Figure S1: Newly developed Illumina sequencing fusion primers for the BF2+BR2 primer set, allowing for flexible tagging of up to three 96-well PCR plates (288 wells in total). The bases highlighted in red are used for inline tagging and shifting to increase sequence diversity. Fusion primer names highlighted in bold were used in a previous publication (Elbrecht & Leese 2017). Additional samples can be pooled, if in addition to in-line barcodes Illumina indexing is used. See last page for adapter sequences enabling indexing.
A) P5 Primers
P5_BF2_2
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGAGCHCCHGAYATRGCHTTYCC
P5_BF2_T
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTGTGCHCCHGAYATRGCHTTYCC
P5_BF2_4
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCTTTGCHCCHGAYATRGCHTTYCC
P5_BF2_5
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTTTCAGCHCCHGAYATRGCHTTYCC
P5_BF2_6
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTAAAGAAGCHCCHGAYATRGCHTTYCC
P5_BF2_B
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTATGCHCCHGAYATRGCHTTYCC
P5_BF2_C
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGTCGCHCCHGAYATRGCHTTYCC
P5_BF2_D
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTAGAAGCHCCHGAYATRGCHTTYCC
P5_BF2_E
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCGCGAGCHCCHGAYATRGCHTTYCC
P5_BF2_F
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGGCATAGCHCCHGAYATRGCHTTYCC
P5_BF2_W
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCCGGCHCCHGAYATRGCHTTYCC
P5_BF2_Y
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTAACTGCHCCHGAYATRGCHTTYCC
P5_BR2_2
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTAATCDGGRTGNCCRAARAAYCA
P5_BR2_3
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTGGTCDGGRTGNCCRAARAAYCA
P5_BR2_4
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGTAATCDGGRTGNCCRAARAAYCA
P5_BR2_5
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGAAAGTCDGGRTGNCCRAARAAYCA
P5_BR2_6
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTCCTGATCDGGRTGNCCRAARAAYCA
P5_BR2_B
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTGCTCDGGRTGNCCRAARAAYCA
P5_BR2_C
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTATCTCDGGRTGNCCRAARAAYCA
P5_BR2_D
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCACGTCDGGRTGNCCRAARAAYCA
P5_BR2_E
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTTCGTATCDGGRTGNCCRAARAAYCA
P5_BR2_F
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTACTAATTCDGGRTGNCCRAARAAYCA
P5_BR2_X
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCCATTCDGGRTGNCCRAARAAYCA
P5_BR2_Z
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCTCGGAGATCDGGRTGNCCRAARAAYCA
            flow cell bind P5        sequ primer 1 bind               N = shift (Lundberg et al. 2013)
B) P7 Primers
P7_BF2_2
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTGAGCHCCHGAYATRGCHTTYCC
P7_BF2_T
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTTGTGCHCCHGAYATRGCHTTYCC
P7_BF2_4
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTCTTTGCHCCHGAYATRGCHTTYCC
P7_BF2_5
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTTTTCAGCHCCHGAYATRGCHTTYCC
P7_BF2_6
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTAAAGAAGCHCCHGAYATRGCHTTYCC
P7_BF2_B
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTATGCHCCHGAYATRGCHTTYCC
P7_BF2_C
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTGTCGCHCCHGAYATRGCHTTYCC
P7_BF2_D
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTAGAAGCHCCHGAYATRGCHTTYCC
P7_BF2_E
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTCGCGAGCHCCHGAYATRGCHTTYCC
P7_BF2_F
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTGGCATAGCHCCHGAYATRGCHTTYCC
P7_BF2_W
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTCCGGCHCCHGAYATRGCHTTYCC
P7_BF2_Y
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTTAACTGCHCCHGAYATRGCHTTYCC
P7_BR2_2
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTAATCDGGRTGNCCRAARAAYCA
P7_BR2_3
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTTGGTCDGGRTGNCCRAARAAYCA
P7_BR2_4
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTGTAATCDGGRTGNCCRAARAAYCA
P7_BR2_5
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTGAAAGTCDGGRTGNCCRAARAAYCA
P7_BR2_6
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTTCCTGATCDGGRTGNCCRAARAAYCA
P7_BR2_B
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTGCTCDGGRTGNCCRAARAAYCA
P7_BR2_C
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTATCTCDGGRTGNCCRAARAAYCA
P7_BR2_D
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTCACGTCDGGRTGNCCRAARAAYCA
P7_BR2_E
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTTCGTATCDGGRTGNCCRAARAAYCA
P7_BR2_F
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTACTAATTCDGGRTGNCCRAARAAYCA
P7_BR2_X
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTCCATTCDGGRTGNCCRAARAAYCA
P7_BR2_Z
CAAGCAGAAGACGGCATACGAGATGTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTCGGAGATCDGGRTGNCCRAARAAYCA
       
flow cell bind P7       sequ primer 2 bind*


  N = shift (Lundberg et al. 2013)
* In previous publications (e.g. Elbrecht & Leese 2015, 2017, Elbrecht et al. 2016, Vamos et al. 2017) an outdated primer binding sequence was used for the P7 adapter (PE PCR Primer 2.0). While the old adapter will still work in sequencing, we strongly recommend using the correct TruSeq adapters for P7 in the fusion primer list above.




More than 288 individual samples can multiplexed if in addition in-line tagging of fusion primers Illumina indexing is used. In-line tags and index sequences should show sufficient Levenshtein distance and each nucleotide should be used in equal proportions (25%), to ensure sequence diversity throughout sequencing. Also, the direction with which indexes are read depends on the Illumina sequencer used, and it should be considered when setting up index-based demultiplexing.

P5
AATGATACGGCGACCACCGAGATCTACAC-i5-ACACTCTTTCCCTACACGACGCTCTTCCGATCT
P7
CAAGCAGAAGACGGCATACGAGAT-i7-GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCT
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