

  biology-11-01744




biology-11-01744







Biology 2022, 11(12), 1744; doi:10.3390/biology11121744




Article



Genetics and Nutrition Drive the Gut Microbiota Succession and Host-Transcriptome Interactions through the Gilthead Sea Bream (Sparus aurata) Production Cycle



Fernando Naya-Català 1[image: Orcid], M. Carla Piazzon 2[image: Orcid], Silvia Torrecillas 3[image: Orcid], Socorro Toxqui-Rodríguez 1,2[image: Orcid], Josep À. Calduch-Giner 1[image: Orcid], Ramón Fontanillas 4, Ariadna Sitjà-Bobadilla 2[image: Orcid], Daniel Montero 3[image: Orcid] and Jaume Pérez-Sánchez 1,*





1



Nutrigenomics and Fish Growth Endocrinology Group, Institute of Aquaculture Torre de la Sal (IATS, CSIC), 12595 Castellón, Spain






2



Fish Pathology Group, Institute of Aquaculture Torre de la Sal (IATS, CSIC), 12595 Castellón, Spain






3



Grupo de Investigación en Acuicultura (GIA), IU-ECOAQUA, Universidad de Las Palmas de Gran Canaria, Crta. Taliarte s/n, 35214 Telde, Las Palmas, Canary Islands, Spain






4



Skretting Aquaculture Research Centre, 4016 Stavanger, Norway









*



Correspondence: jaime.perez.sanchez@csic.es







Academic Editor: Stéphane Betoulle



Received: 10 October 2022 / Accepted: 28 November 2022 / Published: 30 November 2022



Abstract

:

Simple Summary


The AquaIMPACT H2020 EU project aims at the integration of selective breeding and nutrition for improving the competitiveness of European Aquaculture, promoting at the same time the production of robust and high-quality fish with a limited environmental impact. The gut microbiota is one of criteria chosen to assess the achievement of such goals, and we evaluated herein how the gut microbiota changes with the diet along the production cycle in reference (REF) fish and fish genetically improved (GS) for growth. To better underscore the association of the host with its gut microbiota, we also deconvoluted the correlation of gut bacteria with the host intestinal gene expression profile, which highlighted the physiological processes that are independent or potentially related to changes in gut microbiota composition. The physiological relevance of these findings is discussed in relation to the different growth potentiality of the two fish populations analysed.




Abstract


Fish genetically selected for growth (GS) and reference (REF) fish were fed with CTRL (15% FM, 5–7% FO) or FUTURE (7.5% FM, 10% poultry meal, 2.2% poultry oil + 2.5% DHA-algae oil) diets during a 12-months production cycle. Samples from initial (t0; November 2019), intermediate (t1; July 2020) and final (t2; November 2020) sampling points were used for Illumina 16S rRNA gene amplicon sequencing of the adherent microbiota of anterior intestine (AI). Samples from the same individuals (t1) were also used for the gene expression profiling of AI by RNA-seq, and subsequent correlation analyses with microbiota abundances. Discriminant analyses indicated the gut bacterial succession along the production cycle with the proliferation of some valuable taxa for facing seasonality and different developmental stages. An effect of genetic background was evidenced along time, decreasing through the progression of the trial, namely the gut microbiota of GS fish was less influenced by changes in diet composition. At the same time, these fish showed wider transcriptomic landmarks in the AI to cope with these changes. Our results highlighted an enhanced intestinal sphingolipid and phospholipid metabolism, epithelial turnover and intestinal motility in GS fish, which would favour their improved performance despite the lack of association with changes in gut microbiota composition. Furthermore, in GS fish, correlation analyses supported the involvement of different taxa with the down-regulated expression of pro-inflammatory markers and the boosting of markers of extracellular remodelling and response to bacterium. Altogether, these findings support the combined action of the gut microbiome and host transcriptionally mediated effects to preserve and improve gut health and function in a scenario of different growth performance and potentiality.
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1. Introduction


The shortage of traditional marine feedstuffs promotes the use of new aquafeeds based on plant ingredients, insect proteins, animal-by-products, seaweeds and fermented products among other alternative and sustainable feed ingredients [1,2,3,4,5]. Meanwhile, the contribution of aquaculture production to the global aquatic food production volume is continuously increasing [6], and selective breeding is a widely applied practice to improve the performance and profitability of a wide range of farmed fish to meet the increasing demand of animal proteins for human food consumption [7,8]. Such improvements in fish breeding require novel tools and approaches, and new knowledge of genetic and nutrition interactions would contribute to the production of robust and healthy fish with an increased phenotypic plasticity when responding to environmental challenges [9,10,11,12]. In that sense, at the interplay between genetics and nutrition, the gut microbiota is now emerging as a reliable criterion to assess the attainment of selective breeding to improve the performance and competitiveness of farmed fish in a scenario of climate change [13].



Like in other animals, the gut microbiome of fish contains thousands of microbial species that establish a complex network of relationships among each other and with the host [14,15,16]. Indeed, both the transient and resident gut microbial communities produce a number of metabolites that impact the host functions not only at the local level, but also at a distant one [17,18]. As part of this complex puzzle, the modulatory effect of the diet on the intestinal microbiota has been extensively documented in some farmed fish, including gilthead sea bream (Sparus aurata) [2,19] and European sea bass (Dicentrarchus labrax) [20,21,22]. The same cannot be said for host genetics, whose influence on the composition and activity of gut microbiota remains less investigated. However, recent studies in gilthead sea bream pointed out that intensive selection for fast-growth co-selects for a plastic gut microbiota with a wider metabolic response to cope with changes in diet composition [23,24]. Links between gut microbiota and the host-transcriptome have also been established in gilthead sea bream, using targeted [17,18,22] or massive gene expression [25] approaches. However, most of this research is focused on stationary models in a given geographical location, and further research is needed to establish the temporal trends for most of the host-associated bacterial successions with changes in age, sex, season, nutrition and rearing conditions [26,27,28]. Certainly, the time-course of genetics and nutrition interactions have been addressed within the framework of the AquaIMPACT H2020 EU project, using genetically selected fish for accelerated growth that were fed through the production cycle with standard (commercial-based diet) or “future” (half reduction in fish meal, devoid of fish oil) diet formulations according to the principles of circular economy. Preliminary results from this AquaIMPACT feeding trial in the Canary Islands revealed that fish selected for growth not only displayed enhanced growth and feed conversion, but also demonstrated a better utilization of the alternative diet formulation in association with a higher fillet content of docosahexaenoic acid (DHA) [29]. Herein, using fish from the same feeding trial, we aimed to study the succession of the gilthead sea bream gut microbiota from juvenile to adult stages to delineate the main conjoint effects of genetic background and the diet composition on a temporal basis. Additionally, we focused on the association of the intestinal transcriptome and resident/adherent gut microbiota to elucidate the cooperative metabolic processes taking place in the gut.




2. Materials and Methods


2.1. Ethics Statement


All the experiments, fish manipulation and tissue samplings included in this manuscript were performed following the current Spanish (Royal Decree RD53/2013) and EU (2010/63/EU) laws. All the procedures described were also validated by the bioethical committee of the University of Las Palmas de Gran Canaria (OEBA_ULPGC_26/2019).




2.2. Diets


Two isoenergetic and isonitrogenous diets, with a varying granule size and composition, were formulated by Skretting Aquaculture Research Centre (Stavanger, Norway) according to the nutritional requirements for gilthead sea bream (Table 1). The control diet (CTRL) contained FM (15%) and terrestrial plants as the main protein sources. The alternative diet (FUTURE) was half-reduced in FM (7.5%) mostly due to the inclusion of poultry meal (10%). FO was added at 5.7–7.6% in the CTRL diet, whereas the FUTURE diet was completely devoid of FO. FO was instead replaced by poultry oil and DHA-algae oil. The two diets were formulated to have the same content (8.5%) in fatty acid methyl esters (FAME) corresponding to the sum of eicosapentaenoic acid (EPA) and DHA amounts in the diets.




2.3. Broodstock Crosses


A population of 6122 adult fish from the Canary Islands at the third generation of the National Breeding Program (PROGENSA®) were evaluated for growth. The estimated breeding values (EBV) ranged between −159.14 for reference fish (REF) and +223.18 for the genetically improved fish (GS) with an average value of 8.59 and a standard deviation value of 52.84. A subset of 196 fish (96 fish per broodstock) was then selected for breeding with values for the EBV varying from −25.95 in the group of REF fish to +39.68 in the group of GS fish, comprising almost the 47% of the evaluated population.




2.4. Experimental Fish, Husbandry Conditions and Sampling


The progeny from either REF fish or GS fish were kept under similar conditions during the pre-weaning, weaning and early juvenile growing phases (15–20 g). Fish were then fed in 1000 L tanks (20 tanks, 50 fish per tank, 250 fish per group) with CTRL or FUTURE diets for 12 months in the experimental facilities of ECOAQUA (Taliarte, Las Palmas de Gran Canaria, Spain) under natural photoperiod and temperature conditions at this latitude (27°59′ N; 15°22′ W). During the feeding period (November 2019–November 2020), fish were manually fed until apparent satiation 4 times a day, 6 days per week, and the amount of feed was registered daily. The amount of estimated feed ingested per fish was not significantly different among treatments, ranging between 0.68 and 0.85 g feed/100 g body weight/day. The initial (t0; November 2019; average 10 g body weight, BW), intermediate (t1; July 2020; average 200 g BW) and final (t2; November 2020; average 350 g BW) sampling points were established. At each sampling time, fish were sampled following overnight fasting, anaesthetized with clove oil anaesthesia (0.02 mL/L; Guinama S.L; Spain, Ref. Mg83168) and euthanized using an overdose of natural clove oil. At t0, 18 fish from REF and GS fish were retrieved (7–11 per group). At t1 and t2 sampling points, 9–10 fish from each diet and genetic condition were taken. In total, 94 fish were randomly sampled, and a tissue portion of anterior intestine (AI), immediately after the pyloric caeca, was rapidly excised, fixed in RNA later and stored at −80 °C until RNA extraction. The rest of the AI was opened and washed with sterile phosphate-buffered saline (PBS) to remove non-adherent materials and bacteria. This tissue portion was transferred to a clean Petri dish, and the internal mucus was scraped out with the blunt end of a sterile scalpel. DNA extraction was performed immediately after sampling. The anterior portion of the intestine was chosen due to its double role in both the gut microbiota and host activity. Autochthonous mucosal adherent bacteria have an impact on the metabolism and absorption of nutrients [30]. Additionally, the anterior portion of the intestine is known to develop a higher digestive enzyme activity [31], which can help to obtain the correlation between the gut microbiota and the host transcriptional activity, which is one of the main objectives of this work.




2.5. DNA and RNA Extraction


DNA extraction for microbiota analysis (all sampling times) was performed using the High Pure PCR Template Preparation Kit (Sigma-Aldrich, St. Louis, MO, United States), including a lysozyme lysis step. Samples from t1 were also processed for gene expression analysis, and total RNA from AI was extracted with the MagMAXTM-96 Total RNA Isolation Kit (Applied Biosystems, Foster City, CA, USA). The RNA concentration and purity were determined using a Nanodrop 2000c tool (Thermo Scientific, Wilmington, DE, USA). The quality and integrity of the isolated RNA were verified with an Agilent Bioanalyzer 2100 total RNA Nano series II chip (Agilent, Amstelveen, The Netherlands), yielding RNA integrity numbers (RINs) of between 8 and 10. Extracted DNA and RNA were stored at −80 °C until sequencing.




2.6. 16S rRNA Sequencing and Bioinformatic Analysis


In order to characterize the gut-adherent microbiota, amplification and sequencing of the V3–4 hypervariable region of the 16S rRNA gene were performed using the Illumina MiSeq platform (Illumina, San Diego, CA, USA) in a 2 × 300 paired-end (PE) design. The procedure was carried out at the Genomics Unit from the Madrid Science Park Foundation (FPCM), and details of PCR amplification and amplicon sequencing can be found elsewhere [26]. The bioinformatics approach involved a quality assessment with FastQC and Prinseq (http://www.bioinformatics.babraham.ac.uk/projects/fastqc/, accessed on 3 November 2021), and bacterial taxonomy assignment using VSEARCH and BLAST [32,33] against the Ribosomal Database Project (RDP) release 18 [34], accepting as optimal the alignments with strong similarity (≥90%) and query coverage (≥90%). Inferred metagenome analyses were performed using Picrust [35].



All 36 RNA-seq libraries were sequenced on the Illumina Hiseq 2500 platform with a 2 × 150 nucleotides paired-end (PE) read format according to the manufacturer’s protocol at the GENEWIZ company (Leiden, Germany). A quality analysis was performed with FastQC, and libraries were filtered with Trimmomatic [36] for quality >28 and <5% of Ns in the sequence. Then, libraries were mapped and annotated with STAR [37], using the CSIC gilthead sea bream draft genome as the reference library [38]. Unique transcripts hit counts were calculated by using featureCounts from the Subread package [39]. All the sequencing data obtained along this work can be accessed at Sequence Read Archive (SRA), using the Bioproject accession number PRJNA876784 (BioSample DNA accession numbers: SAMN30672395-488; Biosample RNA accession numbers: SAMN30672489-524).




2.7. Statistics


Rarefaction curves, coverage ratio (ratio between observed and Chao1 indexes values), species richness estimates, and alpha diversity indexes of microbial communities were obtained using the R package phyloseq [40]. Differences in richness, diversity indexes, and phylum and core microbiota abundance were determined using the Kruskal–Wallis test (Dunn’s post-test, p < 0.05). Beta diversity across groups was tested with PERMANOVA (adonis, 10,000 random permutations, p < 0.05). The sequential application of a supervised partial-least square discriminant analysis (PLS-DA) using EZinfo v3.0 (Umetrics, Umeå, Sweden) and a hierarchical clustering (hclust R function) was used to show the separation of the experimental groups. All the markers (gene or OTUs) introduced in the PLS-DA models were ordered according to their variable importance in the projection (VIP) values, and selecting the markers with a VIP value ≥ 1 as the main discriminant variables, since they achieved the complete clustering of the conditions [41,42,43]. Outliers in EZinfo v3.0 were reported at a Hotelling’s T2 statistic threshold of 99%. Validation of the models was performed with a validation test of 500 random permutations, performed using the Bioconductor R package ropls [44], using a p < 0.05 threshold for the R2Y (fit of the model) and Q2 (prediction of the model) parameters. Linear discriminant analysis (LDA) effect size (LEfSe) was used to identify significant differences in metagenomic taxa between the experimental sampling times [45] using the online tool Galaxy v1.2 [46]. OTUs with VIP ≥ 1 were included in this analysis, and statistically significant differences were retrieved with the factorial Kruskal–Wallis test (Wilcoxon post-test; α = 0.05). Significant inferred metagenomics pathways were considered using an FDR-corrected significance threshold of 0.05.



For RNA-seq analyses, differentially expressed (DE) transcripts were retrieved using DESeq2 [47] with an FDR-corrected significance threshold of 0.05. For individual correlation analyses with microbiota data (t1), Spearman correlation coefficients were calculated for DE transcripts and OTUs with VIP ≥ 1, as reported elsewhere [48], and considered significant at a p < 0.01. All the networks included in this work were built and visualized with Cytoscape v3.8.2 [49].



Fisher test-based over-representation analyses of BP-GO and KEGG terms were implemented in the goseq R package [50] and statistical significance was accepted at FDR < 0.05. The hierarchy of over-represented GO-BP terms was retrieved using GOATools [51] and GO-BP were clustered according to their common ancestor in Gene Ontology. The relationships between enriched GO-BP and KEGG terms according to their shared transcripts were performed using the runGSA function of the piano R package [52], and the resulting networks were visualized with Cytoscape v3.8.2 [49]. Functional protein–protein association networks were retrieved with The Search Tool for the Retrieval of Interacting Genes (STRING) database [53], being considered statistically significant at FDR of < 0.05 and with a confidence score of > 0.7, using zebrafish (Danio rerio) as the reference species.





3. Results


3.1. The Gut Microbiome of the Gilthead Sea Bream along Its Production Cycle


Illumina sequencing and taxonomic assignment of ~10 M high-quality 16S rRNA reads from the 94 analysed fish (Supplementary Table S1; Supplementary Figure S1) facilitated the identification of 1892 OTUs at 97% identity, with a mean observed/expected OTUs ratio of 70%. Taking into account the entire population, regardless of the diet and host genetic background, the Chao1 richness index (Figure 1A) decreased progressively along time, whereas the opposite occurred with the α-diversity Simpson index (Figure 1B), which significantly increased at t1 and t2 sampling points in comparison to the beginning of the trial. At the phylum level (Figure 1C), Proteobacteria was the most abundant (64–78%) bacteria category in all sampling points, though a significant decrease at t1 and t2 was detected in comparison to t0. This drop in Proteobacteria was balanced with a significant increase in Actinobacteriota at t1 (~10.6%) and of Fusobacteriota at t2 (~12%). Firmicutes (13–15%), Bacteroidota (1.2–2.1%), and Spirochaetota (2–4%) were also found in the analysis, but remained stable along the trial.



A total of 228 OTUs were found in at least one individual of each one of the three sampling points, constituting the core microbiota of gilthead sea bream along the production cycle (Supplementary Figure S2A). Specifically, 25 OTUs (>1% in at least one of the three sampling times) represented at least the 35% of the overall microbiota in each sampling (Supplementary Figure S2B,C). At t0, taxa assigned to the Sphingomonas genus were the most abundant within the core microbes, whereas at the intermediate sampling (t1), the decrease in Proteobacteria fueled an increase in the Actinobacteriota Propionibacterium, Corynebacterium, and Arthrobacter, of the Spirochaetota Brevinema and of the Caulobacteraceae family. At the end of the production cycle (t2), the increase in Fusobacteriota was mainly due to the increase in the Cetobacterium core community. Of note, Photobacterium, Aquabacterium, and Staphylococcus genera increased through host development, whereas the Reyranella genus remained constant with a significant proportion of ~8% during the entire trial.



Statistical differences (F = 3.9692, R2 = 0.1169, p = 0.001) were detected in the bacterial beta-diversity through time; to study these differences in more detail, we used a validated PLS-DA to render the separation of the three experimental sampling points (Figure 2A; Supplementary Figure S3A). The first component of this model (50.5% explained variance) separated fish from t1 from those of t0 and t2, depicting a putative seasonal effect (summer vs. autumn) over gut microbial composition. The second component (39% explained variance) separated the three groups, describing the changing gut microbiota with the increase in fish size through development. Among the total 150 OTUs with VIP ≥ 1 driving the separation of the groups (Supplementary Table S2A), the LEfSe analysis revealed a predominance of OTUs assigned to the Alphaproteobacteria class, Enterobacteriaceae family, and Klebsiella, Serratia, Grimontia and Vibrio genera (Figure 2B) at t0. The genera Bacillus, Clostridium, Phenylobacterium and Acidivorax were associated with t1. The increased abundance of the Sphingomonadales and Rhodospirillales orders, and Diaphorobacter and Cetobacterium genera was significant at t2.



The inferred metagenome analysis displayed a total of 110 OTUs (VIP ≥ 1) whose genomes could be potentially associated with the expression of transcripts involved in the differentially represented pathways (FDR < 0.05). A considerable difference in pathways was found between t1 and t0 (117), t2 and t0 (73), and t2 and t1 (132). For more information, the complete list of differentially expressed pathways can be accessed in Supplementary Table S3.




3.2. Genetic- and Nutritional-Mediated Effects on Gut Microbiota


The genetic-mediated effects on gut microbiota were clearly evidenced at t0, where discriminant analyses separated GS from REF fish, showing how genetics can shape the microbiome of this species. The degree to which PLS-DA was able to mark this separation remained constant along time, but progressively decreased at t1 and t2 sampling points in fish fed the CTRL diet (Figure 3A–C; Supplementary Figure S3B–D). The number of discriminant and separating OTUs also suffered this decline, from 119 at t0, to 80 at t1, and 77 at t2, with these taxa being specific in this sampling time; only Sphingomonas, Reyranella and Clostridium were detected in all the three sampling times (Supplementary Table S2B–D; Figure 3D). As in the number of discriminant OTUs, a decrease was also found in the number of inferred pathways when comparing the GS and REF groups, from 21 at t0, to 14 at t1, and only 2 at t2 (Supplementary Table S4). The same trend was found with the FUTURE diet, but the multivariate analysis did to significantly discriminate the microbiota of GS and REF fish at any sampling time (Figure 3E,F).



Conversely, the nutritionally mediated effects of the FUTURE diet on gut microbiota were amplified in REF fish. Certainly, this diet induced a consistent shift in the gut microbiota composition in REF fish (Figure 4A,B; Supplementary Figure S3E,F), but not in the GS fish (Figure 4C,D), which were able to maintain their gut microbiome structure regardless of diet composition. Across time (t1, t2), the number of discriminant OTUs (72–73) for GS and REF genotypes in fish fed the FUTURE diet remained stable (Supplementary Table S2E,F). The discriminant and highly abundant (VIP ≥ 1, >1% in at least one of the groups) Photobacterium, Reyranella, Streptococcus and Brevinema genera drove the separation of the two dietary groups at both sampling times (Supplementary Figure S4A). However, most OTUs with discriminant value were specific for each sampling point; the pathway-analysis for the inferred metagenome highlighted a clear divergence of the four over-represented pathways at each sampling time (Supplementary Figure S4B).




3.3. Analysis of RNA-seq Libraries by Stringent FDR and Correlation Analyses


Given the above findings in gut microbiota composition, the intermediate sampling time was chosen as the most informative sampling point to disclose the microbiota and host-transcriptome interactions. Approximately 1000 million PE reads were obtained from the 36 sequenced samples using RNA-seq, with an average of ~28 million reads per sample. After trimming and quality filtering, around 1% of all reads were discarded, with the remaining reads ranging between 21 million (6.3 Gb) and 34 million (10.2 Gb) among the experimental groups (Supplementary Table S5). Up to 93% of these pre-processed reads were mapped against the reference genome, and unique hits counts were associated with 41,582 intestinal transcripts, corresponding to 18,522 unique descriptions (UD). The differential expression analysis discerned 1429 transcripts (1218 UD) significantly changing among comparisons. Among them, 1057 (913 UD) and 459 (415 UD) transcripts were differentially regulated between GS-CTRL and REF-CTRL fish, and between GS-FUTURE and GS-CTRL fish, respectively (Figure 5A). Only 38 DE transcripts (38 UD) marked the difference between GS-FUTURE and REF-FUTURE fish, further decreasing to 9 DE transcripts (9 UD) when comparing REF-FUTURE and REF-CTRL fish (for more details, see Supplementary Table S6). As a validation procedure, six genes covering a wide range of up- and down-regulation between GS-FUTURE and GS-CTRL were selected, and their fold-change values calculated using real-time PCR were quite consistent (r = 0.92) with those of the RNA-seq analysis (Supplementary Table S7).



A total of 1018 significant associations (p < 0.01) were established between 96 OTUs and 476 DE transcripts (449 UD) (Supplementary Table S8; Figure 5B). The remaining 953 DE transcripts did not have any significant association with gut microbiota. These two lists of DE transcripts were studied independently in further enrichment and protein–protein interaction analyses.




3.4. Intestinal Over-Represented Processes


The over-representation analyses of the microbiota-independent list of transcripts (953) displayed 33 and 19 GO-BP and KEGG unique terms, respectively (Supplementary Table S6). A total of 269 DE transcripts were present in several over-represented categories, which were clustered in 6 supra-categories (Figure 6A), including developmental process (133 transcripts allocated to 8 GO-BP over-represented terms), lipid metabolism (48 transcripts to 9 GO-BP), smooth muscle contraction and proliferation (47 transcripts to 3 GO-BP), the Wnt signalling pathway (32 transcripts to 3 GO-BP), and reproduction (15 transcripts to 1 GO-BP). The supra-category cell-extracellular matrix adhesion (132 transcripts to 6 GO-BP) included genes dependent as well as independent of gut microbiota correlations (Figure 6B). The over-representation analysis of the microbiota-correlated DE transcripts (476) discerned 15 and 3 GO-BP and KEGG unique terms, respectively (Supplementary Table S6). A total of 116 DE transcripts were present in several over-represented categories, which were clustered into 4 supra-categories (Figure 6C), including response to lipid and other organisms (39 transcripts allocated to 5 GO-BP over-represented terms), response to chemokine/cytokine/growth factor (21 transcripts to 4 GO-BP), and collagen metabolism (19 transcripts to 3 GO-BP).




3.5. Protein-Protein Network Analysis with Intestinal Transcripts Not Correlated with Microbiota


A total of 53 significant protein interactions were disclosed within the list of DE transcripts without microbiota correlations (Figure 7A). The nodes in the network were reduced to sixteen UD involved in lipid metabolism supra-category, thirteen UD in smooth muscle contraction and proliferation, eight in Wnt signalling pathway, three UD in developmental process, and two UD in reproduction (Figure 7B). Within each supra-category, the allocated transcripts showed a significant alteration of the expression in the comparisons GS-CTRL vs. REF-CTRL, and GS-FUTURE vs. REF-FUTURE (Figure 7C). Transcripts related to the sphingolipid metabolism (cers1, degs1, sgms1 and sphk2) were found to be up-regulated in GS-CTRL fish in comparison to REF-CTRL, but down-regulated in GS-FUTURE in comparison to GS-CTRL. In comparison to REF-CTRL, GS-CTRL fish showed the up-regulated expression of markers of β-oxidation of very long chain fatty acids (VLCFA) (acox1, acsbg2, slc27a2 and slc27a6), and phospholipid transmethylation (agpat3, agpat5, agpat9 and lpcat3). The same expression pattern was found in twelve out of the thirteen transcripts of the smooth muscle contraction supra-category (actn3, myh9, myh10, myh11, myl7, mylk, pdlim3, sorbs1, tpm1, tpm2, tpm3 and tpm4). All these markers did not suffer any expression change in GS with the changing of diet. Molecules involved in the synthesis of arachidonic acid (alox12 and ptgs1) were down-regulated in GS fish fed the CTRL diet in comparison to GS fed FUTURE diet, and REF fish fed the CTRL diet. The core transcript of the Wnt signalling pathway (dvl3) was up-regulated in selected fish and several of its antagonists (lrp4, dab2, gsk3a, sfrp5, dkk3, frzb and sost) shared a down-regulation in GS fish fed FUTURE diet in comparison to the same lineage fish fed the CTRL diet. These genes did not experience any significant change when comparisons were made between GS and REF fish fed the CTRL diet.




3.6. Linking Gut Microbial Abundances and Host Transcriptomic Patterns


A total of 34 out of 1018 significant correlations were established between 20 abundant bacteria (>1% in at least one of the groups REF-CTRL, GS-CTRL and GS-FUTURE) and 25 intestinal DE transcripts disclosed in enriched supra-categories (Figure 8A). This procedure displayed fifteen correlations between seven abundant OTUs and thirteen DE transcripts (13 UD) allocated to the cell-extracellular matrix adhesion supra-category. Response to chemokine/cytokine/growth factor and response to lipid and other organism supra-categories were also present, with eight and eleven correlations between eight and eleven abundant OTUs and five and seven DE transcripts, respectively (Figure 8B). At the same time, five correlated OTUs (Vibrio 1, Reyranella 3, Brevinema, Pseudomonas 1, and Staphylococcus 1) were identified as part of the core microbiota at the genus-level (Supplementary Figure S2). Bifidobacterium 3 and Clostridium 1 genera were highly abundant in fish sampled at t1, as a specific feature of this intermediate sampling time (Figure 2B).



Within each supra-category, the allocated transcripts showed a significant alteration of the expression in the comparisons GS-CTRL vs. REF-CTRL, GS-FUTURE vs. REF-FUTURE, and GS-FUTURE vs. REF-FUTURE (Figure 8C). The transcripts of the main components of the extracellular matrix (anxa2, arg1, cdh11, chrm2, col18a1, itga6, lama2, myh8, ptk2b, selp, siglec12, stab1) were down-regulated in GS fish fed the CTRL diet in comparison to GS fed the FUTURE diet, and REF fish fed the CTRL diet. These DE transcripts also showed positive correlations with Enterococcus 1, Vibrio 1, Nocardioides, Staphylococcus 1 and Bifidobacterium 3 genera. The same expression pattern was found in the growth factor responsive genes mapk8, hamp and ifitm3, which correlated positively with Brevinema and Bradhyrhizobiaceae, and negatively with Lactobacillus 1 and Peptoniphilus 2. The pro-inflammatory markers il8 and cxcl9 were down-regulated in GS fish fed the FUTURE diet in comparison to the REF-FUTURE group, showing negative associations with Bacilli-related OTUs (Bacilli and Gemella), Solirubrobacter and Fusobacterium 1. Bacterium-responsive genes (mdkb, lysg, mocos) were up-regulated in the GS-CTRL group in comparison to REF-CTRL fish, being positively correlated with Gammaproteobacteria, Staphylococcus 1, Pseudomonas 1 and Achromobacter. The same pattern was found for the inflammasome activator nlrp3, positively correlated with Clostridium 1. On the contrary, the monocyte-derived inflammation alleviators (hp, nlrc3) were down-regulated in GS-CTRL fish in comparison to the rest of the groups, showing a positive correlation with Actinomycetales and Reyranella 3.





4. Discussion


The host-associated bacteria succession during early life and first feeding, season and sex reversal has been already established in the protandrous fish gilthead sea bream [26,28,54]. In agreement with previous studies in gibel carp (Carassius auratus gibelio) [55] and Atlantic salmon (Salmo salar) [56], the changing pattern in gut microbiota composition was also found herein through the production cycle of gilthead sea bream (Figure 1 and Figure 2, Supplementary Figure S2). This temporal succession was already evident after the phylum-level taxonomic assignment (Figure 1C), which showed how the decrease in Proteobacteria, the usual dominant phylum in the farmed fish gut [57], gave way to an increase in Actinobacteriota at t1 and Fusobacteriota at t2, two phyla related with the host gut and liver health [58,59]. Further analyses (Figure 2; Supplementary Figure S2) also showed that the dominance of Proteobacteria at t0 was mainly due to OTUs assigned to Vibrio (22.6%) and Sphingomonas (4.5%) genera. These taxa are usually abundant in the gut of marine fish [60,61] and gilthead sea bream in particular [62], but their role is controversial as they correspond to wide and diverse taxonomic groups that can be implicated in both positive or pathogenic functions [63,64,65]. Otherwise, up to five predominant taxa (>1% in at least one of the sampling points) drove the most prominent changes of gut microbiota at the intermediate sampling point: Caulobacteraceae (mainly Phenylobacterium) (7.6%), Brevinema (4.1%), and the Actinobacteriota Propionibacterium (2.7%), Corynebacterium (1.1%) and Arthrobacter (1.1%). Interestingly, all these genera were identified as transient core taxa in Nile tilapia and zebrafish studies [66,67], highly influenced by the habitat and the seasonality of wild life in Nile tilapia and tench (Tinca tinca) [68,69]. Lastly, at the end of the trial, the most dramatic change in gut microbiota composition was the increase in Fusobacteriota (12.1%), mainly due to the Cetobacterium genus (11.5%). This taxon increased through development in Southern catfish (Silurus meridionalis) [70] and zebrafish [71]. Altogether, these results confirm and extend the notion of a dynamic microbiome colonization of the gut of almost all the studied animals, in which the decreasing amount of the most abundant phyla was concomitant with the proliferation of some valuable taxa for facing seasonality and different developmental stages, according to the host necessities.



Recent studies in model fish species [72,73] and farmed fish [74,75] highlighted the influence of host genetics upon the composition of gut microbiome. In the present study, this observation becomes evident from the beginning of the trial (Figure 3), and it was especially persistent in fish fed the CTRL diet with a high discriminant value of some abundant taxa (>1%) such as Sphingomonas, Reyranella, and Clostridium, which also shared a higher proportion in the GS fish. The difference in the genus Sphingomonas was more evident at the beginning of the trial (∆4%) than at t1 and t2 (∆1% and ∆0.5%, respectively), suggesting that the pathogenic opportunism of Sphingomonas [76] and its correlation with pro-inflammatory genes [17] can be diluted as host life advances in this fish species. The opposite trend was found for Reyranella, which increased minimally in GS fish at t0 (∆0.6%), and more intensely at t1 and t2 (∆8%). This bacteria lineage is associated with a positive impact on host survival [77], possibly due to its ability to maintain gut homeostasis by reducing the quantity of nitrates [78], which can partly explain the stability of this core taxa (7.5–8.5%) along the entire trial in this study. Otherwise, as seen before for PROGENSA® selected fish [23], the genus Clostridium was also increased in the GS fish (∆6% along the trial). The Clostridiales order is a known promoter of the production of short-chain fatty acids (SCFAs), related to anti-inflammatory properties and disease resistance [18,79]. Therefore, it is tempting to consider the abundance of this taxa as a suitable indicator of the impact of gilthead sea bream selection programs on gut health, regardless of seasonality and developmental stage.



The interaction between diet and genetics remains relatively poorly studied in fish [23,75,80]. However, it is generally accepted that the high replacement of dietary marine feedstuffs (FM/FO) has very often had an impact on growth performance [81,82,83,84] and intestinal health [23,85] due, at least in part, to changes in gut microbiota [22,24]. Moreover, there is now evidence that the offspring of F1/F2 crosses for fast growing families in the PROGENSA® selection program disclosed a more resilient and plastic microbiota in fish grow out in the Mediterranean aquaculture infrastructure of IATS-CSIC [23]. With the increase in the pressure of genetic selection, the achieved results with the F4 PROGENSA® offspring in a Canary Islands trial helps us to reinforce this idea. Indeed, in the present study, the dietary intervention only induced a clear shift in the gut microbial composition of REF fish (Figure 4A,B), whereas the diet effect was masked in GS fish (Figure 4C,D). This finding probably indicates that GS fish do not need to change the composition of their gut microbiota to a high extent to modify their microbial activity to cope with changes in diet composition. It must be noted that the microbial composition of feeds and their potential influence in gut microbiome [86] was not determined; however, our present results are in accordance with metatranscriptomic analyses that highlighted that the metabolic plasticity of microbiota is higher for the PROGENSA® offspring in fish families selected for fast growth [24]. Moreover, this functional feature involved changes in both bacteria and fungi transcripts, which highly enlarges the catalogue of microbial functions in the fish intestine. In the present study, this functional plasticity was also highlighted on a temporal basis, as evidenced the observation that the inferred function for changing bacteria with diet in REF fish changed over time at intermediate and final sampling times (Supplementary Figure S4A). In fact, only 11 out of 134 OTUs changed at both sampling times, as exemplified for the highly abundant Photobacterium, Reyranella, Brevinema and Streptococcus. In previous studies, these genera were triggered by low FM/FO diets in both gilthead sea bream and rainbow trout [2,87]. For gilthead sea bream in particular, the increase in Streptococcus and Brevinema can be linked to the use of DHA-algae oil as a main FO replacer [17], which suggests some association of gut bacteria with the source of dietary oil.



Microarray and RNA-seq methodologies were widely applied to detect changes in the intestinal transcriptome of fish in an unbiased and non-targeted manner [88,89,90]. Herein, we intersected the intestinal gene expression patterns with the abundance of gut microbes, putting together the matching samples from t1, the sampling time with more noticeable microbial alterations by genetics and nutrition interactions. Like gut microbiota, the AI transcriptome of GS and REF fish was highly regulated by genetics and diet, with 1057 transcripts varying between GS and REF fish fed the CTRL diet, though only 38 transcripts had a discriminant role in fish with a different genetic background when fed the FUTURE diet (Figure 5A). Similarly, the nutritionally regulated genes decreased from 459 DE transcripts (415 UD) in GS to 9 DE transcripts (9 UD) in REF fish when comparisons were made for a given lineage between CTRL- and FUTURE-fed fish. This host transcriptional regulation is, thereby, similar to that reported for the genetically and nutritionally regulated composition of gut microbiota in this and previous metagenomics [23] and metatranscriptomic [24] studies after selective breeding for fast-growth in the PROGENSA® program. Therefore, it appears conclusive that both the gut microbiota and host-transcriptomic patterns are structurally stable, but at the same time more plastic is present at the functional level in fish with an improved growth potentiality.



At a closer look, the protein interaction plot with the transcripts not correlated with gut microbiota indicates lipid metabolism, smooth muscle contraction, and the Wnt signaling pathway as the main differentially regulated processes in our genetics and nutrition interaction model (Figure 7A). Relatedly, sphingolipids in the digestive system are responsible of numerous important physiological and pathological processes, providing structural integrity to gut endothelial cells, regulating nutrient absorption, and acting as receptors for many microbial antigens and their toxins [91,92]. Herein, up to four genes implicated in the biosynthesis of sphingolipids (cers1, degs1, sgms1, sphk2) interacted in the network and were up-regulated in GS-CTRL fish (Figure 7B). Previous serum untargeted metabolomics studies pointed out the impact of plant-based diets over the sphingolipid metabolism [93], and the results of the present study also suggest a genetic and nutrition interaction effect in this process. Phospholipids are also major constituents of cell membranes, and their remodeling has a major impact upon the digestive system [94]. The Land’s cycle, mainly orchestrated by the acyltransferase protein family, regulates this remodeling through the hydrolysis and acetylation of phospholipids [95,96,97]. Here, up to four acyltransferases involved in this cycle were interacting in the protein plot, being up-regulated in GS fish. Probably, the most interesting feature of this gene category is the increased expression of lpcat3, which would facilitate the intestinal fatty acid and cholesterol absorption, evidenced by its required expression for the survival on a high-fat diet in a rodent model [96]. How these nutritionally mediated changes in the intestinal gene expression pattern of GS fish can contribute to mediate, at least in part, their enhanced fillet retention of DHA [29] remains to be fully understood. In any case, the results of growth performance indicated an improved feed conversion in GS fish [29], as it was also reported for fish growth across the production cycle in the Mediterranean region, with continuous growth rather than explosive growth spurts in summer [83]. It is important to consider that changes in the transcriptomic response can only be associated with the different fish genetics or to the entire diet formulation. To generate more insights into the role of specific nutrients (e.g., poultry meal and oil, DHA-algae oil), a meta-analysis with novel computational models based on the Bayesian networks approach is being undertaken. Gastrointestinal physiology is also adapted to the different growth features, with GS fish showing an enhanced enzyme-digestive activity (unpublished results), as part of the different adaptive features to improve and/or accelerate the digestive process, including enhanced intestinal motility and intestinal epithelial cell turnover [98,99,100]. At the transcriptomic level, the increase in gut motility would be shared in the present study by the up-regulated expression in GS fish of transcripts related with smooth muscle contraction, with a key role in propelling and mixing the bolus of food [101]. The link between gut epithelial turnover and improved growth performance was driven herein by the activation in GS fish of Wnt signaling, closely related with epithelium renewal, and tissue repair and homeostasis [102,103]. Indeed, regardless of the dietary treatment, GS fish boosted the expression of one of the main activators of this route, the dvl3 [104]. This gene was further up-regulated in GS-FUTURE fish in association with the repression of several antagonists of the Wnt pathway (dab2, gsk3a, sfrp5, dkk3, frzb, sost) [105,106], which reinforced the role of this pathway in the gut epithelial restoration of fish fed diet formulations with drawback inflammatory effects in gilthead sea bream [85]. Herein, this was supported by the up-regulation in GS-FUTURE fish of pro-inflammatory arachidonic acid markers (alox12, ptgs1) [107,108].



Other changes in the intestinal GS fish transcriptome were related to gut microbial oscillations (Figure 8A,B). This was pointed out by the up-regulation in this group of fish of several molecular markers of response to bacterium, represented in this study by lysg, mdkb and mocos [109,110,111]. Such genes showed a strong positive correlation with Staphylococcus 1, Pseudomonas 1 and Achromobacter, which may act as the main targets/activator of this host defense system. GS-CTRL also potentiated the control of the inflammatory processes derived from intestinal lipopolysaccharides (LPS) [112]. The over-accumulation of bacterial pro-inflammatory cytosolic LPS [113] causes the development of sepsis in animals and fish [114,115] through the activation of the NLRP3 inflammasome, the main mechanism of cytokine production [116]. This process can be reverted by SCFAs [117], and their increased production by some more abundant taxa (Clostridium) in GS fish fed the CTRL diet would counteract the enhanced expression of the NLRP3 inflammasome-core gene nlrp3. The taxa Reyranella, Rubellimicrobium, Lactobacillus and Bifidobacterium also emerge as GS-related taxa in fish fed with the FUTURE diet, due to their positive correlations with the nlrc3 gene, a recognized negative regulator of the LPS-derived inflammatory pathways [118]. In fact, some of these taxa have been recently reviewed [119] as mediators of host gut immunity through the formation of butyric acid and exopolysaccharides in the case of Firmicutes [120] and Bifidobacterium or Lactobacillus [121], respectively. We also observed a decrease in the expression of the pro-inflammatory il8 and cxcl9 genes in GS-FUTURE fish in comparison to the REF-FUTURE group, concurrent with the increase in Bacilli-related taxa (Bacilli and Gemella). Previous studies in gilthead sea bream using qPCR-arrays have already stated this association [17,18], and the current analysis reinforces the anti-inflammatory and anti-oxidant properties of this taxonomic class [122], commonly used as a probiotic to improve the growth and gut health of livestock fish [123,124]. Lastly, a total of 10 transcripts of the principal protein components of the ECM (anxa2, chrm2, col18a1, lama2, itga6, myh10, postn, ptk2b, selp and stab1) [125] were up-regulated in GS-FUTURE fish in comparison to GS-CTRL, suggesting an enhanced remodeling of the extracellular architecture. The extensive positive correlation of Vibrio 1 and Enterococcus 1 with most of these genes would support the involvement of microbiota in this regulatory process, as previously reported for these same bacterial taxa in models of crab [126] and humans [127].




5. Conclusions


The results of this study highlighted the improved microbiota plasticity of GS fish within the PROGENSA® breeding program, confirming and extending the suitability of gut microbiota studies to unravel some metabolic and functional advantages of genetically improved fish to better adapt to environmental changes (see Figure 9). This was assessed on a temporal basis contributing to establishing the core microbiota of gilthead sea beam across the production cycle, and how it is associated to nutritionally- and/or genetically-mediated changes in host transcriptomics. Among the most remarkable transcriptomic outcomes, the lipid metabolism and Wnt signaling appeared to fuel the gut epithelium regeneration with an increased intestinal motility, which would facilitate the digestive process of GS fish. Additionally, host–microbiome correlations suggested the increased responsive nature of GS fish to bacteria-derived complications in the intestine, as well as the repression of pro-inflammatory markers, in accordance with the proliferation of gut health-related taxa such as Bacilli, Clostridium, Gemella, Reyranella, Lactobacillus, and Bifidobacterium. In a practical sense, this work reinforces the role of gut microbiota to unveil the impact of genetic selection programs and to disclose specific trends and taxa that could help in the management of selective breeding in fish. At the same time, the combination of data from different omics platforms helped us to integrate the information between the “two genomes” of gilthead sea bream, its DNA sequence and its gut microbiome, in order to provide new insights into the cooperative processes occurring in the gut between these two biological systems.
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Figure 1. Box plots representing the median (min-max) of richness estimate [(A) Chao1] and diversity index [(B) Simpson] of the gut microbial populations of gilthead sea bream found at each sampling point: t0 (n = 18), t1 (n = 36), and t2 (n = 40). Different letters indicate significant differences among the groups (Kruskal–Wallis + Dunn’s post-test, p < 0.05). (C) Bar chart representing the relative abundance of bacterial phyla at each one of the experimental sampling points (t0, t1, and t2). Only the phyla that are present in at least 1% in one of the groups are represented. Numbers above the bars indicate the mean percentage of abundance. Different letters indicate significant differences among the groups (Kruskal–Wallis + Dunn’s post-test, p < 0.05). 
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Figure 2. (A) Two-dimensional partial least-square discriminant analysis (PLS-DA) scores plot showing the differentiation of gut microbiota of gilthead sea bream over the production cycle regardless of diet. The validation permutational test can be found in Supplementary Figure S3A. (B) Cladogram for the linear discriminant analysis effect size (LEfSe) with the OTUs (VIP ≥ 1) that most likely drive differences in t0 (red), t1 (green), and t2 (blue). Results show the OTU classification at the level of phylum, class, order, family, genus and species from the inside to the outside. Taxon in bold indicates taxa belonging to the core microbiota. 
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Figure 3. Two-dimensional partial least-square discriminant analysis (PLS-DA) scores plot assessing the effect of genetic background on gut microbiota of gilthead sea bream at the beginning of trial (A), fish fed the CTRL diet at t1 (B), and t2 (C), and fish fed the FUTURE diet in t1 (E), and t2 (F). The validation permutation test for (A–C) models can be found in Supplementary Figure S3B–D, respectively. NON SIGNIFICANT indicates non-validated models by permutation test. (D) Venn diagram showing unique and shared operational taxonomic units (OTUs) driving the separation of the respective groups in (A–C). Numbers in the bottom right of the plots indicate the number of discriminant OTUs (VIP ≥ 1) (red) driving the separation between groups, and the number of inferred pathways (blue) from each set of discriminant OTUs. 
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Figure 4. Two-dimensional partial least-square discriminant analysis (PLS-DA) scores plot assessing the effect of nutritional background in gilthead sea bream fed the CTRL diet at t1 (A) and t2 (B), and fish fed the FUTURE diet in t1 (C), and t2 (D). The validation permutation test for (A–C) models can be found in Supplementary Figure S3E,F respectively. NON SIGNIFICANT indicates non-validated models by permutation test. Numbers in the bottom right of the plots indicate the number of discriminant OTUs (VIP ≥ 1) (red), and the number of inferred pathways (blue) driving the separation between groups. 
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Figure 5. Differentially expressed genes at t1 in the anterior intestine of gilthead sea bream with a different genetic (GS, REF) and nutritional background (CTRL, FUTURE). (A) Number of differentially expressed transcripts (FDR < 0.05) for each comparison among groups. (B) Number of differentially expressed transcripts correlating with changes in gut microbiota composition (p < 0.01). 
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Figure 6. Network layout representing the associations between the supra-categories of over-represented GO-BP and KEGG terms of gilthead sea bream genes according to their shared allocated genes. (A) Network with the supra-categories associated to differentially expressed genes without correlation with microbiota (red box). (B) Network with the supra-categories associated to differentially expressed genes with and without correlation with microbiota. (C) Network with the supra-categories associated to differentially expressed genes with correlation with microbiota (blue box). Node colours show the representative name of the supra-category. Numbers in the center of the nodes represents the number of genes allocated to each supra-category. Numbers over the edges and shading represent the number of shared genes between two supra-categories. 
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Figure 7. (A) Protein-protein interaction plot between gilthead sea bream genes involved in enriched processes. Edges between nodes show significant relations (FDR < 0.05; STRING confidence score > 0.7). (B) Pie chart showing the number of abundant OTUs related to each one of this three supra-categories. (C) Expression patterns of genes connected by the STRING plot. Symbols represent the gene expression log2FC values direction in the respective comparison stated in the letters above the columns. Green arrows indicate down-regulation, red arrows indicate up-regulation and “=” indicates no variation. Colours represent genes related to the following enriched biological process supra-category of Figure 6: Lipid metabolism (orange), Reproduction (blue), smooth muscle contraction and proliferation (green), Developmental process (red), and Wnt signalling pathway (grey). Numbers above columns indicate the comparison in the RNA-seq analysis (1: GS-CTRL vs. REF-CTRL; 2: GS-FUTURE vs. GS-CTRL). The comparisons GS-FUTURE vs. REF-FUTURE and REF-FUTURE vs. REF-CTRL were not included because all the genes in the figure remained unaltered in them. 
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Figure 8. (A) Correlation network showing significant positive (straight lines) and negative (dotted lines) correlations (Spearman, p < 0.01) between discriminant (VIP ≥ 1) and abundant (≥1% in at least one of the groups) OTUs (squares), and gilthead sea bream DE transcripts belonging to the enriched supra-categories Response to chemokine/cytokine/growth factor (blue ellipses), Cell-extracellular matrix adhesion (yellow ellipses), and Response to lipid and other organisms (purple ellipses). Taxa belonging to core microbiota (red stars) and appearing in the LefSE analysis (green triangles) were highlighted. (B) Pie chart showing the number of abundant OTUs related to each one of this three supra-categories. (C) Expression patterns of genes plotted in the network. Green arrows indicate down-regulation, red arrows indicate up-regulation and “=” indicates no variation. Colours represent genes related to the following enriched biological process supra-category of Figure 6: Cell-extracellular matrix adhesion (yellow), Response to chemokine/cytokine/growth factor (dark blue), and Response to lipid and other organisms (purple). Numbers above columns indicate the comparison in the RNA-seq analysis (1: GS-CTRL vs. REF-CTRL; 2: GS-FUTURE vs. GS-CTRL; 3: GS-FUTURE vs. REF-FUTURE). The comparison REF-FUTURE vs. REF-CTRL was not included because all the genes in the figure remained unaltered in it. 
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Figure 9. Schematic representation of integrative responses attained in AQUAIMPACT H2020 EU project for the genetically improved gilthead sea bream within the PROGENSA® selective program for overall performance, gut microbiota and intestinal transcriptome patterns with/without correlations with the microbial community. 
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Table 1. Ingredients and chemical composition of experimental diets for gilthead sea bream feeding with varying pellet sizes (1.8, 4 and 6 mm).
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Ingredients (%)

	
CTRL

	
FUTURE




	
1.8

	
4

	
6

	
1.8

	
4

	
6






	
Fish meal

	
15

	
15

	
15

	
7.50

	
7.50

	
7.50




	
Poultry meal

	

	

	

	
10

	
10

	
10




	
Hi Pro Soy bean meal

	
6.50

	
6

	
6

	
9.29

	
5.08

	
6




	
Soy protein concentrate

	
20

	
17

	
19

	
20

	
17

	
12




	
Faba bean dehulled

	
8

	
8

	
8

	
8

	
8

	
8




	
Corn gluten

	
7.95

	
5

	
5

	
4

	
5

	
5




	
Wheat gluten

	
12.10

	
14.90

	
8.55

	
18.34

	
14.44

	
12.87




	
Wheat

	
12.1

	
19.11

	
21.35

	
11.14

	
19.09

	
22.67




	
Fish oil

	
5.75

	
6.71

	
7.67

	

	

	




	
Poultry oil

	

	

	

	
2.21

	
2.1

	
2.44




	
DHA-rich Algae oil

	

	

	

	
2.22

	
2.53

	
2.85




	
Rapeseed oil

	
3.79

	
5.16

	
6.50

	
4.65

	
6.52

	
7.86




	
Vitamin and mineral preMIX

	
0.30

	
0.30

	
0.30

	
0.30

	
0.30

	
0.30




	
Phosphate

	
0.75

	
0.82

	
0.63

	
0.35

	
0.44

	
0.51




	
Lecithin

	
2

	
2

	
2

	
2

	
2

	
2




	
Chemical composition

	

	

	

	

	

	




	
Crude Protein (%)

	
48.29

	
43.02

	
39.56

	
48.64

	
43.51

	
40.20




	
Crude Lipid (%)

	
16

	
18

	
20

	
16

	
18

	
20




	
EPA + DHA (% FAME)

	
8.2

	
8.2

	
8.2

	
8.5

	
8.5

	
8.5
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