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Abstract

Background: Synthetic microplastics (<5-mm fragments) are emerging environmental contaminants that have
been found to accumulate within coastal marine sediments worldwide. The ecological impacts and fate of
microplastic debris are only beginning to be revealed, with previous research into these topics having primarily
focused on higher organisms and/or pelagic environments. Despite recent research into plastic-associated microorganisms
in seawater, the microbial colonization of microplastics in benthic habitats has not been studied. Therefore, we
employed a 14-day microcosm experiment to investigate bacterial colonization of low-density polyethylene (LDPE)
microplastics within three types of coastal marine sediment from Spurn Point, Humber Estuary, UK.

Results: Bacterial attachment onto LDPE within sediments was demonstrated by scanning electron microscopy and
catalyzed reporter deposition fluorescence in situ hybridisation (CARD-FISH). Log-fold increases in the abundance of

16S rRNA genes from LDPE-associated bacteria occurred within 7 days with 16S rRNA gene numbers on LDPE surfaces
differing significantly across sediment types, as shown by quantitative PCR. Terminal-restriction fragment length
polymorphism (T-RFLP) analysis demonstrated rapid selection of LDPE-associated bacterial assemblages whose structure
and composition differed significantly from those in surrounding sediments. Additionally, T-RFLP analysis revealed
successional convergence of the LDPE-associated communities from the different sediments over the 14-day
experiment. Sequencing of cloned 165 rRNA genes demonstrated that these communities were dominated after

14 days by the genera Arcobacter and Colwellia (totalling 84-93% of sequences). Attachment by Colwellia spp. onto
LDPE within sediments was confirmed by CARD-FISH.

Conclusions: These results demonstrate that bacteria within coastal marine sediments can rapidly colonize LDPE
microplastics, with evidence for the successional formation of plastisphere-specific bacterial assemblages. Although the
taxonomic compositions of these assemblages are likely to differ between marine sediments and the water column,
both Arcobacter and Colwellia spp. have previously been affiliated with the degradation of hydrocarbon contaminants
within low-temperature marine environments. Since hydrocarbon-degrading bacteria have also been discovered on
plastic fragments in seawater, our data suggest that recruitment of hydrocarbonoclastic bacteria on microplastics is
likely to represent a shared feature between both benthic and pelagic marine habitats.
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Background

Plastic debris is globally distributed across estuarine and
marine ecosystems [1-8], reflecting the success of synthetic
polymers as both consumer and industrial products, and
their persistence in the environment [9]. Annual world-
wide manufacture of thermoplastics has increased from
less than two million tonnes in 1950 to between 230 and
245 million tonnes during the last decade [10]. There is
now widespread public concern about the ecological im-
pacts of plastic waste on marine organisms. Whilst the
physical impacts caused by plastic debris (for example, en-
tanglement and suffocation of wildlife) are well-recognized
[11], the rapid proliferation of microplastics (<5 mm
fragments) in marine habitats [2,8,12] is leading to a re-
evaluation of the potential detrimental effects of plastic
litter [13]. Microplastics represent both a physical and
chemical threat to the ecological integrity of our seas and
oceans [9] due to their high potential to become ingested
by wildlife, and their capacity to transport persistent or-
ganic pollutants (for example, polynuclear aromatic hydro-
carbons) and plastic additives into marine food webs
[14,15]. This is particularly true for coastal and intertidal
sediments that represent sinks for the accumulation of
plastic litter [7,9,12,16-18], where microplastic concentra-
tions may reach up to 81 parts per million by mass [16]
and constitute as much as 80% of plastic debris within the
seafloor [19].

Most previous research into the environmental impacts
of microplastics has focused either on their abundance
and distribution [8,9] or on their potential detrimental ef-
fects on higher organisms [20]. In marine environments,
microorganisms function as pioneering surface colonizers
and drive critical ecosystem processes including primary
production, biogeochemical cycling and the biodegrad-
ation of anthropogenic pollutants [21,22]. However, eco-
logical interactions between marine microorganisms and
microplastics have until recently received scant attention,
with our understanding of this topic being limited primar-
ily to pelagic habitats [23]. Early observations of the mi-
crobial colonization of microplastics in seawater reported
the isolation of ‘rod shaped Gram-negative bacteria’ from
~0.5 mm polystyrene spherules [14] and the presence of
diatoms on plastic fragments in the Sargasso Sea [1].
Culture-based seawater microcosm studies have also dem-
onstrated microbial attachment to polyethylene tereph-
thalate [24] and polyethylene plastic bags [25]. Moreover,
experiments using molecular fingerprinting and 16S rRNA
gene clone sequencing analyses have identified Roseobacter
spp. and other Alphaproteobacteria as key colonists of
acryl, polyurethane, poly(methyl methacrylate) and polyvi-
nylchloride surfaces, following up to 72-hour exposures of
these materials in coastal waters [21,22,26]. Recently,
phylogenetically diverse plastic-associated microbial as-
semblages (including Bacillus and Vibrio spp.) have also
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been discovered in the North Pacific Gyre and the North
Atlantic Ocean [27,28]. Moreover, bacterial association
with plastic surfaces has been reported in engineered eco-
systems, including drinking water distribution systems
[29,30]. Despite these initial reports, there remains a
lack of knowledge concerning microbial colonization of
microplastic debris within marine environments. In par-
ticular, there is an absence of any information concerning
microbial-plastic interactions and colonization processes
within marine sediments [23].

Hence, in this study, we have used a 14-day laboratory
microcosm experiment to investigate the potential for
microplastics to function as sites for attachment of natur-
ally occurring bacterial assemblages within coastal marine
sediments. This research aimed firstly to quantify attach-
ment of naturally occurring bacteria onto plastic fragments
within sediments, and secondly to investigate variation in
the structure and diversity of plastic-colonizing bacterial
assemblages over time and across both sandy and silty
sediment types. Thirdly, this study aimed to identify the
predominant bacterial genera attaching onto the plastic
surfaces. Low-density polyethylene (LDPE) was chosen as
the model polymer due to its importance both as the most
widely produced polymer, accounting for 21% of global
production, and as a widely documented component of
marine plastic debris [7-10].

Methods

Sediment sampling and characterisation

Sediments were collected on the 25™ of April 2010 from
three sampling sites (SP1, SP2 and WB) within the Humber
Estuary, UK (Additional file 1: Figure S1). Samples were ob-
tained at low tide from the surface top centimeter of the
sediment. Sediments were stored either overnight in
darkness at 4°C prior to use in laboratory microcosms,
or at —20°C for sedimentological analysis. Samples for sedi-
mentological analysis were dried at 105°C and analyzed for
loss on ignition (LOI) (%) and particle size distribution
(PSD). The LOI measurements were based on changes in
mass following heating at 425°C for 18 hours. Sediment size
fractions of <1 mm were analyzed for PSD using a LA-950
particle sizer (Horiba Instruments Ltd, Northampton, UK),
using 0.1 M sodium hexametaphosphate as a dispersant
[31]. The sediments were predominantly comprised of fine
sand (SP1), medium sand (SP2) and silt (WB) (Additional
file 2: Table S1).

Sediment-LDPE microcosms

Sediments were homogenized by stirring and microcosms
were established by weighing 5 — 7 ml of sediment into
sterile, triple-vented 55 mm Petri dishes. Each individual
microcosm was spiked with six fragments (5x 5 x 1 mm)
of LDPE (Goodfellow Cambridge Ltd, Huntingdon, UK)
that had been sterilized with 70% ethanol. The sediments
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were submerged in sterile artificial seawater (ASW) (ZM
Systems, Winchester, UK). The salinity of the ASW was
based on in situ measurements (33 at SP1 and 30 at SP2
and WB) taken using a Portasal™ 8410A salinometer
(Guildline, Smiths Falls, Canada). Microcosms were incu-
bated in darkness at 4°C (based on water temperature at
the sites at the time of sediment sampling). Sacrificial
sampling of plastic fragments was performed in triplicate
(i.e., three replicate Petri-dish microcosms were sampled
at each time point for each of the three sediment types,
with each individual microcosm containing six LDPE frag-
ments, totalling nine microcosms per time point) at seven
intervals [immediately (within <2 minutes), at 6 hours
and after 1, 2, 4, 7 and 14 days]. The plastics were sus-
pended, rinsed in ASW and centrifuged for five seconds
(up to 2038 x g) in order to detach loosely adhering mate-
rials from the plastic surfaces, while retaining LDPE-
attached cells for further analysis. LDPE fragments were
stored at —80°C for molecular analyses or fixed overnight
in 2% (v/v) formaldehyde at 4°C for scanning electron mi-
croscopy and fluorescence microscopy. Following fixation,
fragments were rinsed with ASW and 96% ethanol, and
stored at —20°C. Sediment samples were taken for molecu-
lar analysis from microcosms sampled at four time inter-
vals (immediately and after 4, 7 and 14 days), and stored
at -80°C.

Scanning electron microscopy

Following initial fixation using 2% (v/v) formaldehyde,
LDPE fragments were secondarily fixed in 2.5% glutaralde-
hyde in 0.1 M sodium cacodylate buffer for two hours at
room temperature. The fragments were washed twice for
30 minutes with 0.1 M sodium cacodylate buffer and post-
fixed in 2% osmium tetroxide for one hour. Samples were
dehydrated by a graded series of exposures to ethanol and
hexamethyldisilazane [32]. The samples were coated
with ~25 nm of gold using an Edwards S150B sputter
coater. Images were obtained with an XL-20 scanning
electron microscope (Philips/FEI, Cambridge, UK) at an
accelerating voltage of 20 kV.
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Catalyzed reporter deposition fluorescence in situ
hybridization (CARD-FISH)

LDPE-associated bacterial cells were visualized using an
existing CARD-FISH protocol [33] in conjunction with uni-
versal bacterial oligonucleotide probes (EUB338 I-III) and a
negative control probe (NON338) (Thermo Fisher Scientific
or Biomers, Ulm, Germany) (Table 1). Hybridization condi-
tions employed for the CARD-FISH analysis are listed in
Table 1. Probes targeting the genera Arcobacter (ARC94)
and Colwellia (PSA184) (Biomers, Germany) were also used
(Table 1), following bacterial 16S rRNA gene sequencing
analysis (details below). CARD-FISH was performed accord-
ing to the manufacturer’s instructions using a TSA™ Cyanine
3 Tyramide Reagent Pack (Perkin-Elmer, Buckinghamsbhire,
UK). Following hybridization, the LDPE fragments were
counterstained by 4',6-diamidino-2-phenylindole (DAPI)
[33]. Bacteria were visualized using an Olympus IX71 epi-
fluorescence microscope equipped with a 100x/NA 1.3
objective.

DNA isolation and end-point PCR amplification of 16S
rRNA genes

DNA was isolated from either six pooled LDPE fragments
(total surface area of 4.2 ¢cm?) or from 0.5 g of sediment
using a Powersoil® DNA isolation kit (MO BIO, Carlsbad,
CA), and eluted in either 50 pl or 100 pl of sterile nuclease-
free water (LDPE and sediment, respectively) (Ambion,
Austin, USA). PCR was used to amplify 16S rRNA gene se-
quences for the construction of a standard curve for quan-
titative real-time PCR (Q-PCR) analysis [41,42], T-RFLP
analysis [43] and for the construction of 16S rRNA gene
clone libraries.

For standard curve construction for Q-PCR, the uni-
versal bacterial primers EUB338 (5'- ACT CCT ACG
GGA GGC AGC AG -3’) and EUB518 (5'- ATT ACC
GCG GCT GCT GG -3’) were used [44]. Each PCR
contained 1 pl of sediment template DNA, 1x PCR buf-
fer containing 1.5 mM of MgCl,, 0.25 mM of each deox-
yribonucleoside triphosphate (ANTP), 0.3 pM of each
primer and 2.5 U of Taq polymerase (Qiagen, Crawley,
UK) made up to a total volume of 25 ul with sterile

Table 1 Oligonucleotide probes and hybridization conditions used for CARD-FISH analysis of bacteria attached to LDPE

fragments

Probe Nucleotide sequence (5' - 3') Probe target % FA? °ocP References
NON338 ACT CCT ACG GGA GGC AGC Negative control 55 35 [34]
EUB338 | GCT GCC TCC CGT AGG AGT Most Bacteria 55 35 [35]
EUB338 I GCA GCC ACC CGT AGG TGT Planctomycetales 55 35 [36]
EUB338 Il GCT GCC ACC CGT AGG TGT Verrumicrobiales 55 35 [36]

ARC94 TGC GCC ACT TAG CTG ACA Arcobacter 20 46 [37]
PSA184 CCC CTT TGG TCC GTA GAC Pseudoalteromonas, Colwellia 30 31 [38]

Per cent (v/v) formamide (FA) in hybridization buffer, based on [39] (NON338, EUB probes), [37] (ARC94) or [38] (PSA184).
PHybridization temperature, based on [39] (NON338, EUB probes), [37] (ARC94) or a modification of [40] (PSA184).
The fragments were retrieved from microcosms following 14 days of exposure to sediment from sampling site SP2 (Humber Estuary, UK).
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nuclease-free water (Ambion). PCR cycling conditions
were 94°C for 3 min, followed by 40 cycles of 94°C for
30 s, 50°C for 45 s and 72°C for 30 s and a final extension
step at 72°C for 7 min. PCR products used for standard
curve construction were purified using a QIAquick® gel
extraction kit (Qiagen).

For T-RFLP fingerprinting, the primers FAM-63 F (5'-
CAG GCC TAA CAC ATG CAA GTC -3’) [45] and
1389R (5'- ACG GGC GGT GTG TAC AAG -3’) [46]
were used. For amplification of 16S rRNA genes prior to
clone library construction, primers 27 F (5'- AGA GTT
TGA TCC TGG CTC AG -3’) and 1492R (5'- TAC
CTT GTT ACG ACT T -3’) were used [47]. For both
T-RFLP fingerprinting and library construction, each
PCR contained 1-2 pl of template DNA, 1x PCR buffer
containing 1.5 mM of MgCl,, 2x Q Solution (Qiagen),
0.25 mM of each ANTP, 0.4 pM of each primer and 2.5
U of Taq polymerase (Qiagen) made up to a total vol-
ume of 50 pl with sterile nuclease-free water. For T-
RFLP analyses, PCR cycling conditions were 94°C for
2 min, followed by 35 cycles of 94°C for 30 s, 57°C for
45 s, 72°C for 90 s and a final extension step at 72°C
for 10 min. For library construction, PCR cycling condi-
tions were 94°C for 2 min, followed by 35 cycles of 94°C
for 1 min, 55°C for 45 s, 72°C for 2 min and a final exten-
sion step at 72°C for 10 min. PCR products were visual-
ized following electrophoresis on 0.8% (w/v) agarose gels.
PCR products used for T-RFLP analyses were purified
using QIAquick columns (Qiagen).

Quantitative real-time PCR (Q-PCR) amplification of 16S
rRNA genes

Purified PCR products (~200 bp) obtained from DNA
extracted from sediments from sites SP2 and WB (see
above) were used to construct a standard curve to quan-
tify 16S rRNA gene numbers on LDPE surfaces across
the three sites, over a range of 1.0x10° to 1.0 x 10’
amplicons of target DNA per mm? of LDPE. Quantita-
tive real-time PCR (Q-PCR) analysis was performed on a
single assay plate [48], using DNA extracted from LDPE
fragments. Each Q-PCR contained 1 pl of template DNA,
5% QuantiFast” SYBR® Green PCR Mastermix (Qiagen)
[49] and 0.3 pM of the primers EUB338 and EUB518 [44],
made up to a total volume of 25 pl with sterile nuclease-
free water (Ambion). Primers and cycling conditions were
as described for end-point PCR amplifications, with
the exception of omitting the final extension step. No-
template controls (NTCs) (n = 3) were included. Measure-
ments were performed in triplicate for each sampling
interval and sediment type, using a CFX96™ Real-Time
PCR Detection System (Bio-Rad, Hemel Hempstead, UK)
and quantified by CFX Manager™ software (Bio-Rad).
Mean cycle threshold (C,) values (i.e., the number of cy-
cles required for the fluorescence signal to exceed the
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background) were estimated [50]. PCR product specificity
was confirmed by melting curve analysis [51].

Terminal-restriction fragment length polymorphism (T-RFLP)
analysis

Purified PCR products (5 — 10 pl) were digested with 20 U
of Alul and 1x restriction enzyme buffer (Roche, Burgess
Hill, UK) in a total volume of 15 pl at 37°C for three hours.
Digestion products (5 pl) were desalted using 0.2 mM
MgSO,e7H,0 and 5 pl of glycogen (20 mg ml™) (Bioline,
London, UK) in 70% ethanol. Desalted digests (1 — 4 pl)
were denatured with formamide containing 0.5% GeneS-
can™ 500 ROX™ internal size standard (Applied Biosystems,
Warrington, UK) in a total volume of 10 pl and incubated
at 94°C for 3 min prior to electrophoresis using an ABI
3730 PRISM® Genetic Analyzer (Applied Biosystems), with
injection times of 5 or 10 s and an injection voltage of
2 kV. Capillary electrophoresis was conducted at 15 kV for
20 minutes.

16S rRNA gene clone library construction and sequencing
Purified PCR products were ligated into the pCR4’-
TOPO® TA cloning vector and transformed into One
Shot® chemically competent Escherichia coli TOP10 cells
(Invitrogen, Paisley, UK). Transformants were selected
on Luria-Bertani (LB) agar plates containing ampicillin
(50 pg ml™) and X-gal (80 pg ml™). Insert DNA from
white colonies was amplified using the vector primers
T7 (5'- TAA TAC GAC TCA CTA TAG G-3’) and T3
(5'- AAT TAA CCC TCA CTA AAG G -3"). Each PCR
contained 1 ul of overnight culture, 1x PCR buffer,
1.5 mM of MgCl,, 0.25 mM of each dNTP, 0.4 uM of
each primer and 2.5 U of Tag polymerase (Bioline), and
was made up to a final volume of 25 ul with sterile
nuclease-free water (Ambion). The PCR was performed
as described for the primers 27 F and 1492R, using 25 cy-
cles. PCR products were purified using the SureClean
PCR purification kit (Bioline). Sequencing analysis was
performed using 0.5 pM of primer 27 F, a BigDye® Ter-
minator v3.1 cycle sequencing kit and an ABI 3730
PRISM*® Genetic Analyser (Applied Biosystems).

Bioinformatics and multivariate analyses

T-RELP profiles were analysed using Genemapper® soft-
ware (version 3.7, Applied Biosystems). Sizes of terminal
restriction fragments (T-RFs) (50-500 nt) were estimated
using the Local Southern method [52]. Peaks represented
by fluorescence intensities of <100 units were excluded
from further analyses. T-RFLP profiles were aligned using
the software T-Align (http://inismor.ucd.ie/~talign/) [53].
The relative abundance of each T-RF was calculated as a
proportion (%) of the total peak area within each profile.
Peaks with relative areas of <0.5% were excluded. Square
root-transformed Bray-Curtis similarity matrices based on
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the T-RFLP data were analysed using the PRIMER statis-
tical package (version 6.1.13) [54] for non-parametric
multidimensional scaling ordinations, analyses of similar-
ity (ANOSIM) [55] and Shannon’s diversity [56]. A two-
way ANOSIM was performed with ‘time’ (of exposure of
LDPE-microplastics within sediment) and ‘substrate type’
(sediments and LDPE microplastic) as factors. One-way
ANOSIMs were conducted with ‘sediment type’ or ‘time’
(of exposure of LDPE microplastics within sediment) as
the factors. One-way ANOVAs for comparing Shannon’s
diversity were performed using the R statistical package
(version 2.12.0) [57], with ‘exposure time’ as the factor.

DNA sequences of cloned 16S rRNA genes were
edited using ChromasPro software (version 1.5, http://
www.technelysium.com.au). Multiple alignments were
constructed using Clustal W2 (http://www.ebi.ac.uk/Tools/
msa/clustalw2/), with chimeric sequences excluded using
Mallard (version 1.02) [58] and Bellerophon [59]. Align-
ments were inspected for anomalous reads and trimmed
to a universal read length with Mothur (version 1.17.2)
[60]. Taxonomic assignments were performed using the
Ribosomal Database Project Classifier (version 6) [61]. Se-
quences were compared to the GenBank database using
the Basic Local Alignment Search Tool for nucleotides
(BLASTn) [62]. Neighbor-joining trees [63] were con-
structed using MEGA (version 5.03) [64]. Evolutionary
distances were calculated using the Kimura 2-parameter
method [65]. Rate variation among sites was modelled by
a gamma distribution with tree-specific shape parameters,
as based on the maximum-likelihood fits of different nu-
cleotide substitution models. Positions containing gaps
and missing data were eliminated. Confidence levels for
the tree topology were assessed by bootstrap analysis
(1000 replicates).

Results

Bacterial attachment onto LDPE microplastics within
sediments

Scanning electron microscopy was used to examine micro-
plastics obtained from sediment-LDPE microcosms either
immediately or following 14 days of exposure in either
sandy or silty sediment types collected from three sites
(SP1, SP2 and WB) within the Humber Estuary, UK. (see
Additional files 1 and 2: Figure S1 and Table S1). Following
detachment of loosely adhered material from the plastic
surfaces by a gentle centrifugation step, attachment of
morphologically diverse prokaryotic cells (rod- and spirilla-
shaped) was observed on LDPE microplastics within all
sediment types (Figure 1), with additional attachment by
pennate diatoms (Additional file 3: Figure S2). Bacterial
cells were found to be attached onto LDPE surfaces ex-
posed to sediment from site SP2 for 14 days, as shown by
4',6-diamidino-2-phenylindole (DAPI) staining and cata-
lyzed reporter deposition in situ fluorescence hybridization
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(CARD-FISH) analysis performed with the oligonucleotide
probes EUB338 I-1III (Figure 2a-d). Bacteria typically con-
stituted the majority of prokaryotic cells observed on the
LDPE fragments (Figure 2d).

Bacterial 16S rRNA gene numbers on LDPE frag-
ments exposed to the three sediment types during the
14-day experiment were quantified (Figure 3) as a proxy
of the relative abundance of plastic-colonizing bacteria
using quantitative real-time PCR (Q-PCR). In order to
obtain meaningful Q-PCR results, it is necessary to sep-
arate the DNA template amplification signal from back-
ground fluorescence [50,66]. Gene number estimates
with mean C, values less than 3.3 cycles lower than
those corresponding to no-template controls (NTCs) (i.e.,
less than a log-fold difference in gene numbers) are poten-
tially influenced by background interference [50]. For all
three sites, this was the case for LDPE fragments sampled
prior to Day 4 and additionally for site SP1 at Days, 4, 7
and 14. Consequently, estimates of bacterial 16S rRNA
gene numbers for these samples were excluded from stat-
istical analysis.

For LDPE microplastics retrieved from microcosms con-
taining sediments from sites SP2 and WB, the abundance
of 16S rRNA genes differed significantly both as a function
of time of exposure to sediments and to sediment type
(two-way ANOVA, F,1, =16.50, p <0.001 and F;, =
14.65, p <0.01, respectively). 16S rRNA gene numbers
quantified following 7 and 14 days of exposure to
sediments from sites SP2 and WB were approximately a
log-fold higher than after four days of exposure (Tukey
multiple comparison test for factor ‘exposure time, p <
0.01 and p <0.001 for sites SP2 and WB, respectively;
Figure 3). There was no significant difference between
numbers of 16S rRNA genes amplified from DNA ex-
tracted from LDPE microplastics sampled after 7 and
14 days of exposure to sediments. Following seven days of
exposure to sediments, mean 16S rRNA gene numbers on
LDPE surfaces corresponded to a ratio of 2.8:1.0 between
sites SP2 (% = 1.3x10°+£9.9x10° SE) and WB (% =
4.8x 10" +1.6 x 10" S.E.) (Figure 3). For LDPE fragments
exposed to sediments from site SP1, a nearly log-fold in-
crease in the abundance of bacterial 16S rRNA genes on
the plastic surfaces was observed over the duration of the
experiment.

The structure and diversity of LDPE-associated bacterial
communities

Terminal-restriction fragment polymorphism (T-RFLP)
data corresponding to LDPE microplastics exposed to
sediments from site SP1 for less than two days, from site
SP2 for less than one day and from site WB for less than
six hours were excluded from statistical analysis due to
low fluorescence signals. Bacterial communities present
on LDPE microplastics differed significantly from those


http://www.technelysium.com.au/
http://www.technelysium.com.au/
http://www.ebi.ac.uk/Tools/msa/clustalw2/
http://www.ebi.ac.uk/Tools/msa/clustalw2/

Harrison et al. BVIC Microbiology 2014, 14:232
http://www.biomedcentral.com/1471-2180/14/232

Page 6 of 15

\

Figure 1 Scanning electron micrographs showing prokaryotic attachment on LDPE microplastics. Images were taken of LDPE fragments
sampled from microcosm experiments containing coastal marine sediment from three sites: SP1 (a and b), SP2 (c and d) and WB (e and f) at
Spurn Point, UK, sampled either immediately or after 14 days (left-hand and right-hand panels, respectively). The scale bars are 5 pm.

within the sediments, as demonstrated by T-RFLP analysis
of 81 Alul-digested PCR products derived from DNA iso-
lated from individual sediment-LDPE microcosms (two-
way ANOSIM, global R =0.71, p <0.001; see Additional
file 4: Figure S3). Initially (i.e., following two days of expos-
ure to sediments), sediment type-specific communities
were found on LDPE microplastics (one-way ANOSIM,
global R =0.67, p =0.04; Figure 4a). Subsequently, sig-
nificant variation was observed in the structure of the
LDPE-associated bacterial communities during the 14-day
experiment (Table 2). Specifically, there were significant
shifts in the structure of LDPE-associated bacterial com-
munities by Days 7 and 14 of the experiment, with notable
convergence in the structure of these communities across
the three sediment types (Figure 4a). One-way ANOSIM
R declined from R =0.67 (p <0.001) to R =0.01 (not sig-
nificant), when comparing differences between LDPE-
associated communities across different sediments at Day

2 vs. Day 14 and Day 7 vs. Day 14, respectively (Table 2). In
contrast, sediment bacterial communities from each site
remained significantly different from each other throughout
the 14-day experiment (one-way ANOSIM, global R =0.72,
p <0.001; Figure 4b). Moreover, no significant temporal
variation was observed in the structure of the sediment bac-
terial communities (Table 2). Bacterial communities on
LDPE microplastics became significantly less diverse over
time (one-way ANOVA of Shannon’s diversity, F =4.69,
p =0.008, d.f. = 3, 32) (Additional file 5: Table S2). In con-
trast, no significant temporal shifts were observed in the
diversity of sediment bacterial communities (one-way
ANOVA of Shannon’s diversity, F =2.12, p =0.117, d.f = 3,
32) (Additional file 5: Table S2).

The taxonomic identities of LDPE-associated bacterial genera
Clone libraries were constructed of PCR-amplified 16S
rRNA genes from LDPE microplastics from sites SP1,
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Figure 2 Epifluorescence micrographs showing bacterial attachment onto LDPE microplastics. The micrographs were obtained following
14 days of exposure to coastal sediment (sampling site SP2) in experimental microcosms. Micrographs corresponding to staining by 4,6-
diamidino-2-phenylindole (DAPI) are displayed in the left-hand panels (a, ¢ and e). Micrographs corresponding to staining by CARD-FISH are
displayed on the right-hand panels, as shown for the oligonucleotide probes NON338 (b), EUB338 | — Il (d) and PSA184 (f). The scale bar is 20 um.

SP2 and WB, following 14 days of exposure to either sandy
or silty sediment types. A total of 251 sequences were gen-
erated across the three libraries. Rarefaction curves dis-
played a tendency for curvilinearity when using operational
taxonomic unit (OTU) designations based on 95, 97 or
99% sequence similarity (Additional file 6: Figure S4).
Moreover, Good’s coverage estimates of >75% were typ-
ically obtained for OTU designations at these levels of
sequence identity (Additional file 7: Table S3).

16S rRNA gene sequences from the genera Arcobacter
(Epsilonproteobacteria) and Colwellia (Gammaproteo-
bacteria) were found to dominate the LDPE-associated
bacterial assemblages, together comprising between 84
and 93% of sequences from the three sites (Figure 5).
Neighbor-joining phylogenetic trees revealed a high de-
gree of sediment-specific clustering within each genus,
with 80 — 100% of the sequences within individual popu-
lations originating from a given sediment type (Figure 6).
OTU-based analyses also showed sediment-specific clus-
tering of these sequences, with 80 — 100% of the domin-
ant OTUs within each genus typically originating from a

single sampling site (Additional files 8 and 9: Figures S5
and S6). Moreover, the LDPE-affiliated communities from
each site contained significantly different Arcobacter spp.
populations, as assessed using LIBSHUFF in Mothur [60]
(with Bonferroni correction, p < 0.05). Site-specific Colwel-
lia spp. populations were also found. However, for this
genus, differences between sites SP2 and WB were barely
significant (p = 0.05), in agreement with the high similar-
ities observed between the structures of the overall LDPE-
associated bacterial communities at these two sites as
determined by T-RFLP analysis (Figure 4).

The presence of Colwellia spp. on the surface of LDPE
microplastics following 14 days of exposure to sediment
from site SP2 was confirmed by CARD-FISH analysis
using the oligonucleotide probe PSA184 (see Methods and
Table 1) (Figure 2f). An attempt was also made to detect
Arcobacter spp. on the LDPE surface using the probe
ARC94 (Table 1). However, colonization of LDPE micro-
plastics by Arcobacter spp. could not be visually demon-
strated by CARD-FISH analysis due to the presence of
non-specific fluorescence signals (data not shown).
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Figure 3 Variation in the relative abundance of bacterial 16S rRNA genes. The data are based on bacterial 165 rRNA genes amplified from
DNA extracted from LDPE microplastics in sediments sampled over time. LDPE fragments were sampled in triplicate over time [immediately
(Imm.), after 6 hours (hrs) and on days (D) 1, 2, 4, 7 and 14)] from microcosms containing sediments from three sites (SP1, SP2 and WB, as
indicated). Abundances are expressed as 16S rRNA genes per mm? of LDPE. Error bars represent one standard error (n = 3). Gene numbers were
calculated from the following standard curve: » = 0.979, y intercept = 42.6, slope = —4.64, E (amplification efficiency) = 64%, and C, cut-off of 28.7.

D14

Discussion

In this study, a 14-day laboratory microcosm experi-
ment has shown that bacteria present in coastal marine
sediments can rapidly colonise low-density polyethylene
(LDPE) microplastics. Scanning electron microscopy
visually confirmed the direct attachment of primarily
rod-shaped prokaryotic cells onto LDPE fragments
within both sandy and silty sediment types (sampling
sites SP1, SP2 and WB; see Additional file 2: Table S1),
following detachment of loosely adhering materials
from the plastic surfaces by centrifugation. Predominant
attachment of bacteria onto LDPE surfaces was demon-
strated by CARD-FISH analysis [33] (Figure 2). More-
over, log-fold increases in the abundance of 16S rRNA
genes from LDPE-associated bacteria occurred within
7 days with 16S rRNA gene numbers differing signifi-
cantly across sediment types, as shown by Q-PCR. Mo-
lecular analysis revealed that these LDPE-colonising
bacterial communities were structurally and taxonomically
distinct from those found in the surrounding sediment
environment. T-RFLP analysis demonstrated significant
time-dependent shifts in the structure of bacterial assem-
blages on LDPE microplastics, in particular, by Days 7 and
14 of the experiment, with successional convergence in
microplastic bacterial community structure occurring be-
tween all three sediment types examined. In contrast, the

structures of bacterial communities within sediments from
the three sites remained significantly different from each
other over the duration of the experiment, and no signi-
ficant temporal patterns were observed in the structure
of the sediment bacterial communities. Collectively, the
present results provide several independent lines of evi-
dence demonstrating the potential for site-specific bacterial
colonization of LDPE microplastics in coastal sediments.
For example, T-RFLP profiles of bacterial communities on
LDPE fragments following less than two days of exposure
to sediment from site SP1 typically exhibited low fluores-
cence intensities (data not shown), in agreement with the
comparatively low 16S rRNA gene numbers estimated for
this site (see Figure 3).

Despite recognition of the role and importance of sedi-
ments as a sink for the accumulation of plastic debris
[7,9,12,16,17], previous research into the interactions be-
tween marine microorganisms and plastic debris has fo-
cused on investigation of microbial interactions with
polymers in the water column [14,21,22,24-28]. While a
prior study has reported a significant increase in the num-
ber of polyethylene-associated bacteria following three
weeks of exposure in seawater [25] and the abundance of
rod-shaped (Bacillus) bacteria on plastic surfaces in the
North Pacific Gyre has recently been determined [27], the
Q-PCR data reported herein provide the first quantitative
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Figure 4 Non-metric multidimensional scaling (hnMDS) ordinations of sediment and LDPE microplastic-associated bacterial communities
in sediment microcosms. The ordinations were derived from a Bray-Curtis resemblance matrix calculated from square-root-transformed terminal
restriction fragment (T-RF) relative abundance data. Data are shown for bacterial communities @) on LDPE fragments (stress = 0.16) and b) within

sediments (stress = 0.13). Labels correspond to samples taken over time [immediately (Imm.), and after 6 hours, and on days (D) 1, 2, 4, 7 and 14)]

from microcosms containing coastal marine sediments from three sites (SP1, SP2 and WB, as indicated). Similarity thresholds (%) are based on
group-average clustering. Arrows indicate the temporal trajectory of bacterial community succession on LDPE surfaces.

evaluation of the potential for bacterial attachment onto
LDPE fragments within coastal marine sediments. More-
over, prior culture-independent research into the bacterial
colonization of marine plastic debris has only investigated
communities following exposure of polymers in seawater
for up to 72 hours, representing early colonization events
[21,22,26]. Our research has demonstrated that over lon-
ger time periods (up to 14 days), successional shifts in the

structure of LDPE-microplastic bacterial assemblages
occur, highlighting the need to undertake analyses over
varying timescales to fully understand microbial biofilm
colonization processes on microplastics [23].

By the end of the 14-day experiment, LDPE microplas-
tics were primarily colonized by location-specific popu-
lations of Arcobacter spp. (Epsilonproteobacteria) and
Colwellia spp. (Gammaproteobacteria), as shown by 16S



Harrison et al. BVIC Microbiology 2014, 14:232
http://www.biomedcentral.com/1471-2180/14/232

Page 10 of 15

Table 2 Pairwise comparisons (ANOSIM) of the structure of bacterial communities on microplastics and within

sediments over time

LDPE-microplastics Sediment
Exposure time 2 days 4 days 7 days Immediate 4 days 7 days
4 days 0.10° 0.08 (NS)
7 days 046 ° 0.07 (NS) 0.12 (NS) 0.09 (NS)
14 days 067 ° 038° 0.01 (NS) 0.12 (NS) 0.00 (NS) 0.03 (NS)

%p <0.001 NS = not significant.

Global one-way ANOSIM R values for the factor ‘exposure time” are derived from T-RFLP datasets generated following PCR amplification of bacterial 16S rRNA
genes amplified from DNA isolated from sediment-LDPE microcosms from three sampling sites (SP1, SP2 and WB). Values are shown only for sampling intervals

for which data were available for all three sites.

SP1 (95 clones)

el Taxa OTUs
= Arcobacter 12
= Colwellia 12
= Oceanospirillales 4
= Thalassomonas 1
= Other taxa 7
SP2 (98 clones)
2o Taxa
o1 = Arcobacter 7
37 % = Colwellia 16
= Lutibacter 2
= Thalassomonas 2
= Other taxa 5
WB (58 clones)
Taxa
= Arcobacter 16
= Colwellia 7
= Other taxa 4

Figure 5 Taxonomic composition and relative abundance (%)
of LDPE microplastic-associated bacterial assemblages. Clone
libraries were generated following PCR amplification of bacterial

16S rRNA genes amplified from DNA isolated from LDPE fragments
sampled after 14 days from sediment-LDPE microcosms from three
sampling sites (SP1, SP2 and WB, as indicated). Clones were assigned
to operational taxonomic units (OTUs) based on a similarity cut-off
threshold of 99%, with numbers of individual OTUs within each
taxon indicated.

rRNA gene sequencing. It is possible that loosely ad-
hered bacteria may have been removed from the micro-
plastics during the initial washing step (see Methods)
during recovery from sediments. Nevertheless, whilst the
occurrence and identity of rarer taxa on the LDPE sur-
face may be underestimated, these communities were
clearly dominated by Arcobacter and Colwellia spp. Not-
ably, neither taxon was found to be present upon poly-
ethylene or polypropylene fragments in open ocean
water (27). Direct attachment by Colwellia spp. onto the
surface of LDPE fragments was additionally confirmed
by CARD-FISH. Both rarefaction analysis and Good’s
coverage estimates for operational taxonomic units
(OTUs) supported majority representation of the overall
taxon diversity (eg. >82% for 97% OTU designation)
within the plastic-associated bacterial communities (see
Additional files 6 and 7: Figure S4 and Table S3). Inter-
estingly, previous studies characterising bacterial-plastic
interactions within U.S.A., Chinese and Korean coastal
waters identified Roseobacter spp. and other Alphapro-
teobacteria as the primary colonists of acryl, polyureth-
ane, poly(methyl methacrylate) and polyvinylchloride
surfaces within 24 hours of exposure [21,22,26]. In con-
trast, Epsilonproteobacteria were not detected on any of
these polymer types. Moreover, the relative abundance
of Gammaproteobacteria found attached to polymers in
seawater was repeatedly found to significantly decrease
after 24 hours of exposure [21,22,26]. Although Vibrio
spp. have recently been found to constitute up to 24% of
the bacterial OTUs discovered on a polypropylene sam-
ple from the North Atlantic Ocean [28], members of this
genus were not detected on microplastic fragments as
part of the present study. These differences in taxon
composition between bacterial assemblages colonising
polymers within either sediment or water may be attribut-
able to several factors, including variation in the structure,
composition and activities of bacterial communities be-
tween environmental compartments (i.e., sediment versus
water), differences in experimental conditions, polymer
types and durations of exposure [21-23,26-28,67]. It must
also be recognised that laboratory-based microcosm ex-
periments can be subject to inherent biases [68] that may
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sequence divergence.

Figure 6 Neighbor-joining phylogenetic trees showing taxonomic affiliation of LDPE-associated bacterial 16S rRNA gene sequences.
Data are shown for the genera a) Arcobacter and b) Colwellia. Sequences (in bold) were obtained from LDPE fragments sampled after 14 days
from sediment-LDPE microcosms from three sites (SP1, SP2 and WB, as indicated). Most-closely related GenBank database sequences are included
in the trees. Tree branches are collapsed according to OTU designations using a 99% similarity cut-off threshold. Highlighted regions indicate
predominant sediment-specific populations. Bootstrap values of = 50% are shown adjacent to nodes. The scale bar represents 1%

have influenced the taxonomic identities of the plastic-
colonizing bacteria reported in our study. Despite these
uncertainties, the present data suggest that distinct plasti-
sphere habitats are likely to occur within diverse types of
coastal sediments, in addition to those previously discov-
ered within the marine water column [28].

Whilst the LDPE-affiliated Arcobacter 16S rRNA gene
sequences reported in this study were closely related to
those from isolates and/or clones from marine environ-
ments (Figure 4), the ecological role(s) of this genus are
poorly understood. Although Arcobacter spp. are in-
creasingly found within marine environments including
coastal habitats and sediments [69-71], prior research
has primarily focused on their role as clinical and animal
pathogens (reviewed in [71]). However, Assanta et al.
[29] have demonstrated attachment of Arcobacter but-
zleri onto polyethylene pipe surfaces used in water dis-
tribution systems. Arcobacter spp. have also been found
to colonise carbon steel surfaces in seawater near
Qingdao, China [72]. Colwellia spp. identified in this
study were most closely related to those in both polar
and sub-tropical marine habitats (Figure 6). Interestingly,
whilst Colwellia are considered as psychrophilic and
have predominantly been found within polar environ-
ments [73], members of this genus have also been identi-
fied as minor components of both acryl- and steel-
colonizing bacterial assemblages within coastal waters
near Korea and China, respectively [26,72]. Furthermore,
Colwellia spp. are known to produce extracellular poly-
meric substances [74] that may enhance biofilm forma-
tion on plastic surfaces. While research into the direct
detection of extracellular polymeric substances and
other bacterial metabolites on LDPE fragments was be-
yond the scope of our investigation, bacterial-surface in-
teractions during primary colonization are known to
exert a significant influence on the composition and fur-
ther successional recruitment of microorganisms on
plastic surfaces [21,22].

Although the ecological roles of the LDPE-colonising
bacteria described in this study are unknown, both
Arcobacter and Colwellia are additionally present in
hydrocarbon-rich environments, with both genera having
previously been affiliated with hydrocarbon contaminant
mineralisation in cold ecosystems [75-81]. Interestingly,
several hydrocarbon-degrading microbial taxa have also
been found to associate with plastic debris in seawater

[28]. To advance our understanding of microbial-plastic
interactions and their implications for research into the
environmental impacts and/or fate of plastic litter in the
marine environment, more work is needed to characterize
the ability of microplastic-associated bacteria to mediate
breakdown of plastic co-contaminants, additives and/or of
the petroleum hydrocarbon-derived polymers themselves
[23]. Wider investigation is also required in order to deter-
mine whether the structure, taxonomic identities and
metabolic functions of plastic-affiliated microbial consortia
vary across different polymers, in situ environmental con-
ditions and plastic fragments retrieved from benthic and
pelagic habitats [21,22,26,67].

Conclusion

In summary, we have used a microcosm experiment that
demonstrates the capacity for rapid attachment of microor-
ganisms onto LDPE microplastics within coastal marine
sediments. We found that the structure of the bacterial
communities present on LDPE surfaces converged rapidly,
with these plastisphere communities dominated after 7 to
14 days by members of two bacterial genera (Arcobacter
and Colwellia), despite the bacterial communities within
the three sediments being highly divergent from each other.
Whilst (all) microcosm experiments can only provide an
abstraction of the complex ecology of a natural environ-
mental system, to our knowledge, this study nevertheless
represents the first quantitative and culture-independent
assessment of the potential for microplastics in marine
sediments to function as sites for microbial colonization
and biofilm formation. Although the metabolic activities
of the LDPE-associated bacterial assemblages reported in
this study are unknown, our data suggest that potentially
hydrocarbonoclastic bacterial taxa can be found not only
on plastic fragments within the water column [28], but
within sediments as well. As such, the present results pro-
vide a starting point for research into the formation, ecol-
ogy and functions of plastisphere-associated microbial
assemblages in benthic marine habitats, and understand-
ing how they influence the environmental impacts and fate
of microplastic pollution within sediment systems. A
major future challenge of such research will be to investi-
gate the dynamic successional changes and ecological in-
teractions occurring within microbial communities on
plastic fragments, during transport from freshwater into
marine systems, and additionally, from the water column
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into sediment systems. For example, recent research has
highlighted differences in microbial community structure
within the plastisphere between different freshwater envi-
ronments [82]. The colonization of plastic by microorgan-
isms can additionally be considered as biofouling, with
such biofilm formation suggested to contribute towards
changes in the buoyant density of polymers, leading to
transport of plastic from the oceanic surface waters into
the deeper water column and into sediments [83]. Compli-
cating matters further, the plastisphere has been shown to
host a diverse assemblage of microbial eukaryotes and in-
vertebrates [84], and the structure of plastisphere commu-
nities varies both between different polymer types and
between different seasons [85]. Additionally, there is a
need to identify those microorganisms that are preferen-
tially able to colonize and interact with plastic surfaces, as
opposed to generalists that can colonize other surfaces
(e.g., glass or metal) in the aquatic environment [21,28,85].
We are clearly still at the very early stages of describing
and understanding the ecology and biodiversity of the
plastisphere, and unravelling these systems will require the
characterization of plastic fragments isolated across di-
verse environments, as well as exposure experiments that
can effectively mimic the complex journeys of plastic pol-
lutants within aquatic ecosystems.

Availability of supporting data

16S rRNA gene sequences supporting the results of this
article are available in the GenBank Database (https://
www.ncbi.nlm.nih.gov/genbank/) under accession num-
bers JF928573 to JF928823.

Additional files

Additional file 1: Figure S1. Locations of sediment sampling sites.
Locations of field sites used for sediment sampling at Spurn Point,
Yorkshire, UK. The regional location of the sampling sites within the UK. is
shown in the inset together with eastern latitude and northern longitude
(%), as indicated.

Additional file 2: Table S1. Particle size distribution and loss on
ignition data. Particle size distribution (PSD) and loss on ignition (LOI) for
coastal marine sediments from three sites (SP1, SP2 and WB) at Spurn
Point, UK. Values are given in duplicate for the <1-mm fraction. The
dominant particle size fraction for each sediment is highlighted in bold.

Additional file 3: Figure S2. SEM image showing a pennate diatom
attached to LDPE. Scanning electron microscope image showing
attachment by prokaryotic cells and an unidentified pennate diatom
onto the LDPE-microplastic surface. Prokaryotic cells that appear to be
embedded within the polymer matrix are indicated by arrows. The image
is of LDPE sampled after 14 days from a microcosm experiment
containing coastal marine sediment from Spurn Point, UK. (site SP2).

The scale bar is 5 um.

Additional file 4: Figure S3. Representative T-RFLP electropherograms.
Representative T-RFLP electropherograms of bacterial communities in A)
coastal marine sediments and B) within the LDPE ‘plastisphere’. T-RFLP
profiles were generated following PCR amplification of bacterial 16S rRNA
genes amplified from DNA isolated from sediment-LDPE microcosms
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from three sampling sites (SP1, SP2 and WB, as indicated), sampled after
14 days.

Additional file 5: Table S2. Shannon's diversity indices (H') for bacterial
assemblages. Shannon's diversity indices (H') for bacterial assemblages
within sediments and the LDPE plastisphere over time. The values are
derived from T-RFLP datasets generated following PCR amplification of
bacterial 16S rRNA genes amplified from DNA isolated from sediment-LDPE
microcosms from three sampling sites (SP1, SP2 and WB). The data are given
as mean+SE (n=3).

Additional file 6: Figure S4. Rarefaction curves for 16S rRNA gene
clone libraries. Rarefaction curves for bacterial 165 rRNA gene clone
libraries of LDPE- plastisphere assemblages. Clone libraries were generated
following PCR amplification of bacterial 165 rRNA genes amplified from DNA
isolated from sediment-LDPE microcosms from three sampling sites (SP1,
SP2 and WB, as indicated), sampled after 14 days. Rarefaction curves are
shown for operational taxonomic unit (OTU) designations for unique
sequences and for OTUs based on similarity cut-off thresholds ranging from
99 to 95%, following removal of chimeric sequences. The dashed lines
represent 95% confidence intervals.

Additional file 7: Table S3. Good's coverage estimates for 165 rRNA
gene clone libraries. Good's coverage estimates for 16S rRNA gene clone
libraries. Values are given for operational taxonomic unit (OTU)
designations for unique sequences and for OTUs based on similarity
cut-off thresholds ranging from 99 to 95%, following removal of chimeric
sequences. 16S rRNA gene clone libraries were generated from the LDPE
plastisphere following 14-day laboratory microcosm experiments in
coastal marine sediments from three sites (SP1, SP2 and WB).

Additional file 8: Figure S5. Relative contributions (%) of OTUs on
microplastics. Heat maps displaying the overall relative contributions (%)
of the most dominant bacterial operational taxonomic units (OTUs)
within the LDPE-sediment interface. Data are shown for the genera a)
Arcobacter and b) Colwellia, with the contributions (%) of each OTU
shown beneath each OTU label. Sequences were obtained from LDPE
microplastics sampled after 14 days from sediment-LDPE microcosms
from three sites (SP1, SP2 and WB, as indicated).

Additional file 9: Figure S6. Frequencies of OTUs on microplastics.
Frequencies of LDPE plastisphere Arcobacter- and Colwellia-affiliated
operational taxonomic units (OTUs) within and across different sediment
sampling sites. Values are shown for OTUs based on similarity cut-off
thresholds of 99% (A and B), 97% (C and D) and 95% (E & F). Clone
libraries were generated following PCR amplification of bacterial 16S rRNA
genes amplified from DNA isolated from LDPE microplastics sampled
after 14 days from sediment-LDPE microcosms from three sampling sites
(SP1, SP2 and WB, as indicated).

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

All experimental work and statistical analyses were performed by JPH, except
for salinity measurements which were provided by MS on behalf of the
Centre for Environment, Fisheries and Aquaculture Science. All authors were
involved in the experimental design, data analysis and interpretation, and
contributed to the preparation of the final manuscript. All authors read and
approved the final manuscript.

Acknowledgements

This work was supported by a Natural Environment Research Council CASE
PhD studentship (Ref. NE/G524136/1) with CASE funding from the Centre for
Environment, Fisheries and Aquaculture Science (contract DP210). We thank
David Ivall, Ashley Tuck and Greg Walker for assistance with fieldwork,
Robert Ashurst for help with sedimentological analyses, Dr. Aimeric Blaud for
assistance with the microcosm experiment, the University of Sheffield
BMS-MBB Electron Microscopy Suite for electron microscopy support, and
Drs. Sonja Oberbeckmann and Sekar Raju for assistance with the CARD-FISH
analysis.


https://www.ncbi.nlm.nih.gov/genbank/
https://www.ncbi.nlm.nih.gov/genbank/
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s1.tiff
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s2.docx
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s3.tiff
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s4.tiff
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s5.docx
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s6.tiff
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s7.docx
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s8.tiff
http://www.biomedcentral.com/content/supplementary/s12866-014-0232-4-s9.tiff

Harrison et al. BVIC Microbiology 2014, 14:232
http://www.biomedcentral.com/1471-2180/14/232

Author details

'Department of Animal and Plant Sciences, The University of Sheffield,
Sheffield, $10 2TN, UK. “The Centre for Environment, Fisheries and
Aquaculture Science, Lowestoft, NR33 OHT, UK. 3Department of Biological
Sciences, University of Hull, Kingston-upon-Hull, HU6 7RX, UK. “Current
address: School of Physics and Astronomy, The University of Edinburgh,
Edinburgh, EH9 3)Z, UK. *Current address: The Food and Environment
Research Agency, Sand Hutton, York, YO41 1LZ, UK. SCurrent address: School
of Applied Sciences, RMIT University, Bundoora, Melbourne, VIC3083,
Australia.

Received: 5 May 2014 Accepted: 19 August 2014
Published online: 23 September 2014

References

1.

20.

Carpenter EJ, Smith KL Jr: Plastics on the Sargasso Sea surface. Science
1972, 175:1240-1241.

Colton JB, Knapp FD, Burns BR: Plastic particles in surface water of the
Northwestern Atlantic. Science 1974, 185:491-497.

Morris AW, Hamilton El: Polystyrene spherules in the Bristol Channel.
Mar Pollut Bull 1974, 5:26-27.

Wong CS, Green DR, Cretney WJ: Quantitative tar and plastic waste
distribution in the Pacific Ocean. Nature 1974, 247:30-32.

Moore CJ, Moore SL, Leecaster MK, Weisberg SB: A comparison of plastic
and plankton in the North Pacific Gyre. Mar Pollut Bull 2001,
42:1297-1300.

Law KL, Morét-Ferguson S, Maximenko NA, Proskurowski G, Peacock EE,
Hafner J, Reddy CM: Plastic accumulation in the North Atlantic
Subtropical Gyre. Science 2010, 329:1185-1188.

Browne MA, Crump P, Niven SJ, Teuten E, Tonkin A, Galloway T, Thompson
R: Accumulation of microplastic on shorelines worldwide: sources and
sinks. Environ Sci Technol 2011, 45:9175-9179.

Hidalgo-Ruz V, Gutow L, Thompson RC, Thiel M: Microplastics in the
marine environment: a review of the methods used for identification
and quantification. Environ Sci Technol 2012, 46:3060-3075.

Barnes DKA, Galgani F, Thompson RC, Barlaz M: Accumulation and
fragmentation of plastic debris in global environments. Phil Trans R Soc B
2009, 364:1985-1998.

Andrady AL, Neal MA: Applications and societal benefits of plastics.

Phil Trans R Soc B 2009, 364:1977-1984.

Gregory MR: Environmental implications of plastic debris in marine
settings — entanglement, ingestion, smothering, hangers-on, hitch-hiking
and alien invasions. Phil Trans R Soc B 2009, 364:2013-2025.

Thompson RC, Olsen Y, Mitchell RP, Davis A, Rowland SJ, John AWG,
McGonigle D, Russell AE: Lost at sea: where is all the plastic? Science 2004,
304:838.

Andrady AL: Microplastics in the marine environment. Mar Pollut Bull
2011, 62:1596-1605.

Carpenter EJ, Anderson SJ, Harvey GR, Miklas HP, Peck BB: Polystyrene
spherules in coastal waters. Science 1972, 178:749-750.

Teuten EL, Saquing JM, Knappe DRU, Barlaz MA, Jonsson S, Bjorn A,
Rowland SJ, Thompson RC, Galloway TS, Yamashita R, Ochi D, Watanuki Y,
Moore C, Viet PH, Tana TS, Prudente M, Boonyatumanond R, Zakaria MP,
Akkhavong K, Ogata Y, Hirai H, Iwasa S, Mizukawa K, Hagino Y, Imamura A,
Saha M, Takada H: Transport and release of chemicals from plastics to the
environment and to wildlife. Phil Trans R Soc B 2009, 364:2027-2045.
Reddy MS, Basha S, Adimurthy S, Ramachandraiah G: Description of the
small plastics fragments in marine sediments along the Alang-Sosiya
ship-breaking yard, India. Est Coast Shelf Sci 2006, 68:656-660.

Claessens M, de Meester S, van Landuyt L, de Clerck K, Janssen CR:
Occurrence and distribution of microplastics in marine sediments along
the Belgian coast. Mar Pollut Bull 2011, 62:2199-2204.

Cole M, Lindeque P, Halsband C, Galloway TS: Microplastics as
contaminants in the marine environment: A review. Mar Poll Bull 2011,
62:2588-2597.

Browne MA, Galloway T, Thompson RC: Microplastic - an emerging
contaminant of potential concern? Integr Environ Assess Manag 2007,
3:559-561.

Derraik JGB: The pollution of the marine environment by plastic debris: a
review. Mar Pollut Bull 2002, 2002(44):842-852.

21,

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

Page 14 of 15

Dang H, Lovell CR: Bacterial primary colonization and early succession on
surfaces in marine waters as determined by amplified rRNA gene
restriction analysis and sequence analysis of 165 rRNA genes.

Appl Environ Microbiol 2000, 66:467-475.

Dang H, Li T, Chen M, Huang G: Cross-ocean distribution of
Rhodobacterales bacteria as primary surface colonizers in temperate
coastal marine waters. Appl Environ Microbiol 2008, 74:52-60.

Harrison JP, Sapp M, Schratzberger M, Osborn AM: Interactions between
microorganisms and marine microplastics: a call for research.

Mar Technol Soc J 2011, 45:12-20.

Webb HK, Crawford RJ, Sawabe T, lvanova EP: Poly(ethylene terephthalate)
polymer surfaces as a substrate for bacterial attachment and biofilm
formation. Microbes Environ 2009, 24:39-42.

Lobelle D, Cunliffe M: Early microbial biofilm formation on marine plastic
debris. Mar Pollut Bull 2011, 62:197-200.

Lee J-W, Nam J-H, Kim Y-H, Lee K-H, Lee D-H: Bacterial communities in the
initial stage of marine biofilm formation on artificial surfaces. J Microbiol
2008, 46:174-182.

Carson HS, Nerheim MS, Carroll KA, Eriksen M: The plastic-associated
microorganisms of the North Pacific Gyre. Mar Pollut Bull 2013, 75:126-132.
Zettler ER, Mincer TJ, Amaral-Zettler LA: Life in the “plastisphere”: microbial
communities on plastic marine debris. Environ Sci Technol 2013, 47:7137-7146.
Assanta MA, Roy D, Lemay M-J, Montpetit D: Attachment of Arcobacter
butzleri, a new waterborne pathogen, to water distribution pipe surfaces.
J Food Protect 2002, 65:1240-1247.

Batté M, Appenzeller BMR, Grandjean D, Fass S, Gauthier V, Jorand F,
Mathieu L, Boualam M, Saby S, Block JC: Biofilms in drinking water
distribution systems. Rev Environ Sci Biotechnol 2003, 2:147-168.

Langford H, Hodson A, Banwart S, Baggild C: The microstructure and
biogeochemistry of Arctic cryoconite granules. Ann Glaciol 2010, 51:87-94.
Robards AW, Wilson AJ: Procedures in Electron Microscopy. New York: John
Wiley & Sons; 1993.

Wendeberg A: Fluorescence in situ hybridization for the identification of
environmental microbes. Cold Spring Harb Protoc 2010.
doi:10.1101/pdb.prot5366.

Wallner G, Amann R, Beisker W: Optimizing fluorescent in situ
hybridization with rRNA-targeted oligonucleotide probes for flow
cytometric identification of microorganisms. Cytometry 1993, 14:136-143.
Amann R, Binder BJ, Olson RK, Chisholm SW, Devereux R, Stahl DA:
Combination of 165 rRNA-targeted oligonucleotide probes with flow
cytometry for analyzing mixed microbial populations. Appl Environ
Microbiol 1990, 56:1919-1925.

Daims H, Brahl A, Amann R, Schleifer KH, Wagner M: The domain-specific
probe EUB338 is insufficient for the detection of all Bacteria: development
and evaluation of a more comprehensive probe set. Syst Appl Microbiol
1999, 22:434-444.

Snaidr J, Amann R, Huber |, Ludwig W, Schleifer KH: Phylogenetic analysis
and in situ identification of bacteria in activated sludge. Appl Environ
Microbiol 1997, 63:2884-2896.

Eilers H, Pernthaler J, Glockner F, Amann R: Culturability and in situ
abundance of pelagic bacteria from the North Sea. App/ Environ Microbiol
2000, 66:3044-3051.

Sekar R, Pernthaler A, Pernthaler J, Warnecke F, Posch T, Amann R: An
improved protocol for quantification of freshwater Actinobacteria by
fluorescence in situ hybridization. Appl Environ Microbiol 2003,
69:2928-2935.

Pernthaler A, Pernthaler J, Schattenhofer M, Amann R: Identification of
DNA-synthesizing bacterial cells in coastal North Sea plankton.

Appl Environ Microbiol 2002, 68:5728-5736.

Becker S, Boger P, Oehlmann R, Ermnst A: PCR bias in ecological analysis: a
case study for quantitative Taq nuclease assays in analyses of microbial
communities. Appl Environ Microbiol 2000, 66:4945-4953.

Suzuki MT, Taylor LT, DeLong EF: Quantitative analysis of small-subunit
rRNA genes in mixed microbial populations via 5-nuclease assays.

Appl Environ Microbiol 2000, 66:4605-4614.

Liu W-T, Marsh TL, Cheng H, Forney LJ: Characterization of microbial diversity
by determining terminal restriction fragment length polymorphisms of
genes encoding 165 rRNA. App! Environ Microbiol 1997, 63:4516-4522.

Fierer N, Jackson JA, Vilgalys R, Jackson RB: Assessment of soil microbial
community structure by use of taxon-specific quantitative PCR assays.
Appl Environ Microbiol 2005, 71:4117-4120.



Harrison et al. BVIC Microbiology 2014, 14:232
http://www.biomedcentral.com/1471-2180/14/232

45.

46.

47.

48.

49.

50.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

Marchesi JR, Sato T, Weightman AJ, Martin TA, Fry JC, Hiom SJ, Wade WG:
Design and evaluation of useful bacterium-specific PCR primers that
amplify genes coding for bacterial 16S rRNA. Appl Environ Microbiol 1998,
64:795-799.

Osborn AM, Moore ERB, Timmis KN: An evaluation of terminal-restriction
fragment length polymorphism (T-RFLP) analysis for the study of microbial
community structure and dynamics. Environ Microbiol 2000, 2:39-50.

Lane DJ: 16S / 23S rRNA sequencing. In Nucleic Acid Techniques in Bacterial
Systematics. Edited by Stackebrandt E, Goodfellow M. London: Wiley;
1991:115-175.

Smith CJ, Nedwell DB, Dong LF, Osborn AM: Evaluation of quantitative
polymerase chain reaction-based approaches for determining gene copy
and gene transcript numbers in environmental samples. Environ Microbiol
2006, 8:804-815.

Wittver CT, Herrmann MG, Moss AA, Rasmussen RP: Continuous
fluorescence monitoring of rapid cycle DNA amplification. Biotechniques
1997, 22:130-138.

Smith CJ, Osborn AM: Advantages and limitations of quantitative PCR
(Q-PCR)-based approaches in microbial ecology. FEMS Microbiol Ecol 2009,
67:6-20.

Ririe KM, Rasmussen RP, Wittwer CT: Product differentiation by analysis of
DNA melting curves during the polymerase chain reaction. Anal Biochem
1997, 245:154-160.

Southern EM: Measurement of DNA length by gel electrophoresis. Anal
Biochem 1979, 100:319-323.

Smith CJ, Danilowicz BS, Clear AK, Costello FJ, Wilson B, Meijer WG: T-Align,
a web-based tool for comparison of multiple terminal restriction fragment
length polymorphism profiles. FEMS Microbiol Ecol 2005, 54:375-380.
Clarke KR, Gorley RN: PRIMER vé: User Manual / Tutorial. Plymouth: PRIMER-E
Ltd; 2006.

Clarke KR: Non-parametric multivariate analyses of changes in
community structure. Aust J Ecol 1993, 18:117-143.

Shannon CE: A mathematical theory of communication. Bell Syst Tech J
1948, 27:379-423.

R Development Core Team: R: a language and environment for statistical
computing. Vienna: R Foundation for Statistical Computing; 2010.

Ashelford KE, Chuzhanova NA, Fry JC, Jones AJ, Weightman AJ: New
screening software shows that most recent large 16S rRNA gene clone
libraries contain chimeras. Appl Environ Microbiol 2006, 72:5734-5741.
Huber T, Faulkner G, Hugenholtz P: Bellerophon: a program to detect
chimeric sequences in multiple sequence alignments. Bioinformatics 2004,
20:2317-2319.

Schloss PD, Westcott SL, Ryabin T, Hall JR, Hartmann M, Hollister EB,
Lesniewski RA, Oakley BB, Parks DH, Robinson CJ, Sahl JW, Stres B, Thallinger GG,
Van Horn DJ, Weber CF: Introducing mothur: open-source, platform-
independent, community-supported software for describing and comparing
microbial communities. Appl Environ Microbiol 2009, 75:7537-7541.

Wang Q, Garrity GM, Tiedje JM, Cole JR: Naive Bayesian classifier for rapid
assignment of rRNA sequences into the new bacterial taxonomy.

Appl Environ Microbiol 2007, 73:5261-5267.

Altschul SF, Gish W, Miller W, Myers EW, Lipman DJ: Basic local alignment
search tool. J Mol Biol 1990, 215:403-410.

Saitou N, Nei M: The neighbor-joining method: a new method for
reconstructing phylogenetic trees. Mol Biol Evol 1987, 4:406-425.

Tamura K, Peterson D, Peterson N, Stecher G, Nei M, Kumar S: MEGAS5:
molecular evolutionary genetics analysis using maximum likelihood,
evolutionary distance, and maximum parsimony methods. Mol Biol Evol
2011, 28:2731-2739.

Kimura M: A simple method for estimating evolutionary rates of base
substitutions through comparative studies of nucleotide sequences.

J Mol Evol 1980, 16:111-120.

Smith CJ, Nedwell DB, Dong LF, Osborn AM: Diversity and abundance of
nitrate reductase genes (narG and napA), nitrite reductase genes

(nirS and nrfA), and their transcripts in estuarine sediments. Appl Environ
Microbiol 2007, 73:3612-3622.

Bakker DP, Postmus BR, Busscher HJ, van der Mei HC: Bacterial strains
isolated from different niches can exhibit different patterns of adhesion
to substrata. Appl Environ Microbiol 2004, 70:3758-3760.

Kampichler C, Bruckner A, Kandeler E: Use of enclosed model ecosystems
in soil ecology: a bias towards laboratory research. Soil Biol Biochem 2001,
33:269-275.

69.

70.

71

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

Page 15 of 15

Fera MT, Maugeri TL, Gugliandolo C, Beninati C, Giannone M, La Camera E,
Carbone M: Detection of Arcobacter spp. in the coastal environment of
the Mediterranean Sea. App! Environ Microbiol 2004, 70:1271-1276.
Collado L, Inza |, Guarro J, Figueras MJ: Presence of Arcobacter spp. in
environmental waters correlates with high levels of fecal pollution.
Environ Microbiol 2008, 10:1635-1640.

Collado L, Figueras MJ: Taxonomy, epidemiology, and clinical relevance
of the genus Arcobacter. Clin Microbiol Rev 2011, 24:174-192.

Dang H, Chen R, Wang L, Shao S, Dai L, Ye Y, Guo L, Huang G, Klotz MG:
Molecular characterization of putative biocorroding microbiota with a
novel niche detection of Epsilon- and Zetaproteobacteria in Pacific Ocean
coastal waters. £nviron Microbiol 2011, 13:3059-3074.

Methé BA, Nelson KE, Deming JW, Momen B, Melamud E, Zhang X, Moult J,
Madupu R, Nelson WC, Dodson RJ, Brinkac LM, Daugherty SC, Durkin AS,
DeBoy RT, Kolonay JF, Sullivan SA, Zhou L, Davidsen TM, Wu M, Huston AL,
Lewis M, Weaver B, Weidman JF, Khouri H, Utterback TR, Feldblyum TV,
Fraser CM: The psychrophilic lifestyle as revealed by the genome
sequence of Colwellia psychrerythrea 34H through genomic and
proteomic analyses. Proc Natl Acad Sci U S A 2005, 102:10913-10918.
Huston AL, Methé B, Deming JW: Purification, characterization, and
sequencing of an extracellular cold-active aminopeptidase produced by
marine psychrophile Colwellia psychrerythraea strain 34H. Appl Environ
Microbiol 2004, 70:3321-3328.

Voordrouw G, Armstrong SM, Reimer MF, Fouts B, Telang AJ, Shen Y,
Gevertz D: Characterization of 16S rRNA genes from oil field microbial
communities indicates the presence of a variety of sulfate-reducing,
fermentative, and sulfide-oxidizing bacteria. Appl Environ Microbiol 1996,
62:1623-1629.

Watanabe K, Kodama Y, Syutsubo K, Harayama S: Molecular
characterization of bacterial populations in petroleum-contaminated
groundwater discharged from underground crude-oil-storage cavities.
Appl Environ Microbiol 2000, 66:4803-4809.

Powell SM, Bowman JP, Snape |- Degradation of nonane by bacteria from
Antarctic marine sediment. Polar Biol 2004, 27:573-578.

Yakimov MM, Gentile G, Bruni V, Cappello S, D'Auria G, Golyshin PN,
Giuliano L: Crude oil-induced structural shift of coastal bacterial
communities of rod bay (Terra Nova Bay, Ross Sea, Antarctica) and
characterization of cultured cold-adapted hydrocarbonoclastic bacteria.
FEMS Microbiol Ecol 2004, 49:419-432.

Brakstad OG, Bonaunet K: Biodegradation of petroleum hydrocarbons in
seawater at low temperatures (0-5°C) and bacterial communities
associated with degradation. Biodegradation 2006, 17:71-82.

Valentine DL, Kessler JD, Redmond MC, Mendes SD, Heintz MB, Farwell C,
Hu L, Kinnaman FS, Yvon-Lewis S, Du M, Chan EW, Tigreros FG, Villanueva
CJ: Propane respiration jump-starts microbial response to a deep oil spill.
Science 2010, 330:208-211.

Yeung CW, Law BA, Milligan TG, Lee K, Whyte LG, Greer CW: Analysis of
bacterial diversity and metals in produced water, seawater and
sediments from an offshore oil and gas production platform. Mar Pollut
Bull 2011, 62:2095-2105.

Hoellein T, Rojas M, Pink A, Gasior J, Kelly J: Anthropogenic litter in urban
freshwater ecosystems; distribution and microbial interactions. PLoS One
2014, 9:298485.

Cozar A, Echevarria F, Gonzélez-Gordillo Jl, Irigoien X, Ubeda B, Herndndez-Ledn S,
Palma AT, Navarro S, Garcia-de-Lomas J, Ruiz A, Fernandez-de-Puelles ML,
Duarte CM: Plastic debris in the open ocean. Proc Natl Acad Sci U S A 2014,
111:10239-10244.

Reisser J, Shaw J, Hallegraeff G, Proietti M, Barnes DKA, Thums M, Wilcox C,
Hardesty BD, Pattiaratchi C: Millimeter-sized marine plastics: a new pelagic
habitat for microorganisms and invertebrates. PLoS One 2014, 9:100289.
Oberbeckmann S, Loder M, Gerdts G, Osborn AM: Spatial and seasonal
variation in diversity and structure of microbial biofilms on marine
plastics in Northern European waters. FEMS Microbiol Ecol 2014.
doi:10.1111/1574-6941.12409.

doi:10.1186/512866-014-0232-4

Cite this article as: Harrison et al.: Rapid bacterial colonization of
low-density polyethylene microplastics in coastal sediment microcosms.
BMC Microbiology 2014 14:232.




	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Sediment sampling and characterisation
	Sediment-LDPE microcosms
	Scanning electron microscopy
	Catalyzed reporter deposition fluorescence in situ hybridization (CARD-FISH)
	DNA isolation and end-point PCR amplification of 16S rRNA genes
	Quantitative real-time PCR (Q-PCR) amplification of 16S rRNA genes
	Terminal-restriction fragment length polymorphism (T-RFLP) analysis
	16S rRNA gene clone library construction and sequencing
	Bioinformatics and multivariate analyses

	Results
	Bacterial attachment onto LDPE microplastics within sediments
	The structure and diversity of LDPE-associated bacterial communities
	The taxonomic identities of LDPE-associated bacterial genera

	Discussion
	Conclusion
	Availability of supporting data

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


