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Abstract: In this study, biodegradable polyvinyl alcohol (PVA) was blended with natural antioxidant
tea polyphenols (TPs) to produce PVA/TP nanofiber films by electrospinning. The effects of heat
treatment and TP incorporation on the structural and physical properties of the films were then
evaluated. Scanning electron microscopy (SEM) and Fourier transform infrared spectroscopy (FTIR)
revealed that the PVA/TP nanofiber film has a more compact structure and better morphology than
PVA alone. In addition, the water resistance was enhanced, and the formation of hydrogen bonds
between the TP and PVA molecules increased via the heat treatment. Furthermore, the mechanical,
antioxygenic, and antibacterial properties of the nanofiber films were significantly improved (P < 0.05)
owing to the incorporation of TP. In particular, when the mass ratio of the PVA/TP was 7:3, the
elongation at break (EAB) of the film increased to 105.24% + 2.87%, and the antioxidant value reached
a maximum at 64.83% =+ 5.21%. In addition, the antibacterial activity of Escherichia coli (E. coli) and
Staphylococcus aureus (S. aureus) increased to the maximum levels of 82.48% + 2.12% and 86.25% +
2.32%, respectively. In summary, our study produced a functional food packaging material that
includes preservation with an acceptable bioactivity, ability to keep food fresh, and biodegradability.

Keywords: tea polyphenols; polyvinyl alcohol; heat treatment; water resistance; nanofiber film

1. Introduction

Antioxidant food packaging film has strong potential as a packing material owing to its ability
to incorporate or immobilize antioxidizing agents to retard the growth of microorganisms and to
improve food shelf life [1,2]. Natural antioxidants, which have recently been shown to be safer and
healthier than synthetic antioxidants, are possible candidates for active food matrices as active agents
incorporated into packaging material. Therefore, the preparation of antioxidant packaging films is of
great significance [3].

Polyvinyl alcohol (PVA), a polymer with excellent properties, such as biocompatibility,
biodegradability, non-toxicity, chemical resistance and the ability to form a film, is used as an
environmentally friendly material for preparing packaging films [4]. The good water solubility
and biocompatibility of PVA can be attributed to the existence of hydroxyl groups in the molecular
structure. However, their high water solubility also makes PVA films unstable in external environments.
To address this limitation, research on modified PVA has been conducted. Current modification methods
are usually divided into chemical crosslinking, inorganic nanomaterials in the composite, physical
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crosslinking and polymer blending. Sagnelli et al. [3] proved that blending polymers with other natural
products is an effective method for improving the functionality of all-natural bio-plastics systems. Lim et
al. [5] developed water-resistant PVA films using crosslinked PVA/polyacrylic acid blends, and reported
that the films showed lower oxygen permeability and greater water resistance than PVA alone. Yang et
al. [6] prepared PVA/chitosan nanofiber films via electrospinning, which were then crosslinked with
glutaraldehyde vapor. The result revealed a dramatic decrease in the swelling ratio, which demonstrates
the potential for preparing barrier-resistant, selective films. Nevertheless, the volatilization and residue
of the toxic crosslinking agents such as polyacrylic acid and glutaraldehyde are main limitations
because they could harm the environment and the integrity of the film over time. Abdolmaleki et
al. [7] improved the water resistance of PVA film through a strong interfacial interaction between
the graphene oxide of the inorganic nanomaterials and the PVA matrix; however, the higher cost
of this method restricted the application of the film. Altough Pirzada et al. [8] synthesized films
that were less water-soluble through a mixture of PVA and nano-silica, their properties appeared to
be limited by nano-silica aggregation. Noh et al. [9] subsequently used a method of repeating the
number of freeze-thawing cycles to improve the degree of crystallinity and water resistance of a
PVA film. The water resistance was also enhanced by a different method of physical crosslinking by
cast-drying at high temperature, which resulted in the formation of a micrometer-scale fibril network
and the appearance of a closed crystalliferous region. However, the complicated cycles limited its wide
usage in industrial production. Liu et al. [10] demonstrated the water resistance of a nano-FezO4/PVA
composite nanofiber that was remarkably enhanced via heat treatment for 2 h at 140 °C. Lee et al. [11]
reported that no changes in the morphology and structure of electrospun ZnO/PVA films were observed
in the morphology and structure of electrospun ZnO/PVA films after heat treatment at 165 °C for
10 min and immersion in water at 18 °C for 1 h. Xie et al. [12] proposed that heat treatment at 140 °C
favored cross-linking reactions in PVA/maleic acid/tetraethyl orthosilicate, and they also obtained
a less hydrophilic membrane. Gao et al. [13] proposed that heat treatment can enhance the water
resistance and dye adsorption performance of «-Fe;O3/PVA nanofibers. Cano et al. [14] studied films
composed of blended pea starch and PVA, which had a lower water solubility and water sorption as
a result of the hydrogen bond formation between the two components. Alpay et al. [15] prepared
a water-resistant sulfonated poly ether ketone/PVA composite membrane using a blending method.
In their study, the water solubility decreased with the addition of the sulfonated poly ether ketone.
Currently, water-resistant PVA films are widely used in separation purification [16], bioartificial tissue
engineering [17] and polaroid manufacturing [18]; few studies have focused on the preparation of
antioxidant packaging films based on PVA.

In order to expand the applications of antioxidant packaging films, many researchers have
added some natural antioxidant substances to PVA, such as tea polyphenol (TP), essential oils, and
glutathione. TPs are a type of natural antioxidant extracted from tea leaves and collectively refer to
a set of polyphenolic compounds with extremely high antioxidant activity and multiple functions
such as anti-cancer and bactericidal effects. Thus, they have been used in the fields of food, medicine,
and health care [19]. The aim of the present work is to explore the effects of heat treatment and
various TP concentrations on the structure, physical properties, water resistance, antioxidation and
antibacterial activity of PVA/TP nanofiber films. The films are prepared by electrospinning after the
biodegradable PVA material is blended with naturally antioxidant TPs; distilled water is used as a
solvent. The incorporation of TPs endows the films with antioxidant and antimicrobial properties [20],
and the formation of the hydrogen bond between the TPs and PVA molecules provides them with a
more compact structure with enhanced mechanical properties. Subsequently, the nanofiber films are
treated at high temperature by physical crosslinking to improve the water resistance. The nanofiber
film with a high specific surface area and macroscopic pore structure resulted in a better hygroscopicity
than the casted film [21], because the former provides a better continuous release of antioxidants
during storage [22]. These findings detail the optimal formulation of a PVA/TP nanofiber film with
suitable performance for food packaging applications.
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2. Materials and Methods

2.1. Materials

PVA (degree of polymerization, 1788 + 50; deacetylation degree, > 97.0%) was purchased from
Chengdu Kelong Chemicals Co., Ltd., Chengdu, China. The TP and 2,2-diphenyl-1-picrylhydrazyl
(DPPH) were obtained from Shanghai Xinglong Biotechnology Co., Ltd. (Shanghai, China).
Staphylococcus aureus ATCC 29523 and Escherichia coli ATCC 25922 were acquired in lyophilized
form from China Center of Industrial Culture Collection (CICC), Beijing, China.

2.2. Fabrication of the PVA/TP Nanofiber Films

The PVA powder was weighed and dissolved in 40 mL of deionized water to obtain a 15% (w/v)
PVA solution. Various amounts of TPs were added at mass ratios of PVA and TP at 10:0, 9:1, 8:2, and
7:3, which were denoted as PVA, PVA/TP-9:1, PVA/TP-8:2, and PVA/TP-7:3 respectively. The mixtures
were then heated at about 80 °C for 2 to 3 h under stirring to produce a homogeneous solution prior
to electrospinning.

The solution was subsequently loaded into an inner diameter of 0.7 mm. The ejection flow rate
was set to 0.5 mL/h via a syringe pump, the voltage was controlled at 20 kV, and the distance between
the capillary tip and the collector was controlled at 20 cm. The fibers collected were vacuum-dried
at 150 °C for 20 min, and the aforementioned nanofiber films after heat treatment were denoted as
PVA/HT, PVA/TP/HT-9:1, PVA/TP/HT-8:2, and PVA/TP/HT-7:3, respectively [12]. Afterward, PVA/HT,
PVA/TP/HT-9:1, PVA/TP/HT-8:2, and PVA/TP/HT-7:3 were immersed in a 2% (w/v) calcium chloride
solution and removed using aluminum foil. The nanofiber films were then cleaned with deionized
water to remove residue from the calcium chloride solution. Finally, all the nanofiber films were
conditioned at 23 °C and 50% relative humidity for 24 h before testing.

2.3. Morphology Studies

The effects of heat treatment and water soaking on the morphologies of the nanofiber films were
observed using a SUI510 scanning electron microscope (SEM; SUI510, Hitachi AG, Tokyo, Japan) at
a voltage of 10 kV. Then, 50 selected images from each sample were selected and the nanofiber film
diameters were measured using the software Image] (V1.8.0.112) [23].

2.4. Fourier Transform Infrared Experiment

The chemical structures of the nanofiber films and the interactions between the PVA and TPs
were analyzed using a spectrometer (BOEN, Feierboen Precision Instruments Ltd., Shanghai, China).
The samples were identified at a resolution of 4 cm™' as the average of 32 scans with a range of
4000-650 cm ™! [24].

2.5. Water Resistance

Water resistance was evaluated by conducting water solubility (WS) and swelling ratio (SR) tests.
To measure the WS, 40 mm x 40 mm nanofiber film samples were prepared and weighed (W) following
the method in [25]. The samples were then immersed in distilled water at 25 °C for 24 h. Undissolved
sample portions were subsequently removed from the water and the surface water was removed with
filter paper prior to weighing (W1). The samples were then weighed again (W,) after drying at 105 °C
for 24 h. Finally, the WS and SR of the samples were determined using the following equations:

W1 - W0 .
WS = —oo— x100% )
2 —
sR = Y20 1009, @)

WO
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2.6. Mechanical Properties

The mechanical strength of the nanofiber films was tested using stress—strain curves to obtain
the tensile strength (TS) and elongation at break (EAB), the data for which were collected under
room temperature using a tensile testing equipment (HD-B609B-S, Haida Instruments Co., Ltd.,
Dongguan, China) based on the American Society for Testing and Materials (ASTM) standard D638 [26].
The nanofiber films were cut into 50 mm x 10 mm rectangular samples prior to measurement.
The crosshead speed was 12 mm/min according to standard procedures (ASTM standard 882 [27] for
thin films and membranes). Five experiments were performed on each sample group.

2.7. Antioxidant Activity

The radical-scavenging activities (RSAs) of the nanofiber films were evaluated via the DPPH
assay following the method of Jahed et al. [28]. Different nanofiber films equivalent to 25 mg were
dissolved in 3 mL distilled water. Then, 7.8 mL of a 0.1 mmol/L methanolic solution of DPPH was
mixed with the aforementioned nanofiber film water mixture and the two were allowed to interact for
30 min in a dark room. Methanol was prepared for the baseline correction and a blank was formed
according to the above absence of the extract. Changes in the absorbance of the extract samples were
measured at 517 nm using a spectrophotometer (752N UV-VIS NIR; INESA Analytical Instrument Co.,
Ltd., Shanghai, China). The RSA was calculated using the following formula:

As
DPPH

RSAs=1- X 100% 3)
where Apppy is the absorbance value at 517 nm of the blank and As is the absorbance value at 517 nm
of the samples.

2.8. Color and Transparency of the Films

The color characteristics of the nanofiber films were measured with a color difference meter (CS-10,
Shenzhen Baiteng Technology Development Co., Ltd., China) using three parallel samples for each
condition [29]. Each sample was measured in triplicate for subsequent analysis. A standard plate was
used as the control film, with L* = 90.07 + 0.93, a* = 2.94 + 0.40, and b* = —5.33+ 0.28. The total color
difference of the nanofiber films was calculated using the following equation:

AE = /(AL + (Aa#)? + (Ab+)? @

The films were cut into sample strips, which were 40 mm long and 10 mm wide, and then placed
in a quartz cuvette. The whole light transmittance and absorbance spectra were obtained by using
an ultraviolet-visible (UV-vis) spectrophotometer (Agilent, Santa Clara, CA, USA) in the range of
200-800 nm with a scan rate of 250 nm/min. The transparency value of the films was calculated by
using the following equation:

Transparency value = log T600/x ®)

where T600 is the fractional transmittance at 600 nm and x is the film thickness (mm). Higher
transparency values represent lower films transparencies. [30].

2.9. Antimicrobial Experiment

The nanofiber films were cut into 20 mm X 20 mm squares. For the antimicrobial experiment,
100 mg samples were placed in a super clean bench for 2h UV ray sterilization prior to measurement [31].
Then, E. coli and S. aureus were then inoculated into the 150 mL culture medium in 250 mL conical
flasks separately and cultured at 37 °C for 48 h. Next, 1 mL of the culture medium was added to 9 mL
phosphate buffered saline (PBS), and each film sample was placed in the resultant 10 mL microbial/PBS
solution. The solutions were cultured by shaking at 37 °C for 24 h. Afterwards, the dilution solutions
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ranging from 1 x 107 to 1 x 10~/ were produced, rapidly plated on nutrient agar and cultured at
37 °C for 24 h before the colonies were enumerated. The bacteriostatic rate was obtained using the

following equation:
B-C
R= T 100% (6)

where R is the bacteriostatic rate (%), B is the average value from the colonies (CFU/g) of the blank
control and C is the average value from the colonies (CFU/g) of the nanofiber films.

2.10. Statistical Analysis

All data are expressed as mean =+ standard deviation. Analysis of variance (ANOVA) and
significance testing were performed using Duncan in statistical analysis software SPSS (V24.0), and
mapping was performed with Origin 2018 (V2018).

3. Results

3.1. Diameters and Morphologies of the Nanofiber Films

In Figure 1a—f, the morphologies of the nanofiber films are shown at 1000, 5000 and 30,000-fold
magnification. As indicated in Figure la—c, these showed that the pure PVA nanofiber films exhibited
good network structural integrity and smoothness with no cracking or bead defects. When the TP was
added, however, the fibers appeared disordered with an increasing degree of crosslinking. Although
the nanofiber films exhibited a bead structure and an uneven diameter, the surface of the nanofiber
film showed no cracking. No significant difference was noted between the thicknesses of the PVA and
PVA/TP-9:1 nanofiber films.

v
(L)
3
R
" Zar a3 5

"'l\‘,

Figure 1. Scanning electron microscope (SEM) images of nanofiber films (a—c) polyvinyl alcohol (PVA);
(d—f) nanofiber films PVA/tea polyphenol (TP)-9:1; and (g-h) the diameter distribution of the PVA and
PVA/TP-9:1 film.

The average diameter of the electrospun nanofiber was measured using Image]. The diameter of
the pure PVA nanofiber film was homogenous and ranged from about 250-350 nm with an average
diameter of 290 nm. However, the PVA/TP-9:1 nanofiber film showed a heterogeneously spread
diameter of 100-500 nm with main distributions at 250-300 nm and 400—-450 nm, which is wider
than that of the pure PVA nanofiber film, and the average diameter had visibly increased to 310 nm.
This can be attributed to the molecular interactions between PVA and TPs, which were greater after
the addition of the TP, and to the uneven distribution of the charge resulting from the electrostatic
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spinning instability. In addition, it was obvious that the spinning rate of the pure PVA nanofiber
film was obviously higher than that of the nanofiber film; this also demonstrates an increase in the
molecular interactions. The thicknesses of nanofiber films were measured from vertical section images
and processed by Image] software. The thicknesses of pure PVA and PVA/TP-9:1 nanofiber films were
around 600 and 700 pm, respectively, indicating no significantly different thickness between them.

A comparison of Figure 2a,b reveals that the fibers had formed a more compact structure
with a network morphology, demonstrating that the heat treatment process increased the degree of
cross-linking in the component and that the numbers of these hydrogen bonds resulted from the
cross-linking of PVA, and TP increased upon heat treatment. Xie et al. [13] obtained similar results in
morphology after heating.

Figure 2. SEM images of nanofiber films: (a) PVA; (b) nanofiber film PVA/heat treatment (HT);
(c) nanofiber film PVA/TP-9:1; (d) PVA/TP/HT-9:1 nanofiber films.

3.2. FTIR Analysis

Figure 3 presents the characteristic FTIR spectra corresponding to TP, PVA, PVA/HT, PVA/TP-8:2,
PVA/TP/HT-8:2, PVA/TP-9:1, and PVA/TP/HT-9:1. For the TP nanofiber films, the bands at 3370
and 1650 cm~! were caused by the stretching of hydroxyl group and C=C bonds, respectively [32].
The characteristic peaks of the PVA were measured at approximately 3292, 1086, and 846 cm™!, with the
first peak attributed to the stretching of the O-H bonds and the last two attributed to CH, stretching
vibration [33] and a peak caused by C-O stretching vibration at 1733 cm™! [34]. As shown in PVA/TP-9:1
and PVA/TP-8:2, the O-H absorption peaks shifted from 3292 cm™! in the pure PVA nanofiber films to
3331 cm™! in the PVA/TP nanofiber films [35]. This indicates the formation of a new hydrogen bond
between the TP, and that the addition of TPs strengthened the intensities of the O-H absorption peaks,
which is consistent with the results reported by Yuan et al. [36]. However, no significant changes were
observed in other characteristic peaks for PVA and nanofiber films, which confirms the formation of
complexes between TP and PVA as physical blending. The intensities of all absorption peaks showed
clear increases, which is attributed to the greater vibrational dipole moment and the exposed group
after the heat treatment process [11]. The characteristic peaks of the nanofiber films after heat treatment
were 3316 and 3331 cm ™!, and their hydrogen bond interaction was relatively stronger than that of the
pure PVA, PVA/TP-9:1 and PVA/TP-8:2 nanofiber films. Moreover, a comparison of the infrared spectra
with the nanofiber films without heat treatment indicated that the high temperature strengthened the
intensities of the O-H absorption peaks and increased the numbers of these hydrogen bonds, which is
also consistent with the morphology results.
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Figure 3. Fourier transform infrared (FTIR) spectra of PVA, PVA/HT, PVA/TP-8:2, PVA/TP/HT-8:2,
PVA/TP-9:1, PVA/TP/HT-9:1, and TP nanofiber films.

3.3. Water Resistance Analysis

Although PVA and TPs have excellent safety, biocompatibility and biodegradability qualities,
making them suitable for preparing food packaging materials, they also have good water solubility,
meaning that the various properties of nanofiber films can easily be affected by environmental humidity.
Therefore, our study aimed to decrease the material solubility by combining two methods of polymer
blending and heat treatment (Figure 4a). The pure PVA nanofiber films dissolved in water immediately,
which is similar to the results reported by Abdolmaleki et al. [8]. Although some hydroxyl groups of the
PVA in the nanofiber films without heat treatment formed hydrogen bonds with the TP, which resulted
in the existence of a strong hydrophilic hydroxyl group reduction and a decrease in the dissolution rate,
the hydrogen bonds were not stable enough to prevent the material from dissolving in water. After heat
treatment at high temperature, the solubility of the PVA nanofiber film decreased significantly because
the thermal motion of the PVA molecule chain was promoted [12,13]. As the TP amount increased,
more free hydroxyl groups in the PVA were lost to hydrogen bonding with the TP. In addition, the
crystallization of materials was enhanced by the heat treatment, which changed the nanofiber films
from a water-soluble to a water-absorbent and water-retentive material. When the mass ratio of
the PVA/TP was 9:1, the nanofiber films were able to absorb 3.4 times their own weight in distilled
water, but with no obvious swelling. The decrease in the nanofiber films” WS occurred primarily
because the hydrogen bond interaction increased with an increase in the TP content. In addition, the
water absorption rate generally decreased with a decrease in the number of hydrophilic hydroxyl
groups (Table 1). Cano et al. [15] reported similar changes in water resistance in the nanofiber films
carrying TPs.
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Figure 4. (a) Conditions of materials after immersion in water for 24 h; (b) fiber morphology after 24 h
of fiber immersion in water.

Table 1. Water absorption and dissolution rate results of each group of materials.

Sample Water Absorption (g/g) Water Dissolution (%)
PVA -- 10002
PVA/TP-9:1 -- 10002
PVA/TP-8:2 -- 10002
PVA/TP-7:3 -- 10002
PVA/HT - 10002
PVA/TP/HT-9:1 340+012° 10.60 + 0.07 °
PVA/TP/HT-8:2 240 +0.15" 3.93+0.10¢
PVA/TP/HT-7:3 1.87 £ 0.09 © 0+0.069
Note: “--” indicates immediate water solubility, and “-” indicates slow dissolution. Different letters between rows

(>4 indicate significantly different values (p < 0.05) according to Duncan’s multiple range test, which is a post hoc
comparison test. The data are presented as mean + SD (1 = 5).

3.4. Effect of Water Immersion on the Fiber Morphology

In order to further explore the effect of water soaking on the fiber morphology, 3000-fold
magnification analysis was utilized to observe the morphology and structural changes after 24 h
(Figure 4b). When the pure PVA nanofiber films were immersed in water, they appeared to rapidly
dissolve. This could be attributed to the water-soluble polymer PVA qualities with a reticulate cubic
structure and the large specific surface area of the nanofibers, which caused the porosity and the area of
the film in contact with the water to increase. In contrast, the nanofiber film PVA/TP/HT-9:1 could not be
dissolved after 24 h. Although its water insolubility increased remarkably, the fibers were extensively
dissolved, with only a few fibers remaining intact without pores. The properties of water resistance in
film PVA/TP/HT-8:2 showed significant improvement. The membrane was slightly swollen from water
absorption, and the fiber morphology was clearly visible with maintained inter-fiber pores, and only a
few fibers were dissolved and destroyed. The nanofiber film PVA/TP/HT-7:3 showed the best properties
of water resistance; the morphology was basically maintained and there was a slightly increase in
the fiber diameter owing to water absorption. As a crosslinking effect due to the TP incorporation
was present, this film formed hydrogen bonds between the TP and PVA molecules, resulting in
improved mechanical properties because the heat treatment produced lower water solubility. Thus,
the water-soluble material was converted to a water-absorbing material.
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3.5. Mechanical Properties

A previous experiment demonstrated that the water resistance was improved by heat treatment,
indicating that the application of nanofiber films without heat treatment would be limited. Hence,
to achieve the optimal formulation of PVA/TP nanofiber films for food packaging applications, the
mechanical properties of the nanofiber films with heat treatment were explored as a function of their
TP content. The influence of different levels of TP on the TS and EAB of PVA/TP nanofiber films is
shown in Figure 5a,b. The TS of the nanofiber films, which was increased to 53.78 + 2.12 MPa, was
four to eight times that of the pure PVA nanofiber film at 7.12 + 0.25 MPa. As indicated by FTIR,
the increased TP content led to strong interactions between the functional groups of the TPs and the
hydroxyl groups of the PVA molecules through hydrogen interaction, indicated by the FTIR, which
resulted in more compact structures and thus gradually improved the TS of the PVA/TP nanofiber
films gradually [37]. As shown in Figure 5b, the EAB of the pure PVA nanofiber films was 74.52%
+ 4.57%. Additionally, the EAB of the PVA/TP nanofiber films increased with an increase in the TP
content, and reached a maximum of 105.24% =+ 2.87% at a mass PVA:TP ratio of 9:1, and then visibly
decreased at higher TP concentrations [15]. This could be attributed to the strong hydrogen interaction,
which hindered the chain movement and resulted in lower plasticizing and nanofiber film flexibility;
these qualities were also demonstrated by the nanofiber film morphology (Figure 1a—f).

a e b
PVA/TP/HT-7:3 605 120
sol —e—EAB
50}
ik PVA/TP/HT 8:2 2 /1 41003
= Z 40t 3
| = =
% | PVA/TP/HT9:1 | 2 &
23 | 830 150 =
& -
£ |l @ £
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Figure 5. (a) Stress—strain curves; (b) trend diagram of tensile strength (TS) and elongation at break
(EAB) of PVA/HT, PVA/TP/HT-7:3, PVA/TP/HT-8:2, and PVA/TP/HT-9:1 nanofiber films.

These results indicate that mechanical properties of the nanofiber films were improved, particularly
for the TS and EAB values, which were achieved by blending with TPs. Cano etal. [15] reported a similar
finding. These results provide the optimal formulation of PVA and TPs to satisfy the requirements of
water resistance and mechanical properties in materials used for food packaging applications.

DPPH was used because of its characteristic absorption at 517 nm measured in a radical scavenging
study for nanofiber films incorporated with TP. The decline in absorption was viewed as a measure of the
extent of radical scavenging [38]. The DPPH radical-scavenging activity in the nanofiber films increased
significantly as the TP content increased, as shown in Figure 6; this result is consistent with that reported
by Liu et al. [39]. The pure PVA nanofiber films exhibited a slight DPPH radical scavenging activity of
13.75% + 4.11% owing to the presence of hydrogen on the carbon atom with hydroxyl groups, which
could indicate its antioxidant capacity. The addition of TPs increased the DPPH radical-scavenging
activity of PVA/TP/HT-9:1 film to 53.83% + 3.37%. Moreover, when the mass ratio of PVA:TP ratio
was 7:3, the nanofiber films showed a DPPH radical-scavenging activity that reached its maximum at
64.83% =+ 5.21%; this indicates an approximately five-fold improvement compared with that in the
PVA nanofiber films. When immersed in water, the PVA nanofiber films swelled at the gaps in the
nanofiber film, which resulted in a looser network structure, which in turn decreased the constraining
force of the polymer matrix and promoted the release of TPs, thereby increasing the capacity for DPPH
radical-scavenging activity. Although the increase in TP content was multiplied in PVA/TP/HT-9:1 and
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PVA/TP/HT-7:3, the solubility of the nanofiber films decreased. This would lead to a slow increase in
antioxidant activity because the release of TPs was incomplete [23,40]. Recently, the slow-release effect
of nanofibers has shown a positive effect for drug delivery in biomaterials. Therefore, the promotional
result of this slow-release effect of the nanofiber film on the antioxidant and antibacterial properties of
films merits further study in the application of food packaging for preservation.

60

40k

Radical-scavenging activities (%)

201

v
o
&

~

Al

Figure 6. Trend of radical-scavenging activities. Data followed by different lowercase letters were
significantly different (p < 0.05) when comparing the radical-scavenging activities of nanofiber film.

3.6. Color and Transparency of the Films

Color attributes are significant for nanofiber films because they have a direct effect on consumer
acceptability and the appearance of the packaged product [41]. According to the standard white plate
(L* =90.07 £ 0.93, a* = 2.94 + 0.40, b* = —5.33 + 0.28), the effects of the TP content and heat treatment
on the nanofiber film color difference (AE) are presented in Table 2. The values of L*, a* and b* in the
pure PVA nanofiber films were 96.37 + 0.25, 3.59 + 0.05 and —2.87 + 0.10, respectively. However, Xie et
al. [42] reported these values to be 92.59+0.04, 0.51+0.04 and —6.05+0.04, respectively, which suggests
that the nanofiber films are more brightly colored than the casting films. In comparing PVA and
PVA/TP-9:1, the values of L* and a* decreased, which indicates that the nanofiber films became darker
as the TPs were incorporated into the nanofiber films. In addition, the color of the nanofiber films
showed a tendency toward a yellowish hue, as illustrated by the increase in the b* value from —2.87 +
0.10 for the pure PVA nanofiber films to 1.79 + 0.09 for the nanofiber films with TP. The values of AE, a*,
and b* increased with an increase in the TP content, suggesting an increase in the yellowish trends in
the nanofiber films. A similar result was also reported by Dou et al. [43]. Moreover, it can be observed
that the values of L* were reduced, although those of a*, b* and AE increased 31% compared with that
of the film after heat treatment (Table 2), and showed a tendency towards a brownish color; these
results are in good agreement with the those reported by Bora et al. [44]. Table 2 also clearly shows
that significant differences were observed among the various films prepared at different concentrations
including or excluding heat treatment. This could have caused the color difference of the TPs. More TPs
incorporated into the films reduced their transparency. Moreover, opacity was observed to significantly
change, with higher values shown in the films without heat treatment. This could be attributed to
gradual TP oxidation in the heat treatment process with an increase in temperature [45].
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Table 2. Effect of the heat treatment and incorporation of TP on the color and transparency of

nanofiber films.

Film L* a* b* AE ( A(;gg/clign)
PVA 96.37 £ 0.252 3.59 + 0.05 2 —2.87+0.108 6.80 £ 0.27 f 65.22 + 4.314
PVA/HT 95.90 +0.73 2 3.97 +0.862 1.46 £ 0.46f 9.01 + 0.66 4 57.61 +4.08 B
PVA/TP-9:1 90.58 £0.19 P 0.44 £0.11°¢ 1.79 £ 0.09 f 7.57 £ 0.08 ¢f 48.37 £ 3.68 €
PVA/TP/HT-9:1  78.61+0.82P 524 +0.252 14.03 + 0.96 2261 +1.26¢ 40.45 + 3.17P
PVA/TP-8:2 90.72 + 0.04 P 0.86 + 0.09 be 2.76 +0.11¢ 8.38 £ 0.12de 3459 +291E
PVA/TP/HT-82  76.69 +1.25¢ 5.57 +0.222 17.92 +0.40 P 26.96 + 0.24 P 28.14 + 252 F
PVA/TP-7:3 90.65 + 0.47 P 1.30 + 0.33P 3.50 + 0.66 4 9.01+0.624 2278 £2.116
PVA/TP/HT-7:3  76.36 + 0.86 4 6.58 £0.302 20.76 £ 0.16 2 29.70 + 0482 1847 +2.02H

Note: Different letters between rows (*f) and between lines (*~H) indicate significantly different values (p < 0.05)
according to Duncan’s multiple range test, which is a post hoc comparison test. The data are presented as mean + SD
(n=5).

3.7. Antimicrobial Analysis

The antibacterial effects on E. coli and S. aureus in the pure PVA nanofiber films and the nanofiber
films of various PVA:TP mass ratios are shown in Figure 7. The pure PVA nanofiber films exhibited
no visible inhibitory effect on E. coli or S. aureus, whereas the incorporation of TPs remarkably
increased the antibacterial effects. In addition, the inhibition rate increased remarkably for both
strains with an increase in the TP content. The results revealed that the antibacterial activity of
E. coli and S. aureus increased considerably and reached maximum levels at 82.48% + 2.12% and
86.25% =+ 2.32%, respectively. These results further demonstrate that the main antibacterial ingredients
were the TPs, and that the inhibitory effect of the nanofiber films was more efficient for S. aureus
than E. coli. These findings, which are in agreement with the results reported in the literature [45],
likely occurred because the antibacterial mechanism of TPs destroyed the cell permeability in the
agglutination of the membrane lipid and protein conformation and damaged the cell membrane of
both strains. This led to a disordered metabolism and the leakage of the cell contents, thereby causing
cell death and inhibiting growth. Moreover, the TPs exhibited stronger bacteriostatic and antibacterial
activities against gram-positive S. aureus than gram-negative E. coli. This can be attributed to the
existence of lipopolysaccharides, which caused the structure of the cell walls of the latter species to be
more compact and resistant to TPs. Finally, the presence of catechins and flavonoids as TP components
resulted in broad-spectrum antibacterial properties; these findings are similar to those reported by
Taguri et al. [46].
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Figure 7. Antibacterial efficiency on E. coli and S. aureus in the nanofiber films. The data followed
by different uppercase (lowercase) letters were significantly different (p < 0.05) when comparing the
antibacterial efficiency of nanofibers on S. aureus (E. coli).

4. Conclusions

In this study, PVA/TP nanofiber films were prepared by electrospinning, and the effects of heat
treatment and TP incorporation on their structural and physical properties as well as their water
resistance were elucidated. The results showed that the presence of TPs enhanced the water resistance
of the nanofiber films and produced a more compact network structure and better morphology after
heat treatment. Moreover, the water-soluble material was converted to a water-absorbing material
owing to the formation of hydrogen bonds between the TP and PVA molecules, which were increased
by the heat treatment. Furthermore, the addition of TPs produced PVA/TP nanofiber films with four to
eight times greater TS than the pure PVA film, which was increased to 53.78 + 2.12 MPa. In addition,
the antioxidant activity reached its maximum level at 64.83% + 5.21%, and the antibacterial activity of
E. coliand S. aureus increased to maxima of 82.48% + 2.12% and 86.25% =+ 2.32% respectively. Our study
described a potential replacement for synthetic materials and produced practical food packaging with
acceptable bioactivity, fresh-keeping ability and biodegradability.
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