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Abstract: We estimate the elasticity of single polymer chains using atomic force microscope (AFM)-
based oscillatory experiments. An accurate estimate of elasticity using AFM is limited by assumptions
in describing the dynamics of an oscillating cantilever. Here, we use a home-built fiber-interferometry-
based detection system that allows a simple and universal point-mass description of cantilever
oscillations. By oscillating the cantilever base and detecting changes in cantilever oscillations with an
interferometer, we extracted stiffness versus extension profiles for polymers. For polyethylene glycol
(PEG) in a good solvent, stiffness—extension data showed significant deviation from conventional
force—extension curves (FECs) measured in constant velocity pulling experiments. Furthermore, mod-
eling stiffness data with an entropic worm-like chain (WLC) model yielded a persistence length of
(0.5 £ 0.2 nm) compared to anomaly low value (0.12 nm =+ 0.01) in conventional pulling experiments.
This value also matched well with equilibrium measurements performed using magnetic tweezers.
In contrast, polystyrene (PS) in a poor solvent, like water, showed no deviation between the two
experiments. However, the stiffness profile for PS in good solvent (8M Urea) showed significant devi-
ation from conventional force-extension curves. We obtained a persistence length of (0.8 £ 0.2 nm)
compared to (0.22 nm =+ 0.01) in pulling experiments. Our unambiguous measurements using inter-
ferometer yield physically acceptable values of persistence length. It validates the WLC model in
good solvents but suggests caution for its use in poor solvents.

Keywords: AFM; oscillatory response; persistence length

1. Introduction

Single-molecule force spectroscopy (SMES) experiments are indispensable in studying
biomolecules and other polymeric complexes at the single-molecule level [1]. The ma-
nipulation of single molecules with high force sensitivity and spatial resolution allows
understanding of intramolecular and intermolecular interactions of proteins and polymers.
In an SMFS experiment, the force—extension curve (FEC) probes the conformational land-
scape of molecules along a well-defined reaction coordinate. Both the thermodynamic free
energy of the landscape [2] and conformational dynamics over the landscape [3,4] can be
extracted using FEC.

However, single-molecule force—extension curves are sensitive to artifacts and can be
misinterpreted as a valid single-molecule trajectory. In the recent past, a number of experi-
ments [5-9] and simulations [10,11] have considered separating intrinsic thermodynamic
and kinetic signatures of molecule from effects of instrument. These studies consider effects
like finite response time of AFM cantilever probe and/or its stiffness on the accuracy of
extracting parameters of a molecule’s landscape.

A common way of generating FEC using AFM is to perform pulling experiments in
constant velocity mode. In this, one end of polymer is tethered to the cantilever tip while
another end of the polymer is held by the substrate. The cantilever is then displaced at a
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constant velocity with respect to the substrate to generate FEC. In good solvent conditions,
the relationship between force and extension of polymer is linear but beyond a certain
force it becomes non-linear. Typically, this non-linear force-extension region is measured in
AFM experiments and modeled with two classes of models i.e., the worm-like chain (WLC)
and freely jointed chain (FJC) model. The WLC model considers the chain as a continuous
string and parameterizes the chain stiffness with persistence length [,,, characterizing the
chain’s local flexibility. Persistence length is usually estimated from fitting the WLC model
to the experimental force—extension data. Importantly, the value of persistence length using
constant velocity pulling experiments reported in the literature is anomaly low [12-16]
and is sometimes smaller than the size of a single monomer. FJC and its variations are
used to justify low values of persistence length [12,16,17]. FJC considers that the polymer
chain is made up of rigid segments characterized by the Kuhn length b = 2I,,. These
segments are completely uncorrelated with each other [18,19] and therefore this model
is unphysical compared to the exponential decay of correlation between tangent vectors
along a WLC chain.

Instead of global pulling experiments, a local oscillatory protocol is better suited for
the sampling of the conformational landscape. This is due to two reasons: (1) the oscillatory
technique is bidirectional in nature and hence is accurate in sampling the conformational
space [20], (2) extracting an oscillatory response allows for a simple interpretation of
intrinsic elasticity from the convolution of instrument effects [21]. However, oscillating the
cantilever base end with a piezo and using the optical beam deflection scheme to detect
oscillations necessitates viewing the cantilever as a continuum beam. This is primarily
because the beam deflection scheme detects changes in the slope of the cantilever at its
tip-end. A beam theory approach based on a fourth-order partial differential equation is
typically used to describe the cantilever oscillating hydrodynamics under Euler-Bernoulli
assumptions. This includes assumptions regarding boundary conditions and geometrical
shape of beam [22]. In practice, these assumptions may not be satisfied and can lead to
misinterpretation. In addition, it is difficult to precisely account for hydrodynamics of
cantilever while operating in liquid environment [22]. This can lead to artifacts [23]. Here,
we use a home-built fiber-based interferometer detection scheme to avoid the complexity of
interpretation. Due to local and direct detection of cantilever displacement rather than slope
change, it allows the use of a simple point-mass description of cantilever dynamics. The
equation of motion for dynamics of a point mass is the classical damped simple harmonic
oscillator (SHO). Hence, a straightforward and universal description based on SHO is
suitable for an accurate estimate of elastic response.

In this work, we use a fiber-interferometer-based AFM to measure the elastic response
of flexible polymers. Measurements were made on PEG and polystyrene in good and
poor solvents. Along with pulling on the polymer with relatively low constant velocity,
sub-nanometer oscillatory perturbations were applied to extract the elastic response. The
measured response was interpreted with the WLC model of entropic elasticity and per-
sistence length was extracted. It shows significant deviation from conventional pulling
experiments for PEG (0.5 £ 0.1 nm) and polystyrene in good solvents (0.88 £ 0.02 nm)
but no deviation is observed for polystyrene in a poor solvent. In addition, the fluctua-
tions about a mean elastic response showed a large variance for a shorter-length polymer
chain. The results were rationalized with statistical mechanics of the combined cantilever—
polymer system.

2. Materials and Methods
2.1. Sample Preparation

Polystyrene of molecular weight 192 KDa was purchased from Merk (Sigma-Aldrich
Chemicals Private Limited, Bangalore, India) and dissolved in THF (tetrahydrofuran) to
uM concentration. Thereafter, a drop of 60 uL was incubated on a clean glass coverslip and
later cleaned excessively with THF solvent. After drying the coverslip, it was loaded into
the fluid cell and filled with water and 8M Urea for experiments in respective solvents. For
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experiments with PEG, a 10 KDa molecular weight was purchased in powder form and
dissolved in Milli-Q water (18 MQ) cm) to 1 mM concentration. A sample of about 80 pL
was then incubated for half an hour on a freshly prepared gold coverslip. The coverslips
were prepared from thermal evaporation deposition and first treated with UV ozone to
remove organic impurities before use. The thiol terminated PEG is then able to form a
covalent bond with a gold surface. This procedure not only results in strong attachment
but also gives off a large rupture force when the polymer detaches from the AFM tip.
The sample was rinsed clean with Milli-Q before mounting it in a fluid cell for further
measurements in water.

2.2. Fiber-Interferometer AFM

In fiber-interferometer-based AFM [24-26], three major assemblies work in conjunction
to determine its overall operations.

(i) Fiber-optics-based interferometer detector: This detector uses a single-mode fiber
to detect an interference pattern formed from the combination of light reflected at the fiber
end and cantilever end which are placed very close to each other. The interference pattern
is very sensitive to separation between the cantilever and fiber and points of maximum
sensitivity are chosen for the operation. To form the interference pattern, the cantilever
surface and fiber end are made parallel to each other which is ensured by aligning the fiber
perpendicular to the backside of the cantilever.

(i) The second assembly is a 5-axis fiber slider nanopositioner [25], which is used for
this precise alignment. As shown in Figure 1, it consists of two mutually perpendicular
slider plates (shown in light red) each capable of moving in its plane and rotating about
an axis perpendicular to the plane. The plates are driven by a stack of shear piezos, in
sets of three, glued onto them and are connected to each other by magnetic screws for
optimal sliding force. The yz¢ slider has polished sapphire plated glued to it, which slides
against the sapphire balls attached on top of piezo-stacks for xzf slider. By providing
logical voltage pulses to piezo stacks, inertial sliding motion is initiated and sliders move
in xz0 and yz¢ directions giving rise to motion along five independent axes (x,y,x,0,¢). The
optical fiber is attached to a steel plate holder which also holds a tube piezo (yellow part in
Figure 1) for vertical motion of fiber. This plated holder is moved by piezostacks of yz¢
slider as depicted in Figure 1. Thus, the 5-axis slider can precisely position the fiber very
close and perpendicular to the cantilever backside for a good interference pattern.

Reference PD Signal PD
PAN ~

\ /
N _
—[ = x2 coupler]—g—

Laser Diode

Optical fiber

Interferometer

Cantilever Holder

5-axis fiber To Cantilever Drive . .
Nanopositioner Lock-in Amplifier

Sample cell

Data Acquisition

Sample Stage

Assemblv Fiber Piezo

Optical fiber

Au Coated
Cantilever

Dither Piezo

Figure 1. A schematic diagram of AFM used in experiment. It consists of three major components (1)
fiber-interferomer, (2) 5-axis nanopositioner, and (3) sample-stage assembly. A lock-in amplifier is
used to detect amplitude and phase changes from signal photodiode (PD) output.
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(iii) For force spectroscopy experiments, the sample stage assembly is required to be
approached or retracted from the cantilever tip. As shown in Figure 1, it is done using
scanner and hammer tube piezo for finer and coarser motion respectively. The sample
holder is mounted on a scanner piezo tube which is enclosed in a glass tube. The end of
this glass tube is attached to a hammer tube piezo and the glass tube itself is held in place
by leaf spring. The bottom end of the hammer piezo tube supports a steel disk (hammer
disk) and provides the necessary inertia for coarser motion along the vertical z directions.
The hammer piezo when given large voltage pulses with slow rise and rapid fall give
rise to coarser motion along the z direction. During the slow rising part, hammer piezo
contracts but this does not disturb the glass tube attached at its top end and held by leaf
spring. However, with sharp fall, the piezo suddenly expands and this is opposed by the
inertia of hammer disk which forces glass tube to overcome leaf spring and slide against it.
Similarly, the external electrode of the scanner piezo tube is segmented into four quadrants
and the application of suitable pulses produces finer x,y,z motion. For more details about
the instrument, see ref. [25].

For measurements, a gold-coated cantilever purchased from micromesh were used.
The cantilever stiffness and resonance frequency were 0.8 N/m and 13 KHz and stiffness
was calibrated using thermal fluctuation measurements at room temperature 23 °C [27].
The cantilever was mounted on a holder with stacks of dither piezo beneath it. The
vantilever was oscillated at an off-resonance frequency of ~500 Hz using an internal
oscillator from lock-in. The fiber was accurately aligned on the back of the cantilever using
a 5-axis nanopositioner. The interference pattern so produced was used to determine the
point of maximum sensitivity and was locked at this position using a feedback loop for
further operations. Thereafter, the sample was approached towards the cantilever-tip using
cantilever oscillating amplitude as set-point value. Once approached, the sample was
retracted at constant velocity of 80 nm/s and output of signal photodiode was fed as input
to lock-in amplifier to record amplitude R, phase 6, X (=Rsinf), and Y (=Rcosf) output
of lock-in amplifier. All experiments were carried out at room temperature 23 °C. The
stiffness—extension curves measured for PEG in water were 25 and for polystyrene in water
and 8M Urea were 26 and 14, respectively. The concentration of polymers stock solution
was low so that mostly single binding events with the cantilever tip were detected. The
stiffness—extension profiles which could be normalized by their apparent contour length
(obtained by fitting to WLC) were finally chosen for analysis.

2.3. Modeling the Dynamics of Cantilever—Polymer System

For the fiber-interferometer method, a simple point-mass description becomes valid
due to local detection at a point. Therefore, the dynamical response of the cantilever is
well described by the damped simple harmonic oscillator (SHO) model. An SHO can be
represented as a point mass m connected to a Voigt element consisting of spring k. and
dashpot 7. of the cantilever. On the other hand, the response of polymer can be represented
by a Voigt element with spring k; and dashpot ;. The model for overall cantilever—polymer
configuration is two Voigt elements connected as shown in Figure 2 [28,29].

In this parallel assembly, the cantilever and polymer contribution simply add up to
an effective k = k; + k. and an effective y = y; + .. This is justified on the basis that the
polymer and cantilever have equal extension Ax but they both experience independent
forces. Therefore, the net force due to both cantilever and polymer springs, for instance, is
—(k; + kc)Ax where Ax is cantilever or polymer extension.

Accordingly, the combined dynamics of cantilever plus polymer due to base dithering
is described by:

m*Z + vz + kz = Aok cos wt (1)

where Ay is amplitude of cantilever dithering in absence of polymer. For off-resonance
frequency, w << wyp, where w% = k./m*, it can be shown that dissipative 7z and inertial
term m*Z are negligible compared to kz term [30]. Under the assumption k. >> k;, a steady
state solution z = A cos wt + J, give:
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Here A is the cantilever amplitude and ¢ is the phase difference between cantilever
drive and cantilever oscillations. The quantity yZ does not dominate in off-resonance
conditions and hence we expect zero phase difference. This condition, therefore, forms
a check on the correctness of our measurement. We have recently shown that for off-
resonance operation, phase difference ¢ in the displacement signal z is 0 [23,31]. The
amplitude signal gives the stiffness of the polymer molecule and both amplitude and phase
are measured with a lock-in amplifier.

¢ Agcoswt
J YC

i Acos(wt+d)

sk

Figure 2. A model for cantilever plus polymer configuration. It consists of two Voigt elements (k;,7;)
and (k¢,7¢) arranged in a parallel assembly.

3. Results and Discussion
3.1. Polyethylene Glycol (PEG)

As a polymer is pulled with AFM, force-extension curves (FECs) report the entropic
nature of polymer elasticity due to vast changes in conformational space. These curves are
usually modeled with two main classes of entropic models i.e., the worm-like chain (WLC)
and (FJC) freel-jointed chain models. In the WLC model, the polymer chain is considered
to be a continuum string and a parameter called persistence length (I,), characterizes chain

local flexibility. At low force stretching, the relation between force and extension is linear

(x~f) and progressively becomes non-linear (1 — ; ~ ]}BTZ) as extension approaches

polymer contour length L. An exact analytical expression between force and extension is
not possible for WLC. However, a Marko-Siggia interpolation formula [32] describes the
WLC behavior accurately in all force regimes as;

bl 1

x
L+ @
Here, x is the extension of molecule in nm measured via calibrated displacement of the
AFM sample base with respect to the AFM cantilever. The persistence length is estimated
from fitting above WLC in relation to experimental measured FEC. It turns out that a wide
variety of polymers show anomaly low value of persistence length in AFM constant velocity
pulling measurements [12-16]. The persistence lengths are even smaller than the size of
monomer units. Figure 3a shows the normalized force—extension profile for polyethylene
glycol (PEG) taken in water (Milli-Q). The normalization procedure is carried out by fitting
WLC to experimental data and extracting the apparent contour length in each fit. The
overall extension of the molecule is normalized with this contour length. When modeling
FEC with WLC, it is observed that there is a region between 100 and 300 pN where WLC
does not fit well. As explained later, the reason for this behavior is the conformation
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transition of PEG monomers in water. However, the overall fitting shown in Figure 3 give a
persistence length of 0.12 4= 0.02 nm. This persistence length is even smaller than the c-c
bond length (0.16 nm) and therefore is physically unrealistic. In order to explain this, a
two-state model based on FJC has been put forward. A PEG monomer in water undergoes
length change from a shorter gauche state to a larger all-trans state under strong stretching
force [33-35]. The two-state FJC model [33] incorporate FJC entropic elasticity with length
change from gauche (shorter conformer) Lggyc, to trans (longer conformer) Lirans. These
two states are separated by the free energy barrier of AG. In this model, relative extension
z is given by:

L auche Ly
2= | =i e | % 2gje/ Lirans 4)
e kT + 1 ekBT + 1
Fby kgT
where AG = (Gtrans — Ggauche) — F(Ltrans — Lgauche) and zgjc = coth(kB—T) - (F—bk>
600
a) « Force curve (PEG in water) b) * Force curve-(PEG in water)

L 500
5001 |+ Excluded data

——Two-state FJC

—WLC

Force(pN)

02 03 04 05 06 07 08 09 0?2 0?3 014 0?5 0?6 017 0?8 0?9
Normalized extension Normalized extension
Figure 3. (a) Force—extension curve for PEG in water fitted with WLC with a persistence length
Iy = 0.12 £ 0.02 nm. A region between 100 and 300 pN does not fit and is also excluded. (b) Force-
extension curve fitted with two-state FJC model with kuhn segment length 0.24 + 0.02 nm.

Here Liyans is fixed 0.256 nm, the length of two repeating C-C bond lengths. This
equation has three free parametes, AG, Lggycpe, and Kuhn length by. The effective increase
in length reduces the stiffness of the polymer and therefore results in a nearly linear rather
than a curved regime in the force—extension curve. Hence, two-state FJC is expected to
provide a better fit to FEC data in intermediate force between 100 and 300 pN. Figure 3b
shows fitting with the two-state model and yields a Kuhn length of 0.24 £ 0.02 nm or a
persistence length of 0.12 nm. The persistence length of 0.12 nm is again lower than the c-c
bond length and raises the question on the validity of fitting the data with the WLC model.
The Kuhn length of 0.24 nm coincides with the value obtained in other polar solvents
like 2-propanol [21] and others [36] but is about five times lower than its measurement
with magnetic tweezers [37,38]. It is noted that an earlier work by Oesterhelt et al. [33]
reported a Kuhn length of 0.7 nm in large size solvent molecule like hexadecane. This value
was further used to fit the two-state FJC model for a PEG force-extension curve in water.
It, however, turns out that a large size molecule can induce additional excluded volume
effects, as shown in a recent study [36].

To understand this, we performed local oscillatory measurements on the polymer
while it is pulled at a constant velocity ~70 nm/s. The cantilever is oscillated by sinusoidal
driving at the base with dither piezos. Cantilever amplitude and phase difference between
cantilever drive and actual oscillations at the tip are measured using an interferometer
and recorded usina g lock-in amplifier. As shown in Figure 4, phase difference is close to
zero and featureless due to negligible contribution made by dissipation in off-resonance
conditions [23,31,39]. However, amplitude signals show characteristic non-linear features
every time a polymer is picked up. According to Equation (2), the amplitude signal is
linearly proportional to the elastic response of polymer k; and the equation is therefore
used to convert the amplitude—extension relation to the stiffness—extension relation. The
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stiffness—extension curve so generated (in black) is shown in Figure 4. As evident, there is a
clear deviation between the stiffness—extension curve and the force-extension derivative
(blue) obtained in global pulling experiments. WLC model is fitted to stiffness—extension
data but the region between 50 and 70 nm does not fit well. This region corresponds to
a linear region between 100 and 300 pN observed in force—extension curves and likely
results from length transition for PEG monomer in water. The above result shows that our
measurement is sensitive to a conformational change and yields a persistence length of

0.5+0.1 nm.

5 —Phase

—— Amplitude

Amplitude (volts)

0.15

0.1

0.05

Phase (degrees)

p) 120
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——WLC fit
— = Force-curve derivative
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Extension (nm)
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Figure 4. (a) The raw amplitude A and phase J profiles measured using fiber-based interferometer for
PEG in water. (b) Comparison of stiffness—extension curve measured from amplitude signal (black)
with derivative of force—extension curve (blue dash). It also shows fitting of stiffness—extension
curve with WLC (red) while excluding the region between 50 and 70 nm is shown in green. A
similar behavior is seen in Figure 2 for force—extension curves. The persistence length estimated is
0.5+ 0.1 nm.

This value of the persistence length (0.5 nm), which is obtained using oscillatory
measurements, matches well with equilibrium magnetic tweezer measurements in low
force regime [37,38,40]. Specifically, Innes-gold et al. [38] and Dittmore et al. [37] measured
persistence lengths of 0.55 and 0.5 nm, respectively. In addition, ensemble measurements
using neutron scattering and other bulk techniques [18,41] report a persistence length [, of
0.6 nm.

In the past, the viscoelasticity of single polymer chains has been determined by
oscillatory response [42-44]. As opposed to the present work, these studies used oscillation
frequencies close to the resonance of the cantilever and measured dissipation for a polymer
from changes in phase lag. Recent efforts in correctly modeling the hydrodynamics of
the cantilever suggest that single-polymer dissipation is likely a misinterpretation [23,45].
Specifically, it hints to a problem of distinguishing elastic response from that of dissipative
for frequencies of oscillation close to the resonance of cantilever. Secondly, the deflection
detection measures the slope of the cantilever which is prone to artifacts owing to the
spurious phase lags produced due to a variety of reasons [23,45]. Oscillatory response of
PEG was obtained previously in water [46]. Kienberger et al. functionalized the PEG chain
end to attach it to the cantilever tip and employed a magnetic excitation method to oscillate
the cantilever. The frequency of oscillation was chosen close to cantilever resonance and
both pulling force—extension curve and stiffness—extension curve from oscillatory response
yielded a similar persistence length of 0.38 nm. Compared to our measurement, this study
is not strictly off-resonance, however, the magnetic excitation method is known to produce
artifact-free measurements [47]. It is important to note that oscillatory measurements again
produce a reasonable estimate of persistence length. A proper investigation is needed to
compare Kienberger et al.’s method to the one used in the present work.

3.2. Polystyrene

Polystyrene, due to its homogeneous structure and hydrophobic side chain is proposed
as an ideal homopolymer to study polypeptide (protein) hydrophobic collapse in physio-
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logical water [48]. A hydrophobic collapse is a first and critical step in the self-assembly
of proteins, especially for globular proteins. A protein molecule tends to denature in high
concentrations of aqueous urea and the dominant mechanism responsible for denatura-
tion is the weakening of the hydrophobic region of proteins by urea. Therefore, urea is
generally considered a good solvent for hydrophobic homopolymers and water a poor
solvent [49-51]. In this part, we describe our local oscillatory measurement on polystyrene
in water and 8M Urea.

A force—extension curve of polystyrene in constant velocity pulling experiments tends
to show anomaly low values of persistence length. Polystyrene shows a persistence
length (Iy) of 0.23 nm in the poor solvent of water [13] and 0.25 nm in a good solvent
like toluene [16,52]. These values are not consistent with scattering experiments which
expect a persistence length greater than 1 nm [18]. They are also at odds with the fact that
there is a 0.72 nm long side group that can offer significant steric hindrances. Therefore,
these values of persistence length are debated [16]. To address this, we measured the
oscillatory response of polystyrene while it is pulled at a constant velocity. The results for
polystyrene in water (Milli-Q) are depicted in Figure 5a. It shows that stiffness—extension
curve (black) generated from amplitude signal of lock-in using Equation (2). This curve
shows no noticeable deviation from the derivative of the force—extension curve (in blue
dash) with [, 0.23 nm. The WLC fit (in red) to stiffness—extension data gives a persistence
length of 0.26 = 0.02 nm.

=
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Figure 5. (a) Polystyrene stiffness—extension curve in water (black) measured using interferometer-

based AFM and fitted with WLC model (red). It is compared with derivative of force—extension curve

with I, 0.23 nm (blue dash). (b) Polystyrene stiffness-extension curve taken in 8M Urea (black) fitted

with WLC (red) of I, = 0.88 4- 0.02 nm and compared with force-extension derivative (blue dash) of

I, 0.23 nm.

It is interesting to note that globular protein domains like 127 have been studied with
both oscillatory and pulling experiments and similarly show no deviation [23,45,53]. The
persistence length is also similar to that measured with magnetic tweezers [54]. In the next
section, we explain this by noting an additional contribution from hydrophobic free energy,
which makes fitting with WLC alone an ad hoc process. WLC only accounts for entropic
elasticity of polymer backbone and no side chain effects are considered. In cases of poor
solvents like water, persistence length is a heuristic parameter that may take a lower value
to accommodate hydrophobic interaction and makes up for the inadequacy of models
describing the polymer elasticity [55,56].

We next carried out similar experiments in 8M Urea. Figure 5b shows stiffness—
extension curve (black) from oscillatory measurement which deviates significantly from
derivative of force—extension curve (blue dash). When stiffness—extension data is fitted
with the WLC model. This yields a persistence length of 0.88 &= 0.02 nm.

The data in Figure 5b, is consistent with our observation in Figure 4. It can be con-
cluded that for polymer chain in good solvents, the stiffness measurement using oscillatory
method deviates from the derivative of force—extension curves (Figures 4b and 5b). The
direct measurement of stiffness using oscillatory measurements yields reasonable values of
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persistence length, which are consistent with other techniques. We explain this observed
deviation between constant velocity measurements and stiffness extension curves in the
next section.

3.3. Explanation of Deviation

The polymer entropic elasticity in good solvent conditions is statistical in nature,
arising from a distribution over various accessible conformations. In that sense, a proper
interpretation of force—extension measurement requires a combined statistical mechanics of
the polymer—cantilever system. The canonical partition function of the polymer molecule
and cantilever are Z; and Z. respectively and they combine to give overall partition
function Zsystem as [57-59]:

2
Zsystem ~ L X Lo = efﬁp(x) « ¢ Pkcdc"/2 5)

Here Bis 1/kpT and F(x) is free energy as a function of end-to-end length coordinate
x. For cantilever harmonic biasing potential k6.2 /2, the cantilever deflection d is D — x
where D is the displacement of the cantilever with sample surface at constant velocity and
x is the end-to-end length of the polymer. Therefore, we see that Z,, X Z. is a mathematical
convolution which shows that both cantilever and polymer are acting simultaneously
in an intricate convolution. This is likely to produce a biased trajectory for the polymer.
One possibility to get an isolated response from Z,, only is at high deflection or force
where Z. reduces to a delta function 6(D — x). Another way to achieve this is to perform
measurement with a constant force magnetic tweezer setup. These are effectively zero
stiffness measurements in which case it can be shown that effects of cantilever integrate out
to get an isolated response from Z,, only [58,59]. This explains our match of persistence
length with magnetic tweezer measurements and suggests that oscillatory measurement is
sampling an intrinsic trajectory of polymer. The likely reason for intrinsic measurement is
the parallel coupling pathway implemented by local oscillating measurements. For the total
amplitude response A in Equation (2), the stiffness of cantilever k. and stiffness of polymer
k; effectively add up in what is called parallel combination. This allows for a much clearer
separation of cantilever contribution from polymer compared to intricate convolution.

For polystyrene in the poor solvent of water, we observed no deviation between
force—extension and stiffness—extension curves. The reason for this is the large and positive
hydrophobic free energy required to stretch a hydrophobic polymer in water [60]. This
is in addition to the conformational entropy of the polymer backbone described by WLC
in a good solvent. A polymer chain tends to minimize its accessible surface area and an
extra hydrophobic free energy, which is at least six times the chain entropy, is required for
stretching [55,56]. In absence of hydrophobic interactions, only WLC entropic contribution
Fwrc = —TSwic of about ~2kpT determine free energy of polymer F. Additionally, the
harmonic biasing potential is ~7kgT for an intermediate force of 200 pN. This means that
in Equation (4), the cantilever and polymer are almost equally weighted to the overall
partition function Zsyster, and likely produce a bias. However, a larger contribution from
hydrophobic free energy, say at least Fy4,,~20kpT [61], due to bulky aromatic side group
makes the weight of cantilever biasing nominal compared to free energy F. Hence, a
more intrinsic response is sampled with no deviation from the stiffness—extension curve of
oscillatory measurement. Importantly, WLC fitting only produces persistence length as an
effective parameter to account for the inadequacy of the WLC model in a poor solvent. This
results in a lower value of persistence length and perceived softening of polymer [55,56].

So far, we have focused on the average thermodynamic behavior of the force—extension
curve. However, fluctuations in the mean also reveal about deconvolution procedure
mentioned above. Figure 6 shows the force—extension curve for PEG and polystyrene
taken with commercial AFM in (a) and (b) respectively. From Figure 6a,b, we observe that
PEG and Polystyrene with molecular weight 10 kDa and 200 kDa respectively, show no
change in regards to fluctuations about the mean force—extension curve. It is, however,
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expected on basis of statistical mechanics of polymers that fluctuation about mean would
go as 1/v/N where N is monomer units, following Poisson statistics. Fluctuations in
force for a finite-size system like polymer are expected to be large but the force—extension
curve in pulling experiments shows no large fluctuation and no variation with the size of
polymer. This is because overall fluctuation in the coupled cantilever—polymer system is
dominated by the cantilever [58,59]. On the other hand, the stiffness—extension curve from
oscillatory measurement shows a clear distinction in terms of fluctuations about the mean
in two polymers (Figure 6¢,d). Fluctuations in shorter-length polymers are large. This also
supports the argument that an intrinsic polymer response is captured more effectively by
local oscillatory response than global pulling experiments.

PEG Polystyrene
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Figure 6. (a,c) Show force—extension and stiffness—extension curves for PEG in water. Similarly,
(b,d) are force—extension and stiffness—extension curve for polystyrene in water, respectively. Fluctua-
tions about mean stiffness are stronger in PEG with molecular weight 10 kDa than a longer polymer
of polystyrene with molecular weight 200 kDa. No size dependent variation in fluctuation is observed
for the force—extension curve.

4. Conclusions

In conclusion, we performed elasticity measurement on PEG and polystyrene with a
home-built fiber-interferometer-based AFM. The elastic response was measured by oscillat-
ing the cantilever base and recording the amplitude and phase response using a lock-in
amplifier. The amplitude signal, in particular, was quantified to obtain stiffness—extension
profiles and analyzed with the WLC entropic model. For both polymers, the stiffness—
extension curve deviates significantly from the conventional force—extension curve in good
solvent conditions. When modeled with the phenomenological WLC model, its fitting of
the stiffness—extension curve produced a more reasonable estimate (0.55 nm for PEG and
0.8 nm for polystyrene), which is about five times more compared with conventional pulling
experiments (0.1 nm for PEG and 0.2 nm for polystyrene). The value is also consistent
with equilibrium measurements with magnetic tweezers and other force-free techniques.
Although fluctuations about mean elastic behavior are known not to dominate the pulling
force—extension curve, local oscillatory measurement of the stiffness—extension curve does
reveal a clear size dependence of fluctuations. Our work highlights the importance of cou-
pling between the AFM cantilever probe and polymer elasticity which in statistical terms is
expressed as an intricate convolution. In addition, the stiffness—extension curve shows no
deviation from the force—extension curve in the poor solvent case of polystyrene in water.
We attribute this to the additional hydrophobic contribution that effectively lowers the
persistence length and suggests that WLC entropic model is ad hoc in poor solvents.



Nanomaterials 2022, 12, 526 11 of 13

Author Contributions: Conceptualization, S.P. and V.A.; methodology, S.P., V.A. and S.P.S.D.; valida-
tion, S.P, V.A. and S.PS.D,; formal analysis, V.A.; investigation, V.A ; resources, S.P.S.D.; data curation,
V.A.; writing—original draft preparation, V.A.; writing—review and editing, S.P.; visualization, V.A;
supervision, S.P,; project administration, S.P. All authors have read and agreed to the published
version of the manuscript.

Funding: This research received no external funding. V.A. and S.P.S.D. received a fellowship from
IISER Pune.

Data Availability Statement: The data in the present study are available upon request from corre-
sponding author.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Ott, W,; Jobst, M.A.; Schoeler, C.; Gaub, H.E.; Nash, M.A. Single-molecule force spectroscopy on polyproteins and receptor-ligand
complexes: The current toolbox. J. Struct. Biol. 2017, 197, 3-12. [CrossRef] [PubMed]

2. Woodside, M.T.; Block, S.M. Reconstructing folding energy landscapes by single-molecule force spectroscopy. Annu. Rev. Biophys.
2014, 43, 19-39. [CrossRef] [PubMed]

3.  Dudko, O.K,; Mathé, J.; Szabo, A.; Meller, A.; Hummer, G. Extracting kinetics from single-molecule force spectroscopy: Nanopore
unzipping of DNA hairpins. Biophys. J. 2007, 92, 4188-4195. [CrossRef] [PubMed]

4. Tinoco, L; Li, P.T.; Bustamante, C. Determination of thermodynamics and kinetics of RNA reactions by force. Q. Rev. Biophys.
2006, 39, 325-360. [CrossRef]

5. Yu, H.; Siewny, M.G.; Edwards, D.T.; Sanders, A.W.; Perkins, T.T. Hidden dynamics in the unfolding of individual bacteri-
orhodopsin proteins. Science 2017, 355, 945-950. [CrossRef]

6.  Hinczewski, M.; Gebhardt, ].C.M.; Rief, M.; Thirumalai, D. From mechanical folding trajectories to intrinsic energy landscapes of
biopolymers. Proc. Natl. Acad. Sci. USA 2013, 110, 4500-4505. [CrossRef]

7. Berkovich, R.; Hermans, R.I; Popa, L; Stirnemann, G.; Garcia-Manyes, S.; Berne, B.].; Fernandez, ]. M. Rate limit of protein elastic
response is tether dependent. Proc. Natl. Acad. Sci. USA 2012, 109, 14416-14421. [CrossRef]

8. Hinczewski, M.; von Hansen, Y.; Netz, R.R. Deconvolution of dynamic mechanical networks. Proc. Natl. Acad. Sci. USA 2010,
107, 21493-21498. [CrossRef]

9.  Neupane, K.; Woodside, M.T. Quantifying instrumental artifacts in folding kinetics measured by single-molecule force spec-
troscopy. Biophys. J. 2016, 111, 283-286. [CrossRef]

10. Woodside, M.T.; Lambert, J.; Beach, K.S. Determining intrachain diffusion coefficients for biopolymer dynamics from single-
molecule force spectroscopy measurements. Biophys. J. 2014, 107, 1647-1653. [CrossRef]

11.  Hyeon, C.; Morrison, G.; Thirumalai, D. Force-dependent hopping rates of RNA hairpins can be estimated from accurate
measurement of the folding landscapes. Proc. Natl. Acad. Sci. USA 2008, 105, 9604-9609. [CrossRef]

12.  Giannotti, M.L; Vancso, G.J. Interrogation of single synthetic polymer chains and polysaccharides by AFM-based force spec-
troscopy. ChemPhysChem 2007, 8, 2290-2307. [CrossRef]

13.  Al-Maawali, S.; Bemis, ].E.; Akhremitchev, B.B.; Liu, H.; Walker, G.C. Single-molecule AFM study of polystyrene grafted at gold
surfaces. J. Adhes. 2005, 81, 999-1016. [CrossRef]

14. Li, H; Zhang, W.; Xu, W.; Zhang, X. Hydrogen bonding governs the elastic properties of poly (vinyl alcohol) in water:
Single-molecule force spectroscopic studies of PVA by AFM. Macromolecules 2000, 33, 465-469. [CrossRef]

15. Dessinges, M.N.; Maier, B.; Zhang, Y.; Peliti, M.; Bensimon, D.; Croquette, V. Stretching single stranded DNA, a model
polyelectrolyte. Phys. Rev. Lett. 2002, 89, 248102. [CrossRef]

16. Radiom, M.; Maroni, P.; Borkovec, M. Influence of solvent quality on the force response of individual poly (styrene) polymer
chains. ACS Macro Lett. 2017, 6, 1052-1055. [CrossRef]

17.  Bao, Y; Luo, Z; Cui, S. Environment-dependent single-chain mechanics of synthetic polymers and biomacromolecules by atomic
force microscopy-based single-molecule force spectroscopy and the implications for advanced polymer materials. Chem. Soc. Rev.
2020, 49, 2799-2827. [CrossRef]

18. Rubinstein, M.; Colby, R.H. Polymer Physics; Oxford University Press: New York, NY, USA, 2003; Volume 23.

19. Grosberg, A.Y.; Khokhlov, A.R.; Stanley, H.E.; Mallinckrodt, A.J.; McKay, S. Statistical physics of macromolecules. Comput. Phys.
1995, 9, 171-172. [CrossRef]

20. Braun, O.; Hanke, A.; Seifert, U. Probing molecular free energy landscapes by periodic loading. Phys. Rev. Lett. 2004, 93, 158105.
[CrossRef]

21. Ahlawat, V,; Rajput, S.S; Patil, S. Elasticity of single flexible polymer chains in good and poor solvents. Polymer 2021, 230, 124031.
[CrossRef]

22. Fedder, G.K,; Hierold, C.; Korvink, J.G.; Tabata, O. Resonant MEMS: Fundamentals, Implementation, and Application; John Wiley &

Sons: Hoboken, NJ, USA, 2015; Volume 22.


http://doi.org/10.1016/j.jsb.2016.02.011
http://www.ncbi.nlm.nih.gov/pubmed/26873782
http://dx.doi.org/10.1146/annurev-biophys-051013-022754
http://www.ncbi.nlm.nih.gov/pubmed/24895850
http://dx.doi.org/10.1529/biophysj.106.102855
http://www.ncbi.nlm.nih.gov/pubmed/17384066
http://dx.doi.org/10.1017/S0033583506004446
http://dx.doi.org/10.1126/science.aah7124
http://dx.doi.org/10.1073/pnas.1214051110
http://dx.doi.org/10.1073/pnas.1212167109
http://dx.doi.org/10.1073/pnas.1010476107
http://dx.doi.org/10.1016/j.bpj.2016.06.011
http://dx.doi.org/10.1016/j.bpj.2014.08.007
http://dx.doi.org/10.1073/pnas.0802484105
http://dx.doi.org/10.1002/cphc.200700175
http://dx.doi.org/10.1080/00218460500310416
http://dx.doi.org/10.1021/ma990878e
http://dx.doi.org/10.1103/PhysRevLett.89.248102
http://dx.doi.org/10.1021/acsmacrolett.7b00652
http://dx.doi.org/10.1039/C9CS00855A
http://dx.doi.org/10.1063/1.4823390
http://dx.doi.org/10.1103/PhysRevLett.93.158105
http://dx.doi.org/10.1016/j.polymer.2021.124031

Nanomaterials 2022, 12, 526 12 of 13

23.

24.

25.

26.

27.
28.

29.

30.

31.

32.
33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Rajput, S.S.; Deopa, S.P.S.; Yadav, J.; Ahlawat, V.; Talele, S.; Patil, S. The nano-scale viscoelasticity using atomic force microscopy
in liquid environment. Nanotechnology 2020, 32, 085103. [CrossRef] [PubMed]

Rugar, D.; Mamin, H.; Guethner, P. Improved fiber-optic interferometer for atomic force microscopy. Appl. Phys. Lett. 1989,
55, 2588-2590. [CrossRef]

Patil, S.; Matei, G.; Dong, H.; Hoffmann, PM.; Karakose, M.; Oral, A. A highly sensitive atomic force microscope for linear
measurements of molecular forces in liquids. Rev. Sci. Instrum. 2005, 76, 103705. [CrossRef]

Oral, A.; Grimble, R.; Ozer, H.O.; Pethica, J. High-sensitivity noncontact atomic force microscope/scanning tunneling microscope
(nc AFM/STM) operating at subangstrom oscillation amplitudes for atomic resolution imaging and force spectroscopy. Rev. Sci.
Instrum. 2003, 74, 3656—-3663. [CrossRef]

Butt, H.].; Jaschke, M. Calculation of thermal noise in atomic force microscopy. Nanotechnology 1995, 6, 1. [CrossRef]

Burnham, N.; Gremaud, G.; Kulik, A.; Gallo, PJ.; Oulevey, F. Materials” properties measurements: Choosing the optimal scanning
probe microscope configuration. J. Vac. Sci. Technol. B Microelectron. Nanometer Struct. Process. Meas. Phenom. 1996, 14, 1308-1312.
[CrossRef]

Pethica, J.; Oliver, W. Tip surface interactions in STM and AFM. Phys. Scr. 1987, 1987, 61. [CrossRef]

Sarid, D.; Coratger, R.; Ajustron, F.; Beauvillain, ]. Scanning force microscopy-with applications to electric, magnetic and atomic
forces. Microsc. Microanal. Microstruct. 1991, 2, 649. [CrossRef]

Rajput, S.S.; Deopa, S.P.S.; Ajith, V.; Kamerkar, S.C.; Patil, S.V. Validity of point-mass model in off-resonance dynamic atomic
force microscopy. Nanotechnology 2021, 32, 405702. [CrossRef]

Marko, J.F; Siggia, E.D. Stretching dna. Macromolecules 1995, 28, 8759-8770. [CrossRef]

Oesterhelt, F.; Rief, M.; Gaub, H. Single molecule force spectroscopy by AFM indicates helical structure of poly(ethylene-glycol)
in water. New J. Phys. 1999, 1, 6. [CrossRef]

Ott, W.; Jobst, M.A.; Bauer, M.S.; Durner, E.; Milles, L.F; Nash, M.A.; Gaub, H.E. Elastin-like polypeptide linkers for single-
molecule force spectroscopy. ACS Nano 2017, 11, 6346-6354. [CrossRef]

Heymann, B.; Grubmiuiller, H. Elastic properties of poly (ethylene-glycol) studied by molecular dynamics stretching simulations.
Chem. Phys. Lett. 1999, 307, 425-432. [CrossRef]

Luo, Z.; Zhang, B.; Qian, H,j.; Lu, Z.y,; Cui, S. Effect of the size of solvent molecules on the single-chain mechanics of poly
(ethylene glycol): Implications on a novel design of a molecular motor. Nanoscale 2016, 8, 17820-17827. [CrossRef]

Dittmore, A.; McIntosh, D.B.; Halliday, S.; Saleh, O.A. Single-molecule elasticity measurements of the onset of excluded volume
in poly (ethylene glycol). Phys. Rev. Lett. 2011, 107, 148301. [CrossRef]

Innes-Gold, S.N.; Morgan, I.L.; Saleh, O.A. Surface-induced effects in fluctuation-based measurements of single-polymer elasticity:
A direct probe of the radius of gyration. J. Chem. Phys. 2018, 148, 123314. [CrossRef]

Moglich, A.; Joder, K.; Kiefhaber, T. End-to-end distance distributions and intrachain diffusion constants in unfolded polypeptide
chains indicate intramolecular hydrogen bond formation. Proc. Natl. Acad. Sci. USA 2006, 103, 12394-12399. [CrossRef]

Saleh, O.A. Perspective: Single polymer mechanics across the force regimes. . Chem. Phys. 2015, 142, 194902. [CrossRef]

Smith, G.D.; Yoon, D.Y; Jaffe, R.L.; Colby, R.H.; Krishnamoorti, R.; Fetters, L.]. Conformations and structures of poly (oxyethylene)
melts from molecular dynamics simulations and small-angle neutron scattering experiments. Macromolecules 1996, 29, 3462-3469.
[CrossRef]

Kawakami, M.; Byrne, K; Khatri, B.S.; McLeish, T.C.; Smith, D.A. Viscoelastic properties of single poly (ethylene glycol) molecules.
ChemPhysChem 2006, 7, 1710-1716. [CrossRef]

Kawakami, M.; Byrne, K.; Khatri, B.S.; Mcleish, T.C.; Radford, S.E.; Smith, D.A. Viscoelastic measurements of single molecules on
a millisecond time scale by magnetically driven oscillation of an atomic force microscope cantilever. Langmuir 2005, 21, 4765-4772.
[CrossRef]

Liang, X.; Nakajima, K. Investigating the dynamic viscoelasticity of single polymer chains using atomic force microscopy. ]J.
Polym. Sci. Part B Polym. Phys. 2019, 57, 1736-1743. [CrossRef]

Benedetti, F; Gazizova, Y.; Kulik, A.J.; Marszalek, PE.; Klinov, D.V; Dietler, G.; Sekatskii, S.K. Can dissipative properties of single
molecules be extracted from a force spectroscopy experiment? Biophys. . 2016, 111, 1163-1172. [CrossRef]

Kienberger, F.; Pastushenko, V.P,; Kada, G.; Gruber, H.].; Riener, C.; Schindler, H.; Hinterdorfer, P. Static and dynamical properties
of single poly (ethylene glycol) molecules investigated by force spectroscopy. Single Mol. 2000, 1, 123-128. [CrossRef]

Xu, X.; Raman, A. Comparative dynamics of magnetically, acoustically, and Brownian motion driven microcantilevers in liquids.
J. Appl. Phys. 2007, 102, 034303. [CrossRef]

Li, L.T.; Walker, G.C. Single polymer studies of hydrophobic hydration. Acc. Chem. Res. 2012, 45, 2011-2021. [CrossRef]

Zangi, R.; Zhou, R.; Berne, B. Urea’s action on hydrophobic interactions. J. Am. Chem. Soc. 2009, 131, 1535-1541. [CrossRef]
England, J.L.; Haran, G. Role of solvation effects in protein denaturation: From thermodynamics to single molecules and back.
Annu. Rev. Phys. Chem. 2011, 62, 257-277. [CrossRef] [PubMed]

Mondal, J.; Halverson, D.; Li, L.T.; Stirnemann, G.; Walker, G.C.; Berne, B.J. How osmolytes influence hydrophobic polymer
conformations: A unified view from experiment and theory. Proc. Natl. Acad. Sci. USA 2015, 112, 9270-9275. [CrossRef] [PubMed]
Gunari, N.; Balazs, A.C.; Walker, G.C. Force-induced globule-coil transition in single polystyrene chains in water. J. Am. Chem.
Soc. 2007, 129, 10046-10047. [CrossRef] [PubMed]

Hoffmann, T.; Dougan, L. Single molecule force spectroscopy using polyproteins. Chem. Soc. Rev. 2012, 41, 4781-4796. [CrossRef]


http://dx.doi.org/10.1088/1361-6528/abc5f3
http://www.ncbi.nlm.nih.gov/pubmed/33120375
http://dx.doi.org/10.1063/1.101987
http://dx.doi.org/10.1063/1.2083147
http://dx.doi.org/10.1063/1.1593786
http://dx.doi.org/10.1088/0957-4484/6/1/001
http://dx.doi.org/10.1116/1.589086
http://dx.doi.org/10.1088/0031-8949/1987/T19A/010
http://dx.doi.org/10.1051/mmm:0199100206064900
http://dx.doi.org/10.1088/1361-6528/ac0cb1
http://dx.doi.org/10.1021/ma00130a008
http://dx.doi.org/10.1088/1367-2630/1/1/006
http://dx.doi.org/10.1021/acsnano.7b02694
http://dx.doi.org/10.1016/S0009-2614(99)00531-X
http://dx.doi.org/10.1039/C6NR05863A
http://dx.doi.org/10.1103/PhysRevLett.107.148301
http://dx.doi.org/10.1063/1.5009049
http://dx.doi.org/10.1073/pnas.0604748103
http://dx.doi.org/10.1063/1.4921348
http://dx.doi.org/10.1021/ma951621t
http://dx.doi.org/10.1002/cphc.200600116
http://dx.doi.org/10.1021/la0469699
http://dx.doi.org/10.1002/polb.24908
http://dx.doi.org/10.1016/j.bpj.2016.08.018
http://dx.doi.org/10.1002/1438-5171(200006)1:2<123::AID-SIMO123>3.0.CO;2-3
http://dx.doi.org/10.1063/1.2767202
http://dx.doi.org/10.1021/ar200285h
http://dx.doi.org/10.1021/ja807887g
http://dx.doi.org/10.1146/annurev-physchem-032210-103531
http://www.ncbi.nlm.nih.gov/pubmed/21219136
http://dx.doi.org/10.1073/pnas.1511780112
http://www.ncbi.nlm.nih.gov/pubmed/26170324
http://dx.doi.org/10.1021/ja068652w
http://www.ncbi.nlm.nih.gov/pubmed/17665910
http://dx.doi.org/10.1039/c2cs35033e

Nanomaterials 2022, 12, 526 13 of 13

54.
55.

56.

57.
58.

59.

60.

61.

Valle-Orero, J.; Rivas-Pardo, J.A.; Popa, I. Multidomain proteins under force. Nanotechnology 2017, 28, 174003. [CrossRef]
Walther, K.A.; Grater, F.; Dougan, L.; Badilla, C.L.; Berne, B.J.; Fernandez, ].M. Signatures of hydrophobic collapse in extended
proteins captured with force spectroscopy. Proc. Natl. Acad. Sci. USA 2007, 104, 7916-7921. [CrossRef]

Grater, F; Heider, P; Zangi, R.; Berne, B. Dissecting entropic coiling and poor solvent effects in protein collapse. J. Am. Chem. Soc.
2008, 130, 11578-11579. [CrossRef]

Franco, I; Ratner, M.A; Schatz, G.C. Single-molecule pulling: Phenomenology and interpretation. arXiv 2012, arXiv:1205.5068.
Kreuzer, H.; Payne, S.; Livadaru, L. Stretching a macromolecule in an atomic force microscope: Statistical mechanical analysis.
Biophys. J. 2001, 80, 2505-2514. [CrossRef]

Staple, D.B.; Hanke, E.; Kreuzer, H.]. Comment on “Sub-Angstrom Conformational Changes of a Single Molecule Captured by
AFM Variance Analysis”. Biophys. ]. 2008, 95, 1001. [CrossRef]

Gosline, ]. M. Hydrophobic interaction and a model for the elasticity of elastin. Biopolym. Orig. Res. Biomol. 1978, 17, 677-695.
[CrossRef]

Abraham, M.H.; Whiting, G.S.; Fuchs, R.; Chambers, E.J. Thermodynamics of solute transfer from water to hexadecane. J. Chem.
Soc. Perkin Trans. 2 1990, 2, 291-300. [CrossRef]


http://dx.doi.org/10.1088/1361-6528/aa655e
http://dx.doi.org/10.1073/pnas.0702179104
http://dx.doi.org/10.1021/ja802341q
http://dx.doi.org/10.1016/S0006-3495(01)76222-4
http://dx.doi.org/10.1529/biophysj.108.129320
http://dx.doi.org/10.1002/bip.1978.360170311
http://dx.doi.org/10.1039/p29900000291

	Introduction
	Materials and Methods
	Sample Preparation
	Fiber-Interferometer AFM
	Modeling the Dynamics of Cantilever–Polymer System

	Results and Discussion
	Polyethylene Glycol (PEG)
	Polystyrene
	Explanation of Deviation

	Conclusions
	References

