
Figure S3: Overview of used fusion sequencing primers. They contain standard illumina flow 
cell binds and primer binding sites as well as in line tags to distinguish between multiplexed 
samples. They can be used to amplify the target COI barcoding region and PCR products can 
directly be sequenced after PCR cleanup.

We recommend using the parallel sequencing strategy outlined in Elbrecht & Lesse 2015, 
maximising sequence diversity for sequencing and doubling the amount of samples which can 
be tagged (up to 288). See Figure S4 for ideal tagging combinations.
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A) P5 Primers

P5_BF1_0 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTACWGGWTGRACWGTNTAYCC

P5_BF1_1 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCACWGGWTGRACWGTNTAYCC

P5_BF1_2 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTATACWGGWTGRACWGTNTAYCC

P5_BF1_3 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTCGACWGGWTGRACWGTNTAYCC

P5_BF1_C AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCAGACWGGWTGRACWGTNTAYCC

P5_BF1_4 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGGTTACWGGWTGRACWGTNTAYCC

P5_BF2_0 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGCHCCHGAYATRGCHTTYCC

P5_BF2_1 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTGCHCCHGAYATRGCHTTYCC

P5_BF2_2 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGAGCHCCHGAYATRGCHTTYCC

P5_BF2_B AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTATGCHCCHGAYATRGCHTTYCC

P5_BF2_3 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTAGTGCHCCHGAYATRGCHTTYCC

P5_BF2_4 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCTTTGCHCCHGAYATRGCHTTYCC

P5_BR1_0 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTARYATDGTRATDGCHCCDGC

P5_BR1_1 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTARYATDGTRATDGCHCCDGC

P5_BR1_2 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCGARYATDGTRATDGCHCCDGC

P5_BR1_3 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGTCARYATDGTRATDGCHCCDGC

P5_BR1_C AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTGAARYATDGTRATDGCHCCDGC

P5_BR1_4 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCCGGARYATDGTRATDGCHCCDGC

P5_BR2_0 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTCDGGRTGNCCRAARAAYCA

P5_BR2_1 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCTCDGGRTGNCCRAARAAYCA

P5_BR2_2 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTAATCDGGRTGNCCRAARAAYCA

P5_BR2_B AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGCTCDGGRTGNCCRAARAAYCA

P5_BR2_3 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTGGTCDGGRTGNCCRAARAAYCA

P5_BR2_4 AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGTAATCDGGRTGNCCRAARAAYCA

            flow cell bind P5        sequ primer 1 bind               N = shift (Lundberg et al. 2013)



B) P7 Primers

P7_BF1_0 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTACWGGWTGRACWGTNTAYCC

P7_BF1_1 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTCACWGGWTGRACWGTNTAYCC

P7_BF1_2 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTATACWGGWTGRACWGTNTAYCC

P7_BF1_3 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTTCGACWGGWTGRACWGTNTAYCC

P7_BF1_C CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTCAGACWGGWTGRACWGTNTAYCC

P7_BF1_4 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTGGTTACWGGWTGRACWGTNTAYCC

P7_BF2_0 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTGCHCCHGAYATRGCHTTYCC

P7_BF2_1 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTTGCHCCHGAYATRGCHTTYCC

P7_BF2_2 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTGAGCHCCHGAYATRGCHTTYCC

P7_BF2_B CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTATGCHCCHGAYATRGCHTTYCC

P7_BF2_3 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTAGTGCHCCHGAYATRGCHTTYCC

P7_BF2_4 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTCTTTGCHCCHGAYATRGCHTTYCC

P7_BR1_0 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTARYATDGTRATDGCHCCDGC

P7_BR1_1 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTTARYATDGTRATDGCHCCDGC

P7_BR1_2 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTCGARYATDGTRATDGCHCCDGC

P7_BR1_3 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTGTCARYATDGTRATDGCHCCDGC

P7_BR1_C CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTTGAARYATDGTRATDGCHCCDGC

P7_BR1_4 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTCCGGARYATDGTRATDGCHCCDGC

P7_BR2_0 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTTCDGGRTGNCCRAARAAYCA

P7_BR2_1 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTCTCDGGRTGNCCRAARAAYCA

P7_BR2_2 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTAATCDGGRTGNCCRAARAAYCA

P7_BR2_B CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTGCTCDGGRTGNCCRAARAAYCA

P7_BR2_3 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTTGGTCDGGRTGNCCRAARAAYCA

P7_BR2_4 CAAGCAGAAGACGGCATACGAGATCGGTCTCGGCATTCCTGCTGAACCGCTCTTCCGATCTGTAATCDGGRTGNCCRAARAAYCA

       flow cell bind P7       sequ primer 2 bind   N = shift (Lundberg et al. 2013)


