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Supplementary Fig. 1 Intraspecific and interspecific pairwise genetic distances among 29 endemic Hawaiian spider species of the genus Tetragnatha. The genetic distances for the commonly used DNA barcode marker COI are shown on the X-axis in comparison to A) other mitochondrial and B) nuclear markers suitable for spider taxonomy on the Y-axis. While all markers except for mitochondrial Cytochrome B generally show shorter genetic distances than COI, they still show comparable divergence patterns. Based on data from Krehenwinkel et al. 2018
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Supplementary Fig. 2 Bayesian phylogeny for spiders from 16 families, based on a 4200-bp alignment of the nuclear ribosomal cluster, covering 18S, ITS1, 5.8S, ITS2 and 28SrDNA. The splits are well supported, with only posterior probabilities below 1 shown. The tree generally matches results based on recent phylogenomic work (Bond et al. 2014; Fernández et al. 2018). The sequence information for this phylogeny was generated by sequencing long PCR amplicons on a Nanopore third generation sequencer. The inset in the upper right shows interspecific and intraspecific pairwise genetic distances for 16 endemic Hawaiian Tetragnatha species for COI on the X-axis and the ribosomal cluster on the Y-axis. Long ribosomal sequences show a comparable taxonomic resolution to the widely used COI. Modified from Krehenwinkel et al. 2019a


























Supplementary Table 1 Useful primer sets for various applications of amplicon sequencing-based spider barcoding
	Locus
	F primer
	F primer sequence 5' to 3'
	R primer
	R primer sequence 5' to 3'
	Amplicon length
	Description/application

	COI
	ArF11
	GCNCCWGAYATRGCNTTYCCNCG
	Fol-degen-rev2
	TANACYTCNGGRTGNCCRAARAAYCA
	467
	barcoding

	COI
	mlCOIintF3
	GGWACWGGWTGAACWGTWTAYCCYCC
	Fol-degen-rev2
	TANACYTCNGGRTGNCCRAARAAYCA
	365
	barcoding

	16SrDNA
	16SF24
	AATYCAACATCGAGGTCGCAA
	16SR24
	TRACYGTRCWAAGGTAGCAT
	371
	barcoding

	12SrDNA
	12SF14
	NCHACTWTGTTACGACTT
	12SR14
	AMTAGGATTAGATACCCT
	424
	barcoding

	Cytochrome B
	CB3degB4,5
	GAGGDGCHACHGTWATYACHAA
	CB4deg4,5
	RAARTATCATTCDGGTTGRATRTG
	406
	barcoding

	18SrDNA
	18s_2F6
	AACTTAAAGRAATTGACGGA
	18s_4R6
	CKRAGGGCATYACWGACCTGTTAT
	351
	barcoding

	18SrDNA
	SSU_FO47
	GCTTGTCTCAAAGATTAAGCC
	SSU_R227
	GCCTGCTGCCTTCCTTGGA
	421
	barcoding

	28SrDNA
	28s_3F6
	TTTTGGTAAGCAGAACTGGYG
	28s_4R6
	ABTYGCTACTRCCACYRAGATC
	363
	barcoding

	ITS2
	5.8S3F4
	ATCACTHGGCTCRYGGRTCGATG
	28S2R4
	TTCTTTTCCTCCSCTHANTDATATGC
	436
	barcoding

	Histone H3
	H3aF8
	ATGGCTCGTACCAAGCAGACVGC
	H3aR8
	ATATCCTTRGGCATRATRGTGAC
	374
	barcoding

	ZBJ (COI)
	ZBJ-ArtF1c9
	AGATATTGGAACWTTATATTTTATTTTTGG
	ZBJ-ArtR2c9
	WACTAATCAATTWCCAAATCCTCC
	211
	gut content

	16SrDNA_gut
	16SF_88510
	ARGACGAGAAGACCCYATA
	16SR_108610
	ATWACGCTGTTATCCCYAA
	201
	gut content

	18SrDNA_gut
	18SF_133210
	AGCTCTTTCTYGATTCRGTGGGT
	18SR_162810
	CACAGACCTGTTATTGCTCAA
	296
	gut content

	18SrDNA_gut
	18SF_139210
	GTCTGGTTRATTCCGRTAACGAA
	18SR_162810
	CACAGACCTGTTATTGCTCAA
	236
	gut content

	28SrDNA_gut
	28SF_78810
	CGTCTTGAAACACGGACCAA
	28SR_106210
	GWCCTCCATCAGGGTTTCCC
	274
	gut content

	nuclear rDNA
	18S_F411
	GGCTACCACATCYAARGAAGGCAGCAG
	28S_R811
	TCGGCAGGTGAGTYGTTRCACAYTCCT
	variable; ca. 4200 in spiders
	long-read barcoding

	Minibar (COI)
	Uni-MinibarF112
	TCCACTAATCACAARGATATTGGTAC
	Uni-MinibarR112
	GAAAATCATAATGAAGGCATGAGC
	176
	mini-barcode


 
1Gibson et al. (2014), 2Yu et al. (2012), 3Leray et al. (2013), 4Krehenwinkel et al. 2018, 5Barraclough et al. (1999), 6Machida and Knowlton (2012), 7Fonseca et al. (2010), 8Colgan et al. (1998), 9Zeale et al. (2011), 10Krehenwinkel et al. (2019c), 11Krehenwinkel et al. (2019a), 12Meusnier et al. (2008)

Supplementary Table 2 Published spider genomes
	Common Name
	Latin Name
	Sequencing Method
	Reference/Genbank Accession 

	House spider
	Parasteatoda tepidariorum
	Illumina (PE, MP, Chicago)
	Schwager et al. 2017
GCA_000365465.2

	African social velvet spider
	Stegodyphus mimosarum
	Illumina (PE, MP)
	Sanggaard et al. 2014
GCA_000611955.2

	African social velvet spider
	Stegodyphus  dumicola
	Illumina (PE), PacBio
	Liu et al. 2019

	Brazilian white-knee tarantula
	Acanthoscurria geniculata
	Illumina (PE, MP)
	Sanggaard et al. 2014
GCA_000661875.1

	Golden orb-weaver 
	Nephila clavipes
	Illumina (PE, MP)
	Babb et al. 2017
GCA_002102615.1

	Brown recluse spider
	Loxosceles reclusa
	Illumina (PE, MP)
	GCA_001188405.1

	Western black widow
	Latrodectus hesperus
	Illumina (PE, MP)
	GCA_000697925.1

	Pond wolf spider
	Pardosa pseudoannulata
	Illumina (PE, MP, 10x Genomics), Pacbio
	Yu et al. 2019
GCA_008065355.1

	Woodlouse hunting spider
	Dysdera silvatica
	Illumina (PE, MP), Pacbio, Nanopore
	Sánchez-Herrero et al. 2019
GCA_006491805.1
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