DNA extraction 
Samples were first blotted dry, then tissues were chopped into smaller pieces prior to extraction. In the case of gut contents, a partial drying step was performed in a Petri dish before extraction from the residual sample. DNA extraction followed a modified version of the modular mu-DNA protocol for tissue (Sellers et al. 2018) employed for sponge samples by Harper et al. (2023) with 500mg of tissue combined with 730μL Lysis solution, 230μL tissue lysis additive and 40μL Proteinase K. Samples were incubated with shaking (650rpm) for 12 hours at 55°C then centrifuged at 10,000xg for 1 minute at room temperature. 0.3x flocculant solution was added and the solution incubated, on ice, for 10-30 minutes before centrifugation for 1 minute at 10,000g. The supernatant was transferred to a fresh 2ml Eppendorf tube and a 2x volume of tissue binding buffer added prior to vortexing, following which samples were transferred to spin columns and centrifuged. Columns were washed twice (with centrifugation) with 500μL wash solution. After the second wash, 100μL of elution buffer was added, and the column centrifuged.

DNA Amplification, Library preparation, and Sequencing 
PCR amplifications were performed in triplicate using the Tele02 primers of Taberlet (2018) which amplify a ~169 bp fragment of the mitochondrial 12S rRNA gene. 20 μl PCR reactions contained 10 μl of 2× MyFi Mix (Meridian Bioscience), 1 μl each primer, 0.16 μl BSA (Bovine Serum Albumin Solution, Thermo Fisher Scientific), and 2 μl of DNA template with cycling conditions of 95°C for 10 min, then 40 cycles of 95°C for 30 s, 60°C for 45 s, 72°C for 30 s, with a final step of 72°C for 5 min. Positive and no-template PCR controls were included in each PCR run. The positive PCR controls contained DNA extract (0.05 ng/μl) from the iridescent shark catfish, Pangasianodon hypophthalmus, which was not present in the sampling area. After PCR amplification, triplicate PCR products were pooled together, and 1μl of the pooled PCR product was visualised on 2% agarose gels stained with SYBRsafe (Invitrogen) to confirm successful amplification of the target fragment. 30µl PCR products were purified using 30µl Mag-Bind TotalPure NGS magnetic beads (Omega BioTek). Purified samples were quantified using the Qubit dsDNA High Sensitivity Assay kit. Two libraries were created, one for A. solida, R. pulmo and A. forskalea and the other for C. tuberculata (due to different sampling periods). Samples were normalised and pooled in equimolar amounts then subjected to a further round of purification using magnetic beads, followed by library preparation using the NEXTFLEX Rapid DNA-Seq Kit for Illumina (PerkinElmer), following the manufacturer's instructions. Libraries were quantified using qPCR with the NEBNext Library Quant Kit for Illumina (New England Biolabs) on a Rotor-Gene instrument (Qiagen). Fragment size distribution was assessed using the Tape Station 4200 (Agilent). Libraries were pooled at equimolar concentrations with a final molarity of 60 pM, including 10% PhiX control. Sequencing of the libraries was performed on an Illumina iSeq100 instrument at Liverpool John Moores University using iSeq i1 Reagent version 2 (300 cycles) to generate the raw sequencing data required for subsequent data analysis and interpretation. 
2.3 Bioinformatic analysis 
Bioinformatic analysis of the sequencing data followed the OBITools v1.2.11 metabarcoding pipeline (Boyer et al. 2016). Read quality was assessed using FASTQC and raw sequencing data trimmed using ‘obicut’ to remove low-quality ends. Paired reads were merged using the 'illuminapairedend' tool, excluding alignments with low quality scores (<40). Demultiplexing of alignments was performed using 'ngsfilter'. Sequences outside the expected length range of 130 to 190 bp and those with ambiguous bases were filtered out using OBIGREP. Dereplication was carried out using 'obiuniq', and chimeric sequences were identified and removed using the de novo chimera search function in vsearch 2.4.3 (Rognes et al. 2016). Molecular operational taxonomic units (MOTUs) were delimited using the aggregation clustering algorithm implemented in SWARM v2.4.3 (Mahé et al. 2015), with a clustering threshold of "-d 3". Taxonomy assignment was performed using 'ecotag' against a custom-made 12S vertebrate reference database, which was constructed by in silico PCR for Tele02 primers against the EMBL database (Release version r143) using 'ecoPCR'. The resulting MOTU table was formatted using R scripts available at the following GitHub repository: https://github.com/metabarpark/R_scripts_metabarpark. Taxonomic assignments were further validated by manual BLAST searches to remove ambiguous MOTUs, while non-target reads (non-teleosts) were excluded from downstream analysis. 

Statistical analysis 
All statistical analyses were conducted using R v4.2.3 (Oksanen et al. 2019). Venn diagrams were generated using the ggvenn package, an extension of the ggplot2 package, in R (Wickham 2016) to examine the overlap across different species of jellyfish, and body parts within each species. To assess the statistical significance of differences in MOTU detection between species and body parts, PERMANOVA tests were performed. The PERMANOVA tests were based on Jaccard distances calculated from a binary presence-absence dataset that included all taxa. The adonis function from the vegan package in R (Oksanen et al. 2019) was utilised for the PERMANOVA analysis (1000 permutations). To visualise the dissimilarity between samples, non-metric multidimensional scaling (nMDS) plots were generated. The nMDS plots were created using the metaMDS function from the vegan package in R (Oksanen et al. 2019).
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Supplemental Figure 1.  Comparison of log-transformed number of reads across samples of four species of jellyfish.
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