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ABSTRACT

The presence of microplastics and synthetic microfibers in the environment is increasing, causing
an accumulation in the food chain because their ingestion by different organisms in the ecological
community. This paper deals with the importance of wastewater treatment plants (WWTPs) as a
source of microplastics and microfibers from the sludge to the environment. These micropollutants
have been monitored in an urban WWTP during 2015, after being separated from the sludge. Micro-
pollutants were extracted by flotation, using a concentrated solution of sodium chloride and several
stainless steel sieves. After an initial screening performed with a trinocular microscope, the samples
were analyzed by Fourier transform infrared spectrometry and a differential scanning calorimeter,
this last technique only for the identified subsamples. Significant matches with databases could be
observed, identifying different compounds such as polypropylene, Nylon®, transparent thermoplastic
polyamides, norbornene, and ethyl acrylate, among others. These microplastics and microfibers could
be transported with organic matter on fertilizers, being used as compost in the field crops of Campo
de Cartagena.
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1 INTRODUCTION

The presence of plastics in the environment, since mass production began in the 40s, has been
an issue that has aroused great public and scientific interest. Although until recently, and even
today, the source of the problem was focused in litter originated from big plastics, since the
beginning of this XXI century, the plastic fragments, fibers and granules, collectively known
as microplastics, are considered as a new type of contaminant by itself [1]. Because of their
small size, these microplastics are taken for food by phytoplankton, entering the food chain
that ultimately affect humans. Besides these, microplastics and microfibers can be carriers,
by an adsorption mechanism, of hazardous compounds such as heavy metals, polychlorinated
biphenyls (PCBs), persistent organic pollutants (POPs), etc. Microplastics can be divided
into two main groups: primary microplastics directly manufactured with this size (<5 mm)
such as scrubbers in personal care products (PCPs) [2], as well as manufactured pellets used
in feedstock and plastic production [3], and secondary microplastics, or small fragments from
the breakup and breakdown of larger waste plastics [4].

Nowadays, it is believed that more than 250 species including fishes, sea birds, turtles and
marine mammals are affected by ingestion of these micropollutants [5]. This ingestion causes
adverse health effects because microplastics are composed of a wide range of polymers
derived from multiple sources, which makes their intake may be the introduction of toxins
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into the base of the food chain. Thus, problems in swallowing microplastics would focus both
physical or block damage these micropollutants can have on the digestive tract of animals,
and leaching of chemicals that make plastic components with contaminants, besides those
that could be adsorbed in the meantime.

The main objective of this study was the analysis and characterization of microplastics and
microfibers in the sludge of an urban wastewater treatment plant (WWTP), likely to reach the
environment and different ecosystem types.

The lack of standardized methods of sampling and analysis has complicated the comparison
among the results of a few studies, making it necessary the development of a sampling and
extraction technique.

2 MATERIALS AND METHODS
2.1 Sample collection

The study was conducted with sludge samples from the centrifuge, after the anaerobic diges-
tion process (sludge C), and the rejection of the primary clarifier (sludge P), obtained from
the WWTP ‘Cabezo Beaza’ of Cartagena, a Mediterranean city located in the Southeast of
Spain. This plant receives wastewater from both urban and industrial activities, and consists
of a conventional activated sludge process with a primary treatment and two parallel acti-
vated sludge bioreactors, serving about 210,000 equivalent inhabitants (35,000 m3d-") [6].
All samples were collected in glass containers to avoid additional contamination, and kept
refrigerated at 4°C on arrival to the laboratory.

2.2 Extraction and identification of microplastics in sludge

Microplastics and microfibers were extracted from sludge through the density separation
method of Vianello et al. [7], slightly modified. It is based on the ability of a concentrate
sodium chloride solution [NaCl; 120 gl™!) to remove these micropollutants from sludge,
resulting in a supernatant with floating particles. The concentrated solution was prepared in
an Erlenmeyer flask of 1,000 ml capacity.

An aliquot of 50 g (ww) was weighed from each sample, in duplicate, with the aid of a
glass crucible. Samples were shaken with the solution for 60 min in a 1-1 glass beaker to a
final volume of 500 ml, by using an orbital shaker at 200 rpm.

After 1 hour stirring, the mixture was allowed to settle for another hour, and the super-
natant was subjected to wet sieving through a No. 200 mesh (Sigma-Aldrich, Saint Louis,
MO, USA) for sludge C, and through a No. 20 mesh and No. 200 mesh for sludge P, to
obtain different sorted particles, i.e., 0.850 mm and 0.075 mm, respectively, as this last
sludge P had macroscopic particles that could hide the smaller ones. This procedure was
repeated twice, and the extracted fractions were dried at 60°C for 1 hour, and stored in glass
vessels.

After a first screening through a trinocular microscope, we could observe that micro-
particles (mainly microfibers) were impregnated with organic matter to form compact and
rigid structures. In order to remove it, extracted samples with general method were
crushed in an agate mortar and diluted in 10 ml isopropyl alcohol for 48 h at 60°C. After
extraction, the resulting mixture was centrifuged at 5,000 rpm for 2 min and dried in lab
stove for 1 h.
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2.3 Microscopic analyses

Microscopic analyses were carried out with an Olympus SZ61 trinocular microscope
(Edmund Optics Spain, Canary Islands), providing a superior image quality with a 10° con-
vergence angle at a working distance of 110 mm, magnification range from 6.7x to 45x and
LED lighting. This trinocular microscope was coupled with an Olympus Altra 20 high resolu-
tion digital camera, with a maximum resolution of 1,596 x 1,196 pixels, 10 bits per color
channel, 7.5 frames per second at full resolution, and 0.1 ms to 1 s exposure time.

2.4 FTIR

The infrared spectra were acquired with a Thermo Nicolet 5,700 Fourier transformed infrared
(FTIR) spectrometer (Thermo Nicolet Analytical Instruments, Madison, WI, USA), provided
with a deuterated triglycine sulfate (DTGS) detector and KBr detector. The spectra collected
were an average of 20 scans with a resolution of 16 cm™! in the range of 4,000-400 cm™!.
Spectra were controlled and evaluated by the OMNIC software package, by means of a refer-
ence spectra database, where peak maxima were manually determined after examination of
absorbance values.

2.5 DSC

A differential scanning calorimeter (DSC822¢, Mettler Toledo, Barcelona, Spain) was used
to investigate the heat flow of samples while heated according to the following pattern: steady
temperature ramp from 25°C to 300°C (20°C-min™"), isothermal period 300°C (2 min), steady
temperature ramp from —50°C to 400°C (20°C-min~!), isothermal period at 400°C (2 min).
Assays were performed in inert atmosphere, with a constant flow of 50 ml-min~!.

3 RESULTS AND DISCUSSION
3.1 General considerations

The macroscopic visual observation of samples or initial screening showed that they con-
tained a lot of organic matter, as depicted in Fig. 1, so it was necessary to use a binocular
microscope for an appropriate treatment. After that, the samples were classified into subsam-
ples, as presented in Table 1. All samples were collected during the months of February,
March and April 2015.

Subsequently, subsamples were characterized by FTIR spectroscopy and DSC since,
although there is very little information about the retention efficiency of microplastics and
microfibers in WWTP, differents researchers have previously used these analytical techniques
for their identification [8,9].

3.2 FTIR applied to sludge C subsamples

As previously indicated, spectra were controlled and evaluated by the OMNIC software, by
means of a reference spectra database, and interpreted according to Pretsch et al. [10]. The
main matching compounds are presented in Table 2. Zein, a protein with a great potential for
use in the bioplastics industry [11], appeared to be the main component of subsample_1.1C
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Table 1: Samples and subsamples.

Samples Subsamples

Sludge C Sample 1C Subsample_1.1C

Subsample_1.2C
Subsample_1.3C

Subsample_1.4C
Subsample_1.5C
Subsample_1.6C
Subsample_1.7C
Subsample_1.8C

Sample 2C Subsample_2.1C
Subsample_2.2C

Sample 3C Subsample_3.1C
Subsample_3.2C
Subsample_3.3C
Subsample_3.4C

Sludge P Sample 1P Subsample_1.1P
Subsample_1.2P

Subsample_1.3P
Subsample_1.4P

Sample 2P Subsample_2.1P
Subsample_2.2P
Subsample_2.3P

and subsample_1.6C, with a concordance of 83.45% and 69.08% with the reference spectra
database, respectively. Bioplastics comprise of a whole family of materials, either based on
biological stems (corn, sugarcane, etc.) or biodegradable, or featuring both properties [12].
Zein-based polymers are commonly used as a material for the formation of films, coatings,
microspheres and microcapsules due to their excellent strength properties. Zein has a high
fragility so it is necessary to add plasticizers to delay the formation of coating cracks [13].
Ethyl acrylate (CH,=CH-COO-CH,-CH,) appeared to be the main component in
subsample_1.2C and subsample_3.2C. It is an important monomer used for manufacturing
various types of polymers and copolymers, including resins, plastics, rubber and dental mate-
rial. As a monomer, ethyl acrylate is toxic, and may cause irritation and burn of eyes and skin
[14]. Maleki et al. [15] reported the use of ethyl acrylate grafted chitosan as a biopolymer for
Pb(II), Cd(I) and Zn(II) adsorption in wastewaters. So, it provides a feasible pathway to
transfer attached heavy metals as well as additive chemicals into the food chain [16].
Grilamid® TR 55 is a transparent thermoplastic polyamide, suitable for industrial produc-
tion in the fields of optics, electronics, automotive, packaging, sanitary components
(replacement of brass) and domestic appliances, among others. Lenz et al. [17] have reported
its use in nylon-jacketed cable products, that avoids the attack of insects. As a nylon resin, it
is used as an eyeglass frame material and to make sweaters. Habib et al. [18] also found
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Figure 1: Binocular microscope images from sludge C (subsample_1.1C) (a) 6x
magnification, and (b) 20x magnification; and sludge P (subsample_1.1P) (c)
20x magnification, and (d) 6x magnification.

synthetic fibers in sludge from a WWTF, whose origin would be the gray water from laundry;
during the spinning process, they would be detached from the tissue by mechanical action
and incorporated into the wastewater. Due to its low biodegradability in the biological pro-
cess taking place in the WWTF, these fibers would be incorporated into the sludge or the
treated effluent.

Subsample_3.3C displayed a soapy and whitish appearance, turning out to be, with a 85%
match, calcium stearate. This is a normally used compound for the manufacturing of cosmet-
ics, soaps, and fabric softeners, among others, hence its appearance in sludges of WWTP.

The main component for subsample_1.8C was a norbornene derivative, a flame retardant
thermoplastic elastomer addded to polymeric materials in order to prevent fire. Dec 602
(C,,H,CI,,0) Dec 603 (C,,H(Cl,,) Dec 604 (C,,H,Br,Cl,) and Declorane Plus (C ;H,Cl,,)
were introduced as substitutes for Mirex (C,,Cl,,), an organochlorine pesticide that was also
used as a flame retardant in the 1960s but was banned due to their toxicological properties in
the 1970s. Currently, these pollutants are being detected in the environment, both in sedi-
ments, air and water, as well as fish, eggs, blood and hair [18]. In Spain, Barén et al. [19, 20]
have reported the presence of these retardants in the Ebro river, as well as the sludges of six
WWTP close to that river. Despite their constant appearance, knowledge about the presence
of these pollutants, its fate and behavior is still very limited.

The highest matching score was for polyolefins. These include related plastics polyethyl-
ene (PE), both low and high density (LDPE and HDPE, respectively) and polypropylene
(PP). Due to its switching behavior, these compounds could be secondary microplastics,
originated from the breakdown of larger plastic items, such as plastic bags, films, bottle caps
and rings of six-packs of soda, and synthetic textile [21, 22], as well as primary source micro-
plastics included in PCPs such as facials, exfoliating creams and toothpastes [23].
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Table 2: List of main components matching the reference spectra database for subsam-

ples of sludge C.
Subsample Match (%) Compound name
1.1C 83.45 Zein, purified
1.2C 70.08 Ethyl acrylate copolymer
1.3C 71.04 Grilamid® TR 55
1.4C 75.97 Phosphate Amorphe Calcium Carbonate
1.5C 70.56 Grilamid® TR 55
1.6C 69.08 Zein, purified
1.7C 90.96 ARC 1,001 (cast)
1.8C 89.55 Poly(ethylene:propylene:ethylidene norbornene)
2.1C 46.80 Polyamide resin (n=39 p/400F)
2.2C 96.94 Poly(1-decene), isotactic
3.1C 68.02 Ethyl cellulose (48% ethoxyl, n=10)
3.2C 60.66 Poly(ethylene:ethyl acrylate)
3.3C 85.28 Calcium stearate
3.4C 97.77 Poly(1-decene), isotactic

The FTIR analysis also allowed us to measure the degree of oxidation by using the relative
oxidation percentage, assumed as the peak area at 1650—1850 cm™! divided by the carbonyl
peak area (1,720 cm™"). This percentage corresponds to the amount of polyolefin undergoing
thermo-oxidation, photo-oxidation or radio-oxidation at any time of its lifecycle [24], that is,
manufacture, distribution or use, resulting in structural effects such as chain breakage or
crosslinking. A number of factors are responsible for the deterioration of polymer properties,
such as: oxidative and thermal degradation, UV irradiation, climate factors, mechanical
stresses, etc. [25].

Subsample_2.2C and subsample_3.4C proved to be in a 20% degradation process, with a
relative mass and resistance losses, affecting in their mechanical properties.

3.3 FTIR applied to sludge P subsamples

For the P-type mud, as shown in Table 3 displays the main constituents of sludge P subsam-
ples, with the same compounds as explained before, except for silk, a natural protein fiber
used in the textile industry, and because its lability, this fiber can only be found in the sludge
P, before sludge anaerobic digestion and centrifugation.

3.4 DSC

DSC was used as a rapid and cost effective instrumental method for studying polymers deg-
radation mechanisms [25]. This technique has always been used to develop thermal property
data for single component polymers [26]. In our styudy, it was applied, with the previously
described pattern, on subsample_1.1C, subsample_1.2C, and subsample_1.8C, as depicted in
Table 4, because of insufficient sample amount for other subsamples.
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Table 3: List of main components matching the reference spectra database for subsamples

of sludge P.
Subsample Match (%) Compound name
1.1P 64.39 Grilamid® TR 55
1.2P 69.04 Silk 1T
1.3P 55.37 Poly(octadecyl acrylate)
1.4P 80.97 Octadenoic acid
2.1p 74.19 Poly(ethylene:ethyl acrylate)
2.2P 90.37 Poly(ethylene:ethyl acrylate)
2.3P 73.72 Cellulose

Table 4: Differential scanning calorimeter procedure.

Weight (mg)
Melting pot &
Subsample Heating Melting pot Subsample subsample
Subsample_1.1C Ist heating 33.147 33.250 0.103
2nd heating 33.147 33.180 0.033
Subsample_1.2C 1st heating 33.144 35.643 2.499
2nd heating 33.144 35.370 2.226
Submuestra_1.8C 1st heating 32.797 33.105 0.310
2nd heating 32.797 32.997 0.200

As FTIR showed the presence of water stretching vibrations of OH bond in the range of
3,500-3,100 cm™!, the characterization by DSC caused a mass loss of 68%, 11%, and 36%
for subsample_1.1C, subsample_1.2C, and subsam-ple_1.8C, respectively.

Figure 2 shows the DSC analysis for subsample_1.2C. The endothermic peak corresponding
to 161.93°C observed with this material, quite approaches the melting point of polypropylene
(165°C) with a fusion enthalpy of AH,=0.47 J/g.

4 CONCLUSIONS

The study is presented as a first screeening on microfibers and microplastics in the sludges
of an urban WWTP. The results clearly indicate their presence, both in the sludge from the
primary clarifier (primary treatment) and after the anaerobic digestion and centrifugation,
the last step before disposal and use as an amendment in agriculture. The results of this
research suggest that sludges from WWTP can be a source of these micropollutants towards
soil, freshwater and marine environments. However, the evaluation of the role of sewage
plants in the total microplastic and microfiber load to the environment needs further
investigations.

An important variety and amount of different types of microplastics and microfibers was
detected in this investigation, highlighting the presence of bioplastic residues, ethyl acrylate,
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Figure 2: de/dT versus T for subsample_1.2C.

different polyamides such as Grilamid® TR 55, polyolefins, and a norbornene derivative, a
flame retardant thermoplastic added to different polumeric materials, among others. All of
them were confirmed by FTIR analysis. The presence of these micropollutants also threat to
biota, as their small size makes them available to a wide range of aquatic and soil organisms.
Besides, these synthetic microcomponents can also result in a toxic response due to inherent
monomers leaching from their composition, as well as common plasticisers that may be
incorporated into plastics during manufacture.

In another toxicity level, microplastics and microfibers have a large surface area to volume
ratio; for that reason, they can adsorb different pollutants including heavy metals, POPs and
PCBs, that will be monitored in a following research.

Although there is no specific policy designed to prevent environmental pollution
with microplastics and microfibers in Europe, at the moment, some countries like The Neth-
erlands, Austria, Belgium and Sweden are being pioneers. They have come together to apply
the prohibition on the use of microplastics, indicating that could get alliances with producers
to find substitutes for these items, so protecting the environment for the so-called ‘microplas-
tic soup’. In special, the cosmetics industry is under fire worldwide because of its use in
PCPs. In this sense, some commercial brands, like Colgate-Palmolive have kept their promise
and have eliminated this micropollutants from their toothpastes. Furthermore, 69 NGO’s in
33 countries are supporting the ‘Beat the Microbead’ campaign, calling to ban the use of tiny
plastic beads in cosmetics and PCPs [27].
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