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Abstract: Bio-based polymers are attracting great interest due to their potential for several applica-
tions in place of conventional polymers. In the field of electrochemical devices, the electrolyte is a
fundamental element that determines their performance, and polymers represent good candidates for
developing solid-state and gel-based electrolytes toward the development of full-solid-state devices.
In this context, the fabrication and characterization of uncrosslinked and physically cross-linked
collagen membranes are reported to test their potential as a polymeric matrix for the development
of a gel electrolyte. The evaluation of the membrane’s stability in water and aqueous electrolyte
and the mechanical characterization demonstrated that cross-linked samples showed a good com-
promise in terms of water absorption capability and resistance. The optical characteristics and the
ionic conductivity of the cross-linked membrane, after overnight dipping in sulfuric acid solution,
demonstrated the potential of the reported membrane as an electrolyte for electrochromic devices.
As proof of concept, an electrochromic device was fabricated by sandwiching the membrane (after
sulfuric acid dipping) between a glass/ITO/PEDOT:PSS substrate and a glass/ITO/SnO2 substrate.
The results in terms of optical modulation and kinetic performance of such a device demonstrated
that the reported cross-linked collagen membrane could represent a valid candidate as a water-based
gel and bio-based electrolyte for full-solid-state electrochromic devices.

Keywords: membrane electrolyte; hydrogel electrolyte; type I collagen; protonic conductivity;
electrochromic devices

1. Introduction

One of the most important components in an electrochemical device is the electrolyte
since it is responsible for ionic transportation within the device, thus influencing its perfor-
mance. Traditional liquid electrolytes are not suitable for the evolution of electrochemical
devices since they show several disadvantages, such as the employment of corrosive and
inflammable solvents, leakage and evaporation problems, and unfit for flexible devices [1].
For these reasons, there is a growing interest in the development of new electrolytes suit-
able for full-solid-state devices since they allow at the same time to improve device safety,
simplify the fabrication process, and achieve flexible devices [1]. In this context, polymers
represent promising candidates [2]. In particular, gel polymer electrolytes contain liquid
electrolytes immobilized in a host made up of one or more polymer matrices [2–4]. Their
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features are excellent mechanical integrity, film-forming ability, easy processability, and
higher ionic conductivity compared to solid-state polymer electrolytes [2,3,5]. Among the
liquid electrolytes that can be immobilized into a polymeric matrix, aqueous solutions
represent an interesting alternative for the development of safe and non-toxic gel poly-
mer electrolytes. Hydrogels are three-dimensional (3D) polymeric networks composed of
hydrophilic-functional groups allowing them to absorb and retain a large amount of water
without dissolving [6]. Therefore, hydrogels can hold a large amount of aqueous ionic
solution providing good ionic conductivity, keeping at the same time good mechanical
stability originating from the polymeric network [6]. Different synthetic polymers have
already been employed to obtain hydrogels, but natural polymers have gained attention
as promising substitutes for traditional synthetic polymers thanks to their advantageous
properties, such as biodegradability, biocompatibility, non-toxicity, sustainability, etc. [7,8].
Indeed, global warming, price fluctuations, reduced oil resources, and pollution are just
some of the factors that are pushing toward increasing use of eco-friendly biomaterials.

Natural materials directly extracted from biomass resources, such as polysaccharides,
proteins, and lipids, represent one of the most relevant categories. In particular, polysaccha-
rides are the most studied bio-polymeric electrolytes for their large availability, abundance,
and accessibility. For all these reasons, they were adopted in the fabrication of eco-friendly
devices [9,10]. Among proteins, soybean protein, gelatin, and collagen were used as matri-
ces for gel polymeric electrolytes aiming for more sustainable solid-state electrochemical
devices [11–14]. In particular, gel polymeric electrolytes were obtained by saturating a
membrane of soybean protein with an aqueous solution of Li2SO4, and such electrolytes
were employed for the fabrication of solid-state electric double-layer capacitors [11]. Simi-
larly, a gelatine-based gel electrolyte consisting of porcine skin-derived gelatine and sodium
chloride was employed in screen-printed and stencil-printed supercapacitors [12].

In this context, type I collagen is the most abundant structural protein of vertebrates’
connective tissue, where it provides strength and structural stability, performing regulatory
functions [15,16]. Its unique fingerprint consists of three left-handed polyproline-II helices
of about 1000 amino acid residues that assemble in a right-handed triple helix [16–18]. Each
polyproline-II chain is characterized by the replication of the (Gly-X-Y)n triplet, where Gly
is glycine, and the X and Y positions are usually occupied by proline and hydroxyproline,
respectively [19]. In this recurrence, glycine plays a fundamental role in the three α helices
packing, while proline and hydroxyproline are crucial elements in the triple-helical-structure
stabilization [20]. Thanks to its advantageous intrinsic properties, such as biodegradability,
biocompatibility, bioactivity, easy manufacturing, and customizable properties, collagen is
one of the most used biomaterials for healthcare applications [20–25]. Collagen harvesting
mostly relies on its extraction from animal tissues by-products of the food industry (i.e., skin,
tendon, scales, cartilage, bone, and so on) [21,26]. The recovery and valorization of waste
materials make collagen eco-friendlier and more cost-effective than other approaches [27].
Recently, aside from applications in the biomedical, pharmaceutical, cosmetic, and food
fields, collagen started to be investigated in the field of energy devices as a sustainable
source for nanoporous carbon materials exploitable as batteries anode [28]. Regarding the
application of collagen as a polymeric network for hydrogel-based electrolytes, a collagen
fiber membrane infiltrated with Na2SO4 aqueous solution showed an ionic conductivity
of about 9 × 10−3 S/cm and it was used as an electrolyte in an electrical double-layer
capacitor [13]. Collagen was also employed as an electrolyte of fuel cells in humidified
conditions [14]. Indeed, Matsuo et al. demonstrated that the proton conductivity of the
collagen membrane goes from 1 × 10−5 to 4 × 10−3 S/cm when the relative humidity is
increased from 53% to 100%. Such an effect is due to the formation of water bridges bonded
with the collagen peptide chains, inducing an increase in proton conductivity compared to
a dry-collagen membrane.

Starting from such a background, in this work, uncrosslinked and cross-linked colla-
gen membranes derived from equine tendons have been investigated as alternative gel-like
polymeric electrolytes for the fabrication of electrochromic devices. Because of produced
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uncrosslinked collagen membranes’ low degradation resistance in acid environments, a
physical cross-linking method was chosen and applied among cross-linking strategies to
enhance collagen substrate properties without reducing their eco-friendly character and
their biocompatibility profile. In particular, a heat-mediated cross-linking method was
selected to induce the formation of amide and ester bonds via condensation reactions [29].
The swelling capability and the mechanical properties of the two kinds of membranes were
evaluated, and the cross-linked collagen proved to be the best candidate for the preparation
of the gel electrolyte. The ionic conductivity and the optical properties of the membrane
after impregnation with H2SO4 aqueous solution were measured, demonstrating its suit-
ability for the fabrication of electrochromic devices thanks to its good transparency and
excellent conductivity. An electrochromic device was fabricated exploiting such a polymeric
gel electrolyte, showing good modulation properties and excellent kinetic properties.

These results demonstrate the potential of eco-friendly and biodegradable collagen-
based membranes as new and effective hydrogel-like electrolytes for the fabrication of
full-solid-state electrochemical devices and, in particular, electrochromic devices.

2. Results and Discussion

Uncrosslinked (UN) and cross-linked (DHT) collagen membranes were prepared by air-
drying; their IR spectra are reported in Figure 1. The peaks of amide I, amide II, and amide
III of type I collagen were detected, as well as amide A and B contributions [30,31]. The
amide I (1621–1635 cm−1) band is associated with C=O hydrogen-bonded stretching, the
amide II (1535–1548 cm−1) peak is associated with C-N stretching and N-H in-plane bending
from amide linkages, and the amide III (1220–1240 cm−1) to the N-H bending [32–36]. The
peaks at 1400 and 1340 cm−1 were assigned to the wagging and deformation modes of -CH3
and -CH2 of the glycine backbone, besides the proline and hydroxyproline sides [32]. The
contributions at approximately 1080 cm−1 and 1030 cm−1 were attributed to the stretching
vibration of C-O-C and C-O, respectively [34]. Lastly, contributions at about 3400–3500 cm−1

and 3000–3080 cm−1 could be observed and attributable to the amide A and amide B, which
are ascribed to the N-H stretching coupled with intramolecular H-bond and N-H bend,
respectively [37]. The presence of contributions attributable to type I collagen confirmed
that the process employed for collagen-membranes production did not significantly affect
the material structural conformation. The peaks of amide I, II, II, A, and B were found to
be almost the same in uncrosslinked and cross-linked samples, with a slight shift to lower
frequencies for cross-linked samples. In particular, the shift to lower frequencies in the
amide I and III of cross-linked samples prompted the involvement of the -C=O and -NH
groups in new bonding interactions and, thus, the effectiveness of the applied physical
cross-linking treatment [31]. In Figure 1B, a representation of the chemical structure after
the cross-linking process is shown, and the new bonds are highlighted in red.

Gels 2023, 9, x FOR PEER REVIEW 4 of 16 
 

 

 

Figure 1. (A) FT-IR spectra of uncrosslinked (down) and cross-linked (up) collagen membranes. (B) 

Chemical structure of collagen after cross-linking. 

To investigate in-depth collagen secondary structure in the matrices after the 

production process, five contributions were identified from amide I deconvolution (Figure 

2). In particular, β-sheet (peak center: 1610–1642 cm−1), random coil (peak center: 1642–

1650 cm−1), α-helix (peak center: 1650–1660 cm−1), β-turn (peak center 1660–1680 cm−1), and 

β-antiparallel (peak center 1680–1700 cm–1) components were detected (Table 1) [38–40]. 

The increase of the β-sheets component in cross-linked samples could be explained by 

assuming the formation of bonds among collagen molecules that are laterally associated 

that spectroscopically mimic β-sheet structures [41,42]. Moreover, the integrity of the 

collagen triple-helical unit was evaluated by the amide III/A1450 ratio [43]. A ratio equal to 

or higher than unity confirmed its conformational structure preservation after the 

production process (uncrosslinked amide III/A1450 = 2.1; cross-linked amide III/A1450 = 1.9). 

 

Figure 2. Gaussian deconvolution of UN (left) and DHT (right) collagen film amide I (1600–1700 

cm−1) into four component bands, that were β-sheet (blue line, 1610–1642 cm−1), random coil (purple 

line, 1642–1650 cm−1), α-helix (orange line, 1650–1660 cm−1), β-turn (pink line, 1660–1680 cm−1), and 

β-antiparallel (teal line, 1680–1700 cm–1) components were detected. The fitted curve is reported with 

a green (UN) or red (DHT) line, closely overlapping the experimental curve (black line). 

Table 1. Secondary structure peaks and percentage analysis of uncrosslinked and cross-linked 

collagen matrices in the 1600–1700 cm−1 spectral range. 

Sample 

β-Sheets 

1610–1642 

cm−1 

Random Coil 

1642–1650 

cm−1 

α-Helices 

1650–1660 

cm−1 

β-Turn 

1660–1680 

cm−1 

β-Antiparallel 

1680–1700 

cm−1 

UN film 1626 (29.8%) 1645 (32.1%) 1660 (26.0%) 1679 (7.4%) 1695 (4.7%) 

DHT film 1625 (45.8%) 1638 (1.6%) 1655 (46.6%) 1681.9 (4.1%) 1694.4 (1.9%) 
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To investigate in-depth collagen secondary structure in the matrices after the production
process, five contributions were identified from amide I deconvolution (Figure 2). In particular,
β-sheet (peak center: 1610–1642 cm−1), random coil (peak center: 1642–1650 cm−1), α-helix
(peak center: 1650–1660 cm−1), β-turn (peak center 1660–1680 cm−1), and β-antiparallel
(peak center 1680–1700 cm–1) components were detected (Table 1) [38–40]. The increase
of the β-sheets component in cross-linked samples could be explained by assuming the
formation of bonds among collagen molecules that are laterally associated that spectroscop-
ically mimic β-sheet structures [41,42]. Moreover, the integrity of the collagen triple-helical
unit was evaluated by the amide III/A1450 ratio [43]. A ratio equal to or higher than
unity confirmed its conformational structure preservation after the production process
(uncrosslinked amide III/A1450 = 2.1; cross-linked amide III/A1450 = 1.9).
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Figure 2. Gaussian deconvolution of UN (left) and DHT (right) collagen film amide I (1600–1700 cm−1)
into four component bands, that were β-sheet (blue line, 1610–1642 cm−1), random coil (purple line,
1642–1650 cm−1), α-helix (orange line, 1650–1660 cm−1), β-turn (pink line, 1660–1680 cm−1), and
β-antiparallel (teal line, 1680–1700 cm–1) components were detected. The fitted curve is reported
with a green (UN) or red (DHT) line, closely overlapping the experimental curve (black line).

Table 1. Secondary structure peaks and percentage analysis of uncrosslinked and cross-linked
collagen matrices in the 1600–1700 cm−1 spectral range.

Sample
β-Sheets

1610–1642
cm−1

Random Coil
1642–1650

cm−1

α-Helices
1650–1660

cm−1

β-Turn
1660–1680

cm−1

β-Antiparallel
1680–1700

cm−1

UN film 1626 (29.8%) 1645 (32.1%) 1660 (26.0%) 1679 (7.4%) 1695 (4.7%)
DHT film 1625 (45.8%) 1638 (1.6%) 1655 (46.6%) 1681.9 (4.1%) 1694.4 (1.9%)

Additionally, the –OH stretching band (range 4000–3000 cm−1) corresponding to the
amide A was analyzed and deconvoluted into four components (Figure 3) whose frequen-
cies were related to different O-H bond lengths (Table 2), which in turn were correlated to
the hydrogen bond network around the protein. Differences in hydrogen bond distances
could provide information about cross-linking due to protein modifications. Thus, fol-
lowing the procedure of the second derivative analysis, four Gaussian components were
identified, corresponding to the four classes of water molecules that can be bound to the pro-
tein. Each of them has different vibrational energies and a single average H-bond distance
(H···OH length) of 0.31, 0.29, 0.2,8, and 0.25 nm, respectively [41,44]. The defined peaks
were found at about 3670, 3460, 3250, and 3110 cm−1, according to the literature [41,45]. The
sub-band peaking at about 3590–3690 cm−1 region corresponds to H-bond distances, charac-
teristic of a vapor-like state, attributed to protein non-H-bonded or weakly H-bonded O–H
groups [41,46]. As collagen films were in a dehydrated state, about 4.4% of non-H-bonded
O–H groups were found in UN films, while no non-H-bonded O–H groups contributions
were found in DHT films. The two-component bands peaking at 3480–3490 cm−1 and
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3240–3250 cm−1 attributed to water molecules coordinated by two or three H-bonds cor-
responding to water molecules that form inter- or intra-molecular bridges. Indeed, they
were found to constitute about 18% (for ν2) and 50% (for ν3) of the total water content for
both UN and DHT. As suggested by Bridelli et al., the corresponding H-bond distances
suggested that they could be attributed to the hydrogen bonding of –C=O groups belonging
to glycine (d(C=O···W) = 0.295 nm) and hydroxyproline (Hyp) (d(C=O···W) = 0.284 nm)
hydroxyl residues [41]. Lastly, the component at about 3110 cm−1, which was attributed
to water molecules hydrogen-bonded to polar and charged groups exposed to the macro-
molecule surface, was found to be higher for DHT (about 33%) than UN (26%), suggesting
the presence of a high number of hydrogen bonds in DHT films. Moreover, a variation
was noticed in the band-intensities ratio of –CH2 and –CH3 (uncrosslinked CH2/CH3 ratio:
1.6; cross-linked CH2/CH3 ratio: 6.0); the increase in the band intensity assigned to the
methylene groups (2925 cm−1) compared to the methyl groups one (2950 cm−1) suggested
that cross-linking reaction occurred in cross-linked collagen matrices [47].
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Figure 3. Gaussian deconvolution of FTIR spectrum of UN (left) and DHT (right) collagen film in
the ν (OH) region in four components, corresponding to the H-bond distance of 0.25 nm (octane
line, at about 3110 cm−1), 0.28 nm (sky blue line, at about 3250 cm−1), 0.29 nm (blue line, at about
3460 cm−1) and 0.31 nm (teal line, at about 3670 cm−1). The fitted curve is shown as the green (UN)
or red (DHT) line, closely overlapping the experimental curve (black line).

Table 2. Hydrogen bond distances of uncrosslinked and cross-linked collagen matrices in the 2400–
4000 cm−1 spectral range.

Stretching Frequency (1/cm) ν1 ν2 ν3 ν4

H-bond distances (nm) 0.31 0.29 0.28 0.25
UN film 3673 (4.4%) 3490 (18.6%) 3250 (50.6%) 3116 (26.4%)

DHT film 3671 (0.0%) 3482 (16.8%) 3249 (50.0%) 3135 (33.2%)

Considering the application of the collagen film as a hydrogel-based electrolyte, their
stability in water and aqueous electrolytes and their water/aqueous electrolyte-absorbing
capacity was evaluated. Sulfuric acid was selected as an aqueous electrolyte because of
its high ionic conductivity, and three different concentrations were tested. Cross-linked
and uncrosslinked collagen membranes were soaked overnight in water and sulfuric acid
(1%, 2%, 5% v/v). Uncrosslinked collagen membrane in water showed a very high water-
absorption capability, clearly visible from the significant swelling-degree ratio (close to 10)
and thickness increase (dry uncrosslinked film thickness: 55 ± 6 µm; uncrosslinked film
thickness in H2SO4: 856 ± 24 µm) (Figure 4A). Non-significant differences in thickness
variation related to sulfuric acid concentration were detected (p > 0.5). However, the
uncrosslinked matrix turned out not to be stable in sulfuric acid solutions since it lost its
film-like structures and almost completely melted in 1–5% v/v sulfuric acid.
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Figure 4. (A) Representative snapshot of uncrosslinked and cross-linked collagen matrices thickness
in a dry state and in the presence of water and of sulfuric acid 1% (v/v). (B) Swelling degree of
uncrosslinked and cross-linked collagen matrices thickness in a dry state and in the presence of water
and of 1–5% (v/v) H2SO4.

Vice versa, a lower water-absorption capability and a reduced thickness increase
were observed for cross-linked membranes (dry cross-linked film thickness: 38 ± 5 µm;
cross-linked film thickness in H2SO4: 242 ± 12 µm; swelling-degree ratio close to 3). Again,
non-significant differences in thickness variation related to sulfuric acid concentration were
detected (p > 0.5). Despite the reduced ability to retain H2SO4, cross-linked films, unlike
non-crosslinked ones, turned out to be able to withstand their structure even after soaking
in 5% (v/v) sulfuric acid. The swelling ratio of the different membranes soaked in different
solutions is reported in Figure 4B.

Tensile tests were performed to characterize uncrosslinked and cross-linked colla-
gen matrices, in terms of mechanical properties, after overnight incubation in water and
1–5% (v/v) H2SO4. The mechanical properties of uncrosslinked films in H2SO4 were
not assessed because of its almost complete dissolution in sulfuric acid that did not al-
low for handling and clamping it in a tensile-test-machine tool. As expected, the stress-
strain curves of matrices were all characterized by a linear elastic region, followed by
a non-elastic region and a rupture region (Figure 5) [31,40]. The constitutive bond of
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the uncrosslinked matrix was found to be statistically different from that of the cross-
linked matrices in terms of E and εr (Table 3). In particular, the elastic modulus of the
uncrosslinked matrix (1.2 ± 0.3 MPa) proved to be lower than that of the cross-linked
matrices (2.7 ± 0.5 MPa), suggesting a matrix stiffening due to the applied physical cross-
linking treatment (p = 0.01). Moreover, while σmax was found to be almost the same for both
uncrosslinked and cross-linked matrices (p = 0.2), the εr value was significantly reduced by the
cross-linking treatment (UN-H2O treatment: εr = 131 ± 7%; DHT-H2O treatment: εr = 67 ± 7%;
p = 0.0003). As regards the presence of the aqueous electrolyte, it was verified to significantly
influence the E value as well as the εr value. Indeed, the sulfuric acid increased cross-linked
matrices’ E values and reduced their εr value. In particular, the sulfuric acid concentration
was proven to be inversely proportional to E values and directly proportional to εr values
(p < 0.01). In other words, the increase in sulfuric acid concentration was responsible for the
cross-linked matrix mechanical properties lost. Representative snapshots of uncrosslinked
and cross-linked collagen matrices at ε% = 0% and at their maximum deformation before
the break in the presence of water and aqueous electrolytes are reported in Figure 6.
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Figure 6. A representative snapshot of uncrosslinked and cross-linked collagen matrices at ε% = 0% and
at their maximum deformation before the break in the presence of water and aqueous electrolytes (the
snapshot of the UN membrane at ε% = 0% is referred to the sample impregnated with H2O since with
H2SO4 it was not possible to perform measurements; the snapshot of the DHT membrane at ε% = 0% is
referred to sample impregnated with both H2O and H2SO4 since no significant differences were visible).
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Table 3. Mechanical properties of uncrosslinked and cross-linked collagen matrices in the presence
of water and of aqueous electrolytes in terms of Young’s modulus (E), maximum stress (σmax), and
strain at break (εr). Reported values represent mean ± SD, where n = 3.

Sample Type E (MPa) σmax (MPa) εr% (-)

Uncosslinked collagen membrane (H2O) 1.2 ± 0.3 1.8 ± 0.6 131 ± 7
Uncosslinked collagen membrane (1% H2SO4) - - -
Uncosslinked collagen membrane (2% H2SO4) - - -
Uncosslinked collagen membrane (5% H2SO4) - - -

Cross-linked collagen membrane (H2O) 2.7 ± 0.5 2.3 ± 0.3 67 ± 7
Cross-linked collagen membrane (1% H2SO4) 4.7 ± 0.6 2.3 ± 0.4 40 ± 8
Cross-linked collagen membrane (2% H2SO4) 2.8 ± 0.5 2.7 ± 1.2 65 ± 15
Cross-linked collagen membrane (5% H2SO4) 2.5 ± 0.1 1.5 ± 0.4 55 ± 11

Considering the reported results, cross-linked membrane proved to be a good candi-
date to obtain a self-standing hydrogel-like electrolyte that can be easily integrated into a
multilayer device; for such reasons, it was further investigated. In particular, to integrate
the reported hydrogel electrolyte in an electrochromic device, optical properties and ionic
conductivity should be evaluated. Therefore, the ionic conductivity of the cross-linked mem-
brane impregnated with water at different H2SO4 concentrations (1%, 2%, and 5% v/v) was
evaluated through electrochemical impedance spectroscopy. Nyquist plots of electrochemi-
cal impedance spectra of the different membranes, measured at 0 V, have been reported
in Figure 7A. The electrolyte ohmic resistance is obtained by the intercept at the real
impedance axis of high frequency. The ionic conductivity (see equation in experimental de-
tails) of M-Water, M-H2SO4 (1%), M-H2SO4 (2%), and M-H2SO4 (5%) hydrogel electrolytes
was found to be 0.004, 0.12, 0.16, and 0.15 mS/cm, respectively. All H2SO4-impregnated
membranes showed higher ionic conductivity than water-based hydrogel.
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The ionic conductivity of the membrane impregnated with pure water can be attributed
to the intrinsic conductivity of the wet collagen membrane. In particular, it has been largely
reported that ionic conductivity in collagen is strongly affected by its hydration state [48].
The water molecules that are absorbed by the membrane interact with the N-H, O-H, and
C=O groups of the peptide chains through hydrogen bonds. When a small quantity of
water is absorbed, the water molecules are isolated from each other, but when the number of
absorbed water molecules increases, firstly, intra-helix bridges and after, inter-helix bridges
form, thus allowing the formation of a water-bridge network into the collagen matrix. The
water-bridge network allows the proton conduction into the film through the Grotthuss
mechanism. Therefore, the ionic conductivity of the pure water-impregnated membrane is
due to the transfer of protons which are intrinsically present in the polymeric matrix. After
impregnation with H2SO4 solutions, a strong improvement of proton conductivity is visible,
which is imputable to the increase in the number of membrane protons that can be transferred.
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As a result, the obtained ionic-conductivity values for the H2SO4-impregnated mem-
branes are suitable for application as electrolytes in electrochemical devices. In particular,
considering the ionic conductivity and the mechanical characterization, we evaluated that
the cross-linked membrane impregnated with H2SO4 1% (v/v) represents the best option.
Regarding optical properties, the total transmittance and the haze of the wetted membrane
(with H2SO4 1% v/v) were measured in the visible range of the electromagnetic spec-
trum; the results have been reported in Figure 7B. An excellent global transmittance was
measured, with a mean transmittance value higher than 90% in the range of 400–800 nm.
Concerning haze, it is used to measure the milky or cloudy appearance that is due to the
scattering of light in transparent material. The lower the haze, the higher the clarity of the film,
a desirable feature for application in electrochromic devices, where high transparency/clarity
is required in the bleached state. The mean haze value of the cross-linked membrane is about
15% in the range of 400–800 nm, which is suitable for the mentioned application.

Considering the promising characteristics of the cross-linked membrane, it was tested
as an electrolyte in an electrochromic device. The cross-linked collagen membrane im-
pregnated in H2SO4 1% (v/v) was sandwiched between glass/ITO/PEDOT:PSS and
glass/ITO/SnO2 (Figure 8A). In this structure, PEDOT:PSS acts as an electrochromic ma-
terial while SnO2 is the ion storage layer; both materials were deposited by solution
processes [4]. In Figure 8D, the electromagnetic spectra in the visible range of this device
at different applied voltages have been reported. In the bleached state, the device shows
good transparency with a mean transmittance higher than 70% in the 400–800 nm range.
When a negative voltage is applied, a reduction of the transmittance is visible, and an
absorption band, peaked at about 650 nm, appears [49]. Such absorption band is typical of
PEDOT:PSS, and it is imputable to the intercalation of H+ into the PEDOT:PSS thin film.
The maximum ∆T is about 35% at about 650 nm (at −3V), and such transmittance variation
can also be appreciated in Figure 8B,C, where the device is shown in the bleached and
colored state. The kinetics of the device was also evaluated by measuring the transmittance
at 650 nm, applying a square-wave potential signal from −3V to +1V and back. The results
are reported in Figure 8E. The device shows very fast coloration and bleaching kinetics with
τc (coloration time) equal to 3 s and τb (bleaching time) equal to 2 s, which confirm the good
performance of the selected electrochromic material but also the excellent ionic-conduction
properties of the collagen membrane electrolyte.
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vs. time spectrum by changing the potential between 1 V and −3 V.
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3. Conclusions

Bio-based polymers represent a more sustainable and eco-friendly alternative to
conventional polymers in various fields of applications. In this work, the possibility
of employing collagen membranes as hydrogel-polymeric electrolytes in full-solid-state
electrochemical devices has been investigated. Indeed, collagen can absorb large amounts of
water, and thus it could be employed as a polymeric matrix that can retain large quantities of
aqueous electrolyte and can be used as a self-standing electrolyte membrane. Uncrosslinked
and cross-linked collagen membranes were obtained by air-drying, and a detailed FTIR
characterization was performed to evaluate the effectiveness of the cross-linking and the
preservation of typical triple-helical conformation of collagen after cross-linking.

The stability and the mechanical properties of the membranes after impregnation
in water and aqueous electrolyte were tested; the resulting measures demonstrated that
cross-linked membranes could absorb the aqueous electrolyte and preserve their integrity
and mechanical characteristics. The ionic conductivity of the cross-linked membranes after
impregnation with the aqueous electrolyte (1%, 2%, and 5% v/v H2SO4) was measured by
EIS spectroscopy, showing a high ionic-conductivity value, close to 10−4 S/cm for all the
tested concentrations.

Considering these results and the good optical characteristic of the collagen mem-
branes in terms of transparency and low haze, we tested the H2SO4-impregnated membrane
as an electrolyte in an electrochromic device. The glass/ITO/PEDOT:PSS/impregnated
collagen/SnO2/ITO/glass device showed a maximum ∆T of about 35% at about 650 nm
(at −3 V) and a very fast kinetic with τc equal to 3 s and τb equal to 2 s. The good per-
formances of the fabricated electrochromic device demonstrated that collagen represents
a good candidate for the future development of greener full-solid-state electrochemical
devices.

4. Materials and Methods
4.1. Materials

Insoluble fibrillar type I collagen from the equine tendon in dry flake form was
provided by Typeone Biomaterials Srl (Lecce, Italy). Commercial ITO-covered glass was
provided by VisionTek Systems Ltd. PEDOT:PSS (Clevios FET) was purchased from
Heraeus (Hanau, Germany). UV curing resin (NOA65) was provided by Norland. Distilled
water was obtained from Millipore Milli–U10 water purification facility from Merck KGaA
(Darmstadt, Germany). All other chemicals used were of analytical grade and purchased
by Sigma-Aldrich (St. Louis, MO, USA).

4.2. Collagen Membranes and Collagen Electrolyte Preparation

Collagen-thin membranes were developed by air drying following a previously opti-
mized protocol [31,50]. In brief, a collagen suspension of 10 mg/mL in 0.5 M acetic acid
was prepared, degassed under a vacuum, and cast in Petri dishes. Then, air drying was
performed in a laminar flow hood for 72 h at room temperature [50]. Following air drying,
collagen membranes (uncrosslinked) were peeled from the Petri dishes and exposed to dry
heat at 121 ◦C for 72 h, under vacuum (p < 100 mTorr) (cross-linked) [20,31].

4.3. Electrochromic Device Fabrication

An electrochromic device with the following structure was prepared:
glass/ITO/PEDOT:PSS/Collagen electrolyte/SnO2/ITO/glass. SnO2 was deposited start-
ing from a colloidal solution in H2O (15%) by spin coating it at 2000 rpm for 1 min; after that,
an annealing treatment at 250 ◦C for 30 min was performed. PEDOT:PSS was employed as
an electrochromic material starting from a commercial solution; it was spin-coated onto
ITO-coated glass substrate at 2000 rpm for 1 min and annealed at 140 ◦C for 20 min. An
oxygen plasma treatment (50 W, 30 sccm, 2 min) has been performed on ITO-coated glass
before PEDOT:PSS and SnO2 deposition.
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The cross-linked collagen membrane was soaked in H2SO4 1% (v/v) overnight, it
was recovered from the solution, the excess liquid was dried with absorbent paper, and it
was placed on the surface of the pre-patterned PEDOT:PSS (in the center of the glass/ITO
substrate). NOA65 UV curing resin was deposited on the edges of the substrate, and
subsequently, the glass/ITO/SnO2 substrate was placed on top of it. The device was then
exposed to UV light (5 W UV lamp) to allow the glue to cure and seal the device.

4.4. Collagen Membrane and Collagen Electrolyte Characterization

FT-IR was performed using FTIR-6300 from Jasco GmbH (Pfungstadt, Germany) on
1 × 1 cm collagen membranes. Absorption spectra were recorded in the range 4000–400 cm−1

at a resolution of 4 cm−1 and smoothed according to the Savitsky–Golay method [31,40].
Three samples for each sample type were scanned, and each spectrum was collected as
an average of 64 scans. Amide I was deconvoluted in the five Gaussian sub-bands of the
β-sheet, random coil, α-helix, β-turn, and β-antiparallel contributes according to the second
derivative analysis. The contribution of each sub-band was calculated as a percentage of
the total amide I area. Lastly, amide A was deconvoluted in the four Gaussian sub-bands,
according to the second derivative analysis, corresponding to the different OH bonding
lengths. The contribution of each sub-band was calculated as a percentage of the total
amide A area. The ratio of the methylene (-CH2) and methyl (-CH3) groups was assessed,
as well as the ratio between amide III and the contribute at 1450 cm−1. Origin software
from OriginLab Corporation (Northampton, MA, USA) was used for data analysis.

The swelling tests were performed by weighing the samples before and after overnight
soaking in water and H2SO4 solutions (1%, 2%, and 5% v/v) at room temperature. The
thickness and width of dry and wet specimens were measured using a Dino-Lite digital
microscope (AnMo Electronics Corporation, New Taipei City, Taiwan). The experiment
was performed in triplicate for each sample type. All data were expressed as mean ± the
standard deviation. The statistical significance of experimental data was determined using
the t-Student test. Differences were considered significant at p < 0.05.

The mechanical properties of the collagen substrates in water and H2SO4 solutions
(1%, 2%, and 5% v/v) were evaluated using a ZwickiLine universal testing machine
(Zwick/Roell, Ulm, Germany) equipped with a loading cell of 1 kN by tensile test. Swelled
samples of 5 × 20 mm were clamped and tested under displacement control till failure
with a preload of 0.1 N and a load speed of 0.1 mm/s [31,40]. The Young’s modulus (E), the
stress at break (σmax), and the strain at break (εr) of samples were taken into account [20,31].
The experiment was performed in triplicate for each sample type. All data were expressed
as mean ± the standard deviation. Differences were considered significant at p < 0.05 using
the t-Student test.

Electrochemical impedance spectroscopy was used to measure ionic conductivity by
using an Autolab PGSTAT 302 N Potentiostat/Galvanostat (Metrohm). The measurements
were carried out under steady-state conditions (0 V) by applying an AC voltage of 0.01 V
over a 100 kHz to 0.1 Hz frequency range. The membranes were sandwiched between
two parallel platinum foils (area = 1 cm2), and the ionic conductivity (σ) was calculated by
using the following formula:

σ = s/(R · A) (1)

where s is the electrolyte thickness, A is the active area of the electrode/membrane/electrode
system, and R is the real part of the impedance extracted from the intercept of the low-
frequency signal in the Nyquist plot with the x-axis. The experiment was performed in
triplicate for each sample type.

Total optical transmittance and haze spectra of the wetted cross-linked collagen mem-
brane were measured by a Varian 5000 spectrophotometer.

4.5. Electrochromic Device Characterization

Optical transmittance was measured by a Varian 5000 spectrophotometer in a wave-
length range between 300 nm and 800 nm by applying different voltages at the device
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with a Keithley Sourcemeter 2420. Kinetic measurements were performed by changing
the potential between 1 V and −3 V using an Autolab PGSTAT302 N (Metrohm AG, The
Netherlands) potentiostat.

Author Contributions: Conceptualization, C.T.P. and N.G.; methodology, C.T.P., N.G., R.G., M.P. and
V.P.; software, C.T.P., N.G. and M.P.; formal analysis, C.T.P., N.G., R.G. and M.P.; resources, G.G.,
A.S., L.S. and V.M.; data curation, C.T.P., N.G., R.G. and M.P.; writing—original draft preparation,
C.T.P. and N.G.; writing—review and editing, R.G., M.P., F.M. and A.M.; visualization, C.T.P. and
N.G.; supervision, R.G., M.P., L.S. and V.M.; project administration, G.G., A.S., L.S. and V.M.; funding
acquisition, G.G., A.S., L.S. and V.M. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was funded by:“ECO-sustainable and intelligent fibers and fabrics for TECh-
nic clothing (ECOTEC)”, PON «R&I» 2014–2020, project N◦ ARS01_00951, CUP B66C18000300005;
Progetto FISR—C.N.R. “Tecnopolo di nanotecnologia e fotonica per la medicina di precisione”—CUP
B83B17000010001; PE4 PNRR MUR project PE0000023–NQSTI; PNRR MUR project IR0000016–I–PHOQS;
the Italian Ministry of Research (MUR) under the complementary actions to the NRRP (PNC0000007)
“Fit4MedRob- Fit for Medical Robotics” Grant (contract number CUP B53C22006960001).

Data Availability Statement: The data presented in this study are available on request from the
corresponding author.

Acknowledgments: The authors acknowledge Typeone Biomaterial Srl for gently providing
type I collagen. The authors acknowledge Sonia Carallo for the technical support.

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

References
1. Yeganeh Ghotbi, M. Solid state electrolytes for electrochemical energy devices. J. Mater. Sci. Mater. Electron. 2019, 30, 13835–13854.

[CrossRef]
2. Ngai, K.S.; Ramesh, S.; Ramesh, K.; Juan, J.C. A review of polymer electrolytes: Fundamental, approaches and applications. Ionics

2016, 22, 1259–1279. [CrossRef]
3. Ren, W.; Ding, C.; Fu, X.; Huang, Y. Advanced gel polymer electrolytes for safe and durable lithium metal batteries: Challenges,

strategies, and perspectives. Energy Storage Mater. 2021, 34, 515–535. [CrossRef]
4. Primiceri, V.; Pugliese, M.; Prontera, C.T.; Monteduro, A.G.; Esposito, M.; Maggiore, A.; Cannavale, A.; Giannuzzi, R.; Gigli, G.;

Maiorano, V. Low-cost gel polymeric electrolytes for electrochromic applications. Sol. Energy Mater. Sol. Cells 2022, 240, 111657.
[CrossRef]

5. Yang, H.; Yang, J.; Li, C.; Huang, Z.; Bendavid, A.; Yan, J.; Cen, K.; Han, Z.; Bo, Z. Gel polymer dominated ion charging
mechanisms within graphene nanochannels. J. Power Sources 2022, 541, 231684. [CrossRef]

6. Choudhury, N.A.; Sampath, S.; Shukla, A.K. Hydrogel-polymer electrolytes for electrochemical capacitors: An overview. Energy
Environ. Sci. 2009, 2, 55–67. [CrossRef]

7. Vedadghavami, A.; Minooei, F.; Mohammadi, M.H.; Khetani, S.; Rezaei Kolahchi, A.; Mashayekhan, S.; Sanati-Nezhad, A.
Manufacturing of hydrogel biomaterials with controlled mechanical properties for tissue engineering applications. Acta Biomater.
2017, 62, 42–63. [CrossRef] [PubMed]

8. Buwalda, S.J. Bio-based composite hydrogels for biomedical applications. Multifunct. Mater. 2020, 3, 22001. [CrossRef]
9. Varshney, P.K.; Gupta, S. Natural polymer-based electrolytes for electrochemical devices: A review. Ionics 2011, 17, 479–483.

[CrossRef]
10. Rayung, M.; Aung, M.M.; Azhar, S.C.; Abdullah, L.C.; Su’ait, M.S.; Ahmad, A.; Jamil, S.N.A.M. Bio-based polymer electrolytes for

electrochemical devices: Insight into the ionic conductivity performance. Materials 2020, 13, 838. [CrossRef]
11. Huo, P.; Ni, S.; Hou, P.; Xun, Z.; Liu, Y.; Gu, J. A Crosslinked Soybean Protein Isolate Gel Polymer Electrolyte Based on Neutral

Aqueous Electrolyte for a High-Energy-Density Supercapacitor. Polymers 2019, 11, 863. [CrossRef] [PubMed]
12. Railanmaa, A.; Kujala, M.; Keskinen, J.; Kololuoma, T.; Lupo, D. Highly flexible and non-toxic natural polymer gel electrolyte for

printed supercapacitors for IoT. Appl. Phys. A 2019, 125, 168. [CrossRef]
13. Xu, H.; Wang, Y.; Liao, X.; Shi, B. A collagen-based electrolyte-locked separator enables capacitor to have high safety and ionic

conductivity. J. Energy Chem. 2020, 47, 324–332. [CrossRef]
14. Matsuo, Y.; Ikeda, H.; Kawabata, T.; Hatori, J.; Oyama, H. Collagen-Based Fuel Cell and Its Proton Transfer. Mater. Sci. Appl. 2017,

8, 747–756. [CrossRef]
15. Sharma, S.; Chandra, S.; Dwivedi, S.; Srivastava, A.; Ompj, P.V. Collagen: A Brief Analysis. Oral Maxillofac. Pathol. J. 2019, 10,

11–17. [CrossRef]

http://doi.org/10.1007/s10854-019-01749-4
http://doi.org/10.1007/s11581-016-1756-4
http://doi.org/10.1016/j.ensm.2020.10.018
http://doi.org/10.1016/j.solmat.2022.111657
http://doi.org/10.1016/j.jpowsour.2022.231684
http://doi.org/10.1039/B811217G
http://doi.org/10.1016/j.actbio.2017.07.028
http://www.ncbi.nlm.nih.gov/pubmed/28736220
http://doi.org/10.1088/2399-7532/ab80d6
http://doi.org/10.1007/s11581-011-0563-1
http://doi.org/10.3390/ma13040838
http://doi.org/10.3390/polym11050863
http://www.ncbi.nlm.nih.gov/pubmed/31086006
http://doi.org/10.1007/s00339-019-2461-8
http://doi.org/10.1016/j.jechem.2020.02.001
http://doi.org/10.4236/msa.2017.811054
http://doi.org/10.5005/jp-journals-10037-1143


Gels 2023, 9, 310 13 of 14

16. Gelse, K.; Pöschl, E.; Aigner, T. Collagens—Structure, function, and biosynthesis. Adv. Drug Deliv. Rev. 2003, 55, 1531–1546.
[CrossRef]

17. Bella, J. Collagen structure: New tricks from a very old dog. Biochem. J. 2016, 473, 1001–1025. [CrossRef] [PubMed]
18. Birk, D.E.; Brückner, P. Collagens, Suprastructures, and Collagen Fibril Assembly BT—The Extracellular Matrix: An Overview; Mecham,

R.P., Ed.; Springer: Berlin/Heidelberg, Germany, 2011; pp. 77–115. ISBN 978-3-642-16555-9.
19. Shoulders, M.D.; Raines, R.T. Collagen structure and stability. Annu. Rev. Biochem. 2009, 78, 929–958. [CrossRef] [PubMed]
20. Salvatore, L.; Gallo, N.; Natali, M.L.; Terzi, A.; Sannino, A.; Madaghiele, M. Mimicking the Hierarchical Organization of Natural

Collagen: Toward the Development of Ideal Scaffolding Material for Tissue Regeneration. Front. Bioeng. Biotechnol. 2021, 9,
644595. [CrossRef]

21. Gallo, N.; Natali, M.L.; Sannino, A.; Salvatore, L. An overview of the use of equine collagen as emerging material for biomedical
applications. J. Funct. Biomater. 2020, 11, 79. [CrossRef]

22. Salvatore, L.; Gallo, N.; Natali, M.L.; Campa, L.; Lunetti, P.; Madaghiele, M.; Blasi, F.S.; Corallo, A.; Capobianco, L.; Sannino, A.
Marine collagen and its derivatives: Versatile and sustainable bio-resources for healthcare. Mater. Sci. Eng. C 2020, 113, 110963.
[CrossRef]

23. Liu, X.; Zheng, C.; Luo, X.; Wang, X.; Jiang, H. Recent advances of collagen-based biomaterials: Multi-hierarchical structure,
modification and biomedical applications. Mater. Sci. Eng. C 2019, 99, 1509–1522. [CrossRef] [PubMed]

24. Tang, C.; Zhou, K.; Zhu, Y.; Zhang, W.; Xie, Y.; Wang, Z.; Zhou, H.; Yang, T.; Zhang, Q.; Xu, B. Collagen and its derivatives: From
structure and properties to their applications in food industry. Food Hydrocoll. 2022, 131, 107748. [CrossRef]

25. León-López, A.; Morales-Peñaloza, A.; Martínez-Juárez, V.M.; Vargas-Torres, A.; Zeugolis, D.I.; Aguirre-Álvarez, G. Hydrolyzed
Collagen—Sources and Applications. Molecules 2019, 24, 4031. [CrossRef]

26. Noorzai, S.; Verbeek, C.J.R.; Lay, M.C.; Swan, J. Collagen Extraction from Various Waste Bovine Hide Sources. Waste Biomass
Valorization 2020, 11, 5687–5698. [CrossRef]

27. Noorzai, S.; Verbeek, C.J.R. Collagen: From Waste to Gold; Basso, T.P., Basso, T.O., Basso, L.C., Eds.; IntechOpen: Rijeka, Croatia,
2020; p. 12. ISBN 978-1-83881-182-2.

28. Lionetto, F.; Bagheri, S.; Mele, C. Sustainable Materials from Fish Industry Waste for Electrochemical Energy Systems. Energies
2021, 14, 7928. [CrossRef]

29. Harley, B.A.; Hastings, A.Z.; Yannas, I.V.; Sannino, A. Fabricating tubular scaffolds with a radial pore size gradient by a spinning
technique. Biomaterials 2006, 27, 866–874. [CrossRef] [PubMed]

30. Terzi, A.; Gallo, N.; Bettini, S.; Sibillano, T.; Altamura, D.; Madaghiele, M.; De Caro, L.; Valli, L.; Salvatore, L.; Sannino, A.; et al.
Sub- and Supramolecular X-ray Characterization of Engineered Tissues from Equine Tendon, Bovine Dermis, and Fish Skin
Type-I Collagen. Macromol. Biosci. 2020, 20, 2000017. [CrossRef]

31. Gallo, N.; Natali, M.L.; Curci, C.; Picerno, A.; Gallone, A.; Vulpi, M.; Vitarelli, A.; Ditonno, P.; Cascione, M.; Sallustio, F.; et al.
Analysis of the physico-chemical, mechanical and biological properties of crosslinked type-i collagen from horse tendon: Towards
the development of ideal scaffolding material for urethral regeneration. Materials 2021, 14, 7648. [CrossRef]

32. Bettini, S.; Bonfrate, V.; Syrgiannis, Z.; Sannino, A.; Salvatore, L.; Madaghiele, M.; Valli, L.; Giancane, G. Biocompatible Collagen
Paramagnetic Scaffold for Controlled Drug Release. Biomacromolecules 2015, 16, 2599–2608. [CrossRef]

33. Gallo, L.C.; Madaghiele, M.; Salvatore, L.; Barca, A.; Scialla, S.; Bettini, S.; Valli, L.; Verri, T.; Bucalá, V.; Sannino, A. Integration
of PLGA Microparticles in Collagen-Based Matrices: Tunable Scaffold Properties and Interaction Between Microparticles and
Human Epithelial-Like Cells. Int. J. Polym. Mater. Polym. Biomater. 2020, 69, 137–147. [CrossRef]

34. Sanden, K.W.; Kohler, A.; Afseth, N.K.; Böcker, U.; Rønning, S.B.; Liland, K.H.; Pedersen, M.E. The use of Fourier-transform
infrared spectroscopy to characterize connective tissue components in skeletal muscle of Atlantic cod (Gadus morhua L.). J.
Biophotonics 2019, 12, e201800436. [CrossRef]

35. De Campos Vidal, B.; Mello, M.L.S. Collagen type I amide I band infrared spectroscopy. Micron 2011, 42, 283–289. [CrossRef]
[PubMed]

36. Carbonaro, M.; Nucara, A. Secondary structure of food proteins by Fourier transform spectroscopy in the mid-infrared region.
Amino Acids 2010, 38, 679–690. [CrossRef]

37. Sow, L.C.; Peh, Y.R.; Pekerti, B.N.; Fu, C.; Bansal, N.; Yang, H. Nanostructural analysis and textural modification of tilapia fish
gelatin affected by gellan and calcium chloride addition. LWT Food Sci. Technol. 2017, 85, 137–145. [CrossRef]

38. Shi, C.; Bi, C.; Ding, M.; Xie, J.; Xu, C.; Qiao, R.; Wang, X.; Zhong, J. Polymorphism and stability of nanostructures of three types
of collagens from bovine flexor tendon, rat tail, and tilapia skin. Food Hydrocoll. 2019, 93, 253–260. [CrossRef]

39. Yan, M.; Qin, S.; Li, J. Study on the self-assembly property of type I collagen prepared from tilapia (Oreochromis niloticus) skin by
different extraction methods. Int. J. Food Sci. Technol. 2015, 50, 2088–2096. [CrossRef]

40. Gallo, N.; Natali, M.L.; Quarta, A.; Gaballo, A.; Terzi, A.; Sibillano, T.; Giannini, C.; De Benedetto, G.E.; Lunetti, P.; Capobianco, L.;
et al. Aquaponics-Derived Tilapia Skin Collagen for Biomaterials Development. Polymers 2022, 14, 1865. [CrossRef]

41. Bridelli, M.G. Fourier Transform Infrared Spectroscopy in the Study of Hydrated Biological Macromolecules; Nikolic, G.S., Cakic, M.D.,
Cvetkovic, D.J., Eds.; IntechOpen: Rijeka, Croatia, 2017; p. 9. ISBN 978-953-51-2894-6.

42. Rath, A.; Davidson, A.R.; Deber, C.M. The structure of “unstructured” regions in peptides and proteins: Role of the polyproline II
helix in protein folding and recognition. Pept. Sci. 2005, 80, 179–185. [CrossRef]

http://doi.org/10.1016/j.addr.2003.08.002
http://doi.org/10.1042/BJ20151169
http://www.ncbi.nlm.nih.gov/pubmed/27060106
http://doi.org/10.1146/annurev.biochem.77.032207.120833
http://www.ncbi.nlm.nih.gov/pubmed/19344236
http://doi.org/10.3389/fbioe.2021.644595
http://doi.org/10.3390/jfb11040079
http://doi.org/10.1016/j.msec.2020.110963
http://doi.org/10.1016/j.msec.2019.02.070
http://www.ncbi.nlm.nih.gov/pubmed/30889687
http://doi.org/10.1016/j.foodhyd.2022.107748
http://doi.org/10.3390/molecules24224031
http://doi.org/10.1007/s12649-019-00843-2
http://doi.org/10.3390/en14237928
http://doi.org/10.1016/j.biomaterials.2005.07.012
http://www.ncbi.nlm.nih.gov/pubmed/16118016
http://doi.org/10.1002/mabi.202000017
http://doi.org/10.3390/ma14247648
http://doi.org/10.1021/acs.biomac.5b00829
http://doi.org/10.1080/00914037.2018.1552857
http://doi.org/10.1002/jbio.201800436
http://doi.org/10.1016/j.micron.2010.09.010
http://www.ncbi.nlm.nih.gov/pubmed/21134761
http://doi.org/10.1007/s00726-009-0274-3
http://doi.org/10.1016/j.lwt.2017.07.014
http://doi.org/10.1016/j.foodhyd.2019.02.035
http://doi.org/10.1111/ijfs.12870
http://doi.org/10.3390/polym14091865
http://doi.org/10.1002/bip.20227


Gels 2023, 9, 310 14 of 14

43. Demeter, M.; Călina, I.; Scăris, oreanu, A.; Micutz, M.; Kaya, M.A. Correlations on the Structure and Properties of Collagen
Hydrogels Produced by E-Beam Crosslinking. Materials 2022, 15, 7663. [CrossRef]

44. Nakamoto, K.; Margoshes, M.; Rundle, R.E. Stretching Frequencies as a Function of Distances in Hydrogen Bonds. J. Am. Chem.
Soc. 1955, 77, 6480–6486. [CrossRef]

45. Bridelli, M.G.; Stani, C.; Bedotti, R. Fourier transform infrared conformational investigation of type I collagen aged by in vitro
induced dehydration and non-enzymatic glycation treatments. J. Biol. Res. Boll. Soc. Ital. Biol. Sper. 2017, 90. [CrossRef]

46. Bridelli, M.G.; Crippa, P.R. Infrared and Water Sorption Studies of the Hydration Structure and Mechanism in Natural and
Synthetic Melanin. J. Phys. Chem. B 2010, 114, 9381–9390. [CrossRef] [PubMed]

47. Sideroudi, H.; Labiris, G.; Soto-Beobide, A.; Voyiatzis, G.; Chrissanthopoulos, A.; Kozobolis, V. The Effect of Collagen Cross-
Linking Procedure on the Material of Intracorneal Ring Segments. Curr. Eye Res. 2015, 40, 592–597. [CrossRef]

48. Matsui, H.; Matsuo, Y. Proton Conduction via Water Bridges Hydrated in the Collagen Film. J. Funct. Biomater. 2020, 11, 61.
[CrossRef] [PubMed]

49. Graßmann, C.; Mann, M.; Van Langenhove, L.; Schwarz-Pfeiffer, A. Textile Based Electrochromic Cells Prepared with PEDOT:
PSS and Gelled Electrolyte. Sensors 2020, 20, 5691. [CrossRef]

50. Salvatore, L.; Gallo, N.; Aiello, D.; Lunetti, P.; Barca, A.; Blasi, L.; Madaghiele, M.; Bettini, S.; Giancane, G.; Hasan, M.; et al. An
insight on type I collagen from horse tendon for the manufacture of implantable devices. Int. J. Biol. Macromol. 2020, 154, 291–306.
[CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

http://doi.org/10.3390/ma15217663
http://doi.org/10.1021/ja01629a013
http://doi.org/10.4081/jbr.2017.6254
http://doi.org/10.1021/jp101833k
http://www.ncbi.nlm.nih.gov/pubmed/20604565
http://doi.org/10.3109/02713683.2014.941071
http://doi.org/10.3390/jfb11030061
http://www.ncbi.nlm.nih.gov/pubmed/32887392
http://doi.org/10.3390/s20195691
http://doi.org/10.1016/j.ijbiomac.2020.03.082

	Introduction 
	Results and Discussion 
	Conclusions 
	Materials and Methods 
	Materials 
	Collagen Membranes and Collagen Electrolyte Preparation 
	Electrochromic Device Fabrication 
	Collagen Membrane and Collagen Electrolyte Characterization 
	Electrochromic Device Characterization 

	References

