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Abstract: Multilayer plastic films provide a range of properties, which cannot be obtained from
monolayer films but, at present, their recyclability is an open issue and should be improved. Research
to date has shown the possibility of using whey protein as a layer material with the property of
acting as an excellent barrier against oxygen and moisture, replacing petrochemical non-recyclable
materials. The innovative approach of the present research was to achieve the recyclability of the
substrate films by separating them, with a simple process compatible with industrial procedures,
in order to promote recycling processes leading to obtain high value products that will beneficially
impact the packaging and food industries. Hence, polyethyleneterephthalate (PET)/polyethylene
(PE) multi-layer film was prepared based on PET coated with a whey protein layer, and then the
previous structure was laminated with PE. Whey proteins, constituting the coating, can be degraded
by enzymes so that the coating films can be washed off from the plastic substrate layer. Enzyme
types, dosage, time, and temperature optima, which are compatible with procedures adopted in
industrial waste recycling, were determined for a highly-efficient process. The washing of samples
based on PET/whey and PET/whey/PE were efficient when performed with enzymatic detergent
containing protease enzymes, as an alternative to conventional detergents used in recycling facilities.
Different types of enzymatic detergents tested presented positive results in removing the protein layer
from the PET substrate and from the PET/whey/PE multilayer films at room temperature. These
results attested to the possibility of organizing the pre-treatment of the whey-based multilayer film by
washing with different available commercial enzymatic detergents in order to separate PET and PE,
thus allowing a better recycling of the two different polymers. Mechanical properties of the plastic
substrate, such as stress at yield, stress and elongation at break, evaluated by tensile testing on films
before and after cleaning, were are not significantly affected by washing with enzymatic detergents.

Keywords: whey protein isolate; enzymatic detergents; recyclability; protease; multilayer films;
polyethylene terephthalate (PET); polyethylene (PE)
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1. Introduction

Multilayer films are a combination of two or more thermoplastics co-extruded or laminated
to form one homogenous film with distinct individual layers. Multilayer films provide a range of
properties which cannot be obtained from monolayer films [1,2]. The best-performing materials are
multilayer flexible films that can reach a thickness of 200 µm, in which barrier properties are often
provided by ethylene vinyl alcohol (EVOH), a formal copolymer of ethylene and vinyl alcohol, or
by polymers such as polyamide [3,4]. The large amount of multilayer systems used in packaging
contributes to the load of municipal solid waste.

In several countries the selective collections of urban waste and the further separation of plastics
leads to the recycling of homogeneous polymeric fractions in high value applications, such as textile
or injection molding. The recycling process allows the recycling of low density polyethylene (LDPE),
high density polyethylene (HDPE), polypropylene (PP), and polyethyleneterephthalate (PET) coming
from mono-material packages [5,6].

Difficulties occur in the selective separation of these polymers and in the cleaning of the packaging
after use affecting the performance of the recycling process. These issues are particularly important
in the case of multilayer systems because, to produce them, an adhesive layer is used in between the
main polymeric layers, so the different polymeric materials cannot be separated in post-consumer
packaging. The case of PET/PE bilayer packaging is quite representative. The bilayer material, coming
from films can be recycled only by grinding the multilayer systems and then extrusion of the material.
However, PET and PE are immiscible and their compatibility must be improved in order to employ
them in high-value applications. This is possible by using proper compatibilizers [7–9], but their costs
are not worthy of the product obtained. Furthermore, it was observed that the presence of the adhesive,
often consisting in poly(ethylene-co-vinyl acetate) (EVA), between the two layer can result in yellowing
of PET/PE blended granules [10] because of EVA degradation, thus discouraging applications where
a light color of the granules is required. Another example is the multilayer packaging containing
polyolefins and a barrier layer of EVOH that cannot be separated and is incompatible with PE and
PP [11] during the recycling. For this reason, from these multilayer packages, only final recycled
products with low mechanical properties can be obtained. The replacement of barrier polymers with
other materials, allowing the separation of the different polymeric layers, could be a correct strategy
for designing packaging with optimized recycling of the constituent materials.

Protein from different sources have been widely considered for application in film
production [12–20]. Materials have been developed by application of a whey protein layer to replace
currently-used synthetic oxygen barrier layers (ethylene vinyl alcohol, EVOH) with whey protein
coatings [21].

Finding a valid commercial use for this protein, which is mainly discarded, currently, and with
the aim of increasing the recyclability of the substrate films in order to obtain high-value products,
thus increasing the sustainability of the European packaging and food industries is a priority.

Whey is a byproduct of the cheese-making process. It is the liquid resulting from the coagulation
of milk and is generated from the cheese manufacture. The technical definition of this material is “those
that remain in the milk serum after coagulation of the caseins at pH 4.6 and temperature 20 ˝C” [22].
From 1 kg of cheese manufacture it is possible to obtain in the range of 9 L of whey.

The most abundant protein forming the whey is β-lactoglobulin (β-Lg) (50%–60%), [23].
The rest of the composition is subdivided in α-lactalbumin (α-La), bovin serum albumin (BSA),
immunoglobulins (Ig), and polypeptides proteose peptones (Pp).

Whey proteins, in their native form, are soluble in water, but when denatured they are no longer
soluble. The denaturation of the protein depends on the heat load applied and it is possible to split it
into two different processes which are unfolding of the proteins, and successive aggregation of the
proteins [24]. During the heating, the three-dimensional structure of the proteins is distorted: the
molecules unfold and some of the inner structures interact with those of other molecules. This first
step may be reversible if the temperature decreases. This means that the structures could return
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to their original states. During the first heating only non-covalent interactions are involved and,
if the proteins are cooled down, they can return to the native conformation [25]. Further heating
can induce aggregation; the aggregation is the process after the unfolding and, here, the proteins
establish intermolecular bridging reactions into insoluble clumps and, consequently, this process is not
reversible [26].

Whey proteins are compact globular proteins that differ both in structure and in properties from
each other as result of differences in amino acid composition and sequence [27]. Films of PET coated
with a whey protein layer and a multilayer film based on PET coated with whey protein and PE have
been developed [28,29].

The cross-linked protein network provides high barrier properties towards oxygen and water
vapor. The water vapor transmission rate (WVTR) was in the range of 2–3 g/(m2¨ d) and the oxygen
permeability (OP) in the range of 1–2 cm3/(m2¨ d bar) (both normalized to a thickness of 100 µm)
depending on the formulations. These values confirmed the potential of whey coating to replace
synthetic polymers. The transparency, thermal and mechanical properties, and stability of the films
were also compatible for food packaging applications. However, the possibility of separating the PET
and PE layers after PET/PE disposal by removing the protein based layer should be investigated.
It was, thus, important to address their end of life scenario with the purpose of promoting sustainability
by the development of a recyclable packaging material versus conventional multilayers mostly directed
to incineration.

Thus, the possibility of separating the PET and PE layers after PET/PE disposal by removing the
protein based layer should be investigated.

In this context, the present work aimed to investigate the feasibility of a simple procedure for the
whey removal, replacing the chemical detergents used for washing the plastic film scraps in recycling
facilities with enzymatic detergent for their posterior direction to conventional recycling processes
developed for chemically-homogeneous polymer fractions.

Recycling facilities make use of detergents in water baths to clean the plastic scraps, which are
then separated by difference in density and directed to processing into pellets. The use of enzymatic
cleaners, versus chemical ones is very important as they are not aggressive and they do not degrade the
structure of the polymeric substrate [30]. Studies report that cost-neutral replacement of surfactant with
enzymes in a standard detergent allows for a reduction of washing temperatures and environmental
impact without compromising the total washing performance [31,32]. The use of enzymes in detergent
formulations is now common in developed countries, with over half of all detergents presently
available containing enzymes with costs comparable to chemical-based detergents; thus, the detergent
industry is the largest single market for enzymes at 25%–30% of total sales [30].

Enzyme-supported separation of the whey protein coating and the synthetic PET and polyolefin
films is one important objective for achieving recyclability in multilayer films and replacing
conventionally-used PET/PE films in the packaging industry.

The aim of this study was to investigate the possibility of separating the layers of multilayer
films by removal of whey protein-based coatings with enzymatic detergents. Respective trials were
performed and evaluated where the whey proteins constituting the coating shall be degraded by
enzymes so that the coating films can be washed off from the polyolefin layer to allow further individual
substrate recycling. Corresponding enzymatic-based detergents, dosage, time, and temperature, which
are further applicable to industrial waste recycling, were determined to optimize process efficiency in
view of its possible industrial utilization.

2. Materials and Methods

2.1. Materials

Whey proteins were from BiPro Davisco Food International Inc. (Le Suer, MN, USA). Whey protein
coating solutions were applied on different substrates, such as polyethylene terephthalate (PET), using
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a standard roller coating operation, followed by a drying/curing stage by hot air convection in order
to obtain a stable homogeneous whey film on the substrate, as described elsewhere [28,29].

The films were based on commercial PET film respectively PET Melinex 401, DuPont Teijin Films
SA (Contern, Luxemburg) with 50 µm thickness used for bi-layer films, and PET Mitsubishi Polyester
Film GmbH (Wiesbaden, Germany), with 20 cm width and 12 µm thickness used for multilayer
films, and PE film was DEFA-Folien GmbH (Lohmar, Germany) with 20 µm thickness. Adhesive
for lamination was Liofol UK 3640/UK 6800 (HENKEL AG and Co. KGaA, Duesseldorf, Germany).
Corona pre-treatment allowed substantial adhesion between the substrate and the layer of whey to be
achieved [21,28,29].

Enzymatic detergents were Terg-a-zyme, Alcalase, and Savinase. Terg-a-zyme® active powder
detergent was from ALCONOX Inc. (White Plains, NY, USA), and is an enzyme-active powdered
detergent containing the enzyme proteases, that consist primarily of a homogeneous blend of sodium
linear alkylaryl sulfonate, phosphates, carbonates, and protease enzyme.

Alcalase® 2.5 L from CLEA Technologies (Delft, The Netherlands), Type DX is a liquid enzyme
preparation containing a protease suitable for use in high temperature, moderate pH, detergent
products. Alcalase is produced by submerged fermentation of a selected strain of bacillus licheniformis.

Savinase® 16 L is a liquid enzyme preparation, containing a protease suitable for use in
low-temperature detergent preparations. Alacalse and Savinase were purchased from Novozyme
(Bagsvaerd, Denmark).

Food-grade glycerol and sorbitol by Merck Schuchardt OHG (Hohenbrunn, Germany) were
used as plasticizers. Whey proteins isolate (WPI)-based formulations were prepared by heating to
90 ˝C for 30 min, which is above both the β-lactoglobulin denaturation temperature (75–80 ˝C), and
either the denaturation temperature of α-lactalbumin (70–90 ˝C) and bovine serum albumin (about
60 ˝C) [26,33] to denature the proteins and to facilitate the formation of intermolecular disulfide
bonds [29,33]. The result of the combination of these intermolecular bonds with the intermolecular
interactions among the protein chains (covalent bonding, hydrogen bonding, hydrophobic interactions,
and electrostatic forces) leads to brittle films. Plasticizers are added to lower these interactions between
the chains and increase the flexibility of the films, thus avoiding brittle fracture [29,34–36].

2.2. Methods

The PET film was coated with a layer of whey protein based on a 10% by weight solution of whey
protein isolate with a 45/100 by weight of whey/glycerol, and based on a 10% by weight solution of
whey protein isolate with a 100/100 by weight of whey/sorbitol. Weighing of dry samples without
and with the whey layer allowed the estimation of a 16% by weight contribution from the whey layer
to the coated film.

Trials of cleaning were performed just by soaking samples of films, respectively, in a 2% by weight
solution of Terg-a-zyme in demineralized water, for 24 h at room temperature with no stirring, thus
simulating a pre-soaking treatment of the films.

Samples were also tested in a 1% by weight solution of Terg-a-zyme for 1 h or 2 h in presence of
mild stirring, simulating a washing process in recycling facilities. Samples were tested in triplicate and
values averaged. Similar tests were performed with water without any detergent as a blank reference.

In tests performed with Terg-a-zyme, Savinase, or Alcalase on multilayer films, the stirring speed
was set between 400 and 500 rpm.

For water temperature and time of treatment, different combinations of these variables were tested:

Temperature ranges between 25 ˝C and 50 ˝C;
Time ranges between 1 h and 4 h.

The solubility in water is defined as the percentage of film dry matter dissolved after a fixed
time of immersion in water. The percent total soluble matter was calculated from initial and final dry
weights and reported on dry weight basis.
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In order to simulate washing of plastic film waste after grinding in recycling facilities, about
500 mg of films strips 0.5 ˆ 2 cm were introduced in 200 mL of a 4% by weight water solution of
Terg-a-zyme and kept under magnetic stirring for 1, 2, and 4 h, respectively.

After drying in an oven at 60 ˝C for 4 h, the samples were mounted on the supports for analysis
by Fourier Transmission Infrared (FT-IR) Nicolet T380 FT-IR (Thermo Scientific, Karlsruhe, Germany),
with a resolution of 4 cm´1. Samples were cut with a diameter of 17 mm, and scanned over the entire
area of wave numbers between 4000 and 250 cm´1.

The samples (5 mg) were analyzed by a TA500 thermogravimetric analyzer (TA Instruments,
Newcastle, DE, USA) by heating from 25 ˝C to 600 ˝C at 10 ˝C/min scanning rate, under nitrogen
atmosphere and the residue was evaluated as the residual weight at 600 ˝C.

After the removal of the whey-protein-based coating, the mechanical properties of the films were
evaluated by a tensile test with an Instron 4302 machine (Canton, MA, USA). The specimens were
“dog bone” stamps cut from the films. The area for the test, defined by an extensimeter, had a 6 mm
width and 30 mm length. The load cell used was 1 kN, and the test speed was 24 mm¨ min´1. All tests
were performed at room temperature using at least five specimens for each sample [37].

3. Results

3.1. Bilayer (Coated) Films

Trials of cleaning of PET/whey films performed in water, without any detergent, gave negative
results in removing the whey proteins layer, even with a water bath at 50 ˝C. Traces of whey protein
were present on the PET films and, in particular, there was no unfolding of PET and PE films when
the multi-layer structure was treated. This behavior was explained considering that, as anticipated
in the introduction, the whey proteins (β-lactoglobulin, α-lactalbumin, and serum albumin) are
soluble in water in their native form, while in whey protein isolate, when they are heat denatured
and concomitantly cross-linked, they become insoluble. Moreover, the high protein density in
the layer applied on PET makes the protein difficult to remove if water alone is used, even with
warm temperature.

For these reasons, the use of enzymatic detergents was important to meet the requirements of
a possible industrial plant for recycling and for achieving the removal of whey protein from the
PET substrate.

Results for samples treated with different procedures are reported in Table 1.

Table 1. Weight loss in PET samples coated with whey and treated with Terg-a-Zyme.

Sample Serial Number Time-Concentration, Temperature Temperature (˝C) Weight Loss (%)

Whey/Glycerol 24 h—2% no stirring 20 16.2 ˘ 0.2
Whey/Glycerol 4 h—1% stirring 50 16.3 ˘ 0.1
Whey/Glycerol 2 h—1% stirring 50 11.8 ˘ 0.4
Whey/Sorbitol 24 h—2% no stirring 20 15.8 ˘ 0.3
Whey/Sorbitol 4 h—1% stirring 50 14.3 ˘ 0.2
Whey/Sorbitol 2 h—1% stirring 50 14.7 ˘ 0.4

In both samples based on whey glycerol and whey sorbitol, the whey was removed both after
soaking in the water solution of the enzymatic detergent with no stirring for 24 h, and after washing
with mild stirring for a shorter time (1–2 h). The removal of the protein was in complete agreement with
previous studies attesting that, for a coating of 17% by weight [21,29] the removal was faster and more
efficient in the presence of stirring. The removal of whey/sorbitol was confirmed by FTIR analysis.

As an example, Figure 1a illustrates the FT-IR spectra of the PET film and a whey/sorbitol cast
film, while Figure 1b reports the FT-IR spectra of a whey/sorbitol (PET coated with whey and sorbitol)
sample after washing with the enzymatic detergent, Figure 2 reports as well PET coated with whey
glycerol after washing.
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It is possible to observe that the spectrum of plasticized whey is easily distinguishable from that
of PET because of the intense band attributable to both N–H and –OH stretching at about 3450 cm´1

and of the typical amide I and amide II band at 1640 and 1560 cm´1 due to the C=O stretching and
N–H bending, combined with C–N stretching, respectively. The spectrum of PET shows the typical
C=O stretching peak at 1720 cm´1 and the C–O and C–O–C stretching bands at 1250 and 1100 cm´1,
respectively. The baseline of the transmission spectra recorded onto washed films shows artifacts
named “interference fringes” typical of samples of thin, non-scattering, and of uniform thickness [38].
These artifacts can be easily found in polymeric films produced by flat die extrusion and cannot be
eliminated. Despite of the presence of these artifacts, it is evident that the spectra recorded after
washing with enzymatic solutions are similar to the spectrum of pure PET and the characteristic
peak of the proteins described above are not present in samples treated with enzymatic detergent.
This observation suggests that the washing method provided an efficient removal of the whey/sorbitol
coating from the PET surface.

The protease enzyme in Terg-a-zyme detergent is bacillus licheniformis subtilisin Carlsberg.
Subtilisins are extracellular alkaline serine proteases, which catalyze the hydrolysis of proteins and
peptide amides, their activity has been investigated in several conditions [39]. A similar result was
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obtained by repeating the washing on PET films coated with whey/glycerol, suggesting that the
efficiency of the enzymatic treatment is flexible versus the type of plasticizer used.

As additional proof of the total removal of the whey applied on the PET substrate, the data of
thermal degradation for the whey, whey/sorbitol mixture, and the PET film coated with whey/sorbitol
were also compared. Table 2 reports the thermal degradation data for the sample of whey, Table 3 of
whey and sorbitol, while Table 4 reports the thermal degradation of PET film coated with whey sorbitol.

Table 2. Thermal parameter for whey protein isolate.

Tpeak (˝C) Peak Weight Loss (%) Total Weight Loss (%) Residue (%)

58.7 5.3 5.3 –
215.7 8.0 13.3 –
302.3 62.7 74.2 24

Table 3. Thermal parameter for whey/sorbitol.

Tpeak (˝C) Peak Weight Loss (%) Total Weight Loss (%) Residue (%)

77.5 9.7 9.7 –
185.9 17.8 27.5 –
244.0 27.0 54.5 –
303.5 19.4 73.9 –
337.2 15.6 89.5 10.5

Table 4. Thermal parameters for sample PET/Whey/Sorbitol.

Tpeak (˝C) Peak Weight Loss (%) Total Weight Loss (%) Residue (%)

68.9 0.9 0.9 –
269.1 14.7 15.6 –
423.5 67.7 83.2 –
564.4 1.1 84.3 15.7

The mass loss at 58.7 ˝C for whey, and 77.5 ˝C for whey/sorbitol, are attributed to humidity loss.
The mass loss at 185.9 ˝C, reported in Table 3, is attributed to the evaporation of sorbitol; thus, it is not
present on raw whey (Table 2). In whey (Table 2) the thermal degradation mass loss at 215.7 ˝C, and
302.3 ˝C, which are shifted and merged with those of sorbitol in the whey/sorbitol sample (Table 3), are
attributed to the denaturation, and then degradation, of the different protein chains [33] in agreement
with degradation reported for similar samples based on milk [40] and whey protein isolate in the
presence of polyols [41,42].

In the case of PET/whey films, the weight loss recorded for the temperature where the degradation
of the protein and sorbitol takes place (14.7%) is similar to the weight loss (16%) obtained in the
washings with enzymatic detergent, which is also in agreement with the calculated weight gain due
to the layer of whey on PET films, estimated by weighing dry PET films, and dry PET/whey films.
Thus, by also considering the results of Tables 1–3, the protein/sorbitol layer seems to no longer be
present anymore in the washed film. The degradation step at 423.5 ˝C is attributable to PET thermal
degradation [43]. All of the films present a thermal stability compatible for practical application, such
as packaging.

3.2. Multilayer (Laminated) Films

Positive results in producing PET film coated with a whey layer, and the interesting improvements
in oxygen barrier properties [21,27–29], induced the investigation of multilayers film based on PET,
whey layer, and PE. Several compositions of films were investigated and the best performing selected
for practical application is reported in Figure 3. For this assembly of films the weight of whey protein
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present in the dry samples of the film is 17% of the total weight [21,29], as calculated by weighing the
same area of the PET, PE films and PET, whey, and PE films.
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Results of the whey layer removal, as reported for simulating the process performed in a recycling
facility, are summarized in Table 5.

Table 5. Weight loss in in PE/Whey/PET samples treated with 4% Terg-a-zyme at 20 ˝C.

Time Temperature (˝C) Weight Loss (%)

1 h 20 12.3 ˘ 0.4
2 h 20 16.7 ˘ 0.3
4 h 20 16.8 ˘ 0.5
1 h 50 16.5 ˘ 0.2

Removal of whey layer was efficient after 2 h treatment at room temperature or 1 h at 50 ˝C,
(over 16.5%) and the PE and PET films were separated. Images of films after treatment for 1, 2, and 4 h
are reported in Figure 4.
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Thus, the Terg-a-zyme was efficient for removal of the whey coating in shredded films and
sandwiched with PE and PET. The time of removal of the whey layer and separation of the PE and
PET films may be lowered by bathing in warm temperature (50 ˝C) and with good stirring.

In Figure 5 the FT-IR spectra of the multilayer PET/Whey/PE film, and of the PE substrate are
reported. In the PE spectrum only the stretching of CH bonds (2910 and 2846 cm´1) and bending of
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CH2 (1462 and 720 cm´1) are present, whereas in the PET/Whey/PE spectrum the superimposition of
bands of whey, PET, and even PE can be noticed.
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In order to set a washing procedure which was not dependent just from one type of commercial
detergent, other commercial detergents were tested for whey removal; in particular, detergent marketed
as Alcalase and Savinase produced by a different company, thus presenting different optimal conditions
of operation. Alcalase® 2.5 L, Type DX is a liquid enzyme preparation containing an endo-protease
of the serine type suitable for use in high-temperature, moderate pH, detergent products. Alcalase
is used in detergent formulations to remove protein-based strains and it has very broad substrate
specificity. In other words, it can hydrolyze most peptide bonds within a protein molecule. Peptides
are formed which are either dissolved or dispersed in the washing water. Alcalase is active between
pH 6.5 and 8.5. It functions between 45 and 65 ˝C with maximum activity at about 60 ˝C, above which
the activity falls rapidly. Savinase is an endo-protease of the serine type with a very broad substrate
specificity. In other words, it can hydrolyze most peptide bonds within a protein molecule. Peptides
are formed which are either dissolved or dispersed in the washing water. Savinase functions between
20–60 ˝C, above which the activity falls rapidly. Its optimal temperature is 55 ˝C.

The enzymatic additives present in the selected detergent are proteases, which decreases the
molecular weight of the proteins, making them soluble and easier to remove from the polymeric
matrix. These enzymes improve the cleaning efficiency and operate at low temperature (reducing
the energy costs) and in mild conditions. The literature reports the hydrolysis of whey protein by
action of different enzymes comprising pepsin, trypsin, and Alcalase [44]. Results of whey removal in
multilayer films treated with Savinase are reported in Table 6.

Table 6. Weight loss in in PE/Whey/PET samples treated with 4% Savinase at 20 ˝C, and 50 ˝C.

Time-Concentration Temperature (˝C) Weight Loss (%)

2 h 20 16.9 ˘ 0.5
1 h 50 16.8 ˘ 0.3

The multilayer disassembles and the removal of the protein layer appears efficient with washing
for at least 2 h at room temperature or 1 h at 50 ˝C.

The optimal performance of these detergents is in warm water (50 ˝C). However, heating the
water bath is an issue for recyclers due to energy consumption with consequent increases in costs,
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environmental impact, as well as the disposal of warm water. Therefore, the success of the enzymatic
treatment at room temperature can boost its applicability. The presence of an enzymatic detergent
in the water bath is not an issue for the water disposal since a light organic contamination is already
addressed in the system for washing the plastic waste films in particular when these were used for
food packaging, which is the main application targeted by these multilayer films [28,29].

In the context of a possible application of the process at a large scale it is interesting to estimate if
these detergents can be used more than one time for the removal of the protein layer in the sandwich
structure. Thus, tests were performed to evaluate how many times the same detergent (Alcalase at
4% by weight) can be used for the treatment of the multilayer film at 20 ˝C. Results of weight loss are
reported in Table 7.

Table 7. Weight loss in in PE/Whey/PET samples treated with 4% Terg-a-zyme or Alcalase at 20 ˝C
for 2 h.

N Washing with Terg-a-zyme Weight Loss (%) N Washing with Alcalase Weight Loss (%)

1 17.0 1 16.9 ˘ 0.5
2 16.9 2 17.0 ˘ 0.3
3 16.2 3 16.8 ˘ 0.4
4 15.6 4 15.4 ˘ 0.2
5 15.3 5 15.1 ˘ 0.3
6 15.4 6 15.3 ˘ 0.1
7 15.0 7 14.5 ˘ 0.2

In up to six washings, it was possible to separate the multilayer film and achieve the separation
of PET and PE films; for further washing the multilayer was not separated efficiently. The separated
films of PET and PE were collected and analyzed by FT-IR spectroscopy. As an example, results on
films of PE and PET recovered from the six washings with Alcalase are reported in Figures 6 and 7,
respectively. The presence of weak bands at 3400 cm´1 due to stretching OH and at 1250 cm´1 and
1100 cm´1 can be attributable to the presence of residual adhesive deposited on PE film (Figure 5).
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Figure 7. FT-IR spectra of PET in the recovered separated films after washing with Alcalase.

In the PET films, the typical bands of whey cannot be revealed, as yet observed in the case of
the bilayer system (Figures 1 and 2). The infrared spectra results are, thus, in agreement with a good
efficiency of the removal of the whey layer thanks to the enzymatic detergent treatment.

Figure 8 shows the behavior during tensile tests of the PET film used for the production of
the PET/whey bi-layer, and that of the film recovered after washing with Terg-a-zyme for 2 h at
50 ˝C. The moderate changes in mechanical properties, related to reduction in the elongation at break
from about 28% to 20%, the stress at break from about 160 MPa to 140 MPa, and the lowering in
elastic modulus are attributed to the stress underwent by the film during coating and then washing.
Elongation and stress at yield are almost unchanged in the two samples. These properties confirm that
the removal with enzymatic detergents is not damaging the plastic films whose substrate, PET, is not
affected by the action of protease-based detergents, as observed in previous studies [21]. Thus, the use
of whey protein confirms to be coherent with a sustainable approach to production of packaging with
performing barrier properties and improved recyclability, since the recovered clean fraction could be
reprocessed and used in new applications [28,29].

Table 8 reports the mechanical data of PET and PE films, and Figure 8 shows the behavior during
tensile tests of the PET film used for the production of PET/whey/PE films, and that of the film
recovered after washing with Terg-a-zyme for 2 h at 50 ˝C. PET film is the most stressed by the
production of the multilayer film due to the corona treatment, coating with whey, and then assemble
with the PE film. For PET film, the moderate changes in mechanical properties, related to a reduction
in elongation at break from about 26% to 19%, stress at break from about 170 MPa to 150 MPa are, thus,
attributed to those stresses underwent during production and cleaning. In addition, elongation and
stress at yield were almost unchanged in the two samples.

PE film suffers the processing for coupling with PET/Whey, as well as stress during cleaning.
These treatments are the same as what PE films would experience during assembling with a
PET/EVOH film for production of multilayers, and when disposed and treated in a recycling facility
in a water bath with detergents. Thus, the moderate changes in PE properties are attributed to stress
in processing, then washing (stirring, and cleaning). These moderate changes in properties confirms
that the removal with enzymatic detergents is not damaging the plastic films whose substrates, PET,
and coupled film, PE, are not affected by the action of protease enzymes, as observed in previous
studies [21]. Thus, the use of whey protein confirms to be coherent with a sustainable approach to
production of packaging with performing barrier properties and improved bio-recyclability [45] or
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recyclability, since the recovered clean and chemically-homogeneous fraction (e.g., PET and PE) could
be reprocessed and used into new applications.Materials 2016, 9, 473 12 of 15 
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Table 8. Stress at yield, tensile strength, and elongation at break of PET film and the same film after the
deposition of whey-based coating and successive removal (washing) of it by Terg-a-zyme treatment.

Sample Stress at Yield (MPa) Tensile Strength (MPa) Elongation at Break (%)

PET 98 ˘ 2 170 ˘ 20 26 ˘ 6
PET after washing 98 ˘ 5 150 ˘ 20 19 ˘ 5

PE 12 ˘ 0.3 27 ˘ 2 150 ˘ 12
PE after washing 11 ˘ 0.1 22 ˘ 1 280 ˘ 18

4. Conclusions

Multilayer films were produced composed of PE and PET films with an interim barrier layer
based on whey protein achieving valuable barrier properties. These films were validated for food
packaging applications in previous studies and have large potential for being introduced on the market.
The washing of samples based on PET/whey and PET/whey/PE was efficient when performed with
enzymatic detergent containing protease enzymes. Different types of commercial enzymatic detergents
tested presented positive results in removing the protein layer from the PET substrate and from the
sandwich films achieving unfolding of the PET and PE films, which allows further separation of the
different plastic films by density. These results attested for the possibility of setting the pre-treatment
of these multilayer films by washing with enzymatic detergent, selecting the latter among several
commercially-available enzymatic detergents.

Acknowledgments: The authors wish to acknowledge the funding from the European Community’s Seventh
Framework Programme [FP7/2007-2013] for the research leading to these results under grant agreement
n˝218340-2 through the WHEYLAYER project and under grant agreement No 315743 through the WHEYLAYER2
project (www.wheylayer.eu).

Author Contributions: Patrizia Cinelli: performed experimental work and writing of the manuscript;
Elodie Bugnicourt: coordination of part of the involved technical work and overall revision of the paper;
Markus Schmid: provision of the samples to be recycled, inputs on the materials and methods and paper



Materials 2016, 9, 473 13 of 15

revision; Maria Beatrice Coltelli cooperated in writing and experimental work; Andrea Lazzeri: coordination of
part of the involved technical work, selection of enzymatic detergents and overall revision of the paper.

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

Abbreviations

The following abbreviations are used in this manuscript:

PET Poly ethylene terephtalate
PE Polyethylene
FT-IR Fourier transform infrared spectroscopy

References

1. Adegboye, T.; Somade, S. 111 Question and Answers in Packaging Technology; iUniverse: Bloomington, IL, USA,
2009; Volume 2.

2. Dixon, J. Multilayer Packaging for Food and Beverages. In Packaging Materials; ILSI: Brussels, Belgium, 2011;
Volume 9, pp. 1–43.

3. Sängerlaub, S.; Gibis, D.; Kirchhoff, E.; Tittjung, M.; Schmid, M.; Müller, K. Compensation of pinhole defects
in food packages by application of iron-based oxygen scavenging multilayer films. Packag. Technol. Sci. 2013,
1, 17–30. [CrossRef]

4. Schmid, M.; Benz, A.; Stinga, C.; Samain, D.; Zeyer, K.P. Fundamental investigations regarding barrier
properties of grafted PVOH layers. Int. J. Polym. Sci. 2012. [CrossRef]

5. Coltelli, M.B.; Aglietto, M. Riutilizzo dei Materiali Polimerici; Edizioni Nuova Cultura: Roma, Italy, 2015.
6. Hopewell, J.; Dvorak, R.; Kosior, E. Plastics recycling: Challenges and opportunities. Philos. Trans. R. Soc. B

2009, 364, 2115–2126. [CrossRef] [PubMed]
7. Coltelli, M.B.; della Maggiore, I.; Savi, S.; Aglietto, M.; Ciardelli, F. Modified styrene-butadiene-styrene

block copolymer as compatibiliser precursor in polyethylene/poly(ethylene terephthalate) blends.
Polym. Degrad. Stab. 2005, 90, 211–223. [CrossRef]

8. Aglietto, M.; Coltelli, M.B.; Savi, S.; Lochiatto, F.; Ciardelli, F.; Giani, M. Postconsumer polyethylene
terephthalate (PET)/polyolefin blends through reactive processing. J. Mater. Cycles Waste Manag. 2004, 6,
13–19.

9. Yousfi, M.; Soulestin, J.; Vergnes, B.; Lacrampe, M.F.; Krawczak, P. Morphology and Mechanical Properties
of PET/PE Blends Compatibilized by Nanoclays: Effect of Thermal Stability of Nanofiller Organic Modifier.
J. Appl. Polym. Sci. 2013, 128, 2766–2778. [CrossRef]

10. Bartoli, F.; Bruni, C.; Coltelli, M.B.; Castelvetro, V.; Ciardelli, F. Conversion of post-industrial PET-PE scraps
into compatibilized plastic blends for new applications. AIP Conf. Proc. 2012, 1459, 160. [CrossRef]

11. Wang, Q.; Qi, R.; Shen, Y.; Liu, Q.; Zhou, C. Effect of high-density polyethylene-g-maleic anhydride on
the morphology and properties of (high-density polyethylene)/(ethylene–vinyl alcohol) copolymer alloys.
J. Appl. Polym. Sci. 2007, 106, 3220–3226. [CrossRef]

12. Pol, H.; Dawson, P.; Acton, J.; Ogale, A. Soy protein isolate/corn-zein laminated films: Transport and
mechanical properties. J. Food Sci. 2002, 67, 212–217. [CrossRef]

13. Guiyun, C.; Qiao, L. Research on preparation and properties of edible composite protein films.
Appl. Mech. Mater. 2011, 87, 213–222.

14. Cuq, B.; Aymard, C.; Cuq, J.L.; Guilbert, S. Edible packaging films based on fish myofibrillar proteins:
Formulation and functional properties. J. Food Sci. 1995, 60, 1369–1374. [CrossRef]

15. Cuq, B.; Gontard, N.; Guilbert, S. Proteins as agricultural polymers for packaging production. Cereal Chem.
1998, 75, 1–9. [CrossRef]

16. Farris, S.; Cozzolino, C.A.; Introzzi, L.; Piergiovanni, L. Development and characterization of a gelatin-based
coating with unique sealing properties. J. Appl. Polym. Sci. 2010, 118, 2969–2975. [CrossRef]

17. Chiellini, E.; Cinelli, P.; Grillo Fernandes, E.; Kenawy, E.R.; Lazzeri, A. Gelatin based Blends and Composites.
Morphological and Thermal Mechanical Characterization. Biomacromolecules 2001, 2, 806–811. [CrossRef]
[PubMed]

http://dx.doi.org/10.1002/pts.1962
http://dx.doi.org/10.1155/2012/637837
http://dx.doi.org/10.1098/rstb.2008.0311
http://www.ncbi.nlm.nih.gov/pubmed/19528059
http://dx.doi.org/10.1016/j.polymdegradstab.2005.03.016
http://dx.doi.org/10.1002/app.38450
http://dx.doi.org/10.1063/1.4738430
http://dx.doi.org/10.1002/app.26097
http://dx.doi.org/10.1111/j.1365-2621.2002.tb11386.x
http://dx.doi.org/10.1111/j.1365-2621.1995.tb04593.x
http://dx.doi.org/10.1094/CCHEM.1998.75.1.1
http://dx.doi.org/10.1002/app.32708
http://dx.doi.org/10.1021/bm015519h
http://www.ncbi.nlm.nih.gov/pubmed/11710035


Materials 2016, 9, 473 14 of 15

18. Alexy, P.; Bakos, D.; Hanzelová, S.; Kukolíková, L.; Kupec, J.; Charvátová, K.; Chiellini, E.; Cinelli, P.
Poly(Vinyl Alcohol)-Collagen Hydrolysate Thermoplastic Blends: I. Experimental Design Optimization And
Biodegradation Behaviour. Polym. Test. 2003, 22, 801–809. [CrossRef]

19. Alexy, P.; Bakos, D.; Crkonová, G.; Kramárová, Z.; Hoffmann, J.; Julinová, M.; Chiellini, E.; Cinelli, P.
Poly(Vinyl Alcohol)-Collagen Hydrolysate Thermoplastic Blends: II. Water Penetration and Biodegradability
of Melt Extruded Films. Polym. Test. 2003, 22, 811–818. [CrossRef]

20. Coltelli, M.B.; Wild, F.; Bugnicourt, E.; Cinelli, P.; Lindner, M.; Schmid, M.; Weckel, V.; Müller, K.;
Rodriguez, P.; Staebler, A.; et al. State of the Art in the Development and Properties of Protein-Based
Films and Coatings and Their Applicability to Cellulose Based Products: An Extensive Review. Coatings
2016, 6, 1. [CrossRef]

21. Bugnicourt, E.; Schmid, M.; Mc Nerney, O.; Wildner, J.; Smykala, L.; Lazzeri, A.; Cinelli, P. Processing and
Validation of Whey-Protein-Coated Films and Laminates at Semi-Industrial Scale as Novel Recyclable Food
Packaging Materials with Excellent Barrier Properties. Adv. Mater. Sci. Eng. 2013. [CrossRef]

22. Morr, C.V.; Ha, E.Y.W. Whey protein concentrates and isolates: Processing and functional properties. Crit. Rev.
Food Sci. Nutr. 1993, 33, 431–476. [CrossRef] [PubMed]

23. Sothornvit, R.; Krochta, J.M. Oxygen permeability and mechanical properties of films from hydrolyzed whey
protein. J. Agric. Food Chem. 2000, 48, 3913–3916. [CrossRef] [PubMed]

24. DeWit, J.N.; Klarenbeek, G. Effects of various treatments on structure and solubility of whey proteins. J. Dairy
Sci. 1984, 67, 2701–2710. [CrossRef]

25. Chen, X.D.; Chen, Z.D.; Nguang, K.; Anema, S. Exploring the reaction kinetics of whey protein
denaturation/aggregation by assuming the denaturation is reversible. Biochem. Eng. J. 1998, 2, 63–69.
[CrossRef]

26. De Wit, J.N. Thermal stability and functionality of whey proteins. J. Dairy Sci. 1990, 73, 3602–3612. [CrossRef]
27. Schmid, M.; Dallmann, K.; Bugnicourt, E.; Cordoni, D.; Wild, F.; Lazzeri, A.; Noller, K. Properties of

whey-protein-coated films and laminates as novel recyclable food packaging materials with excellent barrier
properties. Int. J. Polym. Sci. 2012, 2012. [CrossRef]

28. Bugnicourt, E.; Schmid, M.; Kainz, D.M.; Lafortune, P.; Rodriguez-Turienzo, L.; Cinelli, P. Simulation and
experimental validation of the denaturation of a whey protein-based coating during convection and/or
infrared drying on a plastic film and influence on its oxygen barrier properties. Polym. Plast. Technol. Eng.
2016. [CrossRef]

29. Schmid, M.; Noller, K.; Wild, F.; Bugnicourt, E. Whey Protein Coated Films. World Patent IB2011/053271,
22 July 2011.

30. Nielsen, A.M.; Neal, T.J.; Friis-Jensen, S.; Malladi, A. How Enzymes Can Reduce the Impact of Liquid
Detergents. Happi 2010, 47, 78.

31. The Use of Enzymes in Detergents. Available online: http://www1.lsbu.ac.uk/water/enztech/detergent.
html (accessed on 13 June 2016).

32. Enzyme Cleaners. Available online: http://www.walmart.com/c/kp/enzyme-cleaners (accessed on
13 June 2016).

33. Wijayanti, H.B.; Bansal, N.; Deeth, H.C. Stability of whey proteins during thermal processing: A review.
Compr. Rev. Food Sci. Food Saf. 2014, 13, 1235–1251. [CrossRef]

34. Schmid, M. Properties of Cast Films Made from Different Ratios of Whey Protein Isolate, Hydrolysed Whey
Protein Isolate and Glycerol. Materials 2013, 6, 3254–3269. [CrossRef]

35. Sothornvit, R.; Krochta, J.M. Plasticizer effect on mechanical properties of β-lactoglobulin films. J. Food Eng.
2001, 50, 149–155. [CrossRef]

36. McHugh, T.H.; Krochta, J.M. Sorbitol-plasticized vs. glycerol-plasticized whey-protein edible
films—Integrated oxygen permeability and tensile property evaluation. J. Agric. Food Chem. 1994, 42,
841–845. [CrossRef]

37. D 638–02a Standard Test Method for Tensile Properties of Plastics; ASTM: Filadelfia, Italy, 1998.
38. Chalmers, J.M. Mid-Infrared Spectroscopy: Anomalies, Artifacts and Common Errors. In Handbook of

Vibrational Spectroscopy; Wiley: Hoboken, NJ, USA, 2006.
39. Kamal, J.K.A.; Xia, T.; Pal, S.K.; Zhao, L.; Zewail, A.H. Enzyme functionality and solvation of Subtilisin

Carlsberg: From hours to femto seconds Chemical. Phys. Lett. 2004, 387, 209–215.

http://dx.doi.org/10.1016/S0142-9418(03)00016-3
http://dx.doi.org/10.1016/S0142-9418(03)00015-1
http://dx.doi.org/10.3390/coatings6010001
http://dx.doi.org/10.1155/2013/496207
http://dx.doi.org/10.1080/10408399309527643
http://www.ncbi.nlm.nih.gov/pubmed/8216810
http://dx.doi.org/10.1021/jf000161m
http://www.ncbi.nlm.nih.gov/pubmed/10995290
http://dx.doi.org/10.3168/jds.S0022-0302(84)81628-8
http://dx.doi.org/10.1016/S1369-703X(98)00018-7
http://dx.doi.org/10.3168/jds.S0022-0302(90)79063-7
http://dx.doi.org/10.1155/2012/562381
http://dx.doi.org/10.1080/03602559.2016.1163603
http://www1.lsbu.ac.uk/water/enztech/detergent.html
http://www1.lsbu.ac.uk/water/enztech/detergent.html
http://www.walmart.com/c/kp/enzyme-cleaners
http://dx.doi.org/10.1111/1541-4337.12105
http://dx.doi.org/10.3390/ma6083254
http://dx.doi.org/10.1016/S0260-8774(00)00237-5
http://dx.doi.org/10.1021/jf00040a001


Materials 2016, 9, 473 15 of 15

40. Sunooj, K.V.; George, J.; Sajeev Kumar, V.A.; Radhakrishna, K.; Bawa, A.S. Thermal Degradation and
Decomposition Kinetics of Freeze Dried Cow and Camel Milk as well as Their Constituents. J. Food Sci. Eng.
2011, 1, 77–84.

41. Ramos, Ó.L.; Reinas, I.; Silva, S.I.; Fernandes, J.C.; Cerqueira, M.A.; Pereira, R.N.; Vicente, A.A.; Poças, M.F.;
Pintado, M.E.; Malcata, F.X. Effect of whey protein purity and glycerol content upon physical properties of
edible films manufactured therefrom. Food Hydrocoll. 2013, 30, 110–122. [CrossRef]

42. Kessler, H.G.; Beyer, H.J. Thermal denaturation of whey protein and its effect in dairy technology. Int. J.
Biol. Macromol. 1991, 13, 165–173. [CrossRef]

43. Bandyopadhyay, J.; Sinha Ray, S.; Bousmina, M. Thermal and Thermo-mechanical Properties of Poly(ethylene
terephthalate) Nanocomposites. J. Ind. Eng. Chem. 2007, 13, 614–623.

44. Mota, M.V.T.; Ferreira, I.M.P.L.V.O.; Oliveira, M.B.P.; Rocha, C.; Teixeira, J.A.; Torres, D.; Goncalves, M.P.
Enzymatic Hydrolysis of Whey Protein Concentrates: Peptide HPLC Profiles. J. Liq. Chromatogr. Relat. Technol.
2004, 27, 2625–2639. [CrossRef]

45. Cinelli, P.; Schmid, M.; Bugnicourt, E.; Wildner, J.; Bazzichi, A.; Anguillesi, I.; Lazzeri, A. Whey protein layer
applied on biodegradable packaging film to improve barrier properties while maintaining biodegradability.
Polym. Degrad. Stab. 2014, 108, 151–157. [CrossRef]

© 2016 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC-BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1016/j.foodhyd.2012.05.001
http://dx.doi.org/10.1016/0141-8130(91)90043-T
http://dx.doi.org/10.1081/JLC-200028429
http://dx.doi.org/10.1016/j.polymdegradstab.2014.07.007
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/

	Introduction 
	Materials and Methods 
	Materials 
	Methods 

	Results 
	Bilayer (Coated) Films 
	Multilayer (Laminated) Films 

	Conclusions 

