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Complementary description of the methodology.
Samples were collected in two mangroves (Malanza and Praia das Conchas) of São Tomé Island (Democratic Republic of São Tomé and Principe, Gulf of Guinea, Central Africa) in 2020. The island has a tropical humid weather with two dry seasons throughout the year, rainfall reaches 7000 mm per year in the south, where Malanza is located but decreases towards north where we find Praia das Conchas. The main characteristics of both mangroves are summarized in Félix et al. (2017). We collected 50 specimens of O. mossambicus using cast nets (mesh size 30mm). Upon capture, individuals were treated with an anesthetic (clove oil) before measurements of body mass (±1g) and total length (±1mm). After measurement procedures, specimens were dissected to remove their digestive system which was then preserved in 96% alcohol until further processing.
The laboratory procedures up to PCR amplification were conducted at the Museum of Natural History and Science in Lisbon, Portugal. After carefully taking a subsample of each gut content, we drained all ethanol from the samples by centrifugation at 10,000 rpm for 5min followed by a 15min incubation at 55ºC to evaporate remaining ethanol. Before DNA extraction, samples were thoroughly grinded for 5min in a TissueLyser LT (Qiagen, Hilden, Germany) at 30 vibrations per min to break cell walls existing in some potential prey. DNA extraction was carried out using the E.Z.N.A. Tissue DNA Kit (Omega Bio-Tek, Norcross, GA, USA) according to the manufacturer's instructions (digestion step proceeded for 1h at 55ºC). All samples were stored at -20ºC until further processing. Negative controls were introduced at key steps of the methodology namely at the gut content preparation stage (wherein the surgical instruments used were soaked in Buffer TL) and at the beginning of DNA extraction protocol. All extractions were checked for quality and size by electrophoresis on a 2.5% agarose gel stained with GelRed (Thomas Scientific Swedesboro, NJ, USA). Both blanks showed no indication of contamination when ran on the agarose gels.
[bookmark: __Fieldmark__1676_488555814]The metabarcoding assay was performed through the preparation of amplicon sequencing libraries based on a two PCR assay as described in Miya et al. (2015). We performed the amplification of two mitochondrial barcodes in separate PCR reactions. We targeted the 313 bp mitochondrial cytochrome c oxidase subunit I (COI) region with the primer pair of NexF_m1COIintF and NexR_jgHCO2198 (Leray et al., 2013) due to their suitability across a wide range of metazoan species. To identify other eukaryotic prey items, we used the 528F/706R primer set which amplifies a 350 bp region of the 18S ribosomal RNA gene (Ho et al., 2017). The blocking primer CCAAAGAATCAGAATAAGTGTTGSpacerC3 was implemented in the COI assay to minimize the amplification of host DNA. Overhangs allowing the second PCR step were added to all amplification primers. PCR reactions were prepared with a final volume of 10µl containing 5µl Multiplex PCR Master Mix (Qiagen, Hilden, Germany), 0.2µl of each Primer, 2.8µl of genomic DNA plus either 1.8µl of primer blocking in the case of the COI PCR reactions or 1.8µl of sterilized milliQ water in the case of the 18S PCR reactions. The PCR program followed an initial denaturation step at 95ºC for 15min, 30 cycles of denaturation at 95ºC for 0.5 min, annealing at 50ºC or 58ºC (for the COI and 18S primer pairs, respectively) for 1min and extension at 72ºC for 1min, and a ﬁnal extension step at 72◦C for 10 min. PCR blanks were included in each run and confirmed the absence of contamination. To minimize amplification biases, three PCR replicates were preformed per sample. The success of all amplification reactions was confirmed by electrophoresis. PCR products per sample were then pooled and used as template for the remaining library preparation steps as described in Silva et al. (2020) at the Centre for Molecular Analysis from CIBIO-InBIO as part of a service. The final libraries were sequenced in a MiSeq V2 2x250bp run with an estimated coverage of 5,000 reads per marker per sample.
[bookmark: __Fieldmark__1890_488555814]The dataset from each barcode was subject to a bioinformatic pipeline separately. Firstly, we used cutadapt (Martin, 2011) to trim adapter and primer sequence regions and exclude the resulting reads with less than 80 bp. Only paired reads staring with the correct primer sequence were kept. Secondly, we ran dada2 (Callahan et al., 2016) to filter out reads with ambiguous bases (e.g., N), merge pair-ended reads and eliminate PCR errors such as chimeric sequences before finally defining Amplicon Sequence Variants (ASVs). Taxonomic assignment was based on blastn runs (Camacho et al., 2008) against the nucleotide NCBI GenBank database (https://www.ncbi.nlm.nih.gov) as well as the SILVA (https://www.arb-silva.de/) and the BOLD (https://boldsystems.org/) databases for the 18S and COI, respectively. The best match was chosen and in case multiple best matches the most common ancestor shared among them was chosen using custom python scripts https://github.com/mcurto/eDNA_Metagenomics). Taxonomy was assigned to each ASV at the highest resolution possible based on identity thresholds (Egeter et al., 2020): 99% for species level, 97% for genus level, 95% for family level and 80-93% for higher-than-family level. To account for low-level background noise (contamination, sequencing artifacts or secondary predation), we applied two filters within each ASV, first we subtract the maximum number of reads obtained on the negative controls to each of the samples and second, we removed ASVs with a read count lower than 1% of the total number of reads of each PCR run. We controlled for contamination from the host DNA by eliminating ASVs assigned to Oreochromis sp. After the above treatments, samples with read numbers <500 were not included. After raw reads passed thought the bioinformatic pipeline, the 18S yielded 157900 reads (average of 4386 reads per ind.) whereas COI produced a lower count of 117486 (3357 reads per ind.).
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