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Abstract: Poly-lactic acid/ polyhydroxybutyrate (PLA /PHB) bio-based films suppose an environmen-
tally friendly alternative to petroleum-derived packaging. In addition, rice bran extracts (RBEs) are
an interesting source of bioactive compounds. In the present study, active films were formulated with
0.3% (w/v) or 0.5% (w/v) RBE (low-RBE and high-RBE) and compared to PLA /PHB films with no
RBE. The migrations of active compounds as well as the antimicrobial and the antioxidant activities
were analyzed in the three film formulations. The effects of active PLA/PHB films on fresh pork
meat were evaluated by measuring the instrumental color, lipid and protein oxidations, and microbi-
ological status of meat refrigerated for 1, 5, or 9 days. The developed films presented antioxidant
activity in vitro, but they did not have an antimicrobial effect against bacterial development (E. coli
nor L. innocua). The PLA/PHB film with no extract prevented changes in the instrumental color
of meat during storage. However, the antioxidant effect of the PLA /PHB films on fresh pork was
negligible, and the inclusion of high doses of extract favored microbial development in the pork
during storage. Despite the lack of activity of active PLA /PHB films on meat, their use could be a
sustainable alternative to the petroleum-based films.

Keywords: antioxidant film; poly-lactic acid (PLA); active biodegradable packaging; meat preservation;
rice bran extract (RBE)

1. Introduction

Fresh meat products are highly perishable foods that are easily susceptible to spoilage
by microbial growth and physicochemical oxidations. Both factors suppose a loss of health
safety and chemical changes that involve the degradation of products. The protection
of meat products from environmental factors is one of the main strategies for extending
their shelf-life. Concretely, the use of surface packaging films, acting as oxygen and water
vapor barriers, is one common technique to improve meat preservation. The addition
of bioactive compounds with antimicrobial and antioxidant activities to packaging films
can also improve their preservative function due to migration of the active agents to the
headspace or onto the food surface [1-3]. This combination of films with active additives
supposes the generation of active films, with a great interest in food preservation and the
packaging industry.

Nowadays, most of the developed films are formulated with non-biodegradable plas-
tics derived from fossil fuels, which entails negative environmental impacts [4]. The rapid
increase in the use of plastic materials, together with greater social awareness of environmen-
tal and economic sustainability, makes the replacement of plastics derived from petroleum
by biodegradable materials one of the challenges in European policy, being one aim to
achieve sustainability. In this sense, the substitution of conventional films by biobased
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biopolymers that are derived from biological resources and are biodegradable results in an
interesting, environmentally friendly alternative for the food packaging industry.

Among the several eco-friendly materials, poly-lactic acid (PLA)-biobased polymers
have been shown to be an interesting substitute for conventional plastics due to their
adequate properties for film formation and high biodegradability [5]. Moreover, PLA-
based films present a series of adequate physical properties, like their ability to provide
a good barrier to oxygen and water vapor, which makes them idoneous for food pack-
aging [6]. Concretely, the effectiveness of PLA films to improve meat conservation has
been demonstrated [2]. These characteristics, together with its possible obtention from
biological resources on an industrial scale throughout the fermentation of agro-industrial
by-products [7], provide PLA-based films with a special interest, both for the economic and
environmental sustainability and for the added value that it provides to agro-industrial
wastes. However, to improve the physical and technical properties of bio-based films,
the addition of plasticizer or active additives is usually required, which can lead to the
release of toxic compounds during the degradation of biopolymers [8]. For this reason, the
replacement of chemical additives with others of natural origins is especially interesting.
This is the case for PHB poly(hydroxybutyrate), a biodegradable thermoplastic polymer
with a high crystallinity [4]. Thus, formulations of PLA plastics with polyhydroxybutyrate
(PHB) can result an environmentally friendly and healthy solution to improve the PLA
film properties due to its natural origin, high biodegradability, and adequate aptitude as a
plastic material [4].

On the other hand, the integration of natural active additives, such as antioxidant or
antimicrobial agents, is common to enhance the preservative properties of biofilms [1,9-13].
Thus, the application of active PLA/PHB films has been previously studied for meat
preservation with positive results, improving the fresh meat conservation and extending
its shelf-life [2,9]. Among the sources of bioactive compounds, rice bran constitutes a
cheap agro-industrial by-product without a direct economic value but with a high content
of natural lipophilic active compounds like tocopherols and y-oryzanol. Among these
compounds, y-oryzanol is the main and most active compound linked rice bran extract
(RBE), with a high yield in RBE [14]. y-oryzanol is a mixture of ferulate esters of triterpene
alcohol, where the major components are cycloartenyl ferulate, 24-methylene cycloartenyl
ferulate, campestanyl ferulate, and sitosteryl ferulate [14]. RBE presents high antimicrobial
and antioxidant activities and has also demonstrated adequate properties as a natural
preservative in food, showing effective antimicrobial and antioxidant effects in fresh meat
products [2,9,15-19]. Recently, an active conventional package (non-biodegradable) based
on RBE was proposed to improve the conservation of sliced dry-cured Iberian ham, showing
how it slowed down the growth of some microorganisms for up to 6 months while delaying
the lipid oxidation and preventing discoloration during storage [16]. Based on these
results, the implementation of new active films based on PLA /PHB biopolymers with RBE
could be an attractive alternative to conventional plastic materials in order to improve the
preservation of fresh meat due to their antioxidant and antimicrobial effects, along with the
additional environmental interests for biofilms.

However, variations in bio-films formulations can lead to modifications in the struc-
tural and physicochemical characteristics of the films, as well as changes in their effec-
tivity [2,5,18]. Consequently, the effects of the addition of RBE on the properties of PLA
biofilms need to be evaluated in depth. This is the first study that evaluates active PLA
biofilms with RBE and their effectiveness for meat preservation. Therefore, the aim of the
present study was to develop an active PLA /PHB bio-based film manufactured with rice
bran extract (with antioxidant and antimicrobial properties) and to analyze its effectivity
for the preservation of fresh pork during refrigerated storage.
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2. Materials and Methods
2.1. Obtention of Rice Bran Extract

Bran rice was acquired from a local market and refrigerated (4 °C) in darkness. Its
composition, according to the supplier, was as follows: moisture 10.0%, protein, 11.8%;
carbohydrates, 19.0%; sugars, 3.9%; total fat, 19.4%; saturated fat, 3.9%; dietary fiber, 28.8%;
and salt, 0.04%.

To obtain rice bran extracts (RBEs), extraction of the main bioactive compounds was
carried out according to Martillanes et al. [14]. Thus, 100 mL of absolute ethanol was added
to 10 g of dried milled bran rice in an Erlenmeyer flask. The mixture remained at 60 °C
97 min with shaking (Selecta, Unitronic OR model, Barcelona, Spain) in the dark. The extract
solution was manually sieved and centrifuged at 10,000 rpm for 10 min at 4 °C, and the
supernatant evaporated at 25 °C until it was completely dry. To characterize the obtained
RBE, the quantification of y-oryzanol content by HPLC (Agilent Technologies, Waldbronn,
Germany), the determination of the antioxidant activity using the ABTS method, and the
bacteriostatic activity were carried out according to Martillanes et al. [14]. The RBE had
a yield of 8.37 mg y-oryzanol g~! extract and an antioxidant activity of 13.5 mg Trolox
equivalent g~ ! extract. For the antimicrobial activity, the minimum inhibitory concentration
(MIC) resulted in a 6.62% of RBE for E. coli and 6.42% of RBE for L. innocua.

2.2. Biopolymer Films Formation

The biopolymer films were formed using a mixture of PLA, PHB (both of biological
origin) and glycerol, that was previously dissolved in chloroform. Thus, 7.5% (w/v)
of PLA was diluted in chloroform and completely solubilized using a magnetic stirrer
(Selecta, Agimatic-N model, Barcelona, Spain) with heat. Afterwards, to improve the films’
crystallization, 2.5% (w/v) of PHB was added and stirred until solubilization. Subsequently,
1% (w/v) of glycerol was added and stirred to obtain a homogeneous solution. Finally, and
according to the experiment, 0%, 0.3% (w/v), or 0.5% (w/v) of RBE (no RBE, low RBE, and
high RBE) was incorporated into film solution and homogeneously diluted. Immediately,
the film solutions were poured in 90 mm diameter petri dishes (22 g per dish) and left
to dry at room temperature for 24—48 h in darkness, until complete desiccation and film
formation occurred.

2.3. Migration Assay, Antioxidant Capacity, and Antimicrobial Characterization of Films

The RBE release assay was carried out according to the migration methods established
in EU regulations (Commission regulation (EU) No. 10/2011) for simulants with high and
intermediate polarities. The film migration of RBE was performed using two dilutions of
standard food simulants: 95% ethanol (v/v) for fatty foods (D1) and 50% ethanol (v/v)
(D2) for oil-water emulsions. A 10 x 15 mm? piece of each film was immersed in 10 mL of
the dilutions in sealed falcon tubes and kept at 30 °C with agitation in a shaker (Comecta,
shaker D-2102 model, Barcelona, Spain) for 6, 12, 24, 48, 72, 144, or 240 h. After each time
interval, the concentration of released RBE was determined by measuring the y-oryzanol
content using HPLC according to Martillanes et al. [14], employing cycloartenyl ferulate
as the reference compound to quantify the all the compounds associated with y-oryzanol.
The results of the migrations were expressed as pg y-oryzanol cm 2.

The total antioxidant capacity of the films was determined spectrophotometrically
using a plate reader (Tecan, spark multimode microplate reader model, Grodig, Austry) by
the ABTS radical scavenging method. A total of 19.2 mg of ABTS** was dissolved in 5 mL of
persulfate 5 mM, diluted in ethanol 96% acidified with H3POy, and stabilized for 1 h until
a coloration level of 1.0 of absorbance at 734 nm was obtained. For the determination of the
antioxidant activity, a 6 mm diameter portion of the film was directly added to the ABTS
solutions. Measurements of films’ antioxidant capacities resulted from the decolorization
of ABTS** for 2, 6, and 24 h. Inhibition of ABTS** radical cation was calculated using Trolox
as the antioxidant standard and acidified ethanol as the blank. The results were expressed

in pg Trolox equivalent cm 2.



Foods 2024, 13,972

40f17

Bacteriostatic activity of active PLA/PHB films for Escherichia coli (CECT 45) and
Listeria innocua (CECT 910) was determined according to Jimenez et al. [18] with some
modifications. Bacterial cultures stored at —80 °C were regenerated by transferring a
loopful into Mueller-Hinton broth media and incubated at 37 °C for 20 h (Comecta, shaker
D-2102 model, Barcelona, Spain) in order to obtain the cultures in the exponential phase
of growth. Afterwards, fresh cultures were diluted into Mueller—-Hinton broth media to
obtain a target inoculum load of 10® CFU (colony forming units) mL~. Then, an aliquot of
100 puL was transferred to a tube with a 10 mL aliquot of Mueller-Hinton broth media. Film
pieces (6 mm of diameter) of each formulation were placed in the inoculated tubes, with no
film added for the control, then the samples were incubated at 37 °C for 24 h. Finally, the
microbial counts were examined based on the culture of serial dilutions in petri dishes with
standard plate count agar (PCA, Merck, Darmstadt, Germany) and incubated for 24 h at
37 °C. All the tests were performed in quadruplicate. To determine the inhibitory capacity
of the PLA /PHB films, the loads for each culture (log CFU mL~!) were measured and the
reduction of counts (%) with respect to the control (inoculum without film) were calculated.

2.4. Experimental Design and Packaging of Samples

Pork loins were purchased from a local butcher and sliced into 1 cm steaks. A total
of 5 slices were used for the analysis of the proximate composition of the meat utilized in
the experiments (Table 1). For the assay, in control steaks, no film was used, and the rest of
steaks were covered in both surfaces with one of the three formulations of PLA /PHB films
(no RBE, low RBE, or high RBE). All the meat samples were individually vacuum packaged
(—0.8 bar) using Henkovac Proeco equipment (Henkovac International, Hertogenbosch,
The Netherlands) in 10 x 10 cm? polyamide polyethylene (20/100) bags of 120 um thickness
(OptiDure™ ODA7005, oxygen permeability: 10 cm®m~2,24 h~1, and 0% relative humidity;
Cryovac, Madrid, Spain). Finally, all the packaged samples were stored at 4 °C in darkness
for 1, 5, or 9 days according to the experimental design. Once each storage time was
reached, the films were removed for each sample. Immediately, the microbiological loads
and instrumental color analysis were measured in the fresh steaks, whereas a portion of
each steak was frozen at —80 °C for the determinations of the lipid and protein oxidations.
For each combination of film formulation and storage time, a set of five steaks was analyzed.
Therefore, a total of 60 loin steaks were evaluated (film type X replicates x storage time)
(4 x5 x 3).

Table 1. Physico-chemical compositon of fresh pork meat utilized in the assay.

pH 5.54 + 0.03
Moisture (%) 7320 £ 04
Protein (%) 24.07 £ 0.84
Total fat (%) 1.61 +£0.29
Fatty acid profile (%):
C12:0 0.10 £ 0.01
C14:0 1.38 £ 0.08
C16:0 23.77 £0.2
Clé6:1 3.65 + 0.08
C17:0 0.38 £ 0.04
C17:1 0.34 + 0.02
C18:0 11.52 £0.19
C18:1 44.85 £0.21
C18:2 (cis.cis) 12.94 + 047
C18:3 0.45 £+ 0.01
C20:1 0.63 + 0.01

2.5. Instrumental Color Parameters

The color was measured in duplicate for both sides of all the loin steaks once the
films were removed. The measurements were performed using a Konica Minolta CM-5
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Spectrophotometer (Konica Minolta, Tokyo, Japan). The reflectance was measured using
an illuminant D65 and a viewing angle of 10°. A 30 mm diameter aperture was used. The
color parameters were reported in relation to the CIELAB scale (L*, a*, and b*). The hue
and chroma values were calculated using the following equations: Hue = atang(b*/a*);
Chroma = +/ (@® + b?). Thus, L* is related to lightness, a* is related to redness (+a*) or
greenness (—a*), and b* indicates yellowness (+b*) or blueness (—b*), whereas the hue
denotes the tone and chroma of the saturation.

In order to detect color variations (AE), two types of comparisons were carried out. To
quantify color deviations with respect to the original meat due to the film and time effects
simultaneously, the coloration of each sample was compared to color of the control steaks on
day 1 (AE¢ontrol D1)- Subsequently, to determine the evolution due to conservation for each
film, within a same film batch, the color evolution was contrasted with the corresponding
samples on day 1 (AEp;). Therefore, the AE values were calculated using the following
equations:

2 2 2
* * * * * *
AECO”tVOI_Dl = \/(L - Lcontrol_Dl) + (a - acontrol_Dl) + (b - bcontrol_Dl)

2 2

* * \2 * * * *
AEp1 = \/(L _LDl) + (a _aDl) + (b _bDl)

2.6. Oxidative Status

The meat lipid oxidation was assessed according to the tiobarbituric reactive sub-
stances (TBA-RS) method [20] from previous extraction with trichloroacetic acid (TCA). A
standard curve of malonaldehyde (MDA) was employed to calculate the TBA-RS, and the
results were expressed as mg MDA kg~! meat.

The determination of protein oxidation was carried out following the spectropho-
tometric method [21] by determining the ratio of carbonyls/protein in the meat. The
carbonyl concentration in the protein was calculated by measuring the absorbance of 2,4-
dinitrophenylhydrazine (DNPH) linked to the carbonyl groups in oxidized proteins using
a molar absorption coefficient of absorption of 21.0 mM~! cm~! at 370 nm. The protein
concentration was calculated at 280 nm, with bovine serum albumin (BSA) used as the
standard. The results were expressed as nmol of carbonyls mg~! protein.

2.7. Microbiological Analysis

Mesophiles, psychrotrophs, molds and yeasts, total coliform bacteria, Escherichia coli,
and Staphylococcus aureus counts were measured during the refrigerated storage. Thus,
under aseptic conditions, 10 g of meat was taken and homogenized with 90 mL of peptone
water (Merck, 1.07043) in a laboratory blender (Comecta, Stomacher® 400 Circulator model,
Barcelona, Spain). To reach appropriate dilutions, serial decimal dilutions were performed
in sterile peptone water. Finally, 1 mL of each sample was poured or 100 uL was spread
onto total count or selective agar plates. The total psychrotrophs and mesophilic counts
were obtained using a standard plate count agar (PCA) (Merck, Darmstadt, Germany)
and incubated at 30 °C for 72 h or 6.5 °C for 7 days, respectively. The molds and yeasts
were incubated in YGC agar (Merck, Darmstadt, Germany) at 25 °C for 6 days. The total
coliforms and Escherichia coli were incubated on Chromocult® agar (Merck, 1.10426) at 37 °C
for 24-48 h. Staphylococcus aureus was cultivated on Baird—Parker agar (Merck, 1.05406)
after incubation at 37 °C for 24-48 h. All the results were expressed as Log10 CFU g1,
being the detection limit of each microorganism of 10 CFU g~!, except for S. aureus, which
was 100 CFU g~ . Finally, the presence of Salmonella spp. and Listeria monocytogenes was
determined according to ISO 6579-1, 2017 [22] and ISO 11290-1, 2017 [23], respectively, from
25 g of meat.
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2.8. Statistical Analysis

The results were shown as mean + standard deviation for each designed batch. A
two-way analysis of variance was performed to analyze the interactions between both
factors: the type of film and the storage time. The film formulation and storage time
effects were also analyzed using a one-way analysis of variance (ANOVA) applied twice,
and a Tukey’s test was applied to compare the mean values when the ANOVA showed
significant differences. The Pearson correlation coefficient between the antioxidant activity
and the RBE migration was also calculated. SSPS software (IBM Corp. Released 2020. IBM
SPSS Statistics for Windows, Version 27.0. IBM Corp, Armonk, NY, USA) was used for all
the analyses.

3. Results and Discussion
3.1. Migrations, Antioxidant Capacity, and Antimicrobial Activity of PLA/PHB Films

According to previous publications, RBE ethanolic extracts have a high antioxidant
and antimicrobial activity linked mainly to the presence of the lipidic compounds associated
with y-oryzanol [14,24]. For this reason, in active PLA /PHB films, the determination of
their capacity to release oryzanol from the PLA /PHB net and its possible migration to the
food matrix, as well as its final antioxidant and antimicrobial properties, becomes relevant
when RBE is added.

The RBE migrations, measured as y-oryzanol released, were carried out in two types of
food simulants: ethanol 95% (D1) and ethanol 50% (D2). For simulant D2, no migration of
y-oryzanol was detected in any sample. For stimulant D1, a fast release was observed at the
initial time, detecting the fastest diffusivities between 2 and 6 h (Table 2). From that moment,
the migrations showed a constant increase throughout the first 24 h for the low-RBE level
and 48 h for the high-RBE level, reaching the maximum release, an equilibrium with the
solvent, at these moments. After these times, the migrations maintained similar levels
until the end of the assay. The release behaviors were similar for both RBE levels, with no
significant differences between the two doses at any of the sampling times. In general, the
migration trend for D1 was in line with the referenced literature, since the highest release
of active compounds from PLA was observed at 24-48 h [11,12,25]. Regarding the lack of
migration in D2, similar results were observed by Gavril et al. [26] for compounds in lemon
balm and sage powered added to PLA films, detecting migrations of no volatile compounds
only when 95% ethanol was used. Furthermore, according to Ma et al. [25], the diffusion of
cinnamaldehyde added to PLA/PHB films in several ethanolic dissolvents (100% water,
3% acetic acid, 10% ethanol, and 65% ethanol solutions) was only effective for the 65%
ethanol simulant. Across all the conditions, no detection of y-oryzanol in D2 was expected.
This lack of migrations in D2 could be explained, in part, by the extraction temperature
of the present assay (30 °C), since temperatures lower than 30 °C significantly slow down
and reduce the liberation of certain compounds trapped in the PLA /PHB structure like
chatequin [12] or tocopherol [11]. In this way, application of higher temperatures may
enhance the release of RBE compounds in the D2 assay. On the other hand, the good
capacity of ethanol to penetrate the PLA/PHB net and dilute active compounds is reduced
by the addition of water. Therefore, a decline in ethanol content could significantly affect
the migration kinetics, decreasing the release of active compounds from PLA/PHB [12,13].
These facts, together with the limited solubility of y-oryzanol in aqueous solvents due to
its lipophilic character, could explain the lack of detection of this compound in samples
extracted using simulant D2.

The total antioxidant activity of PLA/PHB films with low and high doses of RBE
over 24 h is shown in Table 2. Both films showed a continuous enhancement in ABTS
radical scavenging at 24 h, with a maximum rate of increase within the first 2 h, slowing
down at 6 and 24 h. Regarding the effects of the RBE dose, no significant differences
in antioxidant capacity were observed between the low and high RBE concentrations.
Comparing these values of the antioxidant activity of the films with the migration results
of D1, the behaviors of both variables within the first 24 h were similar (Figure 1), and a
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positive correlation response between the y-oryzanol released and the total antioxidant
was observed (Pearson’s correlation coefficients r = 0.867, significant at p < 0.001).

Table 2. Evolution of RBE in vitro release (y-oryzanol ug cm™~2) in simulant D1 (95% ethanol) and
ABTS antioxidant activity (ug Trolox equiv. cm~2) of active PLA /PHB films enriched with RBE.

Low-RBE High-RBE Significance
2h 1654 +2.15¢ 13.72 £0.64b ns
6h 21.26 +4.24 bc 22.84 +1.59 ab ns
12h 20.20 + 1.70 bc 22.46 + 4.89 ab ns
RBE rel i D1 24 h 3423 +475a 27.64 +=4.75 ab ns
releasem 48 h 29.13 + 4.06 ab 3291 +715a ns
72h 35.97 + 6.08 a 31.15+ 8.61a ns
144 h 31.36 + 1.88 ab 3498 +320a ns
240 h 35.50 £ 5.08 a 31.30 £ 9.66 a ns
Significance ook i
2h 1044 £2.28 a 8.1+207c ns
AAT 6h 1693 £142b 18.18 £ 4.09b ns
24 h 33.324+295¢ 3297 +4.01a ns
Significance wHx i

Low-RBE: 0.3% rice extract added to film; High-RBE: 0.5% rice extract added to film. Results are expressed
as MEAN = SD. a, b, c: letters in the same column indicate statistically significant differences. Tukey’s test
significance levels: ns—p > 0.05; **—p < 0.001.

40

35 ® Low-RBE oo

O High-RBE o
30 ° o

25
20 o

15 L)

10 8.

Total antioxidant activity
(ug Trolox equiv. cm~2)
[ J
[ J

0 5 10 15 20 25 30 35 40

Y-oryzanol released (ug cm2)

Figure 1. Correlation between total antioxidant capacity (ABTS) and RBE migrations in PLA /PHB
films. Pearson’s correlation (coefficient = 0.867, significance < 0.001).

These results are in line with previous studies in which the addition of active com-
pounds provided antioxidant properties to PLA /PHB films, reaching a maximum activity
in the first hours [26,27]. Regarding the active compound dose, according to bibliography
the higher incorporation of additives provides a higher antioxidant activity in films in most
cases, especially when it comes from pure active compounds [28], but also from active
complex extracts [26,27]. But this does not always occur. For certain extracts, an increment
in concentrations only produces effective results from a minimum value and until to a
determinate dose. In this sense, Llana-Ruiz-Cabello et al. [29] showed that the addition of
2% oregano essential oil into PLA films did not result in effective changes, and antioxidant
activity was only detected from 5%, keeping similar values until levels of 10%. On the
other hand, the effects on the antioxidant activity (ABTS and DPPH) were not observed
in the case of Allium spp. extracts added to PLA films for doses of 2.5% and 6.5% [30].
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These results could be explained by the changes produced on the physical and mechanical
properties of the PLA /PHB films due to the inclusion of extracts [5], which subsequently
modified the capacity of release compounds, as well as the nature [12] and quantity [9] of
the active compounds added to the films. For this reason, a higher concentration of active
compounds in PLA /PHB films does not always imply a higher release of active compounds
nor an increase in antioxidants properties, as was observed in the present assay for RBE.

Concerning the results of the bacteriostatic activity of active films, inhibition of E. coli
and L. innocua was not detected for any formulation According to the literature, neither PLA
nor PHB films showed antimicrobial properties per se [10,31], so the antimicrobial proper-
ties of active PLA /PHB films could take place only when active compounds were added.
On the other hand, the results of the bacteriostatic assays of active PLA /PHB films may
depend on several factors, such as the initial antimicrobial activity of the added compounds,
as well the type, origin, and purity of the extract or bioactive compounds [19,24,27,32],
the final concentration of compound added, or the used microorganism [31]. Thus, some
authors found antimicrobial responses of active films when active compounds were added
to PLA or PLA /PHB films, but this only occurred when pure active compounds [28] or ex-
tracts with yields of active compounds of 82.15% (v/v essential o0il) [33] were used. Overall,
despite the antimicrobial activity observed in pure RBE against E. coli and L. innocua, no
antimicrobial activity was linked to PLA films. This absence of antimicrobial activity of
PLA /PHB films in vitro with RBE could be explained by the low yield of oryzanol in our
RBE (8.37 mg y-oryzanol g ! extract) and by the final concentration of RBE extracts in the
PLA/PHB films (5% w/w PLA for the highest levels), which would result an insufficient
ability to hinder the growth of E. coli and L. innocua in active PLA. In line with these results,
Llana-Ruiz-Cabello et al. [29] studied the effects of active PLA films enriched with oregano
essential oil (2-10%) against several microorganisms, including Escherichia coli. At 24 h,
these films only presented bacteriostatic activity for Salmonella enterica with 10% essential
oil. They explained this behavior by the low yields of carvacrol and thymol detected in the
final active PLA film. However, when the incubation periods were extended to 72 h, they
observed a significant improvement in the antimicrobial properties of the active PLA films,
being detected for 2, 5, and 10% essential oil concentrations against all the microorganism
studied except for E. coli. Overall, for the present assay, an increase in RBE addition and
longer periods of bacteriostatic assays could lead to an enhancement in the antimicrobial
response of the active PLA films.

On the other hand, our PLA/PHB films could present some effects against micro-
biological groups other than E. coli and L. innocua bacteria. In this respect, Martillanes
etal. [15,19] reported that the addition of RBE reduced the microbial counts of molds and
yeasts in mayonnaise-type emulsions and lactic acid bacteria in some meat products, like
pork burgers treated by hydrostatic high pressure during storage. Similarly, an active
conventional (non-biodegradable) packaging with RBE was effective in the preservation
of sliced Iberian dry-cured ham, with the counts of mesophilic bacteria and molds and
yeasts being reduced during refrigerated storage (at 4 °C for 180 days) [16]. Thus, the lack
of antimicrobial activity against E. coli and L. innocua observed in vitro would not imply an
absence of effects on the other microorganisms in the meat.

3.2. Effects of PLA/PHB Films with Rice Bran Extract on Fresh Pork Preservation

According to the referenced literature, the results of the proximate composition of
the meat utilized in the present assay (Table 1) were within the normal ranges of pork
loins [34,35].

The effects of the film treatment and time storage on the preservation of the pork
loin steaks, as well as their interactions, were analyzed (Table 3). The effects of the type
of film were only significant (p < 0.05) with CIE L*, the counts of psychrotrophs, molds
and yeasts, and E. coli. All the studied variables were significantly affected (p < 0.05) by
the time of storage except CIE a* and the total coliforms and S. aureus counts. Finally, a
remarkable interaction crossing effect of film type and storage time was only observed for
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protein oxidation (p < 0.01) and mesophile (p < 0.01) and E. coli (p < 0.05) counts. The
independent effects of each factor are itemized in the tables below (Tables 4 and 5).

Table 3. Two-way ANOVA. Effects of the type of film and storage on the preservation of pork loin

fresh meat.
Film Time Film x Time

Instrumental color
CIE L* *% 3434 ns
CIE a* ns ns ns
CIE b* ns ek ns
Chroma ns i ns
Hue ns * ns
AE (control_D1) ns ook ns
AE (D1) ns xEE ns
Lipid oxidation ns i ns
Protein oxidation ns oo **
Mesophiles ns il =
psychrotrophs * o ns
Molds and yeasts ok ok ns
Total coliforms ns ns ns
E. coli * wohE *
S. aureus ns ns ns

Significance levels: ns—p > 0.05; *—p < 0.05; *—p < 0.01; **—p < 0.001.

Table 4. Instrumental color parameters, lipid oxidation (mg MDA kg ™! meat), and protein oxidation
(nmol of carbonyls mg ! protein) of pork loin steaks along the conservation period for each PLA/PHB
film treatment.

Storage Time Control No RBE Low-RBE High-RBE Significance
CIE L* Day 1 52.56 +2.13 x 53.53 +2.87 53.14 £ 2.32 x 50.79 £+ 0.31 x ns
Day 5 53.20+ 2.12 xy 54.51 4+ 2.93 56.05 +1.46y 52.81 £+ 1.58 x ns
Day 9 5598 £ 147y 56.26 &+ 1.67 5779+ 082y 56.04 £ 1.75y ns
Significance * ns ** i
CIE a* Day 1 2.46 +1.02 2.58 +1.29 2.03 +£0.94 3.28 +0.98 ns
Day 5 2.524+0.33 2.67 +1.00 1.94 £ 0.64 2.82 +0.55 ns
Day 9 2.24 4+ 0.82 191 £0.80 1.85+0.49 2.05+0.77 ns
Significance ns ns ns ns
CIE b* Day 1 8.18 & 0.44 bx 8.87 & 0.22 ab 9.18+041a 8.93 & 0.47 ax **
Day 5 913+ 059y 9.81 +1.04 9.75+0.45 9.51 £+ 0.61 xy ns
Day 9 10.05 £ 0.57 z 9.49 +0.43 9.67 +0.22 10.04 £ 061y ns
Significance ** ns ns *
Chroma Day 1 8.58 £ 0.61 bx 9.30 + 0.35 ab 9.44 £ 0.38 ab 9.56 +0.53 a *
Day 5 9.48 £ 0.60 xy 9.98 £ 0.52 9.96 £+ 0.45 9.93 £ 0.59 ns
Day 9 1032 £0.67y 9.71 +£0.38 9.86 +0.28 10.27 + 0.54 ns
p-value ** ns ns ns
Hue Day 1 73.52 £ 6.25 73.99 £ 7.87 7752 £5.71 69.99 £ 5.79b ns
Day 5 74.55 +£1.93 74.63 £ 6.81 78.79 £3.71 73.48 £ 3.23 ab ns
Day 9 77.94 £+ 4.94 78.6 + 4.87 79.24 £ 2.67 7836 £45a ns
Significance ns ns ns *
AE (Control_D1) Day 1 0.00 £ 0.00 bx 274+ 154a 248 +0.82ax  2.29 +0.45 axy i
Day 5 229+0.23y 3.60 £ 1.62 391 +£1.49xy 1.95 +0.92 x ns
Day 9 401 £1462z 411+ 147 549+ 080y 404+182y ns
Significance il ns ** *
AE (D1) Day 1 0.00 £ 0.00 x 0.00 £ 0.00 x 0.00 £ 0.00 x 0.00 & 0.00 x
Day 5 2294023y 3.00+ 134y 3.06 142y 239+135y ns
Day 9 401 +£146z 3.07 & 1.47y 4.70 +£0.80 z 554+1.88z ns

Significance

X434

*3%

*3%

R
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Table 4. Cont.
Storage Time Control No RBE Low-RBE High-RBE Significance
TBA-RS Day 1 0.08 £ 0.01 x 0.09 £ 0.02 0.08 £ 0.03 x 0.09 £ 0.04 ns
Day 5 0.13 £ 0.06 xy 0.19 £0.11 0.18 £0.06 y 017 £0.1 ns
Day 9 0.16 & 0.06 x 0.17 £ 0.07 0.10 + 0.02 x 0.12 +£0.07 ns
Significance * ns ** ns
Protein Oxidation Day 1 1.06 = 0.11a 0.92 £ 0.08 abx 0.89 &+ 0.1 abx 0.74 + 0.07 bx o
Day 5 0.83+0.24Db 1.15 £ 0.12 ay 113 £ 0.15ay  1.08 &+ 0.05 aby *
Day 9 1.15+0.25 117+ 0.16y 121+011y 127+ 026y ns
Significance ns * ** *

Control: without film; No RBE: no rice bran extract added to film; Low-RBE: 0.3% rice extract added to film; High-
RBE: 0.5% rice extract added to film. Results are expressed as MEAN = SD. a, b, c: different letters in the same
row indicate statistically significant differences. x, y, z: different letters in the same column indicate statistically
significant differences. Tukey’s test significance levels: ns—p > 0.05; *—p < 0.05; **—p < 0.01; ***—p < 0.001.

Table 5. Microbiological changes (log CFU g~') during storage of pork loin steaks with different
PLA/PHB film treatments.

Microorganisms Storage Time Control No RBE Low-RBE High-RBE Significance

Mesophiles Day 1 535 £ 0.25x 5.55 £ 0.39 x 535 £0.19 x 5.09 £ 0.30 x ns
Day 5 5.78 £ 0.15 by 586 £0.3abx 625+ 0.26aby  6.37 +0.40 ay *
Day 9 6.31+0.22z 658 £0.21y 6.34 £0.35y 640 £0.37y ns

Slgl’llflcal’lce %% *3% %% *%%
Psychrotrophs Day 1 5.10 £ 0.40 x 520 £0.29 x 5.17 £ 0.40 x 5.16 £0.23 x ns
Day 5 5.59 £0.47 x 5.56 £+ 0.44 x 6.18 £0.46y 638 £0.79y ns
Day 9 701+015by 7.18+£0.13aby 7.17 £0.33 abz 748 £ 0.3 az *

Significance XXX *%% *A% *%%
Molds and yeasts Day 1 3.56 £ 0.38 bx 432+014a 3.94 + 0.20 abx 3.81+0.31ab *
Day 5 402+017y 4.35+0.20 429+0.13y 420+ 0.26 ns
Day 9 413+021y 4.36 £0.29 4.04 £0.27 xy 411+0.11 ns

Significance * ns * ns
Total coliforms Day 1 3.02 +£0.37 3.09 £0.42 295+0.5 2.74 £ 0.33 ns
Day 5 2.77 £0.46Db 3.37 £0.08a 3.26 £ 0.15ab 3.17 £0.35ab *
Day 9 3.26 £ 0.38 294 +£0.8 3.06 £0.73 3.22 £ 0.61 ns

Significance ns ns ns ns
E. coli Day 1 174+ 073y 143 +0.66y 128 +0.74y 1.49 £0.74 ns
Day 5 1.32 £ 0.82 ay nd £ 0bx 1.37 £ 0.57 ay 1.68 £+ 0.69 ay *
Day 9 nd x nd x nd x nd x ns

Significance ** e ** *
S. aureus Day 1 ND 2.06 £0.13 2.26 £0.29 2.06 £0.13 *
Day 5 2.00 £ 0.00 2124+0.27 ND 2.06 £0.13 ns
Day 9 ND 21+0.21 ND ND ns

Significance ns o ns ns

Film effect: Control: without film; No RBE: no rice bran extract added to film; Low-RBE: 0.3% rice extract added
to film; High-RBE: 0.5% rice extract added to film. Results are expressed as MEAN =+ SD. nd and ND indicate that
the results were below the detection limit of the method: nd < 1 log CFU g~1; ND < 2 log CFU g 1. a, b: different
letters in the same row indicate statistically significant differences. x, y, z: different letters in the same column
indicate statistically significant differences. Tuckey’s test significance levels: ns p > 0.05; * p < 0.05; ** p < 0.01;
***p < 0.001. Abbreviations: CFU, colony forming units.

The surface color of meat is one of the main factors in consumers’ choice of purchase
and is used as an indirect indicator of quality. Thus, unexpected color variations can
dissuade consumers from choosing a meat product [36]. In the current study, the values
of the color parameters are shown in Table 4. The color of all the samples presented
typical values, and normal evolutions linked to pork meat stored at refrigeration were
observed [37,38].

In relation to the packaging, the effects of the film treatments were only observed on
day 1 in CIE b* and chroma. With respect to the control, on day 1, significant increases in
CIE b* (p < 0.01) were linked to the low-RBE and high-RBE films. For chroma, on day 1,
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higher values (p < 0.05) were only observed for the high-RBE film. These changes could
be associated with the yellowness of the RBE incorporated into the PLA /PHB film, which
could turn the meat toward a yellowish color. In this sense, Martillanes et al. [15] also
observed an increase in CIE L*, CIE b*, and chroma in pork minced meat when RBE was
directly mixed with the meat. These results, in part, could explain the significant variations
associated with the high-RBE film on day 1 observed in the present assay.

With respect to the effects of the time of storage, all the samples increased CIE L* across
the 9 days. These increments were significant for the control (p < 0.05), low-RBE (p < 0.01),
and high-RBE (p < 0.001) batches, while the PLA films with no RBE preserved the lightness
across all the storage times (p > 0.05). These different behaviors of the films agree with the
results of the two-ways ANOVA (Table 3). CIE a* was not significantly (p > 0.05) affected
by storage across any of the applied treatments. Regarding CIE b*, despite the increments
observed throughout the storage in all the batches, significant results were only obtained in
the control (p < 0.01) and high-RBE (p < 0.05) samples, reaching values of 10.05 and 10.04
on day 9, respectively. The chroma, or color saturation, values only significantly increased
in the control batch (p < 0.01) from 8.58 on day 1 to 10.32 at the end of the conservation
period. In general, the hue, or global observed tone, was modified in all the batches but
was only significantly affected (p < 0.05) by time for the high-RBE group. These variations
in both variables can be mainly due to the variations observed in CIE b*.

In order to globally evaluate the changes in the colorimetric parameters, AE onr0] D1
was calculated. Variations in this parameter imply changes in each batch against the
control batch on day 1, which allows us to know the effect of the films on color. On day
1, these changes were significant (p < 0.001) for all the treatments with PLA but were
similar among the three films formulations. In this sense, the NBS (National Bureau of
Standards) ranges in the total color variations (AE) based on visual perception are not
noticeable (0-0.5), slightly noticeable (0.5-1.5), noticeable (1.5-3.0), well-visible (3.0-6.0),
great difference (6.0-12.0), and very great difference (>12). Thus, the AE yn0] D1 Values
on day 1 were between 2.29 and 2.74 when PLA /PHB films were used, which could be
noticeable the human eye and therefore affect to consumers’ shopping decisions. On day
5 and day 9, the application of the PLA /PHB films did not result in significant (p > 0.05)
modifications in the AE gn0] p1 Value with respect to the control samples, showing that
the four treatments resulted in similar color variations. Throughout the storage period,
the AE ontro] D1 increased constantly for all the treatments, being significant only for the
high-RBE film (p < 0.05). Thus, the AE ntro1 p1 Teached values between 1.95 and 3.06 on
day 5 and from 4.01 to 5.49 on day 9. Therefore, these color variations were noticeable
or well-visible.

On the other hand, the total color variations AEp; were also calculated. This parameter
evaluates global changes within each treatment with respect to the initial values on day 1.
AEp; increased during storage, and the values on days 5 and 9 were similar in all the groups.
That is, the differences were not significant (p > 0.05) among the treatments. Thus, the AEp;
value reached on day 5 indicated noticeable total color variations (between 2.29 and 3.06),
and on day 9, the color changes were well-visible (from 3.07 to 5.54). Overall, the films
formulated using PLA /PHB did not damage the color of the fresh pork loin and helped to
control the variations in the studied parameters in a way that increased of AE o1 p1 and
AEp; on day 9 for the three films, producing similar results to the control batch.

The evolutions observed in the color parameters can be explained by physical-chemical
modifications linked to physiologic processes in meat. Thus, lightness variation can be due
to modifications in light scattering derived from muscle fiber elongation and variations
in sarcoplasmic protein distribution as the meat ages. All these processes lead to changes
in the selective light absorption and refractive index on the surface tissues, affecting the
paleness or darkness of the meat [39]. On the other hand, color evolution toward brown
discoloration, and consequently variations in chroma and hue, can be mainly explained
by oxidation process of myoglobin, which produces discolorations during storage [40].
Additionally, in our case, the increases in the yellowness of the pork loin with the RBE films
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could be explained by the contact of extract from the biofilms with the surface of the meat,
given that the RBE had a yellow color. In this sense, a variation to a green tone and chroma
was also observed by Martillanes et al. [19] in pork burgers when RBE was directly added.

The effects of active PLA or PHB films on the color of pork meat have been previously
studied by several authors, and the results have been variable. In this sense, Hernandez-
Garcia et al. [41] evaluated the effects of starch—-gellan gum/PLA-PHB bilayer films with
and without phenolic acids added (ferulic acid, p-coumaric acid, and protocatechuic acid)
under similar conditions to our assay (at 5 °C for 15 days), and they found that the films
containing phenolic acids preserved the color of the meat during storage. Freitas et al. [2,32]
developed PLA films with rice straw fractions that were also effective in preserving the
color changes. On the other hand, Martillanes et al. [16] showed that an active conventional
package with RBE was effective in preventing discoloration during long storage times of
Iberian sliced dry-cured ham. This differential effect of active films on meat color with
respect to our results can be explained by the differences in formulations of the films and the
composition of meat matrix. Thus, the addition of the extract could change the effectiveness
of PLA/PHB films according to their chemical composition and the matrix nature. Thus,
the positive effects showed by Hernandez-Garcia et al. [41] and Freitas et al. [2,32] in pork
meat can be due to the aqueous nature of the extracts included in the films, whereas the RBE
of the present assay was lipophilic. In the case of Martillanes et al. [16], the effectiveness
of the RBE active film could be caused by the high fat content of Iberian dry-cured ham
compared to the fresh commercial pork used in the current assay.

With regard to the antioxidant potential of active PLA /PHB in meat, in contrast to
results obtained in vitro, the use of the PLA/PHB film had no effect on lipid oxidations
on pork. Similar values of TBA-RS for all the film treatments (p > 0.05) were found on
each day of storage (Table 4). In contrast to our results, Freitas et al. [2,32] showed that the
application of PLA films with aqueous rice raw extracts resulted in effective control of lipid
oxidation reactions in pork meat, and this effect was enhanced when higher concentrations
of active extracts were added. These different behaviors could be explained by the type of
extracts and the PLA formulation. Changes in films formulations can imply modifications
in the properties of the films (like their oxygen and water permeability, light barrier capacity,
or ability to release active compounds), and hence different effects on film effectiveness
are expected.

In relation to the effects of storage, the samples showed an increase in lipid oxidation
across the 9 days for all the film types. Overall, the TBA-RS values were like those previously
obtained in pork meat [42] and in pork meat packaged with active PLA films [32]. Thus, for
the present assay, the TBA-RS values started at values between 0.08 and 0.09 mg MDA kg !
of meat on day 1 and reached values between 0.10 and 0.17 mg MDA kg ! on day 9. Even
so, the increments of TBA-RS over time were only significant for the control (p < 0.05) and
low-RBE film (p < 0.01), keeping similar TBA-RS values (p > 0.05) throughout the 9 days in
the no-RBE and high-RBE batches.

Application of PLA/PHB films resulted in a significant (p < 0.001) control of protein
oxidations on day 1, especially when the high-RBE dose was added (Table 4). The values at
the beginning of the assay ranged from 1.06 (nmol carbonyls mg~! protein) in the control
samples to 0.74 (nmol carbonyls mg~! protein) for the high-RBE film, with intermediate
values for the no-RBE and low-RBE conditions. However, on day 5, the control presented
lower values than the PLA/PHB films, and on day 9, the values were similar (p > 0.05) for
the four treatments. Concerning the evolution throughout storage, only the control group
presented similar values during storage, whereas for the samples with PLA /PHB films, the
values trended to increase (p < 0.05).

The literature regarding the implications of PLA or PHB films in protein oxidation
of meat is scarce. One of the reasons can be the complexity of the mechanisms involved
in protein oxidation. Protein oxidation is developed at three levels: the primary protein
carbonylation derived from oxidative deamination of alkaline amino acids (lysine, thre-
onine, arginine, and proline) by a radical-mediated mechanism; the secondary oxidation
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processes produced by deamination of alkaline amino acids throughout the Michael ad-
dition reactions from aldehydes or ketones, originating from lipid oxidations; and a third
mechanism linked to oxidative cleavage of the peptide backbone via the o-amidation
pathway or via oxidation of glutamyl side chains [43]. Despite this fact, Shahbazi and
Shavisi [3] and Khezrian and Shahbazi [44], researching the extension of shelf-life on meat,
studied the effects of chitosan- and cellulose-based films on protein oxidation in camel
and beef meat. They found that the application of active films decreased the oxidative
processes, and that the oxidative status of the meat was proportionally improved when
active extracts were added. In the same way, Gallo et al. [45] found that the direct addition
of Echinacea angustifolia extracts prevented lipid and protein oxidation in minced chicken
meat. However, in the present study, the addition of RBE to PLA/PHB films did not
improve the oxidation status during the refrigerated storage. Nevertheless, according to
the literature, the antioxidant properties of RBE via direct application in meat have been
demonstrated [19]. On the other hand, the of incorporation of active extracts in PLA and
PLA/PHB films has been resulted effective to control the lipid oxidations in meat, both
in pork [2,32,41] and beef [17]. These differences could be explained by the interactions
between the PLA/PHB and the food matrix. The release kinetics of active compounds
depend on the relaxation of polymeric matrix produced by the chemical interactions with
the food matrix, which can be modified by the chemical affinity between the film and the
food surface [1]. In this sense, the RBE migrations observed for PLA/PHB films in the
present study (Table 2), especially the absence of release in simulant D2, could explain the
lack of antioxidant effects on loin pork meat. Thus, the low content of fat in the analyzed
meat (1.61%) makes this matrix comparable to the D2 simulant, in which migration of active
y-oryzanol linked to RBE was not detected. Consequently, for matrices with a hydrophilic
character like loin pork meat, oryzanol migration may not occur. Moreover, considering
that the storage of meat was carried out at 4 °C, a limited release of active compounds with
antioxidant properties from the PLA /PHB films would be expected at that temperature.
On the other hand, the oxygen and water permeability of PLA films can be increased by the
addition of essential oil extracts [33] and other active compounds [6]. This effect could lead
to an increase in the transmission of oxidant agents to the meat matrix, consequently coun-
teracting the antioxidant activity of y-oryzanol released into the meat matrix. Therefore,
a weak migration of RBE active compounds, together with a possible increase in oxygen
permeability, could explain the lack of effect of the RBE from the PLA /PHB films on the
oxidative status of the meat throughout the storage period.

The microbial counts of the pork with the PLA /PHB films during storage are shown
in Table 5. Despite of the lack of activity of the films in vitro against the two pathogens ana-
lyzed (E. coli and L. innocua), the microbiological changes were evaluated on the pork loin
steaks during the storage period, since some effects of the extract against other microbial
groups could be produced, and this could affect the shelf-life of the meat products [16,19,29].
According to Codex Alimentarius, the meats of all the treatments were within their shelf-life
until day 5, because on day 9, the populations of psychrotrophs microorganisms for all the
groups were above the recommended levels. Salmonella spp. and Listeria monocytogenes
were not detected on day 1 in any meat sample, and the E. coli loads throughout the study
period were within the limits determined by European regulations (Commission Regu-
lation (EC) No 2073/2005). In general, no marked differences were observed due to the
utilization of PLA /PHB films or the addition of RBE. Hence, the application of PLA/PHB
packaging did not improve the control of microbiological development in the pork meat.
Furthermore, in comparison to the control batch, significant increases in mesophiles on day
5 (p < 0.05) and psychrotrophs on day 9 (p < 0.05) were observed when the highest RBE
levels were added. Increases in molds and yeasts on day 1 (p < 0.05) and total coliforms on
day 5 (p < 0.01) were also detected in the no-RBE films. In fact, the PLA /PHB packaging
only showed a positive effect for E. coli loads on day 5 in the no-RBE group. The highest
loads detected in the high-RBE film could be explained by the presence of nutrients in the
extracts which could favor the proliferation of microbial populations and counteract the
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antimicrobial activity linked to y-oryzanol. Overall, the development of active biopolymers
based on the incorporation of pure active compounds derived from RBE, like y-oryzanol,
instead of the whole RBE extract could result an alternative, and could improve the antimi-
crobial properties of PLA /PHB films. The presence of E. coli and S. aureus was sporadic,
being detected only in some samples and with loads too low to be considered significant
(inferior to 30 total counts in agar culture). Thus, E. coli only appeared in some samples on
day 1 of all the film treatments and on day 5 in all the batches except in no-RBE. At day 9, E.
coli was not detected in any sample. The presence of S. aureus was detected on day 1 in all
the treatments with PLA; on day 5 in some samples of the control, no-RBE, and high-RBE
groups; and on day 9 in some samples of the no-RBE treatment.

In relation to the evolution during storage, mesophiles and psychrotrophs constantly
increased in all the treatments. Molds and yeasts increased until day 5 (p < 0.05) for the
control and low-RBE groups, whereas the no-RBE and high-RBE groups showed similar
values during all the storage time (p > 0.05). The counts of total coliforms were unchanged
during storage (p > 0.05) for the four treatments. The E. coli counts decreased in the four
treatments and were not detected on day 9 in any of the samples. The S. aureus loads
decreased throughout the storage period, only being sporadically detected on day 9 in
some samples of the no-RBE batch.

According to the literature, the effects of active PLA-based films on antimicrobial
control in meat are variable. Some publications regarding the preservation of meat prod-
ucts demonstrate the effectiveness of incorporating certain active extracts into edible
films [36,46], including PLA films [17]. For RBE, Martillanes et al. [19] did not find sig-
nificant effects on day 1 on mesophilic, psychrotrophs, and lactic acid aerobic bacteria in
pork burgers treated directly with RBE, although during storage, the burgers treated with
hydrostatic high pressure and with RBE presented the lowest counts of lactic acid bacteria.
However, in the present study, the addition of RBE to PLA/PHB did not improve the
antimicrobial properties of the films on the meat matrix. In accordance with our results, no
significant effects of the PLA /starch films without and with rice straw extracts have been
previously reported for total viable counts, psychrotrophs bacteria, total coliforms, and
lactic acid bacteria [2]. Other studies regarding the conservation of salad with active PLA
films showed how the addition of oregano oil and allium commercial extracts in different
concentrations only the reduced antimicrobial loads when the concentrations of active
extracts in the PLA were higher than 5% [29,30]. Similarly, the total viable counts, total
coliforms, and lactic acid bacteria with two types of phenolic acids were not reduced in
pork packaged with bilayer PLA-based films [41]. This lack of antimicrobial response, both
for pure PLA/PHB and active PLA /PHB with RBE, was expected, since no antimicrobial
response against Escherichia coli and Listeria innocua was observed in vitro in the present
study, and no migrations of RBE active compounds to the simulant D2, a matrix comparable
to the analyzed meat, was detected in vitro. Furthermore, the antimicrobial activity of the
film and in vivo migrations of the active compounds to the matrix do not always imply
a reduction in the microbial loads in food [1]. However, in a previous study on Iberian
sliced dry-cured ham conservation, a conventional (non-biodegradable) active packaging
with RBE was effective against mold and yeast counts at 4 °C [16]. Unlike the meat in the
present study (with 1.61% total fat), dry-cured ham is a fatty meat product. This could
have favored the migrations of oryzanol from the package to this matrix, producing a slight
antimicrobial effect.

4. Conclusions

The active PLA-based biofilms developed with different levels of rice bran extracts
presented antioxidant activity in vitro, but they did not show an antimicrobial effect against
the development of some pathogens (E. coli and Listeria monocytogenes). The antioxidant
effects of the PLA /PHB biofilms on fresh pork were ineffective, and the use of high doses
of extract could be detrimental for microbial control. However, the PLA films with no
extract prevented the discoloration of steaks during storage. Therefore, the use of PLA films
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could be an alternative to petroleum-based films, with resulting environmental benefits.
According to the in vitro results of the developed active films, they could be more suitable
for the preservation of fatty foods, like sliced dry-cured meat products, which present a long
shelf-life that is generally limited by the development of rancidness and oxidative reactions
during storage. The development of bio-based films is a relatively recent challenge. Future
studies should be focused on improving the formulations of active PLA biofilms in order
to enhance the preservation of meat products according to nature of the matrix.

Author Contributions: M.C.d.V,, formal analysis, writing—original draft preparation, writing—review
and editing; M.R.R.-B., project administration, supervision, writing—review and editing; D.T.B.,
methodology, data curation, formal analysis; ].R.P., methodology, data curation, writing—review and
editing; ].D.-A., conceptualization, supervision, writing—review and editing, project administration.
All authors have read and agreed to the published version of the manuscript.

Funding: This study had been supported as part of the Research, Development, and Innovation project
“Integral Use of Byproducts and Co-products of the Local Agri-Food Industry for the Preservation of
Meat Products (AgroSustMeat, PID 2020-11908)” funded by MCIN/AEI/10.13039 /501100011033 and
by “ERDF A way of making Europe”.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.

Data Availability Statement: The original contributions presented in the study are included in the
article, further inquiries can be directed to the corresponding author.

Acknowledgments: We thank O. Farifia and A. Trejo for their technical assistance.

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

References

1. Requena, R.; Vargas, M.; Chiralt, A. Eugenol and Carvacrol Migration from PHBV Films and Antibacterial Action in Different
Food Matrices. Food Chem. 2019, 277, 38-45. [CrossRef]

2. Freitas, P.A.V.; Gonzalez-Martinez, C.; Chiralt, A. Using Rice Straw Fractions to Develop Reinforced, Active PLA-Starch Bilayers
for Meat Preservation. Food Chem. 2023, 405, 134990. [CrossRef]

3.  Shahbazi, Y.; Shavisi, N. A Novel Active Food Packaging Film for Shelf-Life Extension of Minced Beef Meat. J. Food Saf. 2018,
38, €12569. [CrossRef]

4.  Garcia-Garcia, D.; Quiles-Carrillo, L.; Balart, R.; Torres-Giner, S.; Arrieta, M.P. Innovative Solutions and Challenges to Increase the
Use of Poly(3-Hydroxybutyrate) in Food Packaging and Disposables. Eur. Polym. ]. 2022, 178, 111505. [CrossRef]

5. Rojas, A; Velasquez, E.; Vidal, C.P,; Guarda, A.; Galotto, M.].; de Dicastillo, C.L. Active PLA Packaging Films: Effect of Processing
and the Addition of Natural Antimicrobials and Antioxidants on Physical Properties, Release Kinetics, and Compostability.
Antioxidants 2021, 10, 1976. [CrossRef] [PubMed]

6.  Arrieta, M.P,; Castro-Lopez, M.D.M.; Rayon, E.; Barral-Losada, L.F.,; Lopez-Vilarifio, ].M.; Lopez, ].; Gonzalez-Rodriguez,
M.V. Plasticized Poly(Lactic Acid)-Poly(Hydroxybutyrate) (PLA-PHB) Blends Incorporated with Catechin Intended for Active
Food-Packaging Applications. J. Agric. Food Chem. 2014, 62, 10170-10180. [CrossRef] [PubMed]

7. Swetha, T.A.; Ananthi, V,; Bora, A.; Sengottuvelan, N.; Ponnuchamy, K.; Muthusamy, G.; Arun, A. A Review on Biodegradable
Polylactic Acid (PLA) Production from Fermentative Food Waste—Its Applications and Degradation. Int. ]. Biol. Macromol. 2023,
234,123703. [CrossRef]

8. Hasanoglu, Z.; Sivri, N.; Alanalp, M.B.; Durmus, A. Preparation of Polylactic Acid (PLA) Films Plasticized with a Renewable and
Natural Liquidambar Orientalis Oil. Int. J. Biol. Macromol. 2024, 257, 128631. [CrossRef]

9. Freitas, P.A.V.; Bas Gil, N.J.; Gonzalez-Martinez, C.; Chiralt, A. Antioxidant Poly (Lactic Acid) Films with Rice Straw Extract for
Food Packaging Applications. Food Packag. Shelf Life 2022, 34, 101003. [CrossRef]

10. Requena, R.; Jiménez, A.; Vargas, M.; Chiralt, A. Poly[(3-Hydroxybutyrate)-Co-(3-Hydroxyvalerate)] Active Bilayer Films
Obtained by Compression Moulding and Applying Essential Oils at the Interface. Polym. Int. 2016, 65, 883-891. [CrossRef]

11. Manzanarez-Lépez, E; Soto-Valdez, H.; Auras, R.; Peralta, E. Release of «-Tocopherol from Poly(Lactic Acid) Films, and Its Effect
on the Oxidative Stability of Soybean Oil. J. Food Eng. 2011, 104, 508-517. [CrossRef]

12. Iniguez-Franco, F.; Soto-Valdez, H.; Peralta, E.; Ayala-Zavala, ].F,; Auras, R.; Gamez-Meza, N. Antioxidant Activity and Diffusion
of Catechin and Epicatechin from Antioxidant Active Films Made of Poly(I-Lactic Acid). J. Agric. Food Chem. 2012, 60, 6515-6523.
[CrossRef] [PubMed]

13.  Requena, R; Vargas, M.; Chiralt, A. Release Kinetics of Carvacrol and Eugenol from Poly(Hydroxybutyrate-Co-Hydroxyvalerate)

(PHBV) Films for Food Packaging Applications. Eur. Polym. ]. 2017, 92, 185-193. [CrossRef]


https://doi.org/10.1016/j.foodchem.2018.10.093
https://doi.org/10.1016/j.foodchem.2022.134990
https://doi.org/10.1111/jfs.12569
https://doi.org/10.1016/j.eurpolymj.2022.111505
https://doi.org/10.3390/antiox10121976
https://www.ncbi.nlm.nih.gov/pubmed/34943079
https://doi.org/10.1021/jf5029812
https://www.ncbi.nlm.nih.gov/pubmed/25255375
https://doi.org/10.1016/j.ijbiomac.2023.123703
https://doi.org/10.1016/j.ijbiomac.2023.128631
https://doi.org/10.1016/j.fpsl.2022.101003
https://doi.org/10.1002/pi.5091
https://doi.org/10.1016/j.jfoodeng.2010.12.029
https://doi.org/10.1021/jf300668u
https://www.ncbi.nlm.nih.gov/pubmed/22681400
https://doi.org/10.1016/j.eurpolymj.2017.05.008

Foods 2024, 13,972 16 of 17

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Martillanes, S.; Ayuso-Yuste, M.C.; Gil, M.V.,; Manzano-Durdn, R.; Delgado-Addmez, J. Bioavailability, Composition and
Functional Characterization of Extracts from Oryza sativa L. Bran. Food Res. Int. 2018, 111, 299-305. [CrossRef]

Martillanes, S.; Rocha-Pimienta, J.; Gil, M.V.; Ayuso-Yuste, M.C.; Delgado-Adamez, J. Antioxidant and Antimicrobial Evaluation
of Rice Bran (Oryza sativa L.) Extracts in a Mayonnaise-Type Emulsion. Food Chem. 2020, 308, 125633. [CrossRef] [PubMed]
Martillanes, S.; Rocha-Pimienta, J.; Ramirez, R.; Garcia-Parra, J.; Delgado-Adamez, J. Effect of an Active Packaging with Rice Bran
Extract and High-Pressure Processing on the Preservation of Sliced Dry-Cured Ham from Iberian Pigs. LWT 2021, 151. [CrossRef]
Andrade, M.; Barbosa, C.; Cerqueira, M.; Azevedo, A.G.; Barros, C.; Machado, A.V.; Coelho, A.; Furtado, R.; Correia, C.B.; Saraiva,
M.; et al. Pla Films Loaded with Green Tea and Rosemary Polyphenolic Extracts as an Active Packaging for Almond and Beef.
SSRN Electron. J. 2022, 36, 101041. [CrossRef]

Jiménez, A.; Sanchez-Gonzalez, L.; Desobry, S.; Chiralt, A.; Tehrany, E.A. Influence of Nanoliposomes Incorporation on Properties
of Film Forming Dispersions and Films Based on Corn Starch and Sodium Caseinate. Food Hydrocoll. 2014, 35, 159-169. [CrossRef]
Martillanes, S.; Ramirez, R.; Amaro-Blanco, G.; Ayuso-Yuste, M.C.; Gil, M.V.; Delgado-Adamez, J. Effect of Rice Bran Extract on
the Preservation of Pork Burger Treated with High Pressure Processing. J. Food Process Preserv. 2020, 44, e14313. [CrossRef]
Salih, A.M.; Smith, D.M.; Price, ]J.F; Dawson, L.E. Modified Extraction 2-Thiobarbituric Acid Method for Measuring Lipid
Oxidation in Poultry. Poult. Sci. 1987, 66, 1483-1488. [CrossRef]

Oliver, C.N.; Ahn, BW.; Moerman, E.J.; Goldstein, S.; Stadtman, E.R. Age-Related Changes in Oxidized Proteins. ]. Biol. Chem.
1987, 262, 5488-5491. [CrossRef]

ISO 6579-1:2017; Microbiology of the food chain—Horizontal Method for the Detection, Enumeration and Serotyping of
Salmonella—Part 1: Detection of Salmonella spp. International Organization for Standardization: Geneva, Switzerland, 2017.
ISO 11290-1:2017; Microbiology of the Food Chain—Horizontal Method for the Detection and Enumeration of Listeria monocyto-
genes and of Listeria spp.—Part 1: Detection Method. International Organization for Standardization: Geneva, Switzerland, 2017.
Freitas, P.A.V.; Gonzalez-Martinez, C.; Chiralt, A. Application of Ultrasound Pre-Treatment for Enhancing Extraction of Bioactive
Compounds from Rice Straw. Foods 2020, 9, 1657. [CrossRef]

Ma, Y,; Li, L.; Wang, Y. Development of PLA-PHB-Based Biodegradable Active Packaging and Its Application to Salmon. Packag.
Technol. Sci. 2018, 31, 739-746. [CrossRef]

Gavril, G.L.; Wrona, M.; Bertella, A.; Swieca, M.; Rapa, M.; Salafranca, J.; Nerin, C. Influence of Medicinal and Aromatic Plants
into Risk Assessment of a New Bioactive Packaging Based on Polylactic Acid (PLA). Food Chem. Toxicol. 2019, 132, 110662.
[CrossRef]

Ulloa, P.A; Vidal, J.; Lopéz de Dicastillo, C.; Rodriguez, F; Guarda, A.; Cruz, RM.S.; Galotto, M.]. Development of Poly(Lactic
Acid) Films with Propolis as a Source of Active Compounds: Biodegradability, Physical, and Functional Properties. |. Appl. Polym.
Sci. 2019, 136, 47090. [CrossRef]

Chen, J.; Li, Y.; Shi, W.; Zheng, H.; Wang, L.; Li, L. Release of Cinnamaldehyde and Thymol from Pla/Tilapia Fish Gelatin-Sodium
Alginate Bilayer Films to Liquid and Solid Food Simulants, and Japanese Sea Bass: A Comparative Study. Molecules 2021, 26, 7140.
[CrossRef] [PubMed]

Llana-Ruiz-Cabello, M.; Pichardo, S.; Bermudez, ].M.; Bafios, A.; Nufiez, C.; Guillamoén, E.; Aucejo, S.; Cameédn, A.M. Development
of PLA Films Containing Oregano Essential Oil (Origanum vulgare L. Virens) Intended for Use in Food Packaging. Food Addit.
Contam. Part A 2016, 33, 1374-1386. [CrossRef]

Llana-Ruiz-Cabello, M.; Pichardo, S.; Banos, A.; Nufiez, C.; Bermuadez, ].M.; Guillamén, E.; Aucejo, S.; Camean, A.M. Characteri-
sation and Evaluation of PLA Films Containing an Extract of Allium Spp. to Be Used in the Packaging of Ready-to-Eat Salads
under Controlled Atmospheres. LWT 2015, 64, 1354-1361. [CrossRef]

Gao, C.; Chen, P; Ma, Y,; Sun, L.; Yan, Y.; Ding, Y.; Sun, L. Multifunctional Polylactic Acid Biocomposite Film for Active Food
Packaging with UV Resistance, Antioxidant and Antibacterial Properties. Int. J. Biol. Macromol. 2023, 253, 126494. [CrossRef]
[PubMed]

Freitas, P.A.V.; Gonzalez-Martinez, C.; Chiralt, A. Active Poly (Lactic Acid) Films with Rice Straw Aqueous Extracts for Meat
Preservation Purposes. Food Bioprocess Technol. 2023, 16, 2635-2650. [CrossRef]

Miao, L.; Walton, W.C.; Wang, L.; Li, L.; Wang, Y. Characterization of Polylactic Acids-Polyhydroxybutyrate Based Packaging
Film with Fennel Oil, and Its Application on Oysters. Food Packag. Shelf Life 2019, 22, 100388. [CrossRef]

Ramirez, M.R,; Cava, R. Changes in colour, lipid oxidation and fatty acid composition of pork loin chops as affected by the type
of culinary frying fat. LWT-Food Sci. Technol. 2005, 38, 726-734. [CrossRef]

Ramirez, R.; Cava, R. Carcass Composition and Meat Quality of Three Different Iberian x Duroc Genotype Pigs. Meat Sci. 2007,
75, 388-396. [CrossRef]

Pathare, P.B.; Opara, U.L.; Al-Said, F.A.]. Colour Measurement and Analysis in Fresh and Processed Foods: A Review. Food
Bioprocess Technol. 2013, 6, 36—-60. [CrossRef]

Hwang, S.I; Hong, G.P. Effects of High Pressure in Combination with the Type of Aging on the Eating Quality and Biochemical
Changes in Pork Loin. Meat Sci. 2020, 162, 108028. [CrossRef]

Kim, HW,; Kim, J.H.; Seo, ].K,; Setyabrata, D.; Kim, Y.H.B. Effects of Aging/Freezing Sequence and Freezing Rate on Meat
Quality and Oxidative Stability of Pork Loins. Meat Sci. 2018, 139, 162-170. [CrossRef] [PubMed]

Purslow, P.P,; Warner, R.D.; Clarke, EM.; Hughes, ].M. Variations in Meat Colour Due to Factors Other than Myoglobin Chemistry;
a Synthesis of Recent Findings (Invited Review). Meat Sci. 2020, 159, 107941. [CrossRef] [PubMed]


https://doi.org/10.1016/j.foodres.2018.05.057
https://doi.org/10.1016/j.foodchem.2019.125633
https://www.ncbi.nlm.nih.gov/pubmed/31644968
https://doi.org/10.1016/j.lwt.2021.112128
https://doi.org/10.2139/ssrn.4257481
https://doi.org/10.1016/j.foodhyd.2013.05.006
https://doi.org/10.1111/jfpp.14313
https://doi.org/10.3382/ps.0661483
https://doi.org/10.1016/S0021-9258(18)45598-6
https://doi.org/10.3390/foods9111657
https://doi.org/10.1002/pts.2408
https://doi.org/10.1016/j.fct.2019.110662
https://doi.org/10.1002/app.47090
https://doi.org/10.3390/molecules26237140
https://www.ncbi.nlm.nih.gov/pubmed/34885735
https://doi.org/10.1080/19440049.2016.1204666
https://doi.org/10.1016/j.lwt.2015.07.057
https://doi.org/10.1016/j.ijbiomac.2023.126494
https://www.ncbi.nlm.nih.gov/pubmed/37625746
https://doi.org/10.1007/s11947-023-03081-6
https://doi.org/10.1016/j.fpsl.2019.100388
https://doi.org/10.1016/j.lwt.2004.09.005
https://doi.org/10.1016/j.meatsci.2006.08.003
https://doi.org/10.1007/s11947-012-0867-9
https://doi.org/10.1016/j.meatsci.2019.108028
https://doi.org/10.1016/j.meatsci.2018.01.024
https://www.ncbi.nlm.nih.gov/pubmed/29427852
https://doi.org/10.1016/j.meatsci.2019.107941
https://www.ncbi.nlm.nih.gov/pubmed/31513992

Foods 2024, 13,972 17 of 17

40.

41.

42.

43.

44.

45.

46.

Faustman, C.; Sun, Q.; Mancini, R.; Suman, S.P. Myoglobin and Lipid Oxidation Interactions: Mechanistic Bases and Control.
Meat Sci. 2010, 86, 86-94. [CrossRef]

Hernandez-Garcia, E.; Vargas, M.; Chiralt, A. Starch-Polyester Bilayer Films with Phenolic Acids for Pork Meat Preservation. Food
Chem. 2022, 385, 132650. [CrossRef] [PubMed]

Park, T.S.; Bae, Y.M.; Seo, H.S.; Park, T.J.; Seol, K.H.; Lim, D.K.; Lee, M.; Cho, S.I. Evaluation of Pork Loin Freshness Using
Absorbance Characteristic of Near-Infrared. Biol. Eng. 2008, 1, 173-180. [CrossRef]

Estévez, M.; Diaz-Velasco, S.; Martinez, R. Protein Carbonylation in Food and Nutrition: A Concise Update. Amino Acids 2022, 54,
559-573. [CrossRef]

Khezrian, A.; Shahbazi, Y. Application of Nanocompostie Chitosan and Carboxymethyl Cellulose Films Containing Natural
Preservative Compounds in Minced Camel’s Meat. Int. J. Biol. Macromol. 2018, 106, 1146-1158. [CrossRef] [PubMed]

Gallo, M; Ferracane, R.; Naviglio, D. Antioxidant Addition to Prevent Lipid and Protein Oxidation in Chicken Meat Mixed with
Supercritical Extracts of Echinacea Angustifolia. J. Supercrit. Fluids 2012, 72, 198-204. [CrossRef]

Kim, H.W,; Jeong, ].Y.; Seol, K.H.; Seong, P.N.; Ham, ].S. Effects of Edible Films Containing Procyanidin on the Preservation of
Pork Meat during Chilled Storage. Korean . Food Sci. Anim. Resour. 2016, 36, 230-236. [CrossRef] [PubMed]

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.


https://doi.org/10.1016/j.meatsci.2010.04.025
https://doi.org/10.1016/j.foodchem.2022.132650
https://www.ncbi.nlm.nih.gov/pubmed/35306239
https://doi.org/10.13031/2013.24477
https://doi.org/10.1007/s00726-021-03085-6
https://doi.org/10.1016/j.ijbiomac.2017.08.117
https://www.ncbi.nlm.nih.gov/pubmed/28847602
https://doi.org/10.1016/j.supflu.2012.08.006
https://doi.org/10.5851/kosfa.2016.36.2.230
https://www.ncbi.nlm.nih.gov/pubmed/27194932

	Introduction 
	Materials and Methods 
	Obtention of Rice Bran Extract 
	Biopolymer Films Formation 
	Migration Assay, Antioxidant Capacity, and Antimicrobial Characterization of Films 
	Experimental Design and Packaging of Samples 
	Instrumental Color Parameters 
	Oxidative Status 
	Microbiological Analysis 
	Statistical Analysis 

	Results and Discussion 
	Migrations, Antioxidant Capacity, and Antimicrobial Activity of PLA/PHB Films 
	Effects of PLA/PHB Films with Rice Bran Extract on Fresh Pork Preservation 

	Conclusions 
	References

