance between two
successive beads and θk the angle between vectors rk − rk−1 and
rk+1 − rk. The first term in the right-hand side of eq 2 describes
the stretching energy of the DNA chain, the second one its
bending energy, and the last one the electrostatic repulsion
between different DNA segments. The stretching force constant
was set to h = 100 kBT/l02, where T = 295 K, because it ensures
that the fluctuations of the distance between neighboring beads
remain small enough for the integration time step used in the
simulations.47 The bending force constant was deduced from
the known persistence length of DNA, ξ = 50 nm, according to g
= ξ kBT/l0 = 20 kBT. Note that the NP rotates freely around
DNA bead n − 1. Finally, function H(r) is defined according to
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where ε = 80ε0 denotes the dielectric constant of the buffer and
rD = 1.07 nm the Debye length inside the buffer. This value

Figure 1. Snapshot extracted from a BD simulation with C = 3000
crowders and RNP = 150 nm. The white chain represents the DNA
molecule, the red ball the NP and yellow balls the crowders. The radius
of DNA beads has been multiplied by 10 for the sake of clarity. One
fourth of the confinement hemisphere and of the crowders have been
removed, in order for the DNA chain and the NP to be seen more
clearly.
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corresponds to a total concentration of monovalent salts of 100
mM. q is the value of the electrostatic charge which is placed at
the center of each DNA bead. It was set to q = −3.525e,̅ where e ̅
denotes the absolute charge of an electron, in agreement with
Manning’s counterion condensation theory.48,49

For the sake of simplicity, the same electrostatic charge q was
placed at the center of all spherical crowders and it was assumed
that the repulsion between DNA beads and spherical crowders,
as well as the repulsion between two spherical crowders, are
governed by the same type of hard-core potential as in eq 2, that
is
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where z is the vertical unitary vector and functions F(r, σ) and
G(z, σ) are defined according to
if r ≤ RH − σ: F(r,σ) = 0,
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and
if z ≤ σ: G(z,σ) = (z − σ)2,

> =z G zif : ( , ) 0 (8)

The dynamics of the model was investigated by integrating
numerically overdamped Langevin equations. Practically, the
new position vector for each particle (DNA bead or spherical
crowder), xj

(i+1), was computed from the current position vector,
xj
(i), according to
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where the translational diffusion coefficientDj is equal to (kBT)/
(6πηRj) for DNA beads and to (kBT)/(6πηRC) for spherical
crowders. η = 0.00089 Pa s is the viscosity of the buffer atT = 298
K. Fj

(i) is the vector of interparticle forces arising from the
potential energy Epot and ζj

(i) a vector of random numbers
extracted at each step i from a Gaussian distribution of mean 0
and variance 1. Δt is the integration time step, which was set to
10 ps.
Simulations were performed as follows. The DNA chain

(including the terminal NP) was first equilibrated for 2 s, either
with (for C ≠ 0) or without (for C = 0) the confinement
hemisphere. For C ≠ 0, the crowders were then introduced at
random, homogeneously distributed and nonoverlapping
positions and the DNA/crowders system was equilibrated
again for 500 ms (for C ≤ 3500) or 700 ms (for C = 4000). The
production step then began. Six simulations with different initial
conditions and different sets of random numbers were run for

each pair of values of C = 0, 1000, 2000, 3000, 3500, or 4000 and
RNP = 1, 20, or 150 nm. Depending on the value of C, the total
integration time for each pair (C,RNP) ranged from 2 to 6 s, that
is, from 10 to 60 times the NP lateral displacement relaxation
times obtained from the two-time correlation function
according to eq 3 of ref 26. Quantities of interest were sampled
every 107 steps (0.1 ms) and averaged. Figure 1 shows a typical
equilibrated conformation obtained withC = 3000 crowders and
a NP of radius RNP = 150 nm.
Several comments are in order here.
First, investigation of DNA compaction requires that DNA

molecules much longer than its persistence length ξ = 50 nm be
used. This is the reason, why DNA molecules with 7500 bp
(50ξ) were used in the present simulations, instead of the
shorter molecules in the range 300−3000 bp that are most
commonly used in TPM experiments.
Moreover, the radius of the spherical crowders used in the

simulations is about 10 times larger than the radii of PEG
polymers (radius of gyration of PEG 8000 is about 2.5 nm at very
small polymer concentrations and salt concentrations ranging
from 10 to 200 mM50) and BSA proteins (hydrodynamic radius
≈4.5 nm at pH ≈751) used in many experiments with globular
crowders. Such a large value of RC is mandatory to keep the
number of crowders small enough to allow for integration times
of the order of several seconds for each value of the radius RNP
and each concentration of crowders. This choice is still
meaningful, because the compaction of the DNA coil is
governed by the effective volume fraction of crowders,42 not
their radius, at least as long as this radius remains small
compared to the radius of gyration of the DNA coil.
Finally, it is worth noting that the radius RH = 1000 nm of the

confinement hemisphere is significantly smaller than the length
of the fully extended DNA chain (2500 nm). However, RH is
approximately twice as large as the average end-to-end distance
of coiled DNA, (2nl0/ξ)1/2 ≈ 500 nm. Moreover, in simulations
performed without crowders (C = 0) and without confinement
hemisphere, NPs with radius RNP = 1 nm spend only 0.12% of
the time at a distance from the origin O larger than 999 nm and
NPs with radius RNP = 20 nm only 1.5% of the time at a distance
larger than 980 nm. This explains why NPs with RNP = 1 or 20
nm are almost never in contact with the confinement
hemisphere in simulations with C ≠ 0. In contrast, NPs with
radius RNP = 150 nm spend about 18% of the time at a distance
from the origin O larger than 850 nm in simulations with C = 0.
The confinement hemisphere may therefore affect to a small
extent the results obtained in simulations withRNP = 150 nm and
C ≠ 0.

■ RESULTS
Compaction of the DNA Coil with Increasing Concen-

tration of Crowders. Compaction of a long DNA molecule
immersed in a media containing globular crowders is governed
by the effective volume fraction of crowders, ρe42 For the
geometry of the TPM coarse-grained model and the repulsive
potential in eq 5, ρe is related to the number of crowders, C, and
the volume fraction of crowders, ρ, according to
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where 2(RC +ΔRC) is the distance at which the repulsion energy
between two spherical crowders is equal to kBT.

42 For the
repulsion potential in eq 5, ΔRC is equal to 0.865 nm. C = 0,
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1000, 2000, 3000, 3500, and 4000 correspond therefore to ρe =
0.00, 0.14, 0.27, 0.41, 0.48, and 0.55, respectively (remember
that hard spheres become jammed at ρe ≈ 0.6629).
Compaction of the DNA chain was quantified by the

evolution of the mean radius of gyration of the DNA coil,
⟨Rg2⟩1/2, and themean end-to-end distance of theDNAmolecule,
⟨Ree2 ⟩1/2, which were computed according to
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= =
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respectively. The values of ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2 obtained from
BD simulations performed with different values of ρe andRNP are
displayed as scattered symbols in Figure 2. For each value ofRNP,

both ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2 appear to decrease linearly with ρe
between ρe = 0 and ρe = 0.41. Least squares fits were performed
to determine the function

= +f A B( )e e (13)

which best reproduces the four points with 0 ≤ ρe ≤ 0.41 for
each value of RNP. Fitted coefficients A and B are shown in Table
1 and corresponding functions f(ρe) are plotted in Figure 2 as

dot-dashed lines. Finally, the relative decrease of each quantity
between ρe = 0 and ρe = 0.41 was estimated according to

= f f
f

(0.41) (0)
(0) (14)

Computed values of Δ are also shown in Table 1.
Figure 2 furthermore indicates that the points with ρe > 0.41

fall instead off the straight lines determined from smaller values
of ρe. For RNP = 1 nm and ρe = 0.55, both ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2
decrease by about 45% compared to ρe = 0.41, which reflects a
sharp enhancement of the compaction of the DNA coil above ρe
= 0.41. Simulations with RNP = 20 and 150 nm were performed
at ρe = 0.48 instead of ρe = 0.55, because at ρe = 0.55 the
dynamics of the NPs is too slow to get converged results in a
reasonable amount of time. Corresponding points in Figure 2
also denote a somewhat enhanced compaction of the DNA coil
compared to smaller values of ρe, but the effect is much less
pronounced than for RNP = 1 nm and ρe = 0.55.
Both regimes, the slow linear compaction of the DNA

molecule below ρe = 0.41 as well as the more abrupt compaction
above ρe = 0.41, are analyzed in detail in Discussion section
below.

Reduction of the Mean Displacement of the NP with
Increasing Concentration of Crowders. The signal
recorded in TPM experiments is the quadratic mean of the
lateral displacements of the NP, which in the simulations
corresponds to ⟨r||

2⟩1/2. The values of ⟨r||
2⟩1/2 obtained from BD

simulations performed with different values of ρe and RNP are
displayed as scattered symbols in the upper plot of Figure 3. In
addition, the bottom plot of Figure 3 displays the values of
⟨rz,b2 ⟩1/2 = ⟨(rz − RNPz)2⟩1/2, that is, the evolution with ρe of the
quadratic mean of the vertical excursion of the bottom of theNP.
This quantity is of interest, because theory predicts that a big
solid sphere immersed in a sea of smaller ones should localize
close to the bounding wall.45,52 It is consequently necessary to
check whether NPs used in TPM experiments are subject to this
effect.
Comparison of Figures 2 and 3 indicates that the compaction

of the DNA coil and the motion of the NP are highly correlated.
In particular, the evolution of ⟨r||

2⟩1/2 and ⟨rz,b2 ⟩1/2 in the range 0
≤ ρe ≤ 0.41 reflects the linear decrease of ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2
observed in Figure 2. As for ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2, least-squares
fits were performed to determine the linear functions which best
reproduce the values of ⟨r||

2⟩1/2 and ⟨rz,b2 ⟩1/2 in the range 0≤ ρe ≤
0.41 for each value of RNP. Fitted coefficients A and B and

Figure 2. Evolution of ⟨Rg2⟩1/2 (top plot) and ⟨Ree2 ⟩1/2 (bottom plot) as a
function of ρe. Red dots, green squares and blue hexagons represent the
results of BD simulations performed with RNP = 1, 20, and 150 nm,
respectively (RNP = 1 nm corresponds to a homogeneous DNA chain
with no terminal NP). Dot-dashed lines represent the result of linear fits
against the four points with ρe ≤ 0.41 for each value of RNP. The dashed
horizontal line at ⟨Rg2⟩1/2 = 65 nm indicates the radius of gyration that
the 7500 bp DNA molecule would have if it were as dense as in a
decompacted bacterial nucleoid.

Table 1. Coefficients A and B of Equation 13 and Relative
Decrease Δ of Each Quantity between ρe = 0 and ρe = 0.41
Computed According to Equation 14

A (nm) B (nm) Δ (%)

⟨Rg2⟩1/2 RNP = 1 nm 204.1 ± 3.9 −26.1 ± 15.4 −5.2
RNP = 20 nm 207.9 ± 1.6 −87.0 ± 6.3 −17.2
RNP = 150 nm 218.1 ± 4.2 −93.0 ± 16.5 −17.5

⟨Ree2 ⟩1/2 RNP = 1 nm 544.3 ± 11.3 −16.5 ± 44.3 −1.2
RNP = 20 nm 562.5 ± 3.5 −253.3 ± 13.6 −18.5
RNP = 150 nm 635.7 ± 19.2 −326.9 ± 75.2 −21.1

⟨r||
2⟩1/2 RNP = 1 nm 410.3 ± 2.1 −17.0 ± 8.1 −1.7

RNP = 20 nm 409.6 ± 24.8 −143.0 ± 97.3 −14.3
RNP = 150 nm 501.7 ± 32.9 −306.3 ± 128.9 −25.0

⟨rz,b2 ⟩1/2 RNP = 1 nm 356.5 ± 14.9 −5.2 ± 58.5 −0.6
RNP = 20 nm 368.8 ± 27.2 −216.8 ± 106.9 −24.1
RNP = 150 nm 351.3 ± 9.6 −193.9 ± 37.8 −22.6
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relative decreases Δ between ρe = 0 and ρe = 0.41 are shown in
Table 1. Adjusted linear functions f(ρe) are furthermore plotted
as dot-dashed lines in Figure 3.
Moreover, the abrupt reduction of ⟨r||

2⟩1/2 by 43% for RNP = 1
nm and ρe = 0.55 with respect to ρe = 0.41 compares well with
the reduction of ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2 by 45% in the same range.
In contrast, simulations reveal a marked difference between the
dynamics of NPs with radius RNP = 150 nm compared to RNP = 1
or 20 nm above ρe = 0.41. Indeed, for ρe = 0.48, NPs with radius
RNP = 150 nm remain in the vicinity of the bottom plane (more
precisely, in the vicinity of the first layer of crowders that pave
the bottom plane) for most of the ulterior time steps, as soon as
they are first brought in its neighborhood by random thermal
motion, in agreement with theoretical predictions.52 This is
clearly seen in the bottom plot of Figure 3 where, for RNP = 150
nm, ⟨rz,b2 ⟩1/2 drops abruptly down to 65 nm at ρe = 0.48, which
means that the bottom of the NP is located on average only 25
nm above the radius of spherical crowders. NPs with radius RNP
= 150 nm are indeed significantly larger than crowders with
radius RC = 40 nm, and the size difference is sufficient to let the
NP localize in the neighborhood of the bottom plane.52 In
contrast, Figure 3 indicates that NPs with RNP = 20 nm do not
remain close to the bottom plane at ρe = 0.48, which is due to the
fact that, in this case, crowders are bigger than the NP.
The two regimes, ρe ≤ 0.41 and ρe > 0.41, are discussed in

detail in Discussion section.

■ DISCUSSION
As mentioned in Introduction, the purpose of the present work
was to estimate whether the TPM technique can be used to

investigate heavily crowded media and, in particular, the
mechanism of DNA compaction by globular crowders. In the
present section, we discuss how the extensive BD simulations
described above help answer this question. In particular, we
highlight several potential problems and propose solutions to
overcome them.

Perturbations Imposed to the DNA Coil by the TPM
Setup. Adjusted parameters A (Table 1) represent a good
estimate of a given quantity in the absence of crowders and can
be used to check the strength of the perturbations imposed to
the DNA coil by the TPM setup itself. For example, the Worm-
Like-Chain (WLC) model predicts that the mean radius of
gyration of a free polymer with contour length (n − 2)l0 and
persistence length ξ is ⟨Rg2⟩1/2 = ((n − 2)l0ξ/3)1/2,53 that is about
203.9 nm for n = 1000, l0 = 2.5 nm and ξ = 50 nm. According to
Table 1, the corresponding values obtained fromBD simulations
are 204.1 nm for RNP = 1 nm, 207.9 nm for RNP = 20, and 218.1
nm for RNP = 150 nm. The TPM setup has consequently a
negligible influence on the mean radius of gyration of the DNA
coil for RNP = 1 and 20 nm, and is responsible for an increase of
⟨Rg2⟩1/2 smaller than 7% for RNP = 150 nm. TheWLCmodel also
predicts that the mean end-to-end distance of the free DNA
chain is ⟨Ree2 ⟩1/2 = (2(n − 2)l0ξ)1/2 ≈ 499.5 nm,53 whereas BD
simulations lead to 544.3 nm for RNP = 1 nm, 562.5 nm for RNP =
20, and 635.7 nm for RNP = 150 nm, that is, increases of about 9,
13 and 27%, respectively, for the TPM setup compared to the
free DNA chain. The significant increase (+9%) observed for
homogeneous DNA chains (RNP = 1 nm) is probably due to the
fact that the TPM setup imposes that the end of the DNA chain
grafted to the bottom surface remains outside (or at the outer
surface) of the DNA coil. Moreover, the large discrepancy
(+27%) observed for NPs with RNP = 150 nm is probably due to
the fact that for this geometry the other end of the DNA chain,
which is grafted to the NP, is also constrained to remain outside
(or at the outer surface) of the DNA coil, because NPs are
actually too big to penetrate inside the DNA coil.

Correlation between the Size of the DNA Coil and the
Lateral Displacement of the NP. As already mentioned in
Results section, the properties of the DNA coil and the
displacements of the NP are highly correlated in the first linear
regime extending up to ρe ≈ 0.41. This correlation can be
rationalized theoretically. Indeed, in,54 Segall et al. provided a
theoretical analysis of the motion of the NP in TPM
experiments. Based, in particular, on the fact that there exist
only two relevant length scales in the experiment, namely the
radius RNP of the NP and the radius of gyration (Lξ/3)1/2 of the
isolated DNA coil, they derived expressions for ⟨r||

2⟩ and ⟨rz2⟩ in
terms of the radius of gyration of the DNA coil and of the
excursion number NR, which is defined as the ratio of the two
relevant length scales (eqs (10b) and (10c) of ref 54). Their
work dealt with a standard TPM experiment without crowders,
but the results of simulations performed with spherical crowders
may eventually be compared to their theoretical predictions by
simply replacing the radius of gyration of the isolated DNA coil,
(Lξ/3)1/2, by its actual radius of gyration ⟨Rg2⟩1/2. This amounts
to defining the excursion number according to

=N
R

RR
NP

g
2 1/2

(15)

and recasting eqs (10b) and (10c) of ref 54 in the form

Figure 3. Evolution of ⟨r||
2⟩1/2 (top plot) and ⟨rz,b2 ⟩1/2 (bottom plot) as a

function of ρe. Red dots, green squares and blue hexagons represent the
results of BD simulations performed with RNP = 1, 20, and 150 nm,
respectively (RNP = 1 nm corresponds to a homogeneous DNA chain
with no terminal NP). Dot-dashed lines represent the result of linear fits
against the four points with ρe ≤ 0.41 for each value of RNP.
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The plots of ⟨r||
2⟩/⟨Rg2⟩ and ⟨rz2⟩/⟨Rg2⟩ as a function of NR

obtained from BD simulations, as well as the theoretical
estimates in the right-hand sides of eqs 16 and 17, are shown in
Figure 4. Comparison of Figure 4 with Figure 2 of ref 54

indicates that the agreement between simulations and
theoretical results is very similar for simulations with and
without crowders. More precisely, the agreement is very good
for ⟨r||

2⟩/⟨Rg2⟩, whereas the theoretical estimate of ⟨rz2⟩/⟨Rg2⟩ is
somewhat too large for values of NR smaller than 1. The only
exception is the point obtained from simulations with RNP = 150
nm and ρe = 0.48, whose vertical component clearly falls off the
theoretical curve, because of the localization of the NP close to
the bottom surface discussed above. It is noted that the
excursion number NR is close to 1 for a 7500 bp DNA and a NP
with radius RNP = 150 nm, which indicates that the system is at
the boundary between molecule-dominated motion (NR < 1)
and NP-dominated motion (NR > 1, confined rotations).

Analysis of the Linear Regime at Intermediate
Crowder Concentrations. The major information derived
from Table 1 is however that in the range 0 ≤ ρe ≤ 0.41 all
quantities decrease muchmore rapidly as a function of ρe forRNP
= 20 and 150 nm than for RNP = 1 nm. More precisely, ⟨Rg2⟩1/2,
⟨Ree2 ⟩1/2, ⟨r||

2⟩1/2 and ⟨rz,b2 ⟩1/2 decrease by only a few percents for

RNP = 1 nm, whereas the drop is of the order of 20% for RNP = 20
and 150 nm. This is all the more unexpected, as the computed
persistence length of the DNA chain decreases from 52.0 nm at
ρe = 0 down to 46.6 nm at ρe = 0.41 for RNP = 1 nm, from 52.3 to
46.2 nm for RNP = 20 nm, and from 53.2 to 46.5 nm for RNP =
150 nm. Stated in other words, the persistence length of the
DNA chain decreases by about 12% between ρe = 0 and ρe =
0.41, whatever the radius of the NP. According to the WLC
model, this corresponds to a decrease of ⟨Rg2⟩1/2 and ⟨Ree2 ⟩1/2 by
about 6%, which is consistent with the results obtained for RNP =
1 nm but significantly smaller than the drops measured for RNP =
20 and 150 nm.
The steeper decrease of ⟨Rg2⟩1/2, ⟨Ree2 ⟩1/2, ⟨r||

2⟩ and ⟨rz,b2 ⟩1/2 for
RNP = 20 and 150 nm is therefore a consequence of the collisions
between the crowders and the NP. This conclusion is at first
sight counterintuitive, because isotropic NP/crowders collisions
are expected not to alter the mean conformation of the DNA
coil. The point, however, is that NP/crowders collisions are
precisely NOT isotropic. Indeed, they are less frequent close to
the point where the DNA chain is grafted to the NP compared to
the other side of theNP. On average, NP/crowders collisions are
therefore expected to result in a net force oriented from the
center of the NP toward DNA bead n − 1, that is, along vector
rn−1 − rn. This conjecture is confirmed by the top plot of Figure
5, which indicates that the mean value of the projection of force

=
=

( )q H R RF r s
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n j
2
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Figure 4. Log−log plots of the evolution of ⟨r||
2⟩/⟨Rg2⟩ (top plot) and

⟨rz2⟩/⟨Rg2⟩ (bottom plot) as a function of NR. Symbols represent the
results obtained from BD simulations and gray dot-dashed lines the
theoretical estimates in the right-hand sides of eqs 16 and 17.

Figure 5. Evolution of ⟨F.(rn−1 − rn)⟩ (top plot) and
÷÷÷÷÷÷÷

F r. (OG )n
(bottom plot) as a function of ρe. Red dots, green squares and blue
hexagons represent the results of BD simulations performed with RNP =
1, 20, and 150 nm, respectively (RNP = 1 nm corresponds to a
homogeneous DNA chain with no terminal NP).
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on vector rn−1 − rn is nonzero and increases exponentially with
ρe. In addition, especially for the largest NP with radius RNP =
150 nm, the DNA coil locates preferentially between origin O,
where one end of the DNA chain is grafted, and the NP. As a
consequence, vector rn−1 − rn points preferentially approx-
imately toward the position of the center of mass G of the DNA
coil. This can be checked in the bottom plot of Figure 5, which
displays the evolution with ρe of themean value of the projection
of F on vector

÷÷÷÷÷÷÷
rOG n. The mean amplitude of the projected

force increases again exponentially with ρe, being of the order of
6 fN at ρe = 0.41 for RNP = 1 nm, 40 fN for RNP = 20 nm, and 280
fN for RNP = 150 nm. For the sake of comparison, it is reminded
that a DNA molecule grafted to a surface is stretched to
approximately half its contour length when a constant force of 80
fN is applied to its free end.55 We furthermore checked that the
application at the center of the NPs of a force of 80 fN directed
toward the apex of the confinement hemisphere is sufficient to
let the NPs reach the apex within about 50 ms (for RNP = 20 nm)
or 150 ms (for RNP = 150 nm) at ρe = 0.41. Our tentative
explanation for the steeper decrease of ⟨Rg2⟩1/2, ⟨Ree2 ⟩1/2, ⟨r||

2⟩1/2
and ⟨rz,b2 ⟩1/2 for RNP = 20 and 150 nm compared to the
homogeneous DNA chain is therefore that the anisotropy of the
collisions between the crowders andNPs with radius RNP = 20 or
150 nm results in a force which is sufficiently strong to push back
the end of the DNA molecule grafted to the NP toward the
center of mass of the DNA coil, thereby contributing to the
compaction of the DNA coil.
This is of course a caveat that must be taken into account

when using the TPM setup to investigate the compaction of the
DNA coil by globular macromolecular crowders. Indeed, the BD
simulations suggest that, if the NP is sufficiently large, then the
interactions between the crowders and the NP have a more
pronounced effect on the mean lateral displacement of the NP
and the compaction of the DNA coil than the interactions
between the crowders and the DNA chain. When working in the
linear regime, it is consequently probably safer to use the
Tethered Fluorophore Motion (TFM) technique, which
consists in replacing the NP by a much smaller fluorophore
bound to the free end of the DNA chain,4,5 rather than the usual
TPM technique.

Analysis of the Regime above ρe = 0.41. BD simulations
indicate that two different phenomena are likely to take place in
a narrow range of crowder concentration above ρe = 0.41.
On one hand, in the absence of NP (RNP = 1 nm), both ⟨Rg2⟩1/2

and ⟨Ree2 ⟩1/2 decrease by about 45% at ρe = 0.55 compared to ρe
= 0.41. This sharp compaction is of course reminiscent of the
abrupt coil to globule transition induced by above-threshold
concentrations of salt and simple neutral polymers56 or BSA
proteins,38,57 which takes place close to the jamming thresh-
old.39 The DNA concentration measured in compact globules is
admittedly much larger than the concentration obtained in BD
simulations with RNP = 1 nm and ρe = 0.55, but two features of
the model may contribute to limit DNA compaction in the
simulations. First, the mean radius of gyration of the DNA coil
for RNP = 1 nm and ρe = 0.55, ⟨Rg2⟩1/2 ≈ 106 nm, is close to the
diameter of the crowders, 2RC = 80 nm. This indicates that the
compacted DNA coil occupies approximately the place of one
crowder in the almost periodic array of crowders that forms close
to the jamming threshold (See Figure 2 of ref 45 and Figure 8 of
46) and suggests that it is not possible to compact the DNA coil
further without decreasing the size of the crowders. This
hypothesis is supported by the fact that DNA coils with a radius

of gyration ⟨Rg2⟩1/2 ≈ 77 nm were obtained for the same DNA
chain and crowders with RC = 7.4 nm (see Figure 4 of ref 46).
Moreover, it has been shown that the condensation of the DNA
coil to a globule by anionic nanoparticles is accompanied by the
denaturation of theDNA strands,39 which decreases the bending
rigidity of the DNA molecule by about 1 order of magnitude. In
order to reproduce this extreme compaction of the DNA coil, it
would therefore probably be necessary to take denaturation
properly into account in the coarse−grained model.
On the other hand, BD simulations performed with RNP = 150

nm and ρe = 0.48 suggest that NPs with radius RNP = 150 nm
remain in the vicinity of the bottom plane as soon as they are first
brought in its neighborhood by random thermal motion, in
agreement with theoretical predictions.52 Most probably, if
crowders of the size of BSA proteins (≈4.5 nm51) were used,
then NPs with RNP = 20 nm would also remain most of the time
close to the bottom plane.
The fact that these two mechanisms take place in the same

narrow interval of crowder concentration points toward a further
potential experimental difficulty. Indeed, streptavidin-coated
NPs tend to be attracted by, and adhere to, the antidigoxigenin-
coated spots which cover the bottom coverslip of most TPM
experimental set-ups. At crowder concentrations where NPs are
maintainedmost of the time in the vicinity of the bottom surface,
most of them are probably trapped and immobilized by the
coating. The problem is that it is actually difficult to discriminate
experimentally between NPs which are immobilized because
they adhere to the coating and NPs which are maintained at a
short distance of the bottom surface by collapsed DNA
molecules. In order to lift this uncertainty, one may eventually
have recourse to more efficient sample preparation techniques,
which do not involve hydrophilic patches to which streptavidin-
coated NPs may adhere.58

Range of DNA Concentrations Available with the TPM
Setup. In connection with the previous point, BD simulations
suggest that the sole addition of globular crowders in a standard
TPM setup will probably not be sufficient to investigate the
range of DNA concentration that prevails in prokaryotic cells.
Indeed, in the linear regime (ρe ≤ 0.41) the compaction of the
DNA coil by globular crowders does not exceed a few percents
and remains quite modest compared to the one that prevails in
living prokaryotic cells. Indeed, the global density of DNA base
pairs in living bacteria (≈5 mM) corresponds to that of a 7500
bp DNA molecule enclosed in a sphere of radius ≈84 nm and
having a radius of gyration of ≈65 nm. Moreover, macro-
molecular crowders, DNA-bridging proteins and supercoiling
contribute to compacting the genomic DNA into an even denser
object called the nucleoid,33 which occupies only a fraction of
the cell. This means that the 65 nm value, which is shown as a
horizontal gray dot-dashed line in the top plot of Figure 2,
should be considered as an upper limit for the 7500 bp DNA to
be as compact as in living cells. Actually, the radius of gyration of
the DNA coil at ρe = 0.41 is about 3 times larger than this limit
and corresponds to a concentration of DNA about 30 times
smaller.
In contrast, the DNA concentration in compact globules

formed by above-threshold concentrations of monovalent or
divalent salt and simple neutral polymers,56 or small trivalent or
tetravalent polycations like spermidine and spermine,59−61 is
much larger than the DNA concentration in living cells. For
example, the concentration of base pairs is of the order of 200−
300 mg/mL, that is, about 0.3−0.45 M, in globules formed with
increasing concentrations of PEG and salt.62 This is about 2
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orders of magnitude larger than in living cells and would
correspond to a radius of gyration of about 17 nm for a 7500 bp
DNA having the shape of a spherical globule. The point is that
the coil to globule transition corresponds to a phase transition,
so that all DNA concentrations comprised between that of a
slightly compacted coil and that of a dense globule cannot be
attained with these methods. In order to achieve DNA
concentrations close to in vivo ones, one must instead use
methods which lead to a gradual compaction of the DNA coil.
For example, one could think of adding to the injected solvent
either long (≈100 monomers) poly-L-lysine molecules63,64 or
DNA-bridging proteins, like H-NS.65 Such proteins are indeed
able to compact substantially the DNA coil and compaction
ratios due to globular crowders and DNA-bridging proteins are
additive over large concentration ranges.46 Still, upon addition
of poly-L-lysine or DNA-bridging proteins, one would still have
to face a problem related to the rigidity of the DNA molecule.
Indeed, the radius of gyration of the coil formed by a 7500 bp
DNAmolecule at concentrations close to in vivo ones (less than
65 nm) is of the same order of magnitude as the persistence
length of the DNA molecule (ξ = 50 nm), so that the bending
rigidity of the DNA molecule would probably oppose
significantly the compaction of the DNA coil by globular
crowders and DNA-bridging molecules. This problem could in
turn be somewhat alleviated by working with longer DNA
molecules, of the order of 20,000 bp instead of 7500 bp, which
however lie at the limit of today’s TPM feasibility.
Considering all the points raised in the present study, a

promising method for applying the TPM technique to dense
media with DNA concentration close to in vivo may perhaps
consist in focusing on the aggregation of multiple DNA
molecules instead of the condensation of a single one and
preparing ad-hoc substrates. For example, one may use soft
nanolithography to graft ≈7500 bp DNA molecules on patches
of size 100 nm × 100 nm, which would result in a DNA layer of
thickness ≈400 nm and base pair concentration ≈5 mM. One
would furthermore attach a fluorophore at the free end of the
DNA molecules located on a lattice of period ≈1 μm. By
recording the motion of these fluorophores with a htTPM setup,
one should be able to characterize the compaction of the DNA
layer upon addition of increasing concentrations of globular
crowders and/or DNA bridging proteins. While technically
feasible with today available technologies, this project would
probably still require some developments in order to firmly
relate the amplitude of motion of the fluorophores to the
properties of the DNA layer.

■ CONCLUSIONS
In this work, extensive BD simulations were launched to
estimate whether TPM is a suitable technique for investigating
crowded media, with a focus on the compaction of the DNA
molecule by globular crowders. The simulations highlight
several effects not observed in dilute media, which render the
interpretation of experimental signals potentially more complex.
For example, the interactions between the crowders and the NP
may affect the mean lateral displacement of the NP and the
compaction of the DNA coil more strongly than the interactions
between the crowders and the DNAmolecule. Moreover, it may
be difficult to distinguish between NPs which are brought in the
neighborhood of the bottom glass by entropic effects and adhere
to the coating and NPs which are maintained at a short distance
of the bottom surface by collapsed DNAmolecules. These issues
can hopefully be solved technically by using small fluorophores

instead of the larger NPs and having recourse to sample
preparation techniques that do not involve hydrophilic patches.
Simulations furthermore suggest that DNA concentrations close
to in vivo ones could be difficult to achieve with a standard TPM
setup. The solution may consist in attaching the fluorophores to
a small portion of the DNA molecules forming a DNA brush.
It is hoped that this work will trigger more work, both

experimental and theoretical.
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