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acts of covalent cross-linking on
the viscoelastic nanomechanics of ionic
polyelectrolyte complexes

Biao Han,a Tianzhu Ma,a John H. Vergara,b Giuseppe R. Palmese,b Jie Yin,c

Daeyeon Lee d and Lin Han *a

This study elucidates the influences of adding covalent cross-linking on the nanomechanical viscoelasticity

of ionically cross-linked polyelectrolyte networks. Using layer-by-layer (LbL) assembled PAH/PAA networks,

we report how adding covalent amide cross-links changes the degree of swelling, indentationmodulus, and

force relaxation behaviors with varying solution conditions such as pH and ionic strength, which modulate

the ionic cross-link density and fixed charge density. The addition of covalent cross-linking increases both

the modulus and degree of elasticity through providing permanent anchorage to the ionically linked

networks. Such addition also strongly increases the relaxation times at net neutral, less swollen states.

These results together underscore the synergistic interplay between the covalent and ionic cross-links in

the viscoelastic nanomechanics of polyelectrolyte networks, potentially enabling the use of these

stimulus-responsive materials in mechano-sensitive biomedical and engineering applications.
1. Introduction

Owing to their responsiveness to stimuli, ease of manufacturing
and nano-to-microscale dimensions, layer-by-layer (LbL)
assembled polyelectrolyte lms have shown potential in a wide
range of biomedical applications, such as cell substrates,1–5

biomaterial coatings,6,7 optical coatings,8 anti-fouling coat-
ings,9,10 drug delivery carriers,11 and tissue engineering.12,13

Upon assembly, polyelectrolyte chains form networks held by
physical cross-links, such as ionic bonding,14 hydrogen
bonding15 and hydrophobic interactions.16 The highly dynamic,
environment-sensitive nature of these physical cross-links
endows the lms with highly tunable optical, mechanical and
electrical properties.17 However, physical cross-links can easily
break under mechanical stress or upon environmental changes;
the as-prepared, physically linked lms thus do not provide
structural stability in comparison to covalently linked lms.
Therefore, introducing additional covalent cross-links has
become a common practice to increase the lm stability.18 As a
result of the additional cross-linking, the LbL lms
become microscale polyelectrolyte networks, held by a mixture
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of permanent, covalent cross-links and dynamic, stimulus-
responsive physical cross-links.

This hybrid cross-linking nature indicates that the
mechanical behaviors of such lms are likely different from
those held by single cross-link type, either covalent or physical.
Indeed, at the macroscale, hydrogels with two cross-link types
have shown unique, advantageous properties, such as increased
toughness,19,20 improved resistance in enzymatic degradation,21

and tunable surface chemistry.22 Therefore, hybrid cross-linking
serves as an important variation of the LbL technique to meet
the requirements for various applications. To date, for these
lms, at the microscale, it is well-known that adding covalent
cross-links signicantly increases the elastic modulus.23–26

However, given the deformation of polymer chains is time-
dependent, a salient feature of polymer mechanics is visco-
elasticity. It is unclear how this mixture of cross-link types can
yield viscoelastic behaviors distinct from those held solely by
physical or covalent cross-links. Since many applications rely on
the mechanical properties of these lms,27–29 understanding
viscoelasticity at the microscale will lay the ground for the
design of various mechano-sensitive biomedical and engi-
neering applications using LbL lms.

The objective of this study was to determine the impact of
covalent cross-linking on the viscoelastic mechanical properties
of ionic LbL polyelectrolyte networks. Following our previous
study, the ionically cross-linked, LbL-assembled poly(allylamine
hydrochloride)/poly(acrylic acid) (PAH/PAA, Fig. 1a) lms were
used as the model material.30 In aqueous solutions, the as-
assembled ionic PAH/PAA network is connected by ionic
pairs31 between the charged amine-groups of PAH (solution pKa
This journal is © The Royal Society of Chemistry 2017
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Fig. 1 Schematics of the model material system, the layer-by-layer (LbL) assembled, ionically cross-linked poly(allylamine hydrochloride)/
poly(acrylic acid) (PAH/PAA)50 networks. (a) Molecular structure of PAH and PAA and associated pKa's. (b) Impacts of EDC-treatment on the
molecular structure of cross-links. (c) Chemical reactions of the formation of covalent amide bond between the carboxyl and amine groups via
the carbodiimide EDC.36 (d) Schematic of the network formation via ionic cross-linking, where each pair of ionic bonding forms a network of four
junctions (red circles, left panel) and six chains (numbered, right panel) according to Smith.37 (e) Schematic of the associated changes in the
cross-link types of the PAH/PAA network.
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z 10.5) and the charged carboxyl groups of PAA (pKa z 2.3
when in the form of PAH7.5/PAA3.5 LbL lms).32 Since PAH and
PAA are both weak polyelectrolytes, their degrees of ionization
are highly dependent on solution pH and ionic strength (IS). In
this work, we studied the impact of additional covalent amide
bonds via 1-[3-(dimethylamino)propyl]-3-ethylcarbodiimide
methiodide (EDC-I) cross-linking (Fig. 1b and c) on the visco-
elasticity of PAH/PAA ionic networks under the modulation of
solution pH and IS. When the solution pH changes from 5.5 to
<2.0, the degree of ionization of PAA changes from >90% to 0%,
while PAH remains nearly fully charged. This leads to
This journal is © The Royal Society of Chemistry 2017
a conformational change of the PAH/PAA lm, from a net-
neutral, highly ionically cross-linked network (pH 5.5), to
a net charged, loosely cross-linked network (pH 2.0–2.5).33

Meanwhile, we also varied the solution IS between 0.01 M and
1.0 M to introduce variations in electrostatic interactions. In net
neutral states, varying IS can inuence the cross-link density
without affecting the charged nature of polymers through the
“doping” effect.34 In net charged states, tuning IS can also affect
the magnitude of Poisson–Boltzmann double layer interactions
via the Debye screening.35 Aer the EDC treatment, each
carboxyl group on PAA and each primary amine group on PAH
RSC Adv., 2017, 7, 53334–53345 | 53335
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are connected by a covalent amide bond via the carbodiimide
reaction (Fig. 1c).36 As a result, the covalent amide cross-links
are not affected by changes in pH or IS. Applying our recently
developed, closed-loop nanoindentation and force relaxation
tests,30 we quantied the viscoelastic properties of the PAH/PAA
LbL lms. These results were interpreted in the context of the
PAA ionization state measured by the attenuated total
reectance-Fourier transform infrared spectroscopy (ATR-FTIR,
Fig. 2a), as well as the rubber elasticity42 and its modied form
of the Smith theory,37 to connect the mechanical behaviors with
molecular cross-linking states. The outcomes together illus-
trated the distinctive viscoelastic nanomechanics of poly-
electrolyte networks with two types of cross-links.
Fig. 2 ATR-FTIR test of PAH/PAA networks. (a) Schematic of the
experimental set-up of measurement on the PAH/PAA films fabricated
on germanium crystal, tested in aqueous solutions. (b and c) Absor-
bance spectra of both EDC-treated and control networks at (b) 0.01 M
and (c) 1.0 M IS, respectively. Spectra are intentionally overlaid with
arbitrary offset for clarity. The wavenumbers corresponding to the
protonated and charged carboxyl groups, and the covalent amide
bonds, are highlighted.

53336 | RSC Adv., 2017, 7, 53334–53345
2. Methods
2.1 Sample preparation

Layer-by-layer assembled PAH/PAA complexes with 50-bilayers
were prepared on freshly cleaned glass slides, following estab-
lished procedures.38 The assembly was carried out at their
partially charged states (pH 7.5 for PAH and pH 3.5 for PAA) to
form a relatively isotropic network with random polymer chain
conformation.38 To induce additional covalent cross-linking,
the LbL complexes were incubated in NaCl + HCl aqueous
solution (0.01 M, pH ¼ 2.5) for 15 minutes, followed by
96 mg mL�1 1-[3-(dimethylamino)propyl]-3-ethylcarbodiimide
methiodide (EDC-I, corresponding to the same molar concen-
tration of 50 mg mL�1 EDC) in 2-(N-morpholino)ethanesulfonic
acid (MES) buffer for 1 hour to induce covalent amide cross-
links between PAH and PAA (Fig. 1b–e).39 The sample was
then rinsed with 0.01 M NaCl solution for at least three times to
remove residual reagents. For the control, the lms underwent
the same MES buffer incubation and rinsing procedures
without the addition of EDC-I. This step was to ensure that the
conformational changes of the networks due to incubation and
rinsing were consistent between the control and EDC-treated
groups.

2.2 ATR-FTIR spectrometry

To reveal the impacts of covalent cross-linking on the pH and IS-
responsive molecular states of the carboxyl groups on PAA, ATR-
FTIR was applied to the PAH/PAA lms prepared on a Germa-
nium crystal puck (Specac, Orpington, United Kingdom) via the
same assembly procedures. The ATR-FTIR measurement was
carried out on a Nicolet Nexus 870 FT-IR Spectrometer (Thermo
Fisher Scientic, Philadelphia, PA) with a Quest Single Bounce
ATR accessory (Specac, Fort Washington, PA) and a custom uid
holder cell to retain the uidic environment during the
measurement (Fig. 2a), following previously reported
procedures.40,41

2.3 AFM-nanoindentation and ramp-and-hold force
relaxation

To study the elastic and viscoelastic mechanical properties,
AFM-based nanomechanical tests were applied at multiple pH
and IS to both EDC-treated and control samples, following our
recently established and fully calibrated procedures.30 Briey,
AFM-nanoindentation was performed with polystyrene micro-
spherical tips (R z 12.5 mm) at a constant loading/unloading
rate of yD ¼ 5 mm s�1, up to a maximum indentation force
�1 mN, followed by a �30 s force relaxation holding period via
the indenter mode of the Molecular Force Probe 3D (Asylum
Research, Santa Barbara, CA). In this closed-loop mode, the
cantilever displacement was continuously adjusted to
compensate for the time-dependent viscoelastic soening of the
sample, resulting in constant indentation rate and constant
indentation depth during relaxation. These tests were per-
formed in pH ¼ 1.5–5.5, IS ¼ 0.01 M and 1.0 M NaCl + HCl
aqueous solutions, which modulated the degree of ionic cross-
linking and xed charge-governed electrostatic double-layer
This journal is © The Royal Society of Chemistry 2017
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interactions. At each IS and pH, the test was repeated on 3
samples, $10 locations each sample, and no signicant
differences were found amongst different samples. At each
state, the thickness of the lm, H, was measured by AFM via
selective lm removal followed by contact mode AFM imaging
for H # 10 mm, and our recently developed z-motor assisted
method for H > 10 mm.30

With a maximum indentation depth Dmax < 2 mm, the
maximum strain was controlled at less than 20% to ensure that
the deformation of PAH/PAA was in the linear regime. Linear
elastic and viscoelastic models were applied to extract material
mechanical properties. The effective indentation modulus, Eind,
was calculated via the Hertz model with nite thickness
correction,42

F ¼ 4

3

Eind

ð1� nP2ÞRtip
1=2D3=2Cc

�
F ; D; H; Rtip

�
; (1)

where nP is the Poisson's ratio (z0.49 for highly swollen
hydrogels),43 Rtip is the tip radius, and Cc is the substrate
constraint correction factor that depends on F, D, H and Rtip. To
estimate the time-dependent mechanical properties, at each
time point, the temporal modulus, E(t), was calculated by tting
F(t) and D to the substrate-corrected Hertz model, whereby D
was constant during the relaxation. The relaxation of, E(t), was
then tted to a ve-element standard linear solid (SLS) model44

to extract two time constants s1 and s2,

E(t) ¼ EN + E1 exp(�t/s1) + E2 exp(�t/s2), (2)

Here, EN is the equilibrium indentation modulus, E1 and E2
are the time-dependent modulus corresponding to the short
and long term relaxation mode (s1 < s2), respectively. The
instantaneous indentation modulus, E0, was estimated as, E0 ¼
EN + E1 + E2. We used the ratio of EN/E0 as a measure of the
degree of elasticity.
2.4 Estimation of effective cross-link density

To understand the contributions of covalent and ionic cross-
links to the mechanical properties, we estimated the effective
cross-link densities of both cross-link types via the classical
rubber elasticity theory45 and its extended Smith theory.37 For
covalent cross-links, the effective density was estimated by
applying the linear rubber elasticity theory to the equilibrium
modulus, EN, measured at pH 1.5, IS ¼ 1.0 M. At this state, the
low pH ensures full protonation of carboxyl groups, and thus,
absence of ionic cross-linking, and the high IS results in full
screening of the Donnan effect. Therefore, EN is dominated by
the rubber elasticity from covalent cross-links. The use of EN,
instead of the indentation modulus Eind, also minimized the
possible overestimation from the effect of intrinsic viscoelas-
ticity or poroelasticity. The effective polymer chain density
(molar number of chains per unit volume), n, was calculated as,

EN ¼ 3fkBTn, (3)

where f is a front factor associated with polymer chain cong-
uration (z0.5),37,46 kB is the Boltzmann constant, and T is the
This journal is © The Royal Society of Chemistry 2017
temperature in K. Following the rubber elasticity theory, n at
other states were estimated using the ratio of volume calculated
from the thickness measurement. Following the denition by
Smith,37 for every two cross-links, there exist four network
junctions and six chains (Fig. 1c), and the internal amide bond
density, cec, is given by,

n ¼ 3cec (4)

For ionically cross-linked networks, the effective ionic cross-
link density, cei, cannot be estimated with the same method,
due to twomajor reasons. First, rubber elasticity is limited to loose
networks where the number of monomer units between adjacent
links is $10.46,47 This assumption is valid for covalent networks.
However, for ionically cross-linked networks, especially in net-
neutral conditions, where all charged groups can potentially
serve as cross-linking sites, this assumption does not hold. The
Smith theory37 was thus used to calculate the cross-link density n,

3nkBT/E ¼ (1/fn) � 6 �Cn/(5q
2�n), (5)

where E is the elastic modulus, q is a dimensionless factor
determined by bond angles and lengths (q ¼ 0.83 for chains
containing only carbon–carbon single bonds, as in PAA and
PAH), �Cn is a characteristic ratio equals �n0.57, and fn is the front
factor (0.5 for �n > 9.6). The term, �n, is the geometric mean
number of backbone bonds per chain, calculated as

n ¼
��

nPAH

ð1� yÞU
��

nPAA

ð1� yÞU
�
nion pair

�1=3
; (6)

where nPAH, nPAA and nion pair are the number of bonds in the
PAA, PAH and ionic pairs at the highest possible cross-linking
(2, 2 and 4 respectively), y is relative degree of doping level as
a result of extrinsic ionic pairing (y z 0.035 and 0.31 at 0.01 M
and 1.0 M, respectively) and U is the fraction of ion pairing in
the network mode (z0.5).37,46 Similar to the case of covalent
networks, the intrinsic ion pairing density that contributes to
the network cross-linking is, n ¼ 3cei.

Second, the viscoelastic relaxation process of ionically cross-
linked network is dominated by the local breaking and re-
formation of ionic cross-links.30 Therefore, unlike the case of
covalent networks, EN here does not reect the effective ionic
cross-link density at the un-deformed state. The instantaneous
indentation modulus, Eind, on the other hand, was measured
before the cross-link breaking or re-formation had taken place,
and thus, could better reect the ionic cross-link density at the
un-deformed state. Under this scenario, the use of Eind may
over-estimate cei, as it does not exclude the viscoelastic and
poroelastic contributions from polymer chains conformational
changes and interstitial uid ow. However, as we demon-
strated in our previous work, cross-link breaking and re-
formation is the dominating viscoelasticity mechanism in
ionic networks.30 These other effects are expected to be minor,
and thus, Eind, rather than EN, was used to estimate cei. Further,
it should be noted that, even in the duration of indentation,
ionic cross-links can break and re-form, the use of Eind is an
approximation, rather than an accurate estimate of cei.
RSC Adv., 2017, 7, 53334–53345 | 53337
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We applied eqn (4) to both the control and EDC-treated
networks at pH 2.5–5.5, IS ¼ 0.01 M and 1.0 M. For the
control networks that were cross-linked solely by ionic pairing,
this calculation directly yielded the intrinsic ionic pairing
density, cei. For the EDC-treated networks, the application of
eqn (4) yields an effective net cross-link density, cet. This effec-
tive density includes the densities of both ionic pairing and
amide bonding, i.e., cet ¼ cec + cei. Here, the effective amide
bonding density, cec, was estimated using EN measured at pH
1.5, IS ¼ 1.0 M and considering that the covalent cross-links
remain unchanged, the cec at each condition can be estimated
with the rubber elasticity theory with volume change calculated
from the changes in lm thickness H. Therefore, the effective
ionic pairing density can be deduced as, cei ¼ cet � cec. Here, the
outcome of effective density only represents the bondings that
contribute to the formation of polymer chain networks. Those
not contributing to the network formation, such as the “ladder”
bonding,46 do not contribute to the modulus, and thus, were not
taken into account by this calculation.
Fig. 3 Impacts of covalent cross-linking on the film thickness, H, and
effective indentation modulus of (PAH7.5/PAA3.5)50 LbL networks at
various pH and IS. (a) Film thickness, H, at all tested pH and IS (mean �
SEM for n $ 15 measurements on at least three samples at each
condition). The dashed line represents the dry film thickness (SEM is
less than the line width). (b) Instantaneous indentation modulus
calculated from F–D curves, E0, of (PAH7.5/PAA3.5)50 at various pH
and IS (mean � SEM for n $ 15 positions on at least three samples). All
experiments were performed at 5 mm s�1 constant indentation depth
rate by a microspherical tip (R z 12.5 mm).
3. Results
3.1 pH-dependent charging and protonation of carboxyl
groups on PAA via ATR-FTIR

The ATR-FTIR results revealed a clear trend of pH-dependent
charging and protonation of the carboxyl acid groups on PAA
(Fig. 2b and c). The protonated carboxyl group (–COOH) absorbs
infrared light at wavenumber around 1710–1700 cm�1 and the
charged carboxyl group (–COO�) at 1565–1542 cm�1.33 Since
other chemical bonds have minimum absorbance at this range,
we focused our analysis on the wavenumber range between
1900–1300 cm�1 to illustrate the degree of ionization of the
carboxyl groups on PAA. Moreover, since the absorbance peaks
between –NH3

+ and –CH2 groups are overlapping near
3000 cm�1 wavenumber,33 and amine groups were maintained
at near fully charged state throughout this study, we did not
analyze the degree of ionization for PAH.

For both the control and EDC-treated networks, at both IS
of 0.01 M and 1.0 M, changing the solution pH from 5.5 to 2.0
results in a substantial decrease in the peak height at the
wavenumber of n(COO�) ¼ 1565–1542 cm�1,33 demonstrating
the protonation of COO� as pH changes past its pKa. At the
same time, there was an increase in the peak height at the
wavenumber of n(COOH) ¼ 1710–1700 cm�1,33 which was less
pronounced in comparison to the decrease of the peak height
at n(COO�). This is because decreasing pH results in swelling
of PAH/PAA, and thus, decreases the concentration of poly-
mer chains that is probed by ATR-FTIR. This effect attenuates
the effect of increased carboxyl protonation to the peak at
n(COOH), and amplies the effect of decreased to the peak at
n(COO�).

The trend of pH-dependence was consistent for the control
and EDC-treated networks, indicating that added covalent
cross-linking does not signicantly alter the pH-responsiveness
of the PAH/PAA ionic complex. Meanwhile, the peak at n(COO�)
for the EDC-treated network was also less pronounced than the
53338 | RSC Adv., 2017, 7, 53334–53345
control, which can be attributed to the larger degree of swelling,
and thus, lower polymer volume concentration (Fig. 3a).

In theory, EDC-induced cross-linking results in amide bonds
(–CONH–), which absorbs infrared light at wavenumber�1700–
1600 and 1580–1510 cm�1.48 However, as shown by the results
for EDC-treated network at pH 1.5, when all carboxyl groups are
protonated, we did not observe signicant increase at this
wavenumber (Fig. 2b and c). This suggests that the overall molar
ratio of amide bonds is very small compared to the number of
free carboxyl acid groups, and its presence does not obscure our
observation on pH-induced carboxyl protonation.
This journal is © The Royal Society of Chemistry 2017
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Table 1 Swelling and nanomechanical properties of (PAH7.5/
PAA3.5)50 networks at various cross-link and fixed charge densities.
(a–c) Comparison between the EDC-treated and control networks at
three representative cross-link and fixed charge density states. (d)
Comparison of the solely covalently cross-linked network (pH 1.5) at
different ionic strengths. The fold of changes were calculated only
when Mann–WhitneyU test detected significant differences (p < 0.05),
and n.s. indicates no statistical differences (p > 0.05). All the results are
presented as mean � SEM from n $ 15 measurements

Control Treated Fold change

H (mm) 7.4 � 0.1 13.5 � 0.2 1.8 � 0.1
Eind (MPa) 7.1 � 0.7 19.4 � 1.1 3.0 � 0.3
EN/E0 (%) 3.8 � 1.0 20.0 � 2.7 6.3 � 1.8
s1 (s) 0.061 � 0.002 0.097 � 0.011 1.6 � 0.3
s2 (s) 3.5 � 0.2 4.5 � 0.5 1.3 � 0.3

Control Treated Fold change

H (mm) 5.0 � 0.1 9.6 � 0.3 1.9 � 0.1
Eind (MPa) 1.1 � 0.1 2.5 � 0.2 2.4 � 0.3
EN/E0 (%) 1.4 � 0.6 32.8 � 2.4 44 � 10
s1 (s) 0.047 � 0.002 0.101 � 0.019 2.2 � 0.4
s2 (s) 1.1 � 0.1 4.7 � 0.8 4.6 � 1.0

Control Treated Fold change

H (mm) 17.2 � 0.5 15.0 � 0.2 0.9 � 0.1
Eind (MPa) 0.19 � 0.02 1.59 � 0.14 8.9 � 1.5
EN/E0 (%) 40.2 � 2.1 55.1 � 2.8 1.4 � 0.1
s1 (s) 0.132 � 0.011 0.103 � 0.017 n.s.
s2 (s) 5.0 � 0.2 5.0 � 1.5 n.s.
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3.2 Swelling and stability of PAH/PAA

AFM-thickness measurement highlighted the differences in the
swelling between EDC-treated and control networks (Fig. 3a and
Table 1). At the low IS of 0.01 M (Debye length k�1 z 3 nm), for
the control network, the lm thickness, H, increased from 7.4�
0.1 mm (mean � SEM, n $ 15) to 17.2 � 0.5 mm when changing
pH from 5.5 to 2.0, a 2.31 � 0.07 � difference; for the EDC-
treated one, H increased from 13.5 � 0.2 mm to 15.0 �
0.2 mm, a 1.12 � 0.03 � difference. This pronounced swelling
for both networks was due to the Donnan effect arising from net
positive charges on PAH as PAA becomes protonated. The
contrast between the control and EDC-treated ones highlighted
that the presence of permanent anchoring by covalent cross-
links can effectively reduce this Donnan effect-induced
swelling. At the high ionic strength of 1.0 M, when Donnan
effect is fully screened by the free counter ions (k�1 z 0.3 nm),
reducing pH leads to less swelling for both networks.

The EDC-treated network had greater H than the control at
nearly all states except for the highly swollen one. While we do
not fully understand the mechanism behind the increased lm
thickness aer EDC treatment, this difference likely suggests
possible conformational changes of the network due to EDC-
induced covalent cross-linking, which has been shown to take
place for LbL poly(L-lysine)/poly(L-glutamic acid) (PLL/PGA)
nanolms.49 However, we do not expect the lower thickness of
control lm, especially at the dry state, to reect appreciable
material loss during the step of 2-(N-morpholino)ethane-
sulfonic acid (MES) immersion. This is because the control,
MES-immersed network here showed highly similar swelling
and mechanical properties to our previously reported results on
as-prepared PAH/PAA lms, which did not undergo any solution
treatment (e.g., Eind ¼ 8.3 � 0.8 MPa, and 7.1 � 0.7 MPa before
and aer MES immersion (p > 0.05), and H ¼ 7.1 � 0.1 mm, and
7.4� 0.1 mmbefore and aer immersion, when measured at pH
5.5, 0.01 M).30 We also do not expect appreciable reaction by-
product entrapped in the EDC-treated network, since ATR-
FTIR did not detect the peak associated with the alkyl form of
iso-urea bonding (wavenumber � 1200–1025 cm�1,50 Fig. 2b
and c).

When pH was lowered to 1.5, the control network was dis-
solved upon complete loss of ionic cross-links, while the EDC-
treated network remains stable. At this state, the network is
held solely by covalent cross-links, and the greater swelling at
0.01 M than 1.0 M reects the effects of xed charge-induced
Donnan osmotic effect.35
0.01 M 1.0 M Fold change

H (mm) 15.9 � 0.3 12.3 � 0.5 0.78 � 0.03
Eind (MPa) 0.57 � 0.11 0.47 � 0.05 0.83 � 0.02
EN/E0 (%) 69.0 � 1.6 71.5 � 2.3 n.s.
s1 (s) 0.080 � 0.021 0.090 � 0.027 n.s.
s2 (s) 5.7 � 1.2 3.1 � 0.6 n.s.
3.3 Elastic and viscoelastic nanomechanical properties

AFM-nanoindentation detected signicantly higher modulus
for the EDC-treated network at all tested conditions (Fig. 3b and
Table 1a–c), e.g., Eind,EDC/Eind,control ¼ 3.0 � 0.3 at pH ¼ 5.5,
0.01 M and 2.4 � 0.2 at pH ¼ 5.5, 1.0 M. However, covalent
cross-linking did not substantially alter the stimulus responses
of Eind to solution pH and IS. At 0.01 M IS, reducing pH from 5.5
to 2.5 resulted in a 7.3 � 1.3 fold and 7.4 � 0.8 fold decrease in
Eind for the control and EDC-treated networks, respectively. This
trend was similar at 1.0 M IS, in which, the modulus decreases
This journal is © The Royal Society of Chemistry 2017 RSC Adv., 2017, 7, 53334–53345 | 53339
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by 2.1 � 0.3 fold and 1.7 � 0.2 fold for the control and EDC-
treated networks, respectively, from pH 5.5 to 2.5. On the
other hand, at pH 5.5, changing IS from 0.01M to 1.0 M resulted
in a 7.0 � 0.9 � and 8.7 � 0.9 � decrease in Eind for the control
and EDC-treated ones, respectively. In addition, when pH was
lowered to 1.5, while the control was dissolved upon complete
loss of ionic cross-links, the EDC-treated network remained
stable, and increasing IS from 0.01 M to 1.0 M only decreased
Eind for 17 � 2%.

Closed-loop force relaxation test yielded signicantly
different viscoelastic behaviors (Fig. 4a). For the control, a near
100% relaxation was observed at all net neutral states (pH 2.5–
5.5, 0.01–1.0 M), in which, as noted by our previous study, the
relaxation is dominated by ionic cross-link breaking and re-
formation.30 Adding the permanent, covalent cross-links
increased the degree of elasticity (EN/E0), and in turn,
decreased the degree of relaxation (1 � EN/E0) (Fig. 4b). For
example, at pH 5.5, 0.01M, the degree of relaxation was 96� 1%
for the control, and was reduced to 80� 3% for the EDC-treated
network. At the highly swollen state of pH 2.0, 0.01 M, when
additional elasticity was endowed by the Donnan effect, EN/E0
was 40 � 2% for the control, and the treatment further
increased the elasticity, EN/E0 ¼ 55 � 3%.

Since adding covalent cross-links increased the degree of
elasticity (EN/E0), as expected, the contribution of the two
Fig. 4 Impacts of covalent cross-linking on viscoelastic relaxation of (P
normalized E(t) versus initial indentation modulus, E0, relaxation curves
cross-links. Dashed lines are the SLS model fit by non-linear least squa
degree of relaxation, (1 � EN/E0) at all tested pH and IS (mean � SEM, n

53340 | RSC Adv., 2017, 7, 53334–53345
viscoelastic modes, the short-term relaxation (E1, s1) and long-
term relaxation (E2, s2) (see Experimental section for more
details), to the overall modulus were reduced at all tested states
(Fig. 5a and b and Table 1a–c). At all net neutral states (pH 2.5–5.5,
0.01 and 1.0 M), adding cross-links signicantly increased both
the short term, s1, and the long term, s2, relaxation time constants
(Fig. 5c and d and Table 1a and b). At the net charged state
(pH 2.0, 0.01 M), on the other hand, the cross-linked state had
similar s1 and s2 compared to the control (Fig. 5c and d, Table 1c).

3.4 Covalent and ionic cross-link density estimation

Based on classical rubber elasticity theory,45 at pH 1.5, IS ¼
1.0 M, the effective covalent cross-link density, cec, was calcu-
lated to be 91 � 33 mol m�3, or 0.09 � 0.03 M. Values of cec at
other states, which were estimated based on the swelling ratio,
did not undergo substantial changes (Fig. 6). For the control
network, in accordance with the pH- and IS-responsiveness of
Eind, the effective ionic cross-link density, cei, also showed
signicant changes with pH and IS. For the EDC-treated
network containing both covalent and ionic cross-links, the
effective total cross-link density, cet, was higher than that of the
control network at all tested states (Fig. 6a). Furthermore, aer
subtracting the covalent cross-link density, the effective ionic
cross-link density still appears higher than that of the control
network (Fig. 6b). These results highlighted a synergistic, non-
AH7.5/PAA3.5)50 LbL network at various pH and IS. (a) Representative
showing distinctive relaxation behaviors in the presence of covalent
res regression. (b) The degree of elasticity, EN/E0, and the associated
$ 15, *: p < 0.05 via Mann–Whitney U test).

This journal is © The Royal Society of Chemistry 2017
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Fig. 5 Impacts of covalent cross-linking on the viscoelastic relaxation at both shorter (a, b) and longer (c, d) times at different pH and IS,
predicted by the five-element SLS model. (a) E1 and (c) E2 normalized by initial modulus, E0, and corresponding time constants (b) s1 and (d)
s2 (mean � SEM, n $ 15, *: p < 0.05 via Mann–Whitney U test).

Fig. 6 Comparison of effective cross-link densities estimated based on the classic rubber elasticity theory and the Smith theory for tightly cross-
linked networks. Both the densities of effective cross-link bonding (intrinsic carboxyl–amine pairing for ionic, and EDC-induced amide bonding
for covalent) are plotted. (a) Comparison between the total cross-link density and the covalent cross-link density of EDC-treatedwork, versus the
ionic cross-link density of the control at both 0.01 M and 1.0 M IS. (b) Comparison between the ionic cross-link density between the EDC-treated
and control groups at both IS (mean � SEM, n $ 15).

This journal is © The Royal Society of Chemistry 2017 RSC Adv., 2017, 7, 53334–53345 | 53341
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additive impact between the covalent and ionic cross-links. The
additional covalent cross-links can change the chain confor-
mation of PAH and PAA, which likely affects the equilibrium
state of the ionic network, leading to an increase in ionic cross-
linking density.
4. Discussion
4.1 Viscoelasticity at net neutral states: non-additive
impacts of covalent cross-linking

While covalent cross-linking is expected to increase Eind
(Fig. 3b), the magnitude of change does not scale with the
covalent cross-link density in an additive manner. For
example, at pH 5.5, 0.01 M, Eind was 7.1 � 0.7 MPa for the
control, and 19.4 � 1.1 MPa for the EDC-treated network,
yielding a difference of 12.3 � 1.8 MPa (Table 1a). By contrast,
at this state, given the covalent cross-link density of 83 �
30 mol m�3, according to eqn (3) (see Experimental section),
the elastic modulus directly contributed by the covalent cross-
links is 1.5 � 0.6 MPa, much less than the measured modulus
difference between the two groups. This suggests that direct
contribution of covalent cross-links to Eind is not a dominant
factor (z8%). Instead, the presence of permanent covalent
cross-linking can alter the dynamics of ionic cross-links,
providing synergistic effects to stiffen the network. Given the
breakable nature of ionic cross-links, they undergo breaking
and re-formation during the indentation. Here, Eind reects an
effective indentation resistance resulted from dynamics of
ionic cross-links and viscosity of polymer chain segments.
Therefore, the permanent anchorage endowed by covalent
cross-links can provide additional resistance to polymer
segment movement, and thus, reduce the extent of ionic cross-
Fig. 7 Schematics illustrate the synergistic, non-additive impact of
EDC-induced covalent cross-links on reducing the breaking and re-
formation of ionic cross-links in the PAH/PAA networks under
mechanical stress and strain.

53342 | RSC Adv., 2017, 7, 53334–53345
link breaking, as illustrated in Fig. 7. This synergistic effect is
likely to be the dominating mechanism leading to the
increased Eind, and the higher effective ionic cross-link
density, cei, for the EDC-treated network. Meanwhile, this
effect is consistent across all net neutral states with both high
(lower IS, 0.01 M) and low ionic cross-link densities (higher IS,
1.0 M) (Fig. 3b).

One key outcome from the relaxation test is the signicant
increase in the degree of elasticity, EN/E0, aer covalent cross-
linking (Fig. 4a and b). Similar to the case of Eind, since the
covalent cross-links do not directly contribute to z20% of the
total cross-link density (e.g., onlyz1.6% at pH 5.5, 0.01 M), this
increased elasticity further highlights the synergistic, rather
than additive, effect of covalent cross-linking (Fig. 7). During
relaxation, the permanent anchorages can limit viscous ow of
polymer segments and sustain additional molecular stresses on
chain segments. This effect thus reduces ionic cross-link
breaking and provides an amplied effect on the degree of
elasticity. The synergistic impacts of covalent cross-linking are
also illustrated by changes in viscoelastic relaxation time
constants. For ionic networks, our previous study showed that
the dominating, short term relaxation mode (s1 z 50 ms), is
governed by the breaking and re-formation of ionic bonds.30

With added covalent cross-links, the increase in s1 (Fig. 5c) is
associated with the greater hindrance to polymer chain move-
ment, as the permanent anchorage can decrease the mobility of
polymer chain segments, and its associated ionic bond
breaking or re-formation. This effect is also present for the less
pronounced long-term relaxation (s2), as the permanent
anchorage can also impact the kinetics of other viscoelastic
mechanisms, such as reptation, disentanglement and uid
ow.
4.2 Viscoelasticity at net charged states: differentiated
impacts of covalent cross-linking

The addition of covalent cross-links also shows pronounced,
yet differentiated impacts on viscoelasticity at the highly
swollen, net charged state, pH 2.0, IS 0.01 M (Table 1c). At this
state, xed charge-induced Donnan effect contributes to
a higher degree of elasticity than the net neutral states for the
control network (EN/E0 ¼ 40.2 � 2.1%). Here, adding covalent
cross-links further elevates this ratio to 55.1 � 2.8%, a similar
additive impact as in net neutral states. On the other hand,
contrary to the increased time constants at the net neutral
states, the EDC-treated network shows no changes in s1 and s2
when compared to the control (Table 1c), illustrating differ-
entiated impacts on viscoelasticity. This difference can be
attributed to the different viscoelasticity mechanisms at the
highly swollen state. At this state, given the loose ionic
bonding and high degree of swelling, the time-dependent
mechanics is dominated by polymer chain movement and
uid ow, rather than the breaking and re-formation of ionic
cross-links.30,51 Therefore, since the control and EDC-treated
networks are both highly swollen to a similar degree, the
time constants associated with the chain segment movement
This journal is © The Royal Society of Chemistry 2017
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and uid ow are likely to be similar, leading to similar time
constants.
4.3 Viscoelasticity of polyelectrolyte networks with covalent
cross-links

At the most acidic state, pH¼ 1.5, all ionic cross-links break due
to the full protonation of the carboxyl groups. The control
network is fully dissolved, and the EDC-treated one becomes
a classic type polyelectrolyte network, that is, a charged network
held solely by covalently cross-links.52 Here, without the ionic
cross-links, the network has the highest degree of elasticity
(EN/E0 z 70%, Fig. 5b and Table 1d), as viscoelasticity can only
originate from polymer chain movement and uid-polymer
friction. At 1.0 M IS, the Donnan effect is minimized (Debye
length k�1 z 0.3 nm), and the equilibrium modulus, EN, is
determined by the network conformational entropy. Interest-
ingly, even for this covalent network, rubber elasticity theory
alone cannot predict the modulus change from IS ¼ 1.0 M to
0.01 M. Here, at pH¼ 1.5, despite the 1.31� 0.06� change in H
suggests z24% decrease in EN, value of EN instead increases
forz17%, highlighting the contribution of the Donnan osmotic
pressure to the apparent modulus at the lower IS (k�1 z 3 nm).
Meanwhile, at the two ionic strengths, the similarity of time
constants suggests similar viscoelastic mechanisms. According
to previous macroscale studies of covalent hydrogels, the domi-
nating mechanism is likely to be the uid ow-governed poroe-
lasticity, especially for the short-term constant s1.53

Given the breakable nature of ionic cross-links, it is possible
that the deformation mechanisms of ionic networks under
creep can be distinctive from those under force relaxation. For
example, constant-force creep can lead to not only viscoelastic,
but also viscoplastic deformation, which has been shown for
various biopolymer hydrogels at the macroscale.54 To this end,
our ongoing studies are further probing the impact of covalent
cross-linking on the viscoelastic and viscoplastic behaviors of
ionic networks under creep. We anticipate these results will
provide a more comprehensive understanding of the nano-
mechanics of polyelectrolyte networks held by various cross-
link types.
4.4 Limitation and outlook

One limitation of this study is that the use of Hertz model does
not account for mechanical nonlinearity of the polymer
networks. A recent study shows that the neo-Hookean model-
based nite element analysis can better capture the nonline-
arity of LbL polymer network elasticity.55 To minimize this
nonlinearity, we limit our maximum indentation depth in the
linear deformation regime (maximum indentation depth Dmax <
0.1H),42 in which, the linear Hertz model is able to accurately
account for the tip-sample contact geometry and t the F–D
curve well (R2 > 0.98). Since our focus is on viscoelasticity,
instead of material nonlinearity, we only study the linear regime
by limiting maximum deformation Dmax < 0.4R. However, since
polymer networks can have distinctive viscoelastic behaviors in
the nonlinear regime, our ongoing studies aim to adapt more
This journal is © The Royal Society of Chemistry 2017
complex nonlinear polymer mechanics models56–58 to further
probe the viscoelasticity in the non-linear regime.

Moreover, we were not able to directly quantify the portion
of carboxyl–amine ionic pairs that are converted to the cova-
lent amide bonds. Since the peak wavenumbers for amide
bonds (�1700–1600 and 1580–1510 cm�1)48 are overlapping
with those for carboxyl bonds (�1710–1700 and 1565–
1542 cm�1)33 and amine bonds (�1629–1626 and 1610–
1586 cm�1),59 we cannot distinguish the two in the fashion
like we delineate the protonated and charged carboxyl groups
(in Fig. 2). In addition, even if the molar ratio of amides and
un-converted carboxyl groups can be deduced from FTIR, this
ratio does not directly represent the ratios between covalent
and ionic bonds that contribute to the polyelectrolyte network
modulus. This is because, rst, the carboxyl groups that
contribute to ionic cross-links are highly dependent on the
degree of ionization33 and “doping” effect by “extrinsic” ion
pairing with free ions.34 Second, ionic and covalent bonds that
do not contribute to the network formation, e.g., the “ladder-
forming” bonds,46 do not contribute to the mechanical
properties of the network, while the “network-forming” and
“ladder-forming” bonds cannot be distinguished from the
FTIR results. These challenges prevented us from directly
quantifying the densities of ionic and covalent cross-links at
each pH and IS state at the molecular level. However, this
limitation was addressed by comparison of the “effective
cross-link density” deduced from the elastic modulus (Fig. 6).
According to these results, it is clear that the density of
covalent cross-links is very low in comparison to the ionic
bonds (Fig. 6a). Despite this, we still detected substantial
changes in the viscoelastic behaviors (Fig. 4 and 5), high-
lighting the non-additive, synergistic effects of the two cross-
link types.
5. Conclusions

This study revealed the impacts of adding covalent cross-linking
on the nanomechanical viscoelasticity of ionically cross-linked
polyelectrolyte networks. Through modulating solution pH
and IS, we probed the different effects of covalent cross-links on
ionic networks at various cross-link and xed charge densities.
The addition of covalent cross-linking, despite at relatively low
concentration, can substantially increase both the elastic
modulus and the degree of elasticity in a synergistic, non-
additive manner. At less swollen, net neutral states, adding
covalent cross-linking increases relaxation time constants
through providing greater hindrance to polymer chain reorga-
nization and reducing ionic cross-link breaking/re-formation.
At the highly swollen, net charged state, this modication
does not substantially alter the time constants, possibly due to
similar viscoelastic mechanisms with or without covalent cross-
linking. These results highlighted the unique viscoelastic
nanomechanics of polyelectrolyte networks with hybrid cross-
link types. Since mechanical characteristics are key determi-
nants of many stimulus-responsive biomaterial-based applica-
tions,60,61 this study provides a basic knowledge foundation for
RSC Adv., 2017, 7, 53334–53345 | 53343
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a better informed design of polymer hydrogels and LbL lms at
the microscale.
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