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Abstract
Filamentous actin is one of the most important cytoskeletal elements. Not only is it

responsible for the elastic properties of many cell types, but it also plays a vital role in cel-

lular adhesion and motility. Understanding the bundling kinetics of actin filaments is

important in the formation of various cytoskeletal structures, such as filopodia and stress

fibers. Utilizing a unique pillar-structured microfluidic device, we investigated the time

dependence of bundling kinetics of pillar supported free-standing actin filaments. Micro-

particles attached to the filaments allowed the measurement of thermal motion, and we

found that bundling takes place at lower concentrations than previously found in 3-dimen-

sional actin gels, i.e. actin filaments formed bundles in the presence of 5–12mM of mag-

nesium chloride in a time-dependent manner. The filaments also displayed long term

stability for up to hours after removing the magnesium ions from the buffer, which sug-

gests that there is an extensive hysteresis between cation induced crosslinking and

decrosslinking.

Introduction
Actin is one of the most abundant cytoskeletal proteins with crucial roles in maintaining the
cellular shape, elasticity, adhesion and motility [1–3]. In its natural monomer form it is a
globular protein (G-actin), but in cells and under proper buffer conditions these globular
units dynamically assemble into filaments (F-actin). Numerous previous studies have ana-
lyzed the morphology and rheological properties of actin gels. In vitro, actin filaments can
reach a length of*20–30 μm. These studies show that the actin filaments possess a negative
net charge with a linear charge density of about 4 e−/nm, a helical structure with a twisting
increment of*36 nm/turn and a diameter of*7–9 nm [2, 4–6]. Mechanically, actin fila-
ments are semiflexible, with a persistence length in the order of 8–17 μm[7, 8], which is
about 1/4–1/2 of their contour length, depending on the presence and type of the stabilization
agent.
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The rheological properties of actin gels depend on the concentration of actin and the cross-
linker, as well as the chemical composition of the latter [9–16] (for a summary see Ref. [17]).
While chemistry can be precisely controlled in these in vitro gel experiments, determination of
network formation dynamics is greatly hindered because polymerization and bundling (cross-
linking) occur simultaneously. Nevertheless, several physical and chemical parameters of net-
work formation have been identified in such actin gels. For example, using light scattering of
0.5mg/ml (c.a. 12 μM) actin solutions, Tang and Janmey showed that actin is bundled by diva-
lent cations at various concentrations, i.e. Co2+ at 5.5mM,Mn2+ at 7mM, Ca2+ at 20mM and
Mg2+ at 27mM[18]. Later, experiments indicated that the elasticity of isotropic and nematic
actin gels depend on the magnesium concentration at much lower values than in the previous
study, but a detailed correlation was not investigated [19]. Furthermore, experiments using
actin comets, protrusion systems formed by polymerizing actin bundles, also indicated an
effect at low magnesium concentrations [20].

The aforementioned studies have described the rheological properties of actin gels by
modeling the filaments as linear, charged, semiflexible polyelectrolytes interacting with the
divalent cations according to the counterion condensation theory. However, emerging infor-
mation suggests a deviation from this classical mechanism, indicating the ability of divalent
cations to promote bundling of filaments at lower concentrations than the previously estimated
critical values. Therefore, anchoring actin filaments on supporting pillars or microparticles
allows for dynamic control of the chemical environment resulting in time dependent control of
the morphology and mechanical properties of the network [4, 21–23]. While this anchoring
helps separate the polymerization and bundling processes, it also imposes a specific mechanical
constraint: the diffusion of the filaments is hindered, and the bundling evolves in a characteris-
tic zippering manner. Qualitatively, this behavior is independent of the bundling agent, thus
various actin binding proteins (e.g. α-actinin, fascin, filamin, myosin-II) as well as divalent cat-
ions (Ca2+,Mg2+) exhibit a similar process [22].

Using microfluidics, one can estimate the binding energy from quantitative imaging, and
subsequently conclude that the interaction energy of filaments is high, and the resulting Y-
shape remains stable [4, 24]. However, the radius of the bending is not resolvable with optical
microscopy, hindering a more exact estimation of the bending energy of the filaments in this
state. A direct measurement of the forces driving bundle formation at the single filament
level revealed very small values, on the order of 0.1–0.2 pN[25], with these measured forces
exhibiting a saturation-like dependence with increasing cation concentration (for these
experiments, the applicable magnesium concentration was limited to about*25–200mM).
Thus, on one hand, experiments have shown filaments bundle into a stiff structure, which
must be held together by large enough forces to resist unbundling [24]. On the other hand,
the forces acting between individual filaments during bundle formation are on the order of
sub-piconewtons [25]. This apparent contradiction can be resolved by assuming that the
bundling process is driven both by weak forces and the semiflexible nature of the actin fila-
ments; therefore, local changes of the molecules (e.g. conformation changes) increase the
bundle stability, in a similar manner as magnesium or calcium do to the structure of G-actin
[26]. Based on this assumption, we can hypothesize that actin bundles formed by magnesium
ions would exhibit long term stability, and that the speed of bundling would depend on the
concentration of the available divalent cations at low concentration values. In this paper, we
present the time dependence of actin bundling due to low (2–12mM), but constant concen-
tration. We also present experimental evidence that this bundling cannot be reversed by
removing magnesium from the buffer or by applying EDTA as a chelating agent to the bun-
dled network.

Reversibility and Time Dependence in Magnesium Induced Actin Bundling
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Materials and Methods

Animal ethics statement
Rabbit muscle tissue was obtained from commercially available frozen rabbit meat, designated
for human consumption. Thus, no live animals were utilized in this study, nor did the authors
have contact with the meat producer. General commercial animal guidelines of Germany were
met by the meat producer.

Fabrication of microfluidic devices
The flow channels (Fig 1) were constructed from two main parts: a main channel and a micro-
pillar array protruding into the channel. The channels were typically 40 μm high, with a 6mm
× 6mmmain chamber in the middle. The pillars were 15 μm high with a diameter of 5 μm and
a typical center-to-center distance of 13 μm. The pillar field was 5mm × 5mm in size, placed
in the middle of the main chamber during assembly. Both parts were produced by standard
soft lithography methods [27, 28] using SU-8 negative resists (MicroChem Corp., USA),
treated according to the manufacturer’s instructions. Structures were exposed using a MJB3
mask aligner (SUESS MicroTec AG, Germany) equipped with a 350Wmercury lamp.

For the channel, a 40 μm thick layer of SU8-25 was applied onto a borosilicate glass slide
(Krankenhaus- und Laborbedarf Manfred Fremdling, Germany), cleaned in aqueous Extran
solution (Merck KGaA, Germany) (Extran :H2O = 1 : 10 by volume) prior to coating. The pil-
lars were made using a 15 μm thick layer of SU8-2010 on a silicon wafer (SI-MAT—Silicon
Materials e.K., Germany) and a hole array structure, i.e. a chrome mask consisting of circular
spots of 5 μm diameter and 13 μm center-to-center distance. After developing the masks with
SU-8 developer (mrDEV-600 MicroChem Corp., USA), they were passivated by vapor deposi-
tion of 1H,1H,2H,2H-perfluorooctyltrichlorosilane (ABCR Dr. Braunagel GmbH & Co. KG,
Germany) for 3 hours in a desiccator.

The mold was created by pouring polydimethylsiloxane (PDMS) (Sylgard 184, Dow Corn-
ing Corporation, USA) (base : catalyst = 10 : 1 by mass) onto the masks and, after subsequent
degassing, hardened at 65 °C for 4 hours. For the pillar fields, a*3–4mm thick PDMS layer
was created, while for the channels, a cover slip was pressed onto the mask, leaving a thin layer
of PDMS around the structure of only a few microns. After peeling off the mold, a pair of
PTFE tubes (Bohlender GmbH, Germany) were attached to the back of the PDMS pillar-block
through holes made with biopsy punchers (Harris Uni-Core 0.5mm, Ted Pella Inc., USA).
Both the channel-coverslip as well as the pillar-block were then activated in oxygen plasma at a
pressure of 0.5mbar and 150W for 30 seconds (100-E microwave plasma system, PVA TePla
AG, Germany) to enable covalent binding between the two surfaces when assembled together.
To ensure water tight seal, which is especially important at the PDMS-tube interface, the cham-
ber was also sealed using “Twinsil 22 dublier-silicone” (Picodent Dental-Produktions- und
Vertriebs-GmbH, Germany).

Chemicals for buffers
If not stated otherwise, all buffer salts used for buffer solutions were purchased from Sigma-
Aldrich Chemie GmbH (Germany) and used without further purification.

Actin purification and polymerization
Actin was purified from rabbit skeletal muscle as previously described [29, 30] and mixed with
biotinylated G-actin (Tebu-bio GmbH, Germany) in a 25 : 1 ratio leading to a final concentration
of*1.63mg/ml in G-buffer (2mM tris(hydroxymethyl)-ammomethan (TRIS), 0.2mMCaCl2,
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0.2mM dithiothreitol (DTT), 0.77NaN3, 0.2mM adenosine 5’-triphosphate disodium salt (Na-
ATP), pH 8.0). The samples were then flash frozen in liquid nitrogen and stored at –80°C until
use. The actin concentration was determined using UV/VIS spectroscopy with an absorption
coefficient of 0.63ml/(mg cm) [31].

Fig 1. Flow channel for the creation of stress-fiber like actin structures. (A) A photograph of the prepared channel. (B) Schematic side view: The
channel is imprinted into a thin PDMS layer on top of a cover slip (1) and closed with a*3–4mm thick block (2) with the pillar field (3) placed in the middle.
The attached tubes (4) allow a continuous, pump driven exchange of liquid. (The scales are altered for better visibility.)

doi:10.1371/journal.pone.0136432.g001
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To achieve a 5 μM dilution of F-actin, polymerization was initiated by adding 12.5 μl G-
actin to 10 μl of 10× F-buffer (20.0mM TRIS, 20.0mMMgCl2, 1000mM KCl, 2.0mM CaCl2,
2.0mM DTT, 5.0mMMg-ATP; pH 7.4) and 72.5 μl H2O. After 10 minutes, the filaments were
stabilized and fluorescently labeled by adding 5 μl of a 0.1 μM tetramethylrhodamin-B-isocya-
nate labeled phalloidin (phalloidin-TRITC) solution.

NEM-HMM
Heavy meromyosin (HMM) was prepared from rabbit muscle using the Margossian and
Lowey method [32], with its ATPase functionality blocked using N-ethylmaleimide (NEM)
according to a previously published protocol [33, 34], resulting in NEM-HMMwhich was used
to bind actin filaments to the PDMS pillars.

Preparation of actin networks
The flow channel was first rinsed with 30% aqueous ethanol solution and then with test buffer
(T-buffer: 25mM imidazole, 1mM ethylene glycol bis(beta-aminoethyl ether)-N,N,N’,N’-tet-
raacetic acid (EGTA), 2mMMgCl2, 25mM KCl; pH 7.4) at 5 μl/min for 15minutes each. Next
NEM-HMM solution (5 μM in T-buffer) was flushed in to ensure the attachment of actin fila-
ments to the pillar tops. Previous studies have shown that the NEM-HMM physisorbs to the
PDMS pillars and remains throughout subsequent rinsing processes. After rinsing with T-
buffer, a diluted F-actin solution (0.05 μM) was injected at a flow rate of 0.4 μl/min with a
syringe pump (Pico Plus, Harvard Apparatus, USA). After reaching the desired filament den-
sity, the flow chamber was rinsed again with T-buffer to extract non-attached filaments (Fig 2).

In-situ polymerized networks were formed by injecting the polymerization solution into a
4-armed channel immediately after adding G-actin to the solution, allowing the polymerization
to take place in the flow chamber. Excessive filaments were then extracted after an incubation
time of 2 hours by rinsing the channel and alternating the flow direction, i.e. gradually lowering
the frequency in 5 cycle steps from 0.05 Hz to 0.003 Hz. This procedure led to a much higher
isotropy of actin orientation the filament adhesion method (see Fig 2).

Buffers for actin bundling and ion removal
For cross-linking actin, T-buffer containingMgCl2 at concentrations of 2–12mM was used, as
well as a buffer for removingMg2+ ions (25mM imidazole, 1mM EGTA, 5mM ethylenedi-
aminetetraacetic acid (EDTA), 25mMKCl; pH 7.4). The buffers were injected at a loading rate
of*0.4 μl/min. with an input tube length of 195±3mm. Particle tracking experiments were
started*30 minutes after the start of injection, because the solution required*34 minutes to
pass through the tube.

Microparticles
To characterize the thermal motion of the filaments, streptavidin coated polystyrene microbe-
ads (PC-S-2.0, Kisker Biotech GmbH & Co. KG, Germany, stock concentration c.a. 0.2mg/ml)
with a reported diameter of*1.87 μm were injected into the system at a 1 : 20 dillution in T-
buffer.

Microscopic imaging and analysis
The experiments were performed on a custom made microscope platform, built around an
IX71 inverted microscope body (Olympus Deutschland GmbH, Germany), equipped with a
custom illumination and imaging system. Sample positioning is controlled by a motorized
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stage (SCAN IM 112x74, Maerzhaeuser Wetzlar GmbH & Co. KG, Germany) and fine control
is provided by a 3-axis piezoelectric stage (P-563.3CD, Physik Instrumente (PI) GmbH & Co.
KG, Germany; working range 300 μm in the x,y,z-directions) built on top of the motorized
stage.

The microscope was equipped with a Zeiss plan-NEOFLUAR water immersion objective
(Carl Zeiss AG, Oberkochen, DE, 63×, numerical aperture NA = 1.2). Bright field imaging was
done in transmission mode via a 660 nm collimated LED (M660L3-C1, Thorlabs, USA) light
source, and an A602f CMOS camera (Basler AG, Germany) allowing for image acquisition up
to a rate of 100 fps. Fluorescence imaging was carried out using a diode pumped solid state
laser (DPSSL-70, Roithner Lasertechnik GmbH, Austria) emitting light at a wavelength of 532
nm. The emission filter has a center wavelength of 570 nm (AHF Analysentechnik AG, Ger-
many) and image recording was done using a Hamamatsu ORCA-ER CCD camera (Hamama-
tsu Photonics Deutschland GmbH, Germany). The camera and the laser were synchronized by
a custom-built programmable trigger (based on an Olymex SAM7S-P64 board, Olymex Ltd,
Bulgaria), providing TTL pulses with sub-millisecond accuracy. To minimize external oscilla-
tions the setup was placed on an actively damped optical table (VH3660W-OPT, Newport
Co., USA).

All image acquisition was performed using the free dc1394 DCAM library for firewire cam-
eras, and its graphical user interface program Coriander on a Linux workstation. Sample posi-
tioning was driven by self developed programs using the object oriented programming
language Python. Particle tracking was done according to the principles and algorithm
described by Crocker et al. using MATLAB [35, 36]. Computation of the viscoelastic moduli
was accomplished by microrheology algorithms developed in our laboratory (see Ref [37]).
The restoring potential and force constants were calculated using Boltzmann position

Fig 2. Flow channel designs and application. (A) A two-armed flow channel to form parallel bundles. (B)
Actin structures formed from prepolymerized filaments. (C) A four-armed channel, where flow directions can
be alternated (examples are indicated by the red and green arrows). Using alternating flow directions, very
complex, randomly oriented networks can be achieved. (D) An example of a highly random network
polymerized in-situ in the channel depicted in (C). (Scale bar is 10 μm.)

doi:10.1371/journal.pone.0136432.g002
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probability in a harmonic potential well, fitted by a nonlinear least squares algorithm (leastsq
from the Scientific Python library [38]).

Confocal microscopy was performed using a motorized Axiovert 200 microscope (Carl
Zeiss AG, Germany) and the Pascal 5 LSMmodule. The imaging objective was the same as for
the epifluorescence imaging.

Time dependent bundling experiments
Once the system reached a steady state at the beginning and end of the experiments, trajecto-
ries were recorded for 5minutes at 100 fps (30,000 images) using the transmission illumination.
In-between, shorter datasets containing 5,000 positions were collected for 50 seconds, which
was the minimum time considered to be necessary to obtain reasonable statistics. Fluorescence
images were recorded separately before and after the measurements to check for the presence
of an actin network.

Results and Discussion
The micropillar flow channels presented here allow for the construction of quasi 2-dimensional
actin networks on the pillar structures in a controllable manner. The morphology of the result-
ing actin network depends on the flow conditions and the type of filaments used, i.e. preformed
or formed in the chamber (Fig 2). In all cases, we found that the network forms in close vicinity
to the pillar tops (Fig 3A). This localization is likely due to the fact that the vertical drag, which
can be characterized using the z-component (parallel to the axis of the pillars) of the average
flow velocity, is minimal at the pillar tops, as it has been reported from particle velocimetry
measurements in such channels [39]. These experiments have also proven that under constant
flow, the medium is completely exchanged in the channel. In order to characterize the bundling
properties, network structures containing parallel-oriented filaments were chosen, which were
constructed using pre-polymerized actin. Due to the nature of this construction method, the
actual orientation (i.e. the direction of the + or − ends of each filament) could not be controlled,
therefore the parallel geometry contains a random set of actin filaments oriented in both paral-
lel and ant-iparallel directions.

The mechanical properties of the bundles were determined by tracking the thermal motion
of streptavidin coated polystyrene tracer particles (diameter about d� 1.9 μm) attached to the
biotin-labeled filaments (Fig 3). The strong streptavidin-biotin coupling ensures a permanent
correlation between the motion of the particle and the bundle fluctuation. Because the coupling
causes a local deformation of the bundle structure, the apparent stiffness of the unbundled fila-
ments is expected to increase. The maximum value of this local deformation is*30% of the
length of a filament (estimated by comparing the particle size to the length of a free filament
segment of about 8 μm). Particles chosen for tracking were bound to filaments that were
approximately parallel to the x-axis of our viewing field, as well as located at the center of the
gap between two PDMS micropillars. This latter criterion was used in order to minimize the
effect of colloidal interaction between the tracer particles and the supporting posts. The elastic-
ity of the attached bundle was determined by tracking the thermal motion of the tracer from
image stacks recorded at various time points. The injection of the bundling medium was
stopped for the duration of the recording.

Anisotropic viscoelastic behavior
Bundling of the filaments using the test buffer, which contains a relatively high concentration
(50mM) of magnesium, results in a fast change to the system, inducing the well known zipper-
ing process [22, 25, 40]. The process ends with the characteristic splay filament configuration
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at single filament level (Fig 3C, red arrows), as well as bundle formation. The fluorescence
images also indicate that this is an overall process, resulting from the change of buffer. The
position distribution of the tracers was calculated from image stacks recorded before and after
the injection ofMg2+ ions. The data was then rotated using the second-momentum (or struc-
ture tensor) of the distribution, such that the x-axis is oriented along the filaments and y-axis
perpendicular [37, 41]. Thus, in the x-direction, the bead moves or rolls along the filaments,
and in the y-direction, the filaments bend, moving the bead with them. In this coordinate sys-
tem, one can expect that the bundling process affects mainly the perpendicular, or y-compo-
nent. As the filaments bundle, the structure attached to the particle becomes stiffer, resulting in
a decrease of thermal motion in this direction.

Calculating the 2-dimensional mean squared displacement (MSD) using overlapping time
intervals [37], the data can be split into two parts: the initial time points which can be fit using
a model of the Kelvin-Voight elastic solid theory [42], and the later time points which are char-
acterized by an exponential curve that plateaus and has an exponent on the order of a α� 0.05
(Fig 4). Conversion to the frequency dependent complex shear modulus G�(ω) was done using
both the direct conversion and the spline-like interpolation methods. The real part of the com-
plex shear modulus is the storage modulus G0(ω), describing the elastic characteristics of the
sample, and the imaginary part is the loss modulus, G@(ω), characterizing the viscous loss in
the material [8, 10, 14, 15].

The storage modulus, G0(ω), exhibits a broad plateau, while the loss modulus G@(ω) shows a
transition to a plateau at lower frequencies, similar to the characteristic minimum observed for
entangled polymers [43, 44]. This nearly purely elastic response expected because F-actin is
semiflexible, the experimental conditions limit the maximum filament length to less than the

Fig 3. Actin networks produced on pillars. (A) A cross-section fluorescence image of an in-situ
polymerized actin network located on top of PDMSmicropillars. The pillars, which fluoresce due to adosrption
of actin/phalloidin onto their surface, point from the ceiling towards the bottom of the flow cell. However, actin
filaments are only located in a thin layer on the pillar tops. (B) While there are no single filaments visible in the
non-cross-linked case due to thermal motion, (C) cross-linking with 50mMMgCl2 shows the typical Y-shaped
cross-linking structures (indicated by red arrows). (Scale bar is 5 μm.)

doi:10.1371/journal.pone.0136432.g003
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persistence length and the binding of filaments to the pillars eliminates the possibility of axial
diffusion. Thus, the measured elastic response of these networks are due to a combination of
the filament properties and the experimental construction.

Comparing the elastic moduli before and after bundling, we observed an increase of*2–10
times during bundling (Fig 4), in agreement to previous observations on 3-dimensional actin
gels [8, 14]. This trend was also present in the x- and y-components of the data (not shown).
The change was smaller for the x-component, but it strongly depends on the amount of actin
bound to the beads, which cannot be controlled in this experimental setup. While the bundling
process can be clearly detected in the collected data, the quantitative evaluation exhibits a large
standard deviation. This large error is due to the fact that while magnesium ions bind the fila-
ments together, resulting in an increased elasticity, they also increase the probability of fila-
ments directly binding to the beads, thereby causing a further increase in the response. The

Fig 4. Particle tracking rheology analysis of actin bundles.MSD curves and frequency dependent viscoelastic moduliG0(ω),G@(ω) of a*1.9 μm particle
bound to anchored actin bundles on PDMS pillars. (A) Before (B) and after crosslinking using 50mMMgCl2. The complex shear modulus is log-bin averaged,
the errorbars showing the standard deviation.

doi:10.1371/journal.pone.0136432.g004
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extent of this latter contribution is limited by the accessible amount of filaments and bead area,
but cannot be quantified by current microscopy methods.

Reversibility of the bundling
Assuming the condensation theory of divalent cations driving bundling, one would expect that
the divalent ions bound to actin maintain a dynamic equilibrium of the bulk solution, and that
the surface concentration follows changes of the bulk concentration. However, if the filaments
form a strong bond, for example due to conformational changes, one would expect that no
such equilibrium could exist; therefore removing ions from the buffer would be unable to
recover the initial state.

In order to test this stability of the chelating agents (to remove divalent cations) were
applied after filament bundling at low concentrations ofMgCl2, i.e. 0–12mM. Specifically, at
least 1 hour after magnesium injection and after the bundling was completed, the bundling
buffer was replaced with a magnesium-free solution containing 1mM EGTA and 5mM
EDTA. This treatment was expected to remove any weakly bound magnesium or calcium ions
present, but should not affect ions which are already strongly bound between the filaments. 3
hours after the treatment, particle positions were recorded for 5minutes.

As mentioned previously, we observed the formation of an elastic network from filaments
under the stated experimental conditions (Fig 4). The easiest way of characterizing their
motion is by approximating their bending with a harmonic potential [45]. Using a nonlinear
Gaussian fit (in the form of: A exp(–(x–x0)

2/(2σ2))) of the tracer position distribution in the
direction perpendicular to the bundle axis (y-direction), one can extract the spring constant as
ky = kB T/σ

2, where kB is the Boltzmann constant and T is the temperature of the experiments
(T� 22°C). While this analysis is very simplistic, it eliminates the high numerical error in cal-
culating the creep compliance, and the even higher errors associated with estimating the com-
plex shear modulus [37].

Fig 5 compares the ky values obtained using nonlinear fitting before bundling, after bun-
dling and 3 hours after EDTA treatment. After washing the loosely boundMg2+ ions away, the
elasticity remains close to the values obtained after bundling in general, much higher than their
initial values indicating that the bundling process was not reversed. In four cases however, ky
returned or was even less than its value before the divalent cations were introduced (e.g. bead
numbers 1, 12, 14, 15).

It is important to note that this experiment has various sources of potential errors. Firstly,
the actual concentration of actin in the buffer is unknown, thus the quantity of actin attached
to the bead cannot be measured in this system. Subsequently, we cannot distinguish the extent
of changes caused by filaments directly bound to the beads. However, fluorescence images
taken at the three stages of the experiment, i.e. before adding magnesium, after bundling and
after treating with the chelating agents, indicate a similar overall trend in the network in agree-
ment of our previous observations (see S1–S3 Figs) [22]. Furthermore, there are several events,
which may result in breaking of filaments, including photobleaching or mechanical vibrations,
which would act to decrease the apparent spring constant.

Another potential source of error is the bundling of filaments due to oxidation. Our buffers
were produced with degassed water, but no further precautions were taken to prevent oxygen
from diffusing into the channels. The oxidative effect can manifest by initiating disulfide for-
mation between actin monomers, which has been reported to affect the polymerization after
exposing G-actin to air for several days [46]. As our experimental time course is only on the
order of hours, and we maintained constant flow throughout the pumping time, which should
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eliminate the accumulation of radicals in the buffer, we do not believe oxidation plays a role in
our system.

Crosslinking Dynamics
The experimental results above provide supporting evidence that actin bundles are strongly
interacting, possibly entrapping the cations between the filaments. Such a mechanism has also
been suggested based on X-ray diffraction studies of actin [47]. In 3-dimensional gels, the diva-
lent ions are mixed into the polymerization buffer, resulting in any time-dependent bundling
to be obscured by the time dependence of actin polymerization. Using only low ion concentra-
tions (a fewmM) may result in the depletion of the ion stock around the filaments, thereby
making the effect even less observable. However, our 2-dimensional system with constant flow
supporting a constant background concentration should allow for the detection of time-depen-
dent bundling.

Fig 5. Apparent spring constants. ky perpendicular to the bundling axis, before bundling (red), after bundled by 10–12mMMgCl2 ions (green) and 3 hours
after rinsing with the ion removal buffer (blue). There are three clear cases when the stiffness of the bundle returned back or became less than the original
value. In all other cases, the bundles remained stiffer than the initial value. (Semilogarithmic plot of 15 bead positions measured in 3 independent
experiments. The errors are estimated from the Gaussian fit of the position distributions.)

doi:10.1371/journal.pone.0136432.g005
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We have chosenMg2+ concentrations from 2–12mM the critical value we observed in our
previous qualitative experiments [22]. The bundling process was again followed using bound
PS particles and measuring their thermal motion, characterized by the apparent spring con-
stant in the perpendicular direction to the bundle axis (ky).

The time-dependent variation of the apparent spring constant ky is presented in Fig 6. A
transition is clearly visible as the actin filaments form bundles; however, the individual datasets
do not clearly group according to the magnesium ion concentration. The varying amount of
actin filaments in the individual bundles and the number of filaments attached initially to the
tracer beads results in a broad distribution of data at the outset of the experiments (Fig 6A). To
decrease this effect, we normalized each dataset to the average of the first three measurement
points, where the bundling was not yet present. The data could then be grouped together, yet
still displaying the general concentration dependence.

The normalized data (Fig 6B) shows that the lowest magnesium concentrations of 2–5mM
resulted in the slowest bundling rate, while the highest, 12mM, resulted in the fastest. How-
ever, the distribution of the data still does not allow for distinguishing a clear trend between the
individual ion concentrations. Again, this broad distribution may be the result of various
events, such as breaking off or adding new filaments to the bundle during the process. Occa-
sionally, the zipping process, possibly combined with photobleaching, breaks enough of the
bundle causing a sudden drop off in the data trend.

An important difference in our experiments vs. classic actin-gel experiments is that the con-
tinuous flow in the microfluidic chamber maintains the background concetration at a constant
level. A previous study on the flow in this type of chamber determined that the flow speed is on
the order of 40 μm/s at the pillar tops [39], which is just enough to supply fresh ions to the reac-
tion, but locally, at the length scale of the filaments, diffusion still dominates. Additionally,
because of the higher flow speed (about 50 μm/s) in the open volume between the pillar field
and glass coverslip, a slight concentration gradient may occur. The difference, however, is not
high enough to assume a significant concentration distribution within the channel. Lastly,
while the data trends do not fall into well-defined groups according to the magnesium concen-
tration, these data still support our hypothesis that the magnesium ions cause bundling below
the previously estimated critical concentrations in a time-dependent manner.

Conclusion
In summary, we have investigated the bundling behavior of actin networks at low concentra-
tion of divalent cations, specifically magnesium ions. In order to resolve the apparently contra-
dicting results in the literature and within our own experiments, we hypothesized that the
electrostatic interactions lead to the binding of magnesium to actin, whereby the ions may
become entrapped between the filaments, resulting in an irreversible process. If such a process
exists, the bundling kinetics should be time-dependent, especially at low ion concentrations,
and the bundles should remain stable after removing magnesium from the buffer. To assess the
bundling kinetics, we performed experiments with partially-oriented actin networks anchored
on the tops of micropillars. UsingMg2+ ions, we observed elastic characteristics of the filament
bundles, with a broadened elastic plateau in comparison to data published in the literature for
3-dimensional actin gels. This specific response observed here is due to our experimental con-
figuration for two reasons. First, binding the filaments to the pillars hinders diffusion, thereby
eliminating the long-term break down of the plateau. Secondly, because the test particles were
bound to the filaments, the motion of actin was observed rather than the diffusion within the
filament network. Removing the divalent cations from such systems showed no reversibility of
the bundling, indicating the possible entrapment of ions between the filaments. In comparison
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Fig 6. Temporal progression of the elastic force constant. ky atMg2+ concentrations between 2–12mM.
(A) the absolute values (errorbars smaller than the symbols; not shown), and (B) normalized to the average of
the first 3 points (at time 0).

doi:10.1371/journal.pone.0136432.g006
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to the very weak (sub piconewton) forces driving actin bundling [25], this kinetic stability sug-
gests a strong hysteresis in the bundling process.

Investigating the time dependence of bundling, we found a clear influence ofMgCl2 on the
global structure of the bundles at low concentrations (2–12mM) ofMgCl2, resulting in changes
to the elasticity of the actin network. These results support our hypothesis that actin filaments
do not behave as simple linear polyelectrolytes. Instead, ion-initiated actin bundling seems to
occur along a very shallow interaction potential, but results in the entrapment of the ions,
which stabilizes the formed bundle. The cumulative concentration of ions is determined by the
background concentration, the local speed of flow or the diffusion of the ions, and the time it
takes for the ions to first reach the filaments. It is important to keep in mind that the measured
data could be influenced by several confounding factors, including the possibility that the
beads themselves contribute to the bundling, increasing the apparent spring constant of the
local network. However, fluorescence images indicate a global effect, even in the absence of test
particles. Thus, we cannot conclude quantitative kinetic information from this experimental
set-up, but we can confirm the existence of the phenomenon.

Supporting Information
S1 Fig. Fluorescence images of actin networks. General view of an actin field before crosslink-
ing. The images are averaged time recordings of c.a. 15 frames to provide better contrast. (Pillar
diameters are 5 μm.)
(PNG)

S2 Fig. Fluorescence images of actin networks. Same as in S1 Fig, after crosslinking with 12
mM of magnesium ions.
(PNG)

S3 Fig. Fluorescence images of actin networks. Same as in S1 Fig, 3 hours after removing the
ions.
(PNG)

S1 Data. A zip archive, containing all particle trajectory data used in this article, including
configuration and plot files used for processing. See the Readme.txt file within.
(ZIP)

Acknowledgments
The authors would like to thank to Professor Joachim P. Spatz and the Max-Planck Society for
the generous support of this work. Christine Mollenhauer for the preparation of actin and
NEM-HMM and Drs. Jennifer Young, Katharina Klein and Sebastian Rausch for assistance
and rich discussions. Part of the research leading to these results has received funding from the
ERC Advanced grant “SynAd” (No° 294852). This work is also part of the excellence cluster
CellNetwork at the University of Heidelberg.

Author Contributions
Conceived and designed the experiments: TM TH. Performed the experiments: TM. Ana-
lyzed the data: TM TH. Contributed reagents/materials/analysis tools: TM TH. Wrote the
paper: TM TH.

Reversibility and Time Dependence in Magnesium Induced Actin Bundling

PLOS ONE | DOI:10.1371/journal.pone.0136432 August 31, 2015 14 / 17

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0136432.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0136432.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0136432.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0136432.s004


References
1. Stossel TP. On the crawling of animal cells. Science. 1993; 260(5111):1086–1094. Available from:

file:///home/tamas/Projects/Hydrodyn-flow-Biopolymers/References/Actin/Science-260-1086-crawling-
of-cells-actin-filaments-Stossel-1993.pdf. doi: 10.1126/science.8493552 PMID: 8493552

2. Lodish H, Berk A, Zipursky LS, Matsudaira P, Baltimore D, Darnell JE. Molecular cell biology. 4th ed.
41 Madison Avenue, New York, NY 10010, USA: W. H. Freeman and Co.; 1999.

3. Pollard TD, Borisy GG. Cellular motility driven by assembly and disassembly of actin filaments. Cell.
2003; 112(4):453–465. doi: 10.1016/S0092-8674(03)00120-X PMID: 12600310

4. Mohrdieck C, Dalmas F, Arzt E, Tharmann R, Claessens MMAE, Bausch AR, et al. Biomimetic Models
of the Actin Cytoskeleton. Small. 2007; 3(6):1015–1022. doi: 10.1002/smll.200600565 PMID:
17487896

5. Deme B, Hess D, Tristl M, Lee LT, Sackmann E. Binding of actin filaments to charged lipid monolayers:
Film balance experiments combined with neutron reflectivity. European Physical Journal E. 2000 JUN;
2(2):125–136. doi: 10.1007/s101890050046

6. Pollard TD, Cooper JA. Actin and Actin-Binding Proteins. A Critical Evaluation of Mechanisms and
Functions. Annual Review of Biochemistry. 1986; 55:987–1035. doi: 10.1146/annurev.bi.55.070186.
005011 PMID: 3527055

7. Isambert H, Venier P, Maggs A, Fattoum A, Kassab R, Pantaloni D, et al. Flexibility of actin filaments
derived from thermal fluctuations. Effect of bound nucleotide, phalloidin, and muscle regulatory pro-
teins. Journal of Biologycal Chemistry. 1995; 270(19):11437–11444. doi: 10.1074/jbc.270.19.11437

8. Keller M, Tharmann R, Dichtl MA, Bausch AR, Sackmann E. Slow filament dynamics and viscoelasticity
in entangled and active actin networks. Philosophical Transactions of the Royal Society of London
Series A-Mathematical Physical and Engineering Sciences. 2003 APR 15; 361(1805):699–711. doi:
10.1098/rsta.2002.1158

9. Muller O, Gaub HE, Barmann M, Sackmann E. Viscoelastic moduli of sterically and chemically cross-
linked actin networks in the dilute to semidilute regime: measurements by oscillating disk rheometer.
Macromolecules. 1991 MAY 27; 24(11):3111–3120. doi: 10.1021/ma00011a013

10. Janmey PA, Hvidt S, Kas J, Lerche D, Maggs A, Sackmann E, et al. The mechanical-properties of actin
gels-elastic-modulus and filament motions. Journal of Biological Chemistry. 1994; 269(51):32503–
32513. PMID: 7798252

11. Tempel M, Isenberg G, Sackmann E. Temperature-induced sol-gel transition and microgel formation in
alpha-actinin cross-linked actin networks: A rheological study. Physical Review E. 1996 AUG; 54
(2):1802–1810. doi: 10.1103/PhysRevE.54.1802

12. Dichtl MA, Sackmann E. Microrheometry of semiflexible actin networks through enforced single-fila-
ment reptation: Frictional coupling and heterogeneities in entangled networks. Proceedings of the
National Academy of Sciences of the United States of America. 2002 MAY 14; 99(10):6533–6538. doi:
10.1073/pnas.052432499 PMID: 11997438

13. Bendix PM, Koenderink GH, Cuvelier D, Dogic Z, Koeleman BN, Brieher WM, et al. A Quantitative Anal-
ysis of Contractility in Active Cytoskeletal Protein Networks. Biophysical Journal. 2008; 94:3126–3136.
doi: 10.1529/biophysj.107.117960 PMID: 18192374

14. Luan Y, Lieleg O, Wagner B, Bausch AR. Micro- and macrorheological properties of isotropically cross-
linked actin networks. Biophysical Journal. 2008 JAN 15; 94(2):688–693. doi: 10.1529/biophysj.107.
112417 PMID: 17872953

15. Lieleg O, Claessens MM, Luan Y, Bausch AR. Transient binding and dissipation in cross-linked actin
networks. Physical Review Letters. 2008; 101(10):108101. doi: 10.1103/PhysRevLett.101.108101
PMID: 18851260

16. Kasza KE, Broedersz CP, Koenderink GH, Lin YC, Messner W, Millman EA, et al. Actin Filament
Length Tunes Elasticity of Flexibly Cross- Linked Actin Networks. Biophysical Journal. 2010; 99
(4):1091–1100. doi: 10.1016/j.bpj.2010.06.025 PMID: 20712992

17. Haraszti T, Clemen AEM, Spatz JP. Biomimetic F-Actin Cortex Models. ChemPhysChem. 2009; 10
(16):2777–2786. doi: 10.1002/cphc.200900581 PMID: 19821475

18. Tang JX, Janmey PA. The polyelectrolyte nature of F-actin and the mechanism of actin bundle forma-
tion. The Journal of Biological Chemistry. 1996; 271(15):8556–8563. Available from: file:///home/
tamas/Projects/Hydrodyn-flow-Biopolymers/References/Actin/JBiolChem-271-15-Actin-polyelectro-
lyte-bundle-formation-basics-Janmey-1996.pdf. doi: 10.1074/jbc.271.15.8556 PMID: 8621482

19. He J, Mak M, Liu Y, Tang JX. Counterion-dependent microrheological properties of F-actin solutions
across the isotropic-nematic phase transition. Physical Review E. 2008; 78(87):011908. doi: 10.1103/
PhysRevE.78.011908

Reversibility and Time Dependence in Magnesium Induced Actin Bundling

PLOS ONE | DOI:10.1371/journal.pone.0136432 August 31, 2015 15 / 17

http://dx.doi.org/10.1126/science.8493552
http://www.ncbi.nlm.nih.gov/pubmed/8493552
http://dx.doi.org/10.1016/S0092-8674(03)00120-X
http://www.ncbi.nlm.nih.gov/pubmed/12600310
http://dx.doi.org/10.1002/smll.200600565
http://www.ncbi.nlm.nih.gov/pubmed/17487896
http://dx.doi.org/10.1007/s101890050046
http://dx.doi.org/10.1146/annurev.bi.55.070186.005011
http://dx.doi.org/10.1146/annurev.bi.55.070186.005011
http://www.ncbi.nlm.nih.gov/pubmed/3527055
http://dx.doi.org/10.1074/jbc.270.19.11437
http://dx.doi.org/10.1098/rsta.2002.1158
http://dx.doi.org/10.1021/ma00011a013
http://www.ncbi.nlm.nih.gov/pubmed/7798252
http://dx.doi.org/10.1103/PhysRevE.54.1802
http://dx.doi.org/10.1073/pnas.052432499
http://www.ncbi.nlm.nih.gov/pubmed/11997438
http://dx.doi.org/10.1529/biophysj.107.117960
http://www.ncbi.nlm.nih.gov/pubmed/18192374
http://dx.doi.org/10.1529/biophysj.107.112417
http://dx.doi.org/10.1529/biophysj.107.112417
http://www.ncbi.nlm.nih.gov/pubmed/17872953
http://dx.doi.org/10.1103/PhysRevLett.101.108101
http://www.ncbi.nlm.nih.gov/pubmed/18851260
http://dx.doi.org/10.1016/j.bpj.2010.06.025
http://www.ncbi.nlm.nih.gov/pubmed/20712992
http://dx.doi.org/10.1002/cphc.200900581
http://www.ncbi.nlm.nih.gov/pubmed/19821475
http://dx.doi.org/10.1074/jbc.271.15.8556
http://www.ncbi.nlm.nih.gov/pubmed/8621482
http://dx.doi.org/10.1103/PhysRevE.78.011908
http://dx.doi.org/10.1103/PhysRevE.78.011908


20. Hu X, Kuhn JR. Actin filament attachments for sustained motility in vitro are maintained by filament bun-
dling. PLoS ONE. 2012; 7(2):e31385. Actin bundling at very low Mg concentration and on methyl cellu-
lose. See also the references within! Available from: http://www.ncbi.nlm.nih.gov/pubmed/22359589.
doi: 10.1371/journal.pone.0031385 PMID: 22359589

21. RoosWH, Roth A, Konle J, Presting H, Sackmann E, Spatz JP. Freely suspended actin cortex models
on arrays of microfabricated pillars. ChemPhysChem. 2003; 4(8):872–877. doi: 10.1002/cphc.
200300712 PMID: 12961988

22. Haraszti T, Schulz S, Uhrig K, Kurre R, RoosW, Schmitz CHJ, et al. Biomimetic models of the actin cor-
tex. Biophysical Reviews and Letters. 2009; 4(1–2):17–32. doi: 10.1142/S1793048009001009

23. Thoresen T, Lenz M, Gardel ML. Reconstitution of contractile actomyosin bundles. Biophysical Journal.
2011; 100(11):2698–2705. doi: 10.1016/j.bpj.2011.04.031 PMID: 21641315

24. Kierfeld J, Gutjahr P, Kühne T, Kraikivski P, Lipowsky R. Buckling, Bundling, and Pattern Formation:
From Semi-Flexible Polymers to Assemblies of Interacting Filaments. Journal of Computational and
Theoretical Nanoscience. 2006; 3(6):898–911. doi: 10.1166/jctn.2006.006

25. Streichfuss M, Erbs F, Uhrig K, Kurre R, Clemen AEM, BöhmCHJ, et al. Measuring Forces between
Two Single Actin Filaments during Bundle Formation. Nano Letters. 2011; 11(9):3676–3680. doi: 10.
1021/nl201630y PMID: 21838252

26. Wang H, Robinson RC, Burtnick LD. The structure of native G-actin. Cytoskeleton. 2010; 67(7):456–
465. doi: 10.1002/cm.20458 PMID: 20540085

27. Duffy DC, McDonald JC, Schueller OJA, Whitesides GM. Rapid Prototyping of Microfluidic Systems in
Poly(dimethylsiloxane). Analytical Chemistry. 1998 24; 70(23):4974–4984. doi: 10.1021/ac980656z
PMID: 21644679

28. Xia Y, Whitesides GM. Soft lithography. Annual Review of Materials Science. 1998; 28(1):153–184.
doi: 10.1146/annurev.matsci.28.1.153

29. MacLean-Fletcher S, Pollard TD. Identification of a factor in conventional muscle actin preparations
which inhibits actin filament self-association. Biochemical and Biophysical Research Communications.
1980; 96(1):18–27. doi: 10.1016/0006-291X(80)91175-4 PMID: 6893667

30. Pardee JD, Spudich JA. Chapter 18 Purification of Muscle Actin. In: Wilson L, editor. The Cytoskeleton
Part A. Cytoskeletal Proteins, Isolation and Characterization. vol. 24 of Methods in Cell Biology. Aca-
demic Press; 1982. p. 271–289. Available from: http://www.sciencedirect.com/science/article/pii/
S0091679X08606615.

31. Jr TWH, Ue K. The measurement of actin concentration in solution: A comparison of methods. Analyti-
cal Biochemistry. 1974; 62(1):66–74. Available from: http://www.sciencedirect.com/science/article/pii/
0003269774903674. doi: 10.1016/0003-2697(74)90367-4

32. Margossian SS, Lowey S. [7] Preparation of myosin and its subfragments from rabbit skeletal muscle.
In: Dixie W Frederiksen LWC, editor. Structural and Contractile Proteins Part B: The Contractile Appa-
ratus and the Cytoskeleton. vol. 85 of Methods in Enzymology. Academic Press; 1982. p. 55–71.
Available from: http://www.sciencedirect.com/science/article/pii/007668798285009X.

33. Meeusen RL, CandeWZ. N-ethylmaleimide-modified heavy meromyosin. A probe for actomyosin inter-
actions. Journal of Cell Biology. 1979; 82(1):57–65. Available from: http://www.ncbi.nlm.nih.gov/
pubmed/810897. doi: 10.1083/jcb.82.1.57 PMID: 158029

34. CandeWZ. [45] Preparation of N-ethylmaleimide-modified heavy meromyosin and its use as a func-
tional probe of actomyosin- based motility. In: Vallee RB, editor. Structural and Contractile Proteins
Part C: The Contractile Apparatus and the Cytoskeleton. vol. 134 of Methods in Enzymology. Aca-
demic Press; 1986. p. 473–477. Available from: http://www.sciencedirect.com/science/article/pii/
0076687986341132.

35. Crocker JC, Grier DG. Methods of Digital Video Microscopy for Colloidal Studies. Journal of Colloid and
Interface Science. 1996; 179(1):298–310. doi: 10.1006/jcis.1996.0217

36. Pelletier V, Gal N, Fournier P, Kilfoil ML. Microrheology of microtubule solutions and actin-microtubule
composite networks. Physical Review Letters. 2009; 102(18):188303. doi: 10.1103/PhysRevLett.102.
188303 PMID: 19518917

37. Maier T, Haraszti T. Python algorithms in particle tracking microrheology. Chemistry Central Journal.
2012; 6:144. doi: 10.1186/1752-153X-6-144 PMID: 23186362

38. Jones E, Oliphant T Peterson P, et al. SciPy: Open source scientific tools for Python; 2001. Available
from: http://www.scipy.org/. doi: 10.1126/science.1063852

39. Weisse S, Heydt M, Maier T, Schulz S, Spatz JP, Grunze M, et al. Flow conditions in the vicinity of
microstructured interfaces studied by holography and implications for the assembly of artificial actin net-
works. Phys Chem Chem Phys. 2011; 13:13395–13402. doi: 10.1039/c1cp20153k PMID: 21698333

Reversibility and Time Dependence in Magnesium Induced Actin Bundling

PLOS ONE | DOI:10.1371/journal.pone.0136432 August 31, 2015 16 / 17

http://www.ncbi.nlm.nih.gov/pubmed/22359589
http://dx.doi.org/10.1371/journal.pone.0031385
http://www.ncbi.nlm.nih.gov/pubmed/22359589
http://dx.doi.org/10.1002/cphc.200300712
http://dx.doi.org/10.1002/cphc.200300712
http://www.ncbi.nlm.nih.gov/pubmed/12961988
http://dx.doi.org/10.1142/S1793048009001009
http://dx.doi.org/10.1016/j.bpj.2011.04.031
http://www.ncbi.nlm.nih.gov/pubmed/21641315
http://dx.doi.org/10.1166/jctn.2006.006
http://dx.doi.org/10.1021/nl201630y
http://dx.doi.org/10.1021/nl201630y
http://www.ncbi.nlm.nih.gov/pubmed/21838252
http://dx.doi.org/10.1002/cm.20458
http://www.ncbi.nlm.nih.gov/pubmed/20540085
http://dx.doi.org/10.1021/ac980656z
http://www.ncbi.nlm.nih.gov/pubmed/21644679
http://dx.doi.org/10.1146/annurev.matsci.28.1.153
http://dx.doi.org/10.1016/0006-291X(80)91175-4
http://www.ncbi.nlm.nih.gov/pubmed/6893667
http://www.sciencedirect.com/science/article/pii/S0091679X08606615
http://www.sciencedirect.com/science/article/pii/S0091679X08606615
http://www.sciencedirect.com/science/article/pii/0003269774903674
http://www.sciencedirect.com/science/article/pii/0003269774903674
http://dx.doi.org/10.1016/0003-2697(74)90367-4
http://www.sciencedirect.com/science/article/pii/007668798285009X
http://www.ncbi.nlm.nih.gov/pubmed/810897
http://www.ncbi.nlm.nih.gov/pubmed/810897
http://dx.doi.org/10.1083/jcb.82.1.57
http://www.ncbi.nlm.nih.gov/pubmed/158029
http://www.sciencedirect.com/science/article/pii/0076687986341132
http://www.sciencedirect.com/science/article/pii/0076687986341132
http://dx.doi.org/10.1006/jcis.1996.0217
http://dx.doi.org/10.1103/PhysRevLett.102.188303
http://dx.doi.org/10.1103/PhysRevLett.102.188303
http://www.ncbi.nlm.nih.gov/pubmed/19518917
http://dx.doi.org/10.1186/1752-153X-6-144
http://www.ncbi.nlm.nih.gov/pubmed/23186362
http://www.scipy.org/
http://dx.doi.org/10.1126/science.1063852
http://dx.doi.org/10.1039/c1cp20153k
http://www.ncbi.nlm.nih.gov/pubmed/21698333


40. Uhde J, Keller M, Sackmann E, Parmeggiani A, Frey E. Internal motility in stiffening actin-myosin net-
works. Physical Review Letters. 2004; 93(26):268101. Zipping model is first described at the end of the
paper. doi: 10.1103/PhysRevLett.93.268101 PMID: 15698023

41. Jähne B. Digital image processing. Berlin, Heidelberg, New York: Springer Verlag; 2002.

42. Maier T, BoehmH, Haraszti T. Splinelike interpolation in particle tracking microrheology. Physical
Review E. 2012 Jul; 86(1):011501. doi: 10.1103/PhysRevE.86.011501

43. Rubinstein M, Colby RH. Polymer Physics. Great Clarendon Street, Oxford OX2 6DP: Oxford Univer-
sity Press; 2003.

44. Morse DC. Viscoelasticity of Concentrated Isotropic Solutions of Semiflexible Polymers. 2. Linear
Response. Macromolecules. 1998; 31(20):7044–7067. doi: 10.1021/ma980304u

45. Dichtl MA, Sackmann E. Colloidal probe study of short time local and long time reptational motion of
semiflexible macromolecules in entangled networks. New Journal of Physics. 1999; 1(1):18. doi: 10.
1088/1367-2630/1/1/318

46. Tang JX, Janmey PA, Stossel TP, Ito T. Thiol oxidation of actin produces dimers that enhance the elas-
ticity of the F-actin network. Biophysical Journal. 1999 APR; 76(4):2208–2215. doi: 10.1016/S0006-
3495(99)77376-5 PMID: 10096915

47. Angelini TE, Liang H, Wriggers W, Wong GCL. Like-charge attraction between polyelectrolytes induced
by counterion charge density waves. Proceedings of the National Academy of Sciences of the United
States of America. 2003; 100(15):8634–8637. doi: 10.1073/pnas.1533355100 PMID: 12853566

Reversibility and Time Dependence in Magnesium Induced Actin Bundling

PLOS ONE | DOI:10.1371/journal.pone.0136432 August 31, 2015 17 / 17

http://dx.doi.org/10.1103/PhysRevLett.93.268101
http://www.ncbi.nlm.nih.gov/pubmed/15698023
http://dx.doi.org/10.1103/PhysRevE.86.011501
http://dx.doi.org/10.1021/ma980304u
http://dx.doi.org/10.1088/1367-2630/1/1/318
http://dx.doi.org/10.1088/1367-2630/1/1/318
http://dx.doi.org/10.1016/S0006-3495(99)77376-5
http://dx.doi.org/10.1016/S0006-3495(99)77376-5
http://www.ncbi.nlm.nih.gov/pubmed/10096915
http://dx.doi.org/10.1073/pnas.1533355100
http://www.ncbi.nlm.nih.gov/pubmed/12853566

