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Supplementary Methods
For the qPCR analysis all samples were run in duplicate, and full primer sequences can be found in Table S1. A gBlock (Integrated DNA Technologies; Iowa, USA) containing non-related DNA fragments of expected lengths was included as a positive control and generation of the calibration curve to quantitatively assess DNA amounts, and negative controls of nuclease free water were included in each run to detect potential contamination. Details on the qPCR reactions can be found in Table S2. All targets tested for in the 2024 sampling campaign were detected using the CFX384 Touch Real-Time PCR system (Biorad) and associated program. In 2025, the collected samples were analyzed using a QuantStudio 5 Real-Time PCR system and associated software (Thermo Fisher Scientific).
Table S1: Primers
	Target
	Primer Name
	Direction
	Sequence
	Year Used
	Reference

	18S
	18Sv8F
	Forward
	ATAACAGGTCTGTGATGCCCT
	2024
	1

	
	18Sv9R
	Reverse
	CCTTCYGCAGGTTCACCTAC
	
	2

	16S V3V4
	16S V3V4
	Forward
	CCTACGGGAGGCAGCAG
	2024
	3

	
	16S V3V4
	Reverse
	 GGACTACHVGGGTWTCTAAT
	
	4

	16S V5V6
	16SV5V6-F
	Forward
	ATTAGATACCCTGGTAGTCC
	2025
	5

	
	16SV5V6-R
	Reverse
	TCACRRCACGAGCTGACGACA
	
	5

	16Smam
	16Sa2
	Forward
	CGCCTGTTTACCAAAAACAT
	2025
	6

	
	16Sb
	Reverse
	CCGGTCTGAACTCAGATCACGT
	
	6

	12Smam
	12S-V5F
	Forward
	TTAGATACCCCACTATGC
	2025
	7

	
	12S-V5R
	Reverse
	TAGAACAGGCTCCTCTAG
	
	7

	ITS1
	ITS1F-fw.2
	Forward
	CTTGGTCATTTAGAGGAAGTAA
	2025
	8

	
	ITS1-R
	Reverse
	GCTGCGTTCTTCATCGATGC
	
	9

	12S humanblocker
	12S
	blocker
	TACCCCACTATGCTTAGCCCTAAACCTCAACAGTTAAATC/3SpC3/
	2025
	10

	16Smam_human_blocker
	16Smam
	blocker
	GCGACCTCGGAGCAGAACCC/3SpC3/
	2025
	11



[bookmark: _Hlk232778863]Table S2: qPCR Reaction details
	Target
	DNA Isolate Pre-processing
	Reaction Components
	Reaction Temperature Cycles

	16S Bacterial
	DNA isolates were diluted 1:5 with RNA-free water to reduce the chance of inhibition
	Total volume of 25ul, made up of 9ul water, 0.5ul each of the forward and reverse primers (10um), 12.5ul Q5 High-Fidelity 2X Master Mix (New England Biolabs, Massachusetts, USA), and 2.50ul DNA 1:5 diluted template
	98C for 2 minutes, then 30 cycles of 98C for 10 seconds, 55C for 10 seconds, and 72C for 10 seconds, with a final extension of 72C for 7 minutes


	mt12S and mt16S Mammalian
	None
	Total volume of 25ul, 7.25ul water, 1ul each of the forward and reverse primers (10um), 12.5ul Q5 High-Fidelity 2X Master Mix, 0.75ul of the human blocker (100um), and 2.50ul DNA template
	95C for 5 minutes, then 40 cycles of 95C for 30 seconds, 59C for 45 seconds, and 72C for 1 minute, with a final extension of 72C for 7 minutes

	ITS1
	None
	Total volume of 25ul, 9ul water, 0.5ul each of the forward and reverse primers (10um), 12.5ul Q5 High-Fidelity 2X Master Mix, and 2.50ul DNA template
	95C for 5 minutes, then 30 cycles of 95C for 30 seconds, 55C for 30 seconds, and 72C for 50 seconds, with a final extension of 72C for 7 minutes

	18S
	None
	Total volume of 10ul, 1.6ul water, 0.2ul each of the forward and reverse primers (10um), 0.01 Precision Blue, 5ul SYBER- Green mix and 3ul DNA template
	95C for 5 minutes, then 35 cycles of 95C for 45 seconds, 60C for 45 seconds, and 72C for 1 min






Table S3: Comparison of median read and unique ASVs resulting from each primer
	 
	Target
	Primer
	Median Reads
	Unique ASVs

	2024
	Vertebrates
	18S v8v9 rRNA
	704242
	19074

	
	Bacteria
	16S v3v4 rRNA
	85236
	16770

	2025
	Vertebrates
	mt16S rRNA
	122557.5
	1717

	
	Vertebrates
	mt12S rRNA
	162269
	1639

	
	Fungi
	ITS1
	9589
	924

	
	Bacteria
	16S rRNA v5v6
	54793.5

	87488



Table S4: Settings for DADA2 Pipeline
	 Parameter
	16S bac
	ITS
	12S
	MT 16S 

	justconcat
	FALSE
	FALSE
	FALSE
	FALSE

	minOverlap
	4
	10
	10
	10

	maxEE
	2,2
	2,2
	inf
	inf

	maxN
	2
	2
	0
	0

	maxLen
	Inf
	Inf
	Inf
	Inf

	minLen
	120
	80
	80
	80

	tryRC
	TRUE
	TRUE
	TRUE
	TRUE

	truncQ
	2
	2
	2
	2

	minBoot
	60
	60
	60
	60

	dadapool
	pseudo
	pseudo
	pseudo
	pseudo

	classifier
	Naive Bayesian
	Naive Bayesian
	Naive Bayesian
	Naive Bayesian

	chimMethod
	consensus
	consensus
	consensus
	consensus

	chimMinFoldParentAbun
	2
	2
	2
	2

	truncLenF
	0
	0
	0
	0

	truncLenR
	0
	0
	0
	0

	learnErrorBases
	1,00E+08
	1,00E+08
	1,00E+08
	1,00E+08

	trimLeft
	0
	0
	0
	0
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