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Abstract 29 

Gut microbiota are important for the health, fitness and development of animal hosts, but little is known 30 

about these assemblages in wild populations of fish. Such knowledge is particularly important for juvenile life stages 31 

where nutritional intake critically determines early development, growth, and ultimately recruitment. We characterise 32 

the microbiome inhabiting the gut of young-of-the-year European plaice (‘YOY plaice’) on sandy beaches, their key 33 

juvenile habitat, and examine how these microbial communities vary spatially in relation to diet and nutritional 34 

condition of their plaice hosts. Body size, diet (stomach fullness and eukaryotic 18S ribosomal sequencing), nutritional 35 

condition (RNA:DNA) and gut microbiota (16S prokaryotic ribosomal sequencing) were compared in fish at two 36 

spatial scales: between beaches separated by 10s of kilometres and between sites at different depths on the same beach, 37 

separated by 10s of metres. The main microbial phyla in YOY plaice guts were Proteobacteria, Spirochaetes, 38 

Tenericutes and Verrucomicrobiae. Within the Proteobacteria there was an unusual dominance of 39 

Alphaproteobacteria. Differences in body size, diet and nutritional condition of YOY plaice between beaches were 40 

accompanied by differences in gut microbial assemblage structure. Notably, substantially reduced nutritional 41 

condition and size at one of the beaches was associated with lower stomach fullness, reduced consumption of annelids 42 

and differences in the abundance and presence of specific microbial taxa. Differences were also detected in microbial 43 

assemblages, body size, and diet between depths within the same nursery beach, although stomach fullness and 44 

nutritional condition did not vary significantly. The functional links between the environment, gut microbiota, and 45 

their hosts are potentially important mediators of the development of young fish through critical life stages. Our study 46 

indicates that these links need to be addressed at 10 km and even 10 m scales to capture the variability observed in 47 

wild populations of juvenile fish. 48 

 49 

Introduction 50 

The health, fitness, and development of animals may be influenced by the microbial assemblages inhabiting 51 

their gastrointestinal tract (e.g. Bates et al. 2006, Coon et al. 2014). These gut microbiota can aid in host nutrition 52 

(Walter & Ley 2011), energy metabolism (Turnbaugh et al. 2006), immune system maturation (Mazmanian et al. 53 

2005), and immune responses (Olsson et al. 1992, Macpherson et al. 2000, Round & Mazmanian 2009, Ingerslev et 54 

al. 2014b). Alterations in microbiome composition can influence factors such as nutrient acquisition, susceptibility to 55 

toxins and behaviour (Sekirov et al. 2010, Mangiola et al. 2016). Furthermore, gut microbial composition varies 56 



 

3 
 

greatly due to the phylogeny (Anderson et al. 2012, Colman et al. 2012, Phillips et al. 2012) and ontogenetic 57 

development (Phillips et al. 2012) of the host as well as extrinsic environmental influences (Phillips et al. 2012, Wong 58 

& Rawls 2012, Coon et al. 2014, Dill-McFarland et al. 2014). Establishing the natural variability in the gut microbiota 59 

is therefore an important step in appreciating the role of these assemblages in the physiology, behaviour and ecology 60 

of animal populations (Talwar et al. 2018). 61 

Our knowledge of gut microbial composition and microbiome-host interactions in fishes is developing, but 62 

remains limited. Earlier work was based on traditional culture-dependent techniques that detect only a small fraction 63 

of the microbial assemblage (Spanggaard et al. 2000, Austin 2006, Romero & Navarrete 2006, Kim et al. 2007, 64 

Aguilera et al. 2013) and suffer methodological inconsistencies that make studies incomparable (Romero et al. 2014, 65 

Givens et al. 2015). Modern sequencing technologies provide more comprehensive insights into the diversity and 66 

structure of microbial assemblages and their functional characteristics in fishes (Austin 2006, Romero & Navarrete 67 

2006, Aguilera et al. 2013, Ghanbari et al. 2015). However, most studies to date focus on a few captive-held, cultured 68 

species such as rainbow trout (Oncorhynchus mykiss) or grass carp (Cyprinus carpio), or on developmental model-69 

species such as zebrafish (Danio rerio) (Roeselers et al. 2011, Stephens et al. 2016). Far less is known about gut 70 

microbiota of wild fish, although previous studies have demonstrated marked differences from captive-held 71 

populations (Ramírez & Romero 2017). 72 

In particular, the individual and ecological implications of variation in fish gut microbiota need to be 73 

established at key life stages. Fishes have complex life histories, across which the composition of gut microbiota can 74 

change considerably (Bakke et al. 2015, Burns et al. 2016, Llewellyn et al. 2016). Gut microbiomes in zebrafish, for 75 

example, vary considerably during development and display signature characteristics unique to each life stage 76 

(Stephens et al. 2016). The diversity and relative abundance of bacterial taxa in a range of other fish species are known 77 

to be strongly influenced by developmental events such as first feeding (Hansen et al. 1992, Bergh et al. 1994, 78 

Ingerslev et al. 2014a) and settlement (Parris et al. 2016). Younger life stages are a particularly important focus for 79 

gut microbiome studies since nutrition is critical for the early developmental processes that underpin successful 80 

recruitment into adult fish populations (Sissenwine 1984, Houde 1987, Miller et al. 1988). There is a need for 81 

fundamental information about the nature of variation in gut microbiota, accompanying changes in fish diet and 82 

nutritional condition, during early life stages when potential influence on population dynamics is large. 83 
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This study focuses on variation in the gut microbiota, diet and nutritional condition of wild populations of 84 

the juvenile life stage of European plaice Pleuronectes platessa L., a commercially-important flatfish species 85 

distributed across the north-east Atlantic. Following winter spawning and a pelagic larval stage, young-of-the-year 86 

European plaice (hereafter ‘YOY plaice’) settle onto moderately exposed sandy shores during the spring and spend 87 

their first summer in the shallows (typically < 5 m) feeding on small invertebrates (Gibson 1999). YOY plaice have 88 

been an important model for examining causes of variation in physiological performance of young fishes in the wild 89 

(reviewed in Ciotti et al. 2014). Despite extensive tidal and diel migrations across the onshore-offshore axis of beaches, 90 

juvenile plaice show strong alongshore site fidelity and marked interindividual differences in patterns of habitat use 91 

across the depth gradient (Macer 1967, Riley 1973, Burrows et al. 2004, Gibson et al. 2011). Diet and growth rate of 92 

juveniles are thought to influence survival to recruitment and therefore population dynamics of plaice, but are highly 93 

variable in time and space. In particular, applications of high-throughout, fine-resolution, RNA-based metrics of 94 

individual growth have identified substantial, but as yet unexplained variation in YOY plaice growth rate and 95 

nutritional condition at spatial scales ranging from 10s of metres to 100s of kilometres on the west coast of Scotland 96 

and Irish Sea (Ciotti et al. 2013a, Ciotti et al. 2013b, Ciotti et al. 2013c, Ciotti et al. 2014). This variability could not 97 

be explained by factors such as food availability or temperature, prompting calls for a wider consideration of 98 

underlying drivers of growth variation (Ciotti et al. 2014). The extent to which gut microbial communities may vary 99 

at these scales, and how this may interact with feeding and growth, requires clarification. 100 

In a recent metabarcoding study, Heindler et al. (2019) reported relative homogeneity in the diets and gut 101 

microbiota of YOY plaice across four geographic regions of open coast in the eastern English Channel and southern 102 

North Sea. This study was designed to be both spatially and temporally extensive. Samples from each region were 103 

collected from 2-5 sites pooled from offshore and/or beach locations. Distances between regions varied from 10 - 20 104 

km to as much as 150 km and samples were collected over the course of several months. Dominant components of the 105 

microbiome across these scales were found to be α-, β- and ɣ-Proteobacteria, Planctomycetia, Acidimicrobiia and 106 

chloroplasts. It remains unknown whether this microbial assemblage and its apparent spatial homogeneity is also 107 

found in other parts of the species range. Furthermore, given the spatial structuring in other aspects of juvenile plaice 108 

feeding, growth and behaviour, over as little as 100 m distances (Ciotti et al. 2013c, Ciotti et al. 2014), the potential 109 

for finer-scale spatial variation in gut microbiota needs to be tested through contemporaneous sampling at spatially 110 

delimited sampling sites. Understanding variability in the gut microbiome at contrasting spatial scales, in parallel with 111 
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key aspects of feeding and growth performance, will be critical for moving towards a functional microbiomics 112 

approach capable of revealing both the drivers of microbiome variation and their bioenergetic consequences for wild 113 

populations. 114 

This paper applies a metabarcoding approach to characterise the microbiome in YOY plaice guts at sandy 115 

beaches on the west coast of Scotland in relation to the size, diet composition, feeding success and nutritional condition 116 

of their hosts. We test how these factors vary at contrasting spatial scales, between fishes living at different water 117 

depths on the same beach (separated by 10s of metres) and at different beaches (separated by 10s of kilometres). By 118 

revealing the potential for variability in the gut microbiota, we establish factors potentially influencing the 119 

physiological performance of juvenile fishes in the wild. 120 

 121 

Material and methods 122 

Variation in gut microbiota, diet, and nutritional condition of YOY plaice was examined at two spatial scales. 123 

The large scale (10s of kilometers) compared fish caught at 0.5 m depth below waterline from two nursery beaches 124 

on the west coast of Scotland: Tralee Beach (‘Tralee Shallow’; 56°29’N, 05°25’W) and Caolisport Beach (‘Caolisport 125 

Shallow’; 55°55’N, 05°36’W). The small scale (10s of metres within a single beach) compared fish caught at Tralee 126 

Shallow with fish from 2 m below waterline at the same beach (‘Tralee Deep’).YOY plaice were collected within 2 h 127 

of low water on 19th and 20th July 2016 using a 1.5 m beam trawl (6 mm mesh) towed parallel to the shore, either by 128 

hand (0.5 m depth) or by boat (2 m depth). Seventy five YOY plaice (n = 20 for Caolisport Shallow and Tralee Deep, 129 

n = 35 for Tralee Shallow) were immediately flash-frozen and stored below -70°C until processing. Bottom water 130 

temperatures and salinities measured at the time of sampling indicated that Tralee Shallow (temperature = 15.0°C , 131 

salinity = 25.3) was cooler and fresher than Caolisport Shallow (temperature = 17.4°C, salinity = 27.8). Tralee Deep 132 

was cooler and more saline (temperature = 14.1°C, salinity = 26.0) than Tralee Shallow. 133 

Size, nutritional condition and feeding success 134 

Size, nutritional condition and feeding success were inferred from the length and mass, RNA:DNA (Ciotti et 135 

al. 2010) and stomach fullness, respectively, in a haphazardly selected subsample of fish frozen from each site (n = 136 

15 for Caolisport Shallow and Tralee Deep, n = 30 for Tralee Shallow). RNA:DNA is a robust and well established 137 

metric of nutritional condition which also correlates strongly with individual growth rate in early life stage fishes 138 

(Bulow 1970, Ferron & Leggett 1994, Bergeron 1997, Buckley et al. 1999, Ciotti et al. 2010). This metric has 139 
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previously been applied to reveal growth dynamics of YOY plaice on the west coast of Scotland (Ciotti et al. 2010, 140 

Ciotti et al. 2013b, Ciotti et al. 2013a, Ciotti et al. 2013c) and in other areas (De Raedemaecker et al. 2012). Total 141 

length was measured from photos of fish taken upon capture (prior to freezing) using the image processing software 142 

ImageJ (Abràmoff et al. 2004). In the laboratory, frozen fish were weighed and two 0.01 g subsamples of white muscle 143 

tissue were dissected from the epaxial eyed side for RNA:DNA measurement. Stomach contents were then removed, 144 

blotted and weighed fresh. 145 

Nucleic acids were quantified using a one-dye, two-enzyme fluorometric assay modified from Caldarone et 146 

al. (2001). Unless otherwise stated, reagents and enzymes for measurements of nucleic acids were obtained from 147 

Sigma-Aldrich (Hampshire,UK) and prepared in Tris–EDTA buffer (TE, 5 mM Tris–HCl, 0.5 mM EDTA, adjusted 148 

to pH 7.5 with NaOH). To avoid contamination with nucleases, reagents were made using diethylpyrocarbonate 149 

(DEPC)-treated ultrapure water in baked glassware. 150 

Nucleic acids were extracted from fresh tissue in 0.23 ml 2% n-lauroylsarcosine sodium salt solution with 151 

rapid shaking at 4°C (30 min at 1,500 rpm; Eppendorf Thermomixer C, Stevenage, UK), sonication (four 4 s 20 kHz 152 

pulses; Sonics and Materials Vibra-Cell VCX130PB, Leicestershire, UK) followed by a second 30 min shake. Once 153 

digested, subsamples were diluted with 1.610 ml TE buffer, then centrifuged at 14,000 g for 15 min to precipitate cell 154 

debris. Supernatants were removed and diluted 272-fold to produce working preparations within the limits of detection 155 

at a final n-lauroylsarcosine concentration of 0.1%. 156 

Nucleic acid concentrations in diluted supernatants were quantified by the subtraction of fluorescence 157 

attributed to RNA and DNA upon sequential digestion with RNase then DNase. Duplicate 0.075 ml aliquots of diluted 158 

supernatants were loaded into non-binding surface 96 well microplates (Corning 3650; Flintshire, UK) alongside 159 

nucleic acid standards (16S + 23S ribosomal RNA from E. coli MRE600, 10206938001; DNA from calf thymus, 160 

D4764) and stained with 0.075 ml 2000-fold diluted Quant-iTTM RiboGreen® (Invitrogen, Paisley, UK). Total 161 

fluorescence at 485 nm excitation and 520 nm emission wavelengths was then measured in a fluorometer (BMG 162 

Labtech FLUOstar Omega; Buckinghamshire, UK). Plates were incubated at 30°C inside the fluorometer for 15 min 163 

prior to all fluorescence measurements in order to stabilize temperatures between and within readings. RNA was 164 

measured as the reduction in fluorescence after digestion with RNase A (0.010 ml 0.5 U ml−1 from bovine pancreas, 165 

R6513). DNA fluorescence was separated from background fluorescence by digestion with DNase 1 (0.010 ml 0.075 166 

U ml−1 from bovine pancreas, D4263) and MgCl2 and CaCl2 cofactors for 1 h at 37°C. RNA and DNA concentrations 167 
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were calculated based on standard curves, expressed as a ratio and averaged across both duplicates and both tissue 168 

subsamples for analysis. The mean ± SD ratio of DNA to RNA standard curve slopes was 2.21 ± 0.38. 169 

The mass of the stomach contents was expressed as a proportion of the total fish mass (including stomach 170 

contents; hereafter ‘stomach fullness’). Normality and homoscedasticity of residuals were assessed visually: 171 

RNA:DNA did not require transformation, but fish mass and stomach fullness were log10 and arcsine square root 172 

transformed, respectively. Differences in fish mass and stomach fullness between beaches or depths were tested with 173 

t-tests. Tests of differences in RNA:DNA between beaches or depths also included fish mass as a covariate in a 2-way 174 

general linear model. Interaction terms were tested by comparing the two-way, fully-crossed model with the additive 175 

model (containing main effects only). If the interaction term could be removed, main effects were tested by dropping 176 

them from the additive model. Models were fitted by ordinary least squares in R (R Core Team 2013). Comparisons 177 

were based on partial F-tests (Quinn & Keough 2002) and changes in Akaike’s Information Criterion (with correction 178 

for small sample sizes, AICc) (Burnham & Anderson 2002). Terms were retained if removal led to a significant drop 179 

in variance explained (α = 0.05) or an increase in AICc by more than 2. 180 

16S and 18S rRNA sequencing 181 

Gut microbiome and prey types were examined using high throughput sequencing in the remaining five fish 182 

collected from each site. Fish gastrointestinal tracts were removed whole in sterile conditions using autoclave-183 

sterilised tools. Gut content was separated from the gut wall with the exception of three Caolisport Shallow fish which 184 

were too small. DNA extractions were performed on the gut wall (for 16S sequencing) or gut contents (for 18S 185 

sequencing) using the DNeasy™ Blood & Tissue Kit (QIAGEN, West Sussex, UK) according to the manufacturer’s 186 

recommendations. In the case of the three smaller Caolisport fish, DNA was extracted from whole gut samples (wall 187 

+ gut) on which both the 16S and 18S sequencing was performed. No sample pooling was performed. 188 

Prokaryotic 16S rRNA V3-V4 regions were amplified using fusion primers 341F (5’-189 

[TCGTCGGCAGCGTCAGATGTGTATAAGAGACAG]CCTACGGGNGGCWGCAG-3’) and 805R (5’-190 

[GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAG]GACTACHVGGGTATCTAATCC-3’) (Klindworth et 191 

al. 2013), which consisted of the locus-specific primer sequence ligated to Illumina adapter consensus sequence 192 

(indicated in square brackets). The eukaryotic 18S rRNA V4 region was amplified with the fusion primers F-574 (5’- 193 

-[TCGTCGGCAGCGTCAGATGTGTATAAGAGACAG]GCGGTAATTCCAGCTCCAA-3’) and R-952 (5’- -194 

[TCGTCGGCAGCGTCAGATGTGTATAAGAGACAG]TTGGCAAATGCTTTCGC-3’) (Hadziavdic et al. 2014). 195 
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The PCR reactions were carried out in 25 µl volumes consisting of 12.5 µl KAPA HiFi HotStart Mastermix (Roche 196 

Diagnostics), 12.5 ng genomic DNA and 1 µl forward and reverse primers (10 µM). Amplification was carried out on 197 

a Veriti 96-well thermocycler (Thermo Fisher Scientific) using the following conditions: 95°C for 3 min, followed by 198 

25 cycles of 95°C for 30 sec, 55°C for 30 sec and 72°C for 30 sec, with a final extension of 7 min at 72°C. Following 199 

clean-up of the resulting amplicons with 0.8x volume AMPure XP beads (Beckman Coulter Ltd), libraries were dual 200 

indexed using a Nextera XT v2 Index Kit (Illumina) for a further 8 PCR cycles. Tagged amplicon libraries were 201 

sequenced on an Illumina™ MiSeq using a MiSeq v3 Reagent Kit (Illumina) in the Environmental Genomics Facility 202 

at the University of Southampton, UK. 203 

Sequencing reads were de-multiplexed on-instrument by the MiSeq Control Software (version 2.6) and 204 

checked for quality using FastQC version 0.11.8 (www.bioinformatics.babraham.ac.uk/projects/fastqc/). Nextera XT 205 

sequencing adaptors and low quality 3’ bases (quality threshold: 15) were trimmed using CutAdapt version 2.3 (Martin 206 

2011). Reads shorter than 250 bp after trimming and quality filtering were discarded.  207 

16S and 18S metabarcoding analysis 208 

Analysis of 16S and 18S amplicon sequences was carried out with QIIME2 (Bolyen et al. 2019). Forward 209 

and reverse reads were initially trimmed with Cutadapt (Martin 2011) and merged using PandaSeq (Masella et al. 210 

2012) with default parameters. Merged sequences were imported into QIIME2, quality filtered with “qiime quality-211 

filter q-score-joined” and denoised with either “qiime deblur denoise-16S” or “qiime deblur denoise-other” for 16S 212 

and 18S, respectively. Phylogenetic trees were constructed from the resulting representative sequences using MAFFT 213 

for multiple sequence alignment (Katoh & Standley 2013) and FastTree (Price et al. 2010) for tree construction. To 214 

assign taxonomy to representative sequences, target regions of the 16S and 18S genes were extracted from the SILVA 215 

database (v132, ref) at 99% redundancy, and a Naïve Bayes Classifier was trained on the extracted sequences using 216 

the “feature-classifier” plugin (Bokulich et al. 2018). Host sequences and putative contaminants were removed from 217 

the 18S dataset by excluding sequences assigned to “Teleostei” and “Mammalia” using the “qiime taxa filter-table” 218 

command with “—p-exclude” option. This created a first 18S dataset called “18S_all” which also included the putative 219 

parasitic groups Apicomplexa (protozoans) and Ascaridida (Nematodes) reported in a separate section. Subsequently, 220 

to focus on fish diet, non-metazoan sequences were removed from the 18S dataset by keeping sequences assigned to 221 

“Metazoa”, and also excluding parasitic sequences assigned to “Ascaridida”. This generated a 18S dataset called 222 

“18S_metazoan” which included only non-parasitic metazoan sequences that was used to assess differences in diet 223 
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among fish. The 16S dataset was similarly filtered to exclude sequences classified as “Chloroplast” as these likely 224 

resulted from the diet and were deemed not to be functional components of the microbiome. 225 

Bar plots were generated with the command “qiime taxa barplot” and the resulting data were imported into 226 

R and plotted using phyloseq (McMurdie & Holmes 2013) and ggplot2 (Wickham 2016) packages. PCoA ordination 227 

plots were generated using the phyloseq function “qiime diversity core-metrics-phylogenetic” and then plotted using 228 

ggplot2. Variation in beta diversity among beaches and depths was assessed by means of PERMANOVA (default 229 

options) implemented in the “qiime diversity beta-group-significance” command. For beta-diversity analyses, the 16S 230 

feature table was rarefied to 579 sequences per sample, while the 18S feature table was rarified to 2823 sequences per 231 

sample, following inspection of the “interactive sample detail” plots from the feature-table summaries. Analysis of 232 

microbiome composition (ANCOM; Mandal et al. 2015), implemented in the “qiime composition ancom” command 233 

with default parameters and α = 0.05, was then applied to identify features that differed in relative abundance between 234 

beaches at the same depth (Tralee Shallow vs. Caolisport Shallow) and between depths at Tralee (Tralee Shallow vs. 235 

Tralee Deep). 236 

 237 

Results 238 

Size, nutritional condition and feeding success 239 

The size and stomach fullness (estimated feeding success) of YOY plaice differed between Tralee and 240 

Caolisport and size also differed between the two depths at Tralee. Fish at Tralee Shallow were 75% longer (t = 13, 241 

df = 43, p < 0.0001), over five times heavier (t = 16, df = 43, p < 0.0001) and had much fuller stomachs (t = 5.7, df = 242 

38, p < 0.0001) than those at Caolisport Shallow (Table 1; Table 2). The fish from Tralee Deep were 9% longer (t = 243 

2.1, df = 43, p < 0.046) and 37% heavier (t = 2.4, df = 43, p = 0.02) but had similar stomach fullness (t = 0.41, df = 244 

38, p > 0.05) relative to those at Tralee Shallow (Table 1; Table 2).  245 

 246 

Table 1: Mean ± SD size (total length (TL) and mass), feeding success (stomach fullness), and nutritional condition 247 
(RNA:DNA) of young-of-the-year European plaice Pleuronectes platessa at two beaches on the west coast of Scotland 248 
in July 2016. Fish at Tralee were sampled from both 0.5 (Shallow) and 2 m (Deep) depth below waterline (n = 15 for 249 
Caolisport Shallow and Tralee Deep, n = 30 for Tralee Shallow). 250 

  Caolisport Shallow Tralee Shallow Tralee Deep 

Body length (mm TL) 35.8 ± 4.60 62.6 ± 7.6 68.5 ± 11.6 
Body mass (g) 0.47 ± 0.17 2.7 ± 0.95 3.7 ± 1.6 
Stomach fullness 0.0036 ± 0.0046  0.022 ± 0.015  0.025 ± 0.025 
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RNA:DNA 4.3 ± 0.55  8.3 ± 1.0  8.3 ± 0.76 
 251 

Analysis of 2-way linear models identified a difference in RNA:DNA (nutritional condition) between Tralee 252 

and Caolisport Beaches but not between the two depths at Tralee Beach. In models comparing beaches, RNA:DNA 253 

of fish at Tralee Shallow was almost twice that at Caolisport Shallow (Figure 1; Table 1; F(1,42) = 101, p < 0.0001; 254 

ΔAICc = 53), but did not vary with body mass, either as a main effect (F(1.42) = 3.04, p > 0.05; ΔAICc = 0.74) or as an 255 

interaction with beach (F(1,41) = 0.37, p > 0.05; ΔAICc = -2.1; Table 2). In models comparing depths at Tralee, 256 

RNA:DNA did not vary with body mass (F(1,42) = 2.3, p > 0.05; ΔAICc = -0.050), depth (F(1,42) = 0.23, p > 0.05; ΔAICc 257 

= -2.2) or their interaction (F(1,41) = 0.45, p > 0.05; ΔAICc = -1.9; Table 2). 258 

18S: YOY Plaice Diet 259 

Sequencing of the 18S V4 region from YOY plaice gut contents yielded a total of 521,569 sequences for the 260 

“18S_metazoan” database. Beta-diversity analysis revealed a significant difference in diet assemblages between 261 

Caolisport and Tralee Beaches at 0.5 m depth (Figure 2; Table 2; PERMANOVA pseudo-F 2.2, 999 permutations, q-262 

value = 0.016) but no difference between depths at Tralee (Figure 2, Table 2; PERMANOVA pseudo-F 0.95, 999 263 

permutations, q-value = 0.487). 264 

 265 
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Figure 1: Relationship between RNA:DNA of white muscle tissue and mass of individual young-of-the-year 266 

European plaice Pleuronectes platessa at two beaches on the west coast of Scotland in July 2016. Fish were sampled 267 

from 0.5 m depth below waterline at both locations. Lines represent fit of 2-way general linear model. 268 

 269 

In the “18S_metazoan” dataset, the predominant phyla were Annelida and Arthropoda comprising 55.8% and 270 

42.8% of total sequences respectively (Figure 3). Approximately 99.5% of the annelid sequences were assigned to 271 

Lanice conchilega, but Clymenura clypeata accounted for 41.5% of sequences in one Caolisport fish (fish 71). 272 

Arthropod sequences were mostly copepods (99.7%) followed by podocopa (found in two Caolisport Shallow fish, 273 

fish 72 and 73, 0.2% of total sequences). Copepods were mostly assigned to order Harpacticoida (43.8%) but the 274 

majority (56.1%) could not be classified below the subclass level. Non-parasitic Nematode sequences were also 275 

observed (0.76% of the total sequences), but were concentrated in two Tralee samples (fish 16: 8.1%, fish 49: 89.4% 276 

of sequences for each fish). These were assigned to Chromadorida in the family Chromadoridae, a family of free-277 

living worms commonly associated with freshwater and marine sediments. The relative abundances of known prey 278 

other than polychaetes, crustaceans and nematodes were very low, and there was a notable scarcity of molluscs (< 279 

0.1% of total sequences). 280 
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 281 

Figure 2 Ordination of Principal Coordinate Analysis (PCoA), representing Bray-Curtis distances among prey 282 
assemblages in stomachs of individual young-of-the-year European plaice Pleuronectes platessa at two beaches on 283 
the west coast of Scotland in July 2016, based on the sequencing of the 18S V4 region (n = 5 from each site) using the 284 
“18S_metazoan” dataset (see Materials and Methods). Numbers associated with individual points refer to fish ID: 285 
associated body sizes are provided in Figures 3-5.  286 

 287 

Diets of YOY plaice differed between the two beaches and two depths compared. Gut contents were dominated by 288 

crustaceans at Caolisport Shallow, annelids at Tralee Shallow and nematodes or annelids at Tralee Deep (Figure 3). 289 

ANCOM analysis indicated that phylum Annelida was significantly more abundant in Tralee Shallow fish compared 290 

to Caolisport Shallow (ANCOM W = 7); whereas no statistical difference was found for the phylum Arthropoda (W 291 

= 3; Table 2). Annelida were also significantly more abundant in fish from Tralee Shallow than in fish from Tralee 292 

Deep (W = 2; Table 2). ANCOM at a feature level suggested that Lanice conchilega were more abundant in fish from 293 

Tralee Shallow than Caolisport Shallow (W = ) but no differences among depths were detected.  294 

 295 
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 296 

Figure 3: Composition at phylum level of 18S sequences (using the “18S_metazoan” dataset; see Material and 297 
methods) from guts of young-of-the-year European plaice Pleuronectes platessa at two beaches on the west coast of 298 
Scotland in July 2016, based on sequencing of the 18S V4 region. Fish were sampled from 0.5 m depth below 299 
waterline at both locations and also from 2 m below waterline at Tralee (n = 5 from each site). Abundance is 300 
expressed as a percentage of the total sequence library for individual fish. Only macrofaunal phyla present at above 301 
1% mean overall relative abundance are plotted. The excluded phyla were combined into a ‘Remainder’ category. 302 
Some bars do not reach 100% since they are missing the sequences that could not be identified to phylum level. Fish 303 
within sites are arranged in order of increasing size. Numbers below bars refer to fish ID with fish size (mm total 304 
length) in parentheses.  305 
 306 

18S: Parasite Sequences 307 

 Alongside diet-related taxa, the 18S libraries also contained sequences from putative parasitic groups. Within 308 

the “18S_all” dataset, Apicomplexa was the most common of these phyla and while usually present at low relative 309 

abundances of < 5% of individual fish libraries, they reached burdens > 50% in three Tralee Deep fish. Nearly all 310 

(99%) apicomplexan sequences were assigned to Coccidia (genus), a parasitic group known to infect a range of marine 311 

vertebrate and invertebrate hosts, including flatfishes and polychaetes. Putative parasitic Nematodes belonging to the 312 

family Ascaridida were also found. They were mostly present in one Tralee deep fish (sample 48, > 99% of the 313 

sequences) and in one Caolisport fish (sample 72). ANCOM analysis revealed that Coccidia sequence relative 314 
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abundances did not differ between locations (Tralee Shallow vs. Caolisport Shallow, W = 0) or depths (Tralee Shallow 315 

vs. Tralee Deep, W = 0).  316 

16S: YOY Plaice Gut Microbiome 317 

 318 

Figure 4: Composition at phylum level of the gut microbiota of young-of-the-year European plaice Pleuronectes 319 
platessa at two beaches on the west coast of Scotland in July 2016, based on the sequencing of the 16S V3-V4 320 
regions (after excluding sequences that were assigned to “Chloroplast”). Plaice were sampled from 0.5 m depth 321 
below waterline at both locations and also from 2 m below waterline at Tralee (n = 5 from both shallow sites and n = 322 
4 from Tralee Deep). Abundance is expressed as percentage of the total sequence library for individual fish. Only 323 
phyla present at above 0.5% mean overall relative abundance were plotted. The excluded phyla collectively 324 
represented less than 0.5% of total sequences and were combined into a ‘Remainder’ category. Some bars do not 325 
reach 100% since they are missing the sequences that could not be identified to phylum level. Fish within sites are 326 
arranged in order of increasing size. Numbers below bars refer to fish ID with fish size (mm total length)  in 327 
parentheses. 328 

 329 

Sequencing of the 16S V3-V4 regions from YOY plaice gut contents yielded a total of 179,769 sequences 330 

after quality filtering and denoising for a total of 1243 Operational Taxonomic Units (OTUs). One fish from Tralee 331 

Deep (fish 50) yielded a low quality 16S library (< 1000 sequences) and was removed from the analysis. Following 332 

removal of chloroplast sequences, which originally made up 96% of the cyanobacterial fraction, nine bacterial phyla, 333 
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each represented at > 0.5% of total sequences accounted for 98.9% of the total sequences: Actinobacteria, 334 

Bacteroidetes, Cyanobacteria, Patescibacteria, Planctomycetes, Proteobacteria, Spirochaetes, Tenericutes, and 335 

Verrucomicrobia. Proteobacteria was the dominant phylum in the dataset, representing 45.5% of the total sequences 336 

(Figure 4). The next most abundant phyla were Spirochaetes (17.5% of total), Tenericutes (11.5% of total) and 337 

Verrucomicrobia (10.7% of total, Figure 4). All other phyla were present at < 10% of the total sequences (Figure 4). 338 

At the phylum level, ANCOM analysis revealed higher relative abundances of Cyanobacteria (W = 7) but lower 339 

abundances of Actinobacteria and Spirochaetes (W = 4 and W = 3, respectively) at Caolisport Shallow compared to 340 

Tralee Shallow (Table 2). No difference was found between the two depths at Tralee (Table 2). 341 

 342 

Figure 5: Class composition within phylum Proteobacteria in gut microbiota of young-of-the-year European plaice 343 
Pleuronectes platessa at two beaches on the west coast of Scotland in July 2016, based on the sequencing of the 16S 344 
V3-V4 regions. Plaice were sampled from 0.5 m depth below waterline at both locations and also from 2 m below 345 
waterline at Tralee (n = 5 from both shallow sites and n = 4 from Tralee Deep). Abundance is expressed as percentage 346 
of the total sequence library for individual fish. Fish within sites are arranged in order of increasing size. Numbers 347 
below bars refer to fish ID with fish size (mm total length) in parentheses. 348 

 349 
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Dominant classes within the phylum Proteobacteria were Alphaproteobacteria, Gammaproteobacteria, and 350 

Deltaproteobacteria (Figure 5). Alphaproteobacteria accounted for 59.7% of proteobacterial sequences overall and 351 

represented between 71.3% and 96.0% of those in individual fish libraries (median 88.6%), except in two Caolisport 352 

Shallow samples where they represented only 7.2% and 11.0% (Figure 5). The next most abundant proteobacterial 353 

class was Gammaproteobacteria (21.2% of proteobacterial sequences), which represented between 0.5% and 28.6% 354 

of proteobacterial sequences in individual fish, with the exception of one Caolisport sample in which it composed 355 

approximately 88.8% of proteobacterial sequences (Figure 5). Similarly, Deltaproteobacteria accounted for 92.1% of 356 

proteobacterial sequences in another Caolisport sample, but represented a much lower median relative abundance of 357 

1.2% overall (Figure 5). Betaproteobacteria and Epsilionproteobacteria were not recorded. 358 

The Alphaproteobacteria were mainly composed of members of the family Rhodobacteraceae that could not 359 

be classified to genus level (50.8% of total alphaproteobacterial sequences). The majority (69.0%) of 360 

Gammaproteobacteria sequences were assigned to Photobacterium, but this was largely due to high levels of 361 

Gammaproteobacteria in one sample (fish 75). In other specimens, gammaproteobacterial taxa were more varied and 362 

included Vibrionales, Cellvibrionales and Thiotrichales. Other common marine genera such as Vibrio and 363 

Pseudomonas were unusually rare (less than 0.05 % of total sequences). Deltaproteobacteria was predominantly 364 

represented by an uncultured bacterial genus from the SAR324 clade (Marine group B), which was almost exclusively 365 

responsible for the unusually high relative abundance (84% of all sequences in that library) of Deltaproteobacteria in 366 

one Caolisport sample. 367 

Genera within the other bacterial phyla accounted for only a small proportion of the bacterial assemblage. 368 

Within the spirochaetes the most abundant genera were Spirochaeta (13% total sequences) and Brevinema (3.6% total 369 

sequences). Within the Verrucomicrobia, the most abundant family was Rubritaleaceae, with Rubritalea, 370 

Luteolibacter, Roseibacillus, and Haloferula, as well as two uncultured genera from the DEV007 family accounting 371 

for > 1% total sequences in at least one library. Tenericutes mostly consisted of Mycoplasma. 372 

PCoA ordination of Bray-Curtis distances suggested that 16S microbiome compositions clustered based on 373 

sampling location (Figure 6). There was clear separation between Tralee Shallow and Caolisport Shallow samples 374 

(Figure 6; Table 2; PERMANOVA, 999 permutations, pseudo-F = 4.99, q-value = 0.009). At the feature level, 375 

ANCOM revealed that three features were differentially abundant: two Alphaproteobacteria, one of the family 376 

Rhizobiaceae (W = 499) and one Rhodobacteraceae (W = 607), which were both absent from Caolisport Shallow and 377 
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present in all Tralee Shallow samples; and a Cyanobacteria of the family Chanobiaceae (W = 607) which was absent 378 

from Tralee Shallow but present in Caolisport Shallow (Table 2). In addition, separation between Tralee stations at 379 

different depths was observed along Axis 2 (Figure 6; PERMANOVA, 999 permutations, pseudo-F = 1.72, q-value = 380 

0.009), although ANCOM did not detect specific features that differed in relative abundance between depths (Table 381 

2). 382 

 383 

Figure 6 Ordination of Principal Coordinate Analysis (PCoA), representing Bray-Curtis distances among gut 384 
microbiota assemblages of individual young-of-the-year European plaice Pleuronectes platessa at two beaches on the 385 
west coast of Scotland in July 2016, based on the sequencing of the 16S V3-V4 regions (n = 5 from both shallow sites 386 
and n = 4 from Tralee Deep). The 16S dataset was filtered to exclude sequences classified as “Chloroplast”. Numbers 387 
associated with individual points refer to fish ID: associated body sizes are provided in Figures 3-5.388 
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Table 2: Spatial scales over which differences in size, diet, nutritional condition and microbiome were detected in young-of-the-year European plaice 389 
Pleuronectes platessa at two beaches on the west coast of Scotland in July 2016. No difference indicated by ‘-‘. 390 
 391 

Spatial scale 

Biological parameters 
Body 
length 

and 
mass 

(Table 
1) 

Diet RNA:DNA 
(nutritional 
condition) 
(Figure 1) 

Microbiome 
Stomach 
fullness 
(feeding 
success) 
(Table 
1) 

β diversity of 
prey 
(PERMANOVA) 
(Figure 2) 

Relative 
abundance 
of phyla 
(ANCOM) 
(Figure 3) 

Relative 
abundance 
of features 
(ANCOM) 

β diversity of 
microbiota 
(PERMANOVA) 
(Figure 6) 

Relative 
abundance of 
phyla 
(ANCOM) 
(Figure 4) 

Relative 
abundance of 
features 
(ANCOM) 
(Figure 5) 

Beaches (10s of 
km): Tralee 
Shallow relative to 
Caolisport Shallow 

1.7 x 
longer 
5.7 x 

heavier 

6.1 x 
fuller 

Different prey 
assemblage 

More 
annelids 

More 
Lanice 

conchilega 
1.9 x higher 

Different 
microbial 

assemblage 

Less 
Cyanobacteria. 

More 
Actinobacteria 

and 
Spirochaetes. 

Presence of 
Rhizoniaceae and 

Rhodobacteriaceae. 
Absence of 

Chanobiaceae 

Depths (10s of m): 
Tralee Deep (2m) 
relative to Tralee 
Shallow (0.5m) 

1.1 x 
longer 
1.4 x 

heavier 

- - Less 
annelids - - 

Different 
microbial 

assemblage 
- - 

392 
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Discussion 393 

Although Pleuronectes platessa is of considerable commercial importance and an extensively studied model 394 

species in fish ecology, factors driving variation in growth and condition of juveniles are not well resolved (Ciotti et 395 

al. 2014). In this study, we used high-throughput sequencing to characterise the diet and gut microbiome of YOY 396 

plaice at beaches on the west coast of Scotland, and to test how these vary at contrasing spatial scales in relation to 397 

the physiological status of the host. We found substantial differences in the body size, stomach fullness, nutritional 398 

condition, diet, and gut microbiome of YOY plaice between beaches separated by 10s of kilometers. Surprisingly, we 399 

also found smaller, but notable differences in the body size, diet and gut microbiome between sampling depths at the 400 

same beach, even though these were only separated by a few 10s of metres. Therefore, our study shows that there can 401 

be considerable differences in key metrics of feeding and growth at fine spatial scales along complex coastlines typical 402 

of much YOY plaice habitat (Ciotti et al. 2013c). 403 

Our results contrast with the relative homogeneity at ca. 10 - 100 km spatial scales in the diets and gut 404 

microbiota of YOY plaice found by Heindler et al. (2019) in the eastern English Channel and southern North Sea. 405 

This may be due to the fact that the area studied by Heindler et al. (2019), in contrast to the west coast of Scotland, is 406 

a relatively open stretch of coast, perhaps offering more uniform environmental conditions and prey assemblages. An 407 

alternative explanation is that samples used for regional comparisons by Heindler et al. (2019) were pooled from 408 

several sites, themselves separated by tens of kilometres, and across a time window spanning several months: pooling 409 

may have smoothed out differences expected based on known small-scale (100s of metres, daily) spatiotemporal 410 

heterogeneity in the diet and growth of YOY plaice. 411 

Diets of YOY plaice in the current study were dominated by polychaetes and crustaceans, consistent with 412 

results from studies using visual examination of gut contents from the west coast of Scotland (Edwards & Steele 1968, 413 

Steele et al. 1970, Poxton et al. 1983) and other areas (Macer 1967, Amara et al. 2001, Freitas et al. 2010, De 414 

Raedemaecker et al. 2011, Jones et al. 2020). In contrast to these previous studies, however, molluscs were 415 

conspicuously absent. Polychaete prey was almost entirely Lanice conchilega, a species known to form an important 416 

component of the diet at Tralee Beach (M. T. Burrows, unpublished data) but not necessarily nearby sites (Edwards 417 

& Steele 1968, Steele et al. 1970, Poxton et al. 1983). Besides resolving key prey items, 18S sequencing also identified 418 

putative parasitic taxa. The influence of parasitic infection on wild YOY plaice is unknown and would benefit from 419 

further investigation. 420 



 

20 
 

 Diets differed considerably between beaches, with fish at Tralee having fuller stomachs and feeding almost 421 

exclusively on polychaetes and those at Caolisport preying predominantly on crustaceans. The metabarcoding study 422 

of YOY plaice by Heindler et al. (2019) found that diets along a > 100 km stretch of open coastline in the eastern 423 

English Channel and southern North Sea were remarkably stable and dominated by the crustacean Crangon crangon 424 

(72%) and the polychaete Owenia fusiformis (9%). They reported that diets changed little between spring and summer 425 

although there were small differences with body size and among years. Our results align with a growing recognition 426 

that YOY plaice are opportunistic, generalist feeders and that diets along the complex coastlines of northern Britain 427 

are highly variable at very small temporal (hours or days) and spatial (100s of metres) scales (M. T. Burrows, 428 

unpublished data; Poxton et al. 1983, Ansell & Gibson 1990, Ciotti et al. 2013c). 429 

Our understanding of the role of the environment and prey availability on driving differences in diet and 430 

microbiota between Caolisport and Tralee is somewhat confounded by fish size as YOY plaice at Caolisport were 431 

smaller than those from Tralee. Smaller, slower growing fish at Caolisport is a consistent but as yet unexplained 432 

difference between these two sites (Ciotti et al. 2010, Ciotti et al. 2013b, Ciotti et al. 2013a, Fox et al. 2014). In this 433 

study, Caolisport fish fed primarily on copepods, while Tralee fish fed on the polychaete Lanice conchilega. However, 434 

there is no evidence that within each site fish were transitioning from a copepod-based to an annelid-based diet with 435 

increased size (Figure 3; fish arranged in size order). In fact, annelids (either parts or whole animals) have been 436 

previously shown to dominate the diet of the full size range of YOY plaice from Tralee (M. T. Burrows, unpublished 437 

data). Given that YOY plaice are known to exhibit considerable spatiotemporal variation in diet (Poxton et al. 1983, 438 

Ansell & Gibson 1990, Gibson 1999), we suggest that spatial differences are the cause of the diet differences, which, 439 

along with local environmental conditions and associated microbial community, are primary determinants of the gut 440 

microbiota in fishes (Talwar et al. 2018). 441 

While this study did not examine consequences of variation in diet quality and quantity for the nutritional 442 

condition and size of juveniles at Caolisport vs. Tralee, a link seems plausible and would benefit from further 443 

investigation. Spatial variation in YOY plaice growth on the west coast of Scotland is not related to temperature, 444 

interspecific competitor density or beach productivity but is weakly and negatively related to conspecific density 445 

(Ciotti et al. 2013b, Ciotti et al. 2013a). Physical charactersitics of beaches, including wave exposure and tidal range, 446 

explain growth variation well, but the mechanisms underlying this relationship are unresolved (Ciotti et al. 2013b). 447 

Meanwhile, little is known about how variation in the quality of prey may influence growth rates. In the current study, 448 
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we found that YOY plaice from Caolisport, the site with small fish in low nutitional condition and empty stomachs, 449 

consumed small crustaceans. While such prey are often abundant (Edwards & Steele 1968), they may be too small 450 

(Bregnballe 1961) or expose feeding plaice to unacceptably high levels of predation risk (Steele et al. 1970) to sustain 451 

high rates of food intake. 452 

YOY plaice at Tralee were larger at the deeper site: this was accompanied by reduced relative abundance of 453 

annelids in their diet, but the overall diet composition, feeding success and nutritional condition did not vary. Despite 454 

some exceptions (Ciotti et al. 2013c), previous studies at Tralee (Gibson 1973, Gibson & Robb 1996, Gibson et al. 455 

2002) and a range of other locations (Bregnballe 1961, Macer 1967, Edwards & Steele 1968, Poxton et al. 1983, Teal 456 

et al. 2008) have found a similar pattern of size difference with depth, due either to size-related differences in depth 457 

selection behaviour or to depth-related differences in growth conditions. Our study suggests that growth conditions, 458 

as reflected in stomach fullness and nutritional condition, were similar across depths. Prey quality may have differed, 459 

however, since the abundance of annelids was lower at the deeper site. We found high proportions of nematodes or 460 

platyhelminthes in stomachs of some individuals from the deeper site, although it is important to note that 18S 461 

sequencing provided relative abundances such that absolute quantities may be small if stomachs were not full. 462 

Nematodes and platyhelminthes have not previously been reported as YOY plaice prey at beaches on the west coast 463 

of Scotland (Edwards & Steele 1968, Steele et al. 1970, Poxton et al. 1983) but nematodes have been encountered in 464 

other areas (Amara et al. 2001, Heindler et al. 2019).  465 

Overall, the gut microbiome of YOY plaice was principally composed of Proteobacteria, with a lower relative 466 

abundance of Spirochaetes, Tenericutes and Verrucomicrobiae along with minor contributions of Actinobacteria, 467 

Bacteroidetes, Cyanobacteria, Patescibacteria, and Planctomycetes. These phyla may play key roles in the nutrition, 468 

metabolism, immunity, and development of their fish hosts. Proteobacteria also dominated gut microbiota in YOY 469 

plaice from the eastern English Channel and southern North Sea (Heindler et al. 2019), but in this case the next most 470 

dominant phyla were Planctomycetes and Actinobacteria and there were also differences in the composition of minor 471 

phyla. Neither study separated gut microbiota from that found in the water, sediment or prey, and although sequencing 472 

largely focused on gut wall samples, some sequences would have been allochthonous, transient members of the gut 473 

microbial assemblage derived from prey. Despite this, we did not find marked anomalies in samples where both gut 474 

wall and contents were sequenced together or where diets differed from others at the same site (fish 16, 48, 49 and 71; 475 

Figures 3 and 4). Therefore, there is no strong evidence that the YOY plaice gut microbiome we describe derived from 476 
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the prey. Indeed, Heindler et al. (2019) concluded that habitat, rather than prey composition, was the main driver of 477 

variation in YOY plaice gut microbiomes in their study. 478 

Proteobacteria, the most common microbial phylum we encountered in YOY plaice, is an abundant and 479 

dominant member of gut microbiota in both freshwater and marine fishes (Nayak 2010, Clements et al. 2014, Givens 480 

et al. 2015). This phylum has been observed in the gut of numerous freshwater fish such as salmonids (Wong et al. 481 

2013, Al-Hisnawi et al. 2015, Llewellyn et al. 2016) and cyprinids (Wu et al. 2010, Wu et al. 2012, Wu et al. 2013, 482 

Larsen et al. 2014), where it is a dominant element of both the transient and autochthonous microbial communities. 483 

Similarly, Givens et al. (2015) found similar results for 12 brackish water and marine bony fish species, including the 484 

flatfishes hogchocker (Trinectes maculatus) and southern flounder (Paralichthys lethostigma). High relative 485 

abundances of Proteobacteria have also been observed in the gut of other flatfishes including farmed turbot 486 

Scophthalmus maximus (79%; Xing et al. 2013) and wild fine flounder Paralichthys adspersus (68%; Ramírez & 487 

Romero 2017). 488 

Our study of YOY plaice adds to growing evidence that the dominance of Proteobacteria is not restricted to 489 

adult fish, and also extends to earlier life stages. Bates et al. (2006) and Lan and Love (2012) observed that 490 

Proteobacteria were the most prominent taxa and numerically abundant at all stages in zebrafish juveniles. Likewise, 491 

Dulski et al. (2018) found that the core intestinal microbiome of juvenile pikeperch (Sander lucioperca) was 492 

predominantly Proteobacteria (92-95%), and Parris et al. (2016) reported similar results in larval and juvenile reef 493 

damselfish and cardinalfish. The relative abundance of Proteobacteria for YOY plaice in this study (29.1%) and in 494 

Heindler et al. (2019; range = 40.1 - 71.6% across regions) is lower than estimates for other fishes, although Ramírez 495 

and Romero (2017) found lower relative abundances of Proteobacteria (30% ± 24%) in aquacultured fine flounder.  496 

The more striking difference in the gut microbiome of YOY plaice from other known fish gut microbial 497 

assemblages is in the taxonomic composition within the phylum Proteobacteria. Indeed, the majority of fish-gut 498 

microbiota studies agree that Gammaproteobacteria is the most numerically abundant protobacterial class (Desai et 499 

al. 2012, Parris et al. 2016, Dulski et al. 2018), especially in marine fishes (Ingerslev et al. 2014a). Families such as 500 

Enterobacteriaceae, Vibrionaceae, and in particular the Vibrio and Photobacterium genera, Shewanellaceae, and 501 

Alteromonadaceae usually represent major fractions of the microbial assemblages in marine fish guts, largely due to 502 

their ubiquitous distribution in marine environments (Ingerslev et al. 2014a, Givens et al. 2015). Sullam et al. (2015), 503 

for example, found a prevalence of Vibrionales and Aeromonadales in Trinidadian guppies, and Xing et al. (2013) 504 
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reported that Vibrionales, Alteromonadales, and Enterobacteriales were the three most abundant bacterial groups in 505 

the gut microbiome of farmed adult turbot, collectively constituting nearly 89% of bacterial sequences recovered. In 506 

the present study however, Gammaproteobacteria was dominant in only a single Caolisport individual, where 507 

Photobacterium represented 64% of total sequences. All the other YOY plaice gut microbiomes were instead 508 

characterised by high relative abundances of Alphaproteobacteria or, in the case of one individual, 509 

Deltaproteobacteria. Heindler et al. (2019) also found that YOY plaice gut microbiota contained relatively low 510 

Gammaproteobacteria abundances, but in their study both Alpha- and Betaproteobacteria dominated. Despite being 511 

reported in the gut microbiota of surgeonfish (Miyake et al. 2015) and in larval and juvenile reef fishes (Parris et al. 512 

2016), Alphaproteobacteria have not commonly been encountered in the microbiome of fish. Both these previous 513 

studies suggested that Alphaproteobacteria were transient members of the gut microbiota accidently ingested along 514 

with debris. However, despite only sequencing gut contents, Alphaproteobacteria abudances were lower than in the 515 

current study suggesting that the unusual Alphaproteobacteria dominance in YOY plaice may not be solely derived 516 

from their prey. 517 

In the current study, most Alphaproteobacteria sequences were assigned to Rhodobacteraceae: a common 518 

family and widely distributed in marine environments (Wagner-Döbler & Biebl 2006). The functional role of 519 

Rhodobacteraceae in the gut is as of yet unclear, although some members of the family have been proposed as possible 520 

probiotics for the aquaculture industry (Hjelm et al. 2004, Planas et al. 2006, Balcázar et al. 2007) owing to their 521 

production of antibacterial compounds (Hjelm et al. 2004, Wagner-Döbler & Biebl 2006, Bruhn et al. 2007). They are 522 

present in most marine environments, such as seawater or sediments, are key members of biofilms (Bruhn et al. 2007, 523 

Elifantz et al. 2013) and can occur in algae-associated microbiota (Friedrich 2012, Martin et al. 2015).  524 

Verrucomicrobia is a commonly reported phylum in gut microbiome studies of marine adult and juvenile 525 

fishes, but is usually rare and present at much lower relative abundances than in the present study (Ingerslev et al. 526 

2014a, Ghanbari et al. 2015, Givens et al. 2015). It is not a dominant taxon in YOY plaice in the eastern English 527 

Channel and southern North Sea (Heindler et al. 2019) nor in reports on other marine flatfishes, such as fine flounder 528 

(Ramírez & Romero 2017).  529 

We found that the phylum Tenericutes was represented primarily by the genus Mycoplasma in YOY plaice. 530 

Mycoplasma are abundant members of gut microbiota in numerous vertebrate hosts (Whitcomb & Tully 1989, Giebel 531 

et al. 1990, Razin et al. 1998, Clemente et al. 2012) and have been found to dominate in the gut of Atlantic salmon 532 
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(Salmo salar; Holben et al. 2002), farmed rainbow trout (Oncorhynchus mykiss; Lyons et al. 2017), Trinidadian 533 

guppies (Poecilia reticulata; Sullam et al. 2015), and the long-jawed mudsucker (Gillichtythys mirabilis; Bano et al. 534 

2007). Tenericutes has been reported at lower relative abundances in the guts of several other fishes (Moran et al. 535 

2005, Kim et al. 2007, Sukhanova et al. 2014), but was not an important component in the previous study of YOY 536 

plaice (Heindler et al. 2019). Most known species of Mycoplasma are pathogens or parasites (Razin et al. 1998, 537 

Dandekar et al. 2002), although other species seem to have no harmful effects on their hosts and Mycoplasma may be 538 

normal members of the gut microbiota in some fish (Giebel et al. 1990, Bano et al. 2007). 539 

The physiological performance of wild fish is determined by interactions between the external environment, 540 

the individual and its gastrointestinal microbiota (Talwar et al. 2018). Characterising geographic variation within and 541 

among wild animal populations can be an informative step in the challenging task of building a functional 542 

understanding of the influence that the gut microbiome has on physiological performance. Our paper demonstrates 543 

that the gut microbiome in YOY plaice along the west coast of Scotland varies at 10 km scales, that differences can 544 

also be distinguished at 10 m scales and furthermore that this variability is accompanied by variations in key aspects 545 

of fish feeding and bioenergetics at similar geographic scales (Table 2). The processes driving variation in gut 546 

microbiomes of coastal fishes, and potentially the influence of the gut microbiome on physiological performance, 547 

therefore appear to operate, and should be studied, at as little as 10 m scales. Although we did not examine the 548 

correlation among factors directly, substantially reduced nutritional condition and size at one of the beaches 549 

(Caolisport Shallow) was associated with lower stomach fullness, reduced consumption of annelids and differences 550 

in the abundance and presence of specific microbial taxa: Cyanobacteria, Actinobacteria, Spirochaetes, Rhizobiaceae, 551 

Rhodobacteraceae and Chanobiaceae.  552 

Our conclusion that processes determining the diet, microbiota, and the associated nutritional condition of 553 

juvenile fish operate at fine spatial scales forms an important departure point for future studies to understand drivers 554 

of variation in physiological performance of young fish in situ. The next step could be a much larger study involving 555 

extensive sampling to better partition the variation across different spatial scales. There is also a need for targeted lab 556 

and field manipulations as well as mensurative experiments to establish the relative contribution of the environment, 557 

host and diet in driving variations in the microbiome and to quantify the influences of these variations on YOY plaice 558 

physiology. Ultimately, by resolving how environmental, host-specific and feeding-related factors interact to shape 559 
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gut microbial assemblages and identifying resulting consequences for host performance, we stand to elucidate 560 

fundamental processes underpinning the dynamics of wild fish populations (Talwar et al. 2018). 561 

 562 

Acknowledgements 563 

The authors thank Michael Burrows from the Scottish Association for Marine Science for assistance with field 564 

collections and two anonymous reviewers for constructive comments on our work. Funding for RNA:DNA analyses 565 

was provided by a Teaching and Learning award from the University of Plymouth. 566 

 567 

References 568 

Abràmoff MD, Magalhães PJ, Ram SJ (2004) Image Processing with ImageJ. Biophotonics International 11:36-42 569 

Aguilera E, Yany G, Romero J (2013) Cultivable intestinal microbiota of yellowtail juveniles (Seriola lalandi) in an 570 

aquaculture system. Lat Am J Aquat Res 41:395-403 571 

Al-Hisnawi A, Ringø E, Davies SJ, Waines P, Bradley G, Merrifield DL (2015) First report on the autochthonous 572 

gut microbiota of brown trout (Salmo trutta Linnaeus). Aquac Res 46:2962-2971 573 

Amara R, Laffargue P, Dewarumez JM, Maryniak C, Lagardère F, Luczac C (2001) Feeding ecology and growth of 574 

O-group flatfish (sole, dab and plaice) on a nursery ground (Southern Bight of the North Sea). J Fish Biol 575 

58:788-803 576 

Anderson KE, Russell JA, Moreau CS, Kautz S, Sullam KE, Hu Y, Basinger U, Mott BM, Buck N, Wheeler DE 577 

(2012) Highly similar microbial communities are shared among related and trophically similar ant species. 578 

Mol Ecol 21:2282-2296 579 

Ansell AD, Gibson RN (1990) Patterns of feeding and movement of juvenile flatfishes on an open sandy beach. In: 580 

Barnes M, Gibson RN (eds) Trophic Relationships in the Marine Environment. Aberdeen University Press, 581 

Aberdeen, UK 582 

Austin B (2006) The bacterial microflora of fish, revised. ScientificWorldJournal 6:931-945 583 

Bakke I, Coward E, Andersen T, Vadstein O (2015) Selection in the host structures the microbiota associated with 584 

developing cod larvae (Gadus morhua). Environ Microbiol 17:3914-3924 585 



 

26 
 

Balcázar JL, Rojas-Luna T, Cunningham DP (2007) Effect of the addition of four potential probiotic strains on the 586 

survival of pacific white shrimp (Litopenaeus vannamei) following immersion challenge with Vibrio 587 

parahaemolyticus. J Invertebr Pathol 96:147-150 588 

Bano N, Smith AD, Bennett W, Vasquez L, Hollibaugh JT (2007) Dominance of Mycoplasma in the guts of the 589 

Long-Jawed Mudsucker, Gillichthys mirabilis, from five California salt marshes. Environ Microbiol 590 

9:2636-2641 591 

Bates JM, Mittge E, Kuhlman J, Baden KN, Cheesman SE, Guillemin K (2006) Distinct signals from the microbiota 592 

promote different aspects of zebrafish gut differentiation. Dev Biol 297:374-386 593 

Bergeron JP (1997) Nucleic acids in ichthyoplankton ecology: a review, with emphasis on recent advances for new 594 

perspectives. J Fish Biol 51:284-302 595 

Bergh O, Naas KE, Harboe T (1994) Shift in the intestinal microflora of Atlantic halibut (Hippoglossus 596 

hippoglossus) larvae during first feeding. Can J Fish Aquat Sci 51:1899-1903 597 

Bokulich NA, Kaehler BD, Rideout JR, Dillon M, Bolyen E, Knight R, Huttley GA, Caporaso JG (2018) 598 

Optimizing taxonomic classification of marker-gene amplicon sequences with QIIME 2's q2-feature-599 

classifier plugin. Microbiome 6:90 600 

Bolyen E, Rideout JR, Dillon MR, Bokulich N, Abnet CC, Al-Ghalith GA, Alexander H, Alm EJ, Arumugam M, 601 

Asnicar F, Bai Y, Bisanz JE, Bittinger K, Brejnrod A, Brislawn CJ, Brown CT, Callahan BJ, Caraballo-602 

Rodriguez AM, Chase J, Cope EK, Da Silva R, Diener C, Dorrestein PC, Douglas GM, Durall DM, 603 

Duvallet C, Edwardson CF, Ernst M, Estaki M, Fouquier J, Gauglitz JM, Gibbons SM, Gibson DL, 604 

Gonzalez A, Gorlick K, Guo JR, Hillmann B, Holmes S, Holste H, Huttenhower C, Huttley GA, Janssen S, 605 

Jarmusch AK, Jiang LJ, Kaehler BD, Bin Kang K, Keefe CR, Keim P, Kelley ST, Knights D, Koester I, 606 

Kosciolek T, Kreps J, Langille MGI, Lee J, Ley R, Liu YX, Loftfield E, Lozupone C, Maher M, Marotz C, 607 

Martin BD, McDonald D, McIver LJ, Melnik AV, Metcalf JL, Morgan SC, Morton JT, Naimey AT, 608 

Navas-Molina JA, Nothias LF, Orchanian SB, Pearson T, Peoples SL, Petras D, Preuss ML, Pruesse E, 609 

Rasmussen LB, Rivers A, Robeson MS, Rosenthal P, Segata N, Shaffer M, Shiffer A, Sinha R, Song SJ, 610 

Spear JR, Swafford AD, Thompson LR, Torres PJ, Trinh P, Tripathi A, Turnbaugh PJ, Ul-Hasan S, vander 611 

Hooft JJJ, Vargas F, Vazquez-Baeza Y, Vogtmann E, von Hippel M, Walters W, Wan YH, Wang MX, 612 

Warren J, Weber KC, Williamson CHD, Willis AD, Xu ZZ, Zaneveld JR, Zhang YL, Zhu QY, Knight R, 613 



 

27 
 

Caporaso JG (2019) Reproducible, interactive, scalable and extensible microbiome data science using 614 

QIIME 2. Nat Biotechnol 37:852-857 615 

Bregnballe (1961) Plaice and flounder as consumers of the microscopic bottom fauna. Meddelelser fra Danmarks 616 

Fiskeri- og Havundersøgelser 3:133-182 617 

Bruhn JB, Gram L, Belas R (2007) Production of antibacterial compounds and biofilm formation by Roseobacter 618 

species are influenced by culture conditions. Appl Environ Microbiol 73:442-450 619 

Buckley L, Caldarone E, Ong T-L (1999) RNA-DNA ratio and other nucleic acid-based indicators for growth and 620 

condition of marine fishes. Hydrobiologia 401:265-277 621 

Bulow FJ (1970) RNA-DNA ratios as indicators of recent growth rates of a fish. J Fish Res Board Can 27:2343-622 

2349 623 

Burnham KP, Anderson DR (2002) Model Selection and Multimodel Inference: A Practical Information-Theoretic 624 

Approach. Springer, New York 625 

Burns AR, Stephens WZ, Stagaman K, Wong S, Rawls JF, Guillemin K, Bohannan BJM (2016) Contribution of 626 

neutral processes to the assembly of gut microbial communities in the zebrafish over host development. 627 

ISME J 10:655-664 628 

Burrows MT, Gibson RN, Robb L, Maclean A (2004) Alongshore dispersal and site fidelity of juvenile plaice from 629 

tagging and transplants. J Fish Biol 65:620-634 630 

Caldarone EM, Wagner M, St Onge-Burns J, Buckley LJ (2001) Protocol and guide for estimating nucleic acids in 631 

larval fish using a fluorescence microplate reader. Northeast Fisheries Science Center Reference Document 632 

01-11. Available at http://www.nefsc.noaa.gov/publications/crd/crd0111/crd0111.pdf 633 

Ciotti BJ, Targett TE, Burrows MT (2013a) Decline in growth rate of juvenile European plaice (Pleuronectes 634 

platessa) during summer at nursery beaches along the west coast of Scotland. Can J Fish Aquat Sci 70:720-635 

734 636 

Ciotti BJ, Targett TE, Burrows MT (2013b) Spatial variation in growth rate of early juvenile European plaice 637 

Pleuronectes platessa. Mar Ecol Prog Ser 475:213-232 638 

Ciotti BJ, Targett TE, Nash RDM, Batty RS, Burrows MT, Geffen AJ (2010) Development, validation and field 639 

application of an RNA-based growth index in juvenile plaice Pleuronectes platessa. J Fish Biol 77:2181-640 

2209 641 

http://www.nefsc.noaa.gov/publications/crd/crd0111/crd0111.pdf
http://www.nefsc.noaa.gov/publications/crd/crd0111/crd0111.pdf


 

28 
 

Ciotti BJ, Targett TE, Nash RDM, Burrows MT (2013c) Small-scale spatial and temporal heterogeneity in growth 642 

and condition of juvenile fish on sandy beaches. J Exp Mar Biol Ecol 448:346-359 643 

Ciotti BJ, Targett TE, Nash RDM, Geffen AJ (2014) Growth dynamics of European plaice Pleuronectes platessa L. 644 

in nursery areas: A review. J Sea Res 90:64-82 645 

Clemente JC, Ursell LK, Parfrey LW, Knight R (2012) The impact of the gut microbiota on human health: An 646 

integrative view. Cell 148:1258-1270 647 

Clements KD, Angert ER, Montgomery WL, Choat JH (2014) Intestinal microbiota in fishes: what's known and 648 

what's not. Mol Ecol 23:1891-1898 649 

Colman DR, Toolson EC, Takacs-Vesbach CD (2012) Do diet and taxonomy influence insect gut bacterial 650 

communities? Mol Ecol 21:5124-5137 651 

Coon KL, Vogel KJ, Brown MR, Strand MR (2014) Mosquitoes rely on their gut microbiota for development. Mol 652 

Ecol 23:2727-2739 653 

Dandekar T, Snel B, Schmidt S, Lathe W, Suyama M, Huynen M, Bork P (2002) Comparative genome analysis of 654 

Mollicutes. In: Razin S, Herrmann R (eds) Molecular Biology and Pathogenicity of Mycoplasmas. Kluwer 655 

Academic/Plenum Publishers, New York, USA 656 

De Raedemaecker F, Brophy D, O'Connor I, O'Neill B (2012) Dependence of RNA:DNA ratios and Fulton's K 657 

condition indices on environmental characteristics of plaice and dab nursery grounds. Est Coast Shelf Sci 658 

98:60-70 659 

De Raedemaecker F, Keating J, Brophy D, O'Connor I, Mc Grath D (2011) Spatial variability in diet, condition and 660 

growth of juvenile plaice (Pleuronectes platessa) at sandy beach nursery grounds on the south-west coast 661 

of Ireland. J Mar Biol Ass U K 91:1215-1223 662 

Desai AR, Links MG, Collins SA, Mansfield GS, Drew MD, Van Kessel AG, Hill JE (2012) Effects of plant-based 663 

diets on the distal gut microbiome of rainbow trout (Oncorhynchus mykiss). Aquaculture 350:134-142 664 

Dill-McFarland KA, Neil KL, Zeng A, Sprenger RJ, Kurtz CC, Suen G, Carey HV (2014) Hibernation alters the 665 

diversity and composition of mucosa-associated bacteria while enhancing antimicrobial defence in the gut 666 

of 13-lined ground squirrels. Mol Ecol 23:4658-4669 667 

Dulski T, Zakęś Z, Ciesielski S (2018) Characterization of the gut microbiota in early life stages of pikeperch 668 

Sander lucioperca. J Fish Biol 92:94-104 669 



 

29 
 

Edwards R, Steele JH (1968) The ecology of 0-group plaice and common dabs at Loch Ewe. I. Population and food. 670 

J Exp Mar Biol Ecol 2:215-238 671 

Elifantz H, Horn G, Ayon M, Cohen Y, Minz D (2013) Rhodobacteraceae are the key members of the microbial 672 

community of the initial biofilm formed in Eastern Mediterranean coastal seawater. FEMS Microbiol Ecol 673 

85:348-357 674 

Ferron A, Leggett WC (1994) An appraisal of condition measures for marine fish larvae. Adv Mar Biol 30:217-303 675 

Fox CJ, Targett TE, Ciotti BJ, de Kroon K, Hortsmeyer L, Burrows MT (2014) Size variation of 0-group plaice: Are 676 

earlier influences on growth potential a contributing factor? J Sea Res 88:59-66 677 

Freitas V, Campos J, Skreslet S, van der Veer HW (2010) Habitat quality of a subarctic nursery ground for 0-group 678 

plaice (Pleuronectes platessa L.). J Sea Res 64:26-33 679 

Friedrich MW (2012) Bacterial communities on macroalgae. In: Wiencke C, Bischof K (eds) Seaweed Biology. 680 

Novel Insights into Ecophysiology, Ecology and Utilization. Springer-Verlag, Berlin Heidelberg 681 

Ghanbari M, Kneifel W, Domig KJ (2015) A new view of the fish gut microbiome: Advances from next-generation 682 

sequencing. Aquaculture 448:464-475 683 

Gibson RN (1973) Tidal and circadian activity rhythms in juvenile plaice, Pleuronectes platessa. Mar Biol 22:379-684 

386 685 

Gibson RN (1999) The ecology of the early life stages of the plaice, Pleuronectes platessa L.: a review. Bull 686 

Tohoku Natl Fish Res Inst 62:17-50 687 

Gibson RN, Burrows MT, Robb L (2011) Field experiments on depth selection by juvenile plaice Pleuronectes 688 

platessa. Mar Ecol Prog Ser 430:197-205 689 

Gibson RN, Robb L (1996) Piscine predation on juvenile fishes on a Scottish sandy beach. J Fish Biol 49:120-138 690 

Gibson RN, Robb L, Wennhage H, Burrows MT (2002) Ontogenetic changes in depth distribution of juvenile 691 

flatfishes in relation to predation risk and temperature on a shallow-water nursery ground. Mar Ecol Prog 692 

Ser 229:233-244 693 

Giebel J, Binder A, Kirchhoff H (1990) Isolation of Mycoplasma moatsii from the intestine of wild Norway rats 694 

(Rattus norvegicus). Vet Microbiol 22:23-29 695 

Givens CE, Ransom B, Bano N, Hollibaugh JT (2015) Comparison of the gut microbiomes of 12 bony fish and 3 696 

shark species. Mar Ecol Prog Ser 518:209-223 697 



 

30 
 

Hadziavdic K, Lekang K, Lanzen A, Jonassen I, Thompson EM, Troedsson C (2014) Characterization of the 18S 698 

rRNA gene for designing universal eukaryote specific primers. PLoS One 9:e87624 699 

Hansen GH, Strøm E, Olafsen JA (1992) Effect of different holding regimens on the intestinal microflora of herring 700 

(Clupea harengus) Larvae. Appl Environ Microbiol 58:461-470 701 

Heindler FM, Maes GE, Delerue-Ricard S, Vanden Bavière A, Hostens K, Volckaert FAM (2019) Diet composition 702 

and gut microbiome of 0-group European plaice Pleuronectes platessa L. - Strong homogeneity and subtle 703 

spatial and temporal differences. J Sea Res 144:67-77 704 

Hjelm M, Bergh O, Riaza A, Nielsen J, Melchiorsen J, Jensen S, Duncan H, Ahrens P, Birkbeck H, Gram L (2004) 705 

Selection and identification of autochthonous potential probiotic bacteria from turbot larvae (Scophthalmus 706 

maximus) rearing units. Syst Appl Microbiol 27:360-371 707 

Holben WE, Williams P, Saarinen M, Särkilahti LK, Apajalahti JHA (2002) Phylogenetic analysis of intestinal 708 

microflora indicates a novel Mycoplasma phylotype in farmed and wild salmon. Microb Ecol 44:175-185 709 

Houde ED (1987) Fish early life dynamics and recruitment variability. Am Fish Soc Symp 2:17-29 710 

Ingerslev HC, Jørgensen LV, Strube ML, Larsen N, Dalsgaard I, Boye M, Madsen L (2014a) The development of 711 

the gut microbiota in rainbow trout (Oncorhynchus mykiss) is affected by first feeding and diet type. 712 

Aquaculture 424:24-34 713 

Ingerslev HC, Strube ML, Jørgensen LV, Dalsgaard I, Boye M, Madsen L (2014b) Diet type dictates the gut 714 

microbiota and the immune response against Yersinia ruckeri in rainbow trout (Oncorhynchus mykiss). Fish 715 

Shellfish Immunol 40:624-633 716 

Jones AG, Quillien N, Fabvre A, Grall J, Schaal G, Le Bris H (2020) Green macroalgae blooms (Ulva spp.) 717 

influence trophic ecology of juvenile flatfish differently in sandy beach nurseries. Mar Environ Res 154 718 

Katoh K, Standley DM (2013) MAFFT Multiple Sequence Alignment Software Version 7: Improvements in 719 

performance and usability. Mol Biol Evol 30:772-780 720 

Kim DH, Brunt J, Austin B (2007) Microbial diversity of intestinal contents and mucus in rainbow trout 721 

(Oncorhynchus mykiss). J Appl Microbiol 102:1654-1664 722 

Klindworth A, Pruesse E, Schweer T, Peplies J, Quast C, Horn M, Glöckner FO (2013) Evaluation of general 16S 723 

ribosomal RNA gene PCR primers for classical and next-generation sequencing-based diversity studies. 724 

Nucleic Acids Res 41:e1 725 



 

31 
 

Lan CC, Love DR (2012) Molecular characterisation of bacterial community structure along the intestinal tract of 726 

zebrafish (Danio rerio): A pilot study. ISRN Microbiology:590385 727 

Larsen AM, Mohammed HH, Arias CR (2014) Characterization of the gut microbiota of three commercially 728 

valuable warmwater fish species. J Appl Microbiol 116:1396-1404 729 

Llewellyn MS, McGinnity P, Dionne M, Letourneau J, Thonier F, Carvalho GR, Creer S, Derome N (2016) The 730 

biogeography of the atlantic salmon (Salmo salar) gut microbiome. ISME J 10:1280-1284 731 

Lyons PP, Turnbull JF, Dawson KA, Crumlish M (2017) Effects of low-level dietary microalgae supplementation 732 

on the distal intestinal microbiome of farmed rainbow trout Oncorhynchus mykiss (Walbaum). Aquac Res 733 

48:2438-2452 734 

Macer CT (1967) The food web in Red Wharf Bay (North Wales) with particular reference to young plaice 735 

(Pleuronectes platessa). Helgoländer wiss Meeresunters 15:561-573 736 

Macpherson AJ, Gatto D, Sainsbury E, Harriman GR, Hengartner H, Zinkernagel RM (2000) A primitive T cell-737 

independent mechanism of intestinal mucosal IgA responses to commensal bacteria. Science 288:2222-738 

2226 739 

Mandal S, Van Treuren W, White RA, Eggesbø M, Knight R, Peddada SD (2015) Analysis of composition of 740 

microbiomes: a novel method for studying microbial composition. Microb Ecol Health Dis 26 741 

Mangiola F, Ianiro G, Franceschi F, Fagiuoli S, Gasbarrini G, Gasbarrini A (2016) Gut microbiota in autism and 742 

mood disorders. World J Gastroenterol 22:361-368 743 

Martin M (2011) Cutadapt removes adapter sequences from high-throughput sequencing reads. EMBnet.journal 744 

17:10-12 745 

Martin M, Barbeyron T, Martin R, Portetelle D, Michel G, Vandenbol M (2015) The cultivable surface microbiota 746 

of the brown alga Ascophyllum nodosum is enriched in macroalgal-polysaccharide-degrading bacteria. 747 

Front Microbiol 6:1487 748 

Masella AP, Bartram AK, Truszkowski JM, Brown DG, Neufeld JD (2012) PANDAseq: PAired-eND Assembler 749 

for Illumina sequences. BMC Bioinformatics 13 750 

Mazmanian SK, Liu CH, Tzianabos AO, Kasper DL (2005) An immunomodulatory molecule of symbiotic bacteria 751 

directs maturation of the host immune system. Cell 122:107-118 752 



 

32 
 

McMurdie PJ, Holmes S (2013) phyloseq: An R Package for reproducible interactive analysis and graphics of 753 

microbiome census data. PLoS One 8:e61217 754 

Miller TJ, Crowder LB, Rice JA, Marschall EA (1988) Larval size and recruitment mechanisms in fishes: toward a 755 

conceptual framework. Can J Fish Aquat Sci 45:1657-1670 756 

Miyake S, Ngugi DK, Stingl U (2015) Diet strongly influences the gut microbiota of surgeonfishes. Mol Ecol 757 

24:656-672 758 

Moran D, Turner SJ, Clements KD (2005) Ontogenetic development of the gastrointestinal microbiota in the marine 759 

herbivorous fish Kyphosus sydneyanus. Microb Ecol 49:590-597 760 

Nayak SK (2010) Role of gastrointestinal microbiota in fish. Aquac Res 41:1553-1573 761 

Olsson JC, Westerdahl A, Conway PL, Kjelleberg S (1992) Intestinal colonization potential of Turbot 762 

(Scophthalmus maximus)- and Dab (Limanda limanda)-associated bacteria with inhibitory effects against 763 

Vibrio anguillarum. Appl Environ Microbiol 58:551-556 764 

Parris DJ, Brooker RM, Morgan MA, Dixson DL, Stewart FJ (2016) Whole gut microbiome composition of 765 

damselfish and cardinalfish before and after reef settlement. PeerJ 4:e2412 766 

Phillips CD, Phelan G, Dowd SE, McDonough MM, Ferguson AW, Hanson JD, Siles L, Ordóñez-Garza N, San 767 

Francisco M, Baker RJ (2012) Microbiome analysis among bats describes influences of host phylogeny, 768 

life history, physiology and geography. Mol Ecol 21:2617-2627 769 

Planas M, Pérez-Lorenzo M, Hjelm M, Gram L, Fiksdal IU, Bergh O, Pintado J (2006) Probiotic effect in vivo of 770 

Roseobacter strain 27-4 against Vibrio (Listonella) anguillarum infections in turbot (Scophthalmus 771 

maximus L.) larvae. Aquaculture 255:323-333 772 

Poxton MG, Eleftheriou A, McIntyre AD (1983) The food and growth of 0-group flatfish on nursery grounds in the 773 

Clyde Sea area. Est Coast Shelf Sci 17:319-337 774 

Price MN, Dehal PS, Arkin AP (2010) FastTree 2- approximately maximum-likelihood trees for large alignments. 775 

PLoS One 5:e9490 776 

Quinn GP, Keough MJ (2002) Experimental Design and Data Analysis for Biologists. Cambridge University Press, 777 

Cambridge, UK 778 

R Core Team (2013) R: A language and environment for statistical computing. Version 3.0.1. Available at 779 

http://www.R-project.org/ 780 

http://www.r-project.org/
http://www.r-project.org/


 

33 
 

Ramírez C, Romero J (2017) Fine flounder (Paralichthys adspersus) microbiome showed important differences 781 

between wild and reared specimens. Front Microbiol 8:271 782 

Razin S, Yogev D, Naot Y (1998) Molecular biology and pathogenicity of mycoplasmas. Microbiol Mol Biol Rev 783 

62:1094-1156 784 

Riley JD (1973) Movements of 0-group plaice Pleuronectes platessa L. as shown by latex tagging. J Fish Biol 785 

5:323-343 786 

Roeselers G, Mittge EK, Stephens WZ, Parichy DM, Cavanaugh CM, Guillemin K, Rawls JF (2011) Evidence for a 787 

core gut microbiota in the zebrafish. ISME J 5:1595-1608 788 

Romero J, Navarrete P (2006) 16S rDNA-based analysis of dominant bacterial populations associated with early life 789 

stages of coho salmon (Oncorhynchus kisutch). Microb Ecol 51:422-430 790 

Romero J, Ringø E, Merrifield DL (2014) The gut microbiota of fish. In: Merrifield D, Ringø E (eds) Aquaculture 791 

Nutrition: Gut Health, Probiotics and Prebiotics. John Wiley & Sons, Ltd, Chichester, UK 792 

Round JL, Mazmanian SK (2009) The gut microbiota shapes intestinal immune responses during health and disease. 793 

Nat Rev Immunol 9:313-323 794 

Sekirov I, Russell SL, Antunes LCM, Finlay BB (2010) Gut microbiota in health and disease. Physiol Rev 90:859-795 

904 796 

Sissenwine MP (1984) Why do fish populations vary? In: May RM (ed) Exploitation of Marine Communities. 797 

Springer-Verlag, New York 798 

Spanggaard B, Huber I, Nielsen J, Nielsen T, Appel KF, Gram L (2000) The microflora of rainbow trout intestine: a 799 

comparison of traditional and molecular identification. Aquaculture 182:1-15 800 

Steele JH, McIntyre AD, Edwards RRC, Trevallion A (1970) Interrelations of a young plaice population with its 801 

invertebrate food supply. In: Watson A (ed) Animal Populations in Relation to their Food Resources: A 802 

Symposium of the British Ecological Society, Aberdeen, 24 - 28 March 1969. Blackwell Scientific 803 

Publications, Aberdeen, UK 804 

Stephens WZ, Burns AR, Stagaman K, Wong S, Rawls JF, Guillemin K, Bohannan BJM (2016) The composition of 805 

the zebrafish intestinal microbial community varies across development. ISME J 10:644-654 806 

Sukhanova EV, Denikina NN, Triboy TI, Dzyuba EV, Belkova NL (2014) Molecular and phylogenetic studies of a 807 

mycoplasma from the intestine of Siberian fish. Bio-Genetics Journal 2:37-41 808 



 

34 
 

Sullam KE, Rubin BER, Dalton CM, Kilham SS, Flecker AS, Russell JA (2015) Divergence across diet, time and 809 

populations rules out parallel evolution in the gut microbiomes of Trinidadian guppies. ISME J 9:1508-810 

1522 811 

Talwar C, Nagar S, Lal R, Negi RK (2018) Fish gut microbiome: current approaches and future perspectives. Indian 812 

J Microbiol 58:397-414 813 

Teal LR, de Leeuw JJ, van der Veer HW, Rijnsdorp AD (2008) Effects of climate change on growth of 0-group sole 814 

and plaice. Mar Ecol Prog Ser 358:219-230 815 

Turnbaugh PJ, Ley RE, Mahowald MA, Magrini V, Mardis ER, Gordon JI (2006) An obesity-associated gut 816 

microbiome with increased capacity for energy harvest. Nature 444:1027-1031 817 

Wagner-Döbler I, Biebl H (2006) Environmental biology of the marine Roseobacter lineage. Annu Rev Microbiol 818 

60:255-280 819 

Walter J, Ley R (2011) The human gut microbiome: ecology and recent evolutionary changes. Annu Rev Microbiol 820 

65:411-429 821 

Whitcomb RF, Tully JG (1989) The Mycoplasmas V: Spiroplasmas, Archoleplasmas and Mycoplasmas of Plants 822 

and Arthropods. Academic Press, San Diego, CA 823 

Wickham H (2016) Elegant Graphics for Data Analysis. Springer-Verlag, New York 824 

Wong S, Waldrop T, Summerfelt S, Davidson J, Barrows F, Kenney PB, Welch T, Wiens GD, Snekvik K, Rawls 825 

JF, Good C (2013) Aquacultured rainbow trout (Oncorhynchus mykiss) possess a large core intestinal 826 

microbiota that is resistant to variation in diet and rearing density. Appl Environ Microbiol 79:4974-4984 827 

Wong SD, Rawls JF (2012) Intestinal microbiota composition in fishes is influenced by host ecology and 828 

environment. Mol Ecol 21:3100-3102 829 

Wu SG, Gao TH, Zheng YZ, Wang WW, Cheng YY, Wang GT (2010) Microbial diversity of intestinal contents and 830 

mucus in yellow catfish (Pelteobagrus fulvidraco). Aquaculture 303:1-7 831 

Wu SG, Tian JY, Gatesoupe FJ, Li WX, Zou H, Yang BJ, Wang GT (2013) Intestinal microbiota of gibel carp 832 

(Carassius auratus gibelio) and its origin as revealed by 454 pyrosequencing. World J Microbiol 833 

Biotechnol 29:1585-1595 834 

Wu SG, Wang GT, Angert ER, Wang WW, Li WX, Zou H (2012) Composition, diversity, and origin of the 835 

bacterial community in grass carp intestine. PLoS One 7:e30440 836 



 

35 
 

Xing MX, Hou ZH, Yuan JB, Liu Y, Qu YM, Liu B (2013) Taxonomic and functional metagenomic profiling of 837 

gastrointestinal tract microbiome of the farmed adult turbot (Scophthalmus maximus). FEMS Microbiol 838 

Ecol 86:432-443 839 

 840 


