First cycle

Second cycle

Third cycle

Quadruple-Indexed 3RAD Libraries

| c
ACGACGCTCTTCCGATCTCCGAATCCTAGKXX XXX XXX RXAATTACGTTACAGATCGGAAGAGCACACCTRTC
TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAG GATCXXXXXXXXXXXXTTAATGCAATCTCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG
P
Ligated product
c
ACGACGCTCTTCCGATCTCCGAATGCTAGKXKXXKXXX XXX AATTACGTTAGAGATCGGARGAGCACACGTRREC
iTru5 primer
AATGATACGGCGACCACCGAGATCTACACAC \ACACTCTTTCCCTAC
TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGAGECT TACGATCXXXXXXXXXXXX TTAATGCAATCTCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG
P
AATGATACGGCGACCACCGAGATCTACACACC \ACACTCTTTCCCTACACGACGCTCTTCCGATCTCCGAATGCTAGKXXXXXXXXXXXAATTACGT TAGAGATCGGAAGAGCACACGTCTGAACTCCAGTCAC
TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGAGGC TTACGATCXXXXXXXXXXXXTTAATGCARTCTCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG
1st PCR product
AATGATACGGCGACCACCGAGATCTACACACCGACARACACTCTTTCCCTACACGACGCTCTTCCGATCTCCGAATGCTAGKXXXXXXXXXXXAATTACGTTAGAGATCGGAAGAGCACACGTCTGAACTCCAGTCAC
GACTTGAGGTCAGTGTCCAGTGA
iTru7 primer
iTru5 primer
AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTAC
TGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGAGGC TTACGATCXXXXXXXXXXXXTTAATGCARTC TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG
AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTACACGACGCTCTTCCGATCTCCGAATGCTAGKX XXX XXX XXX XAATT 3AGATCGGAAGAGCACACGTCTGAACTCCAGTCAC

TTACTATGCCGCTGGTGGCTCTAGATGTGTGGCTGTTTGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA

AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTACACGACGCTCTTCCGATCT

iTru5 primer
AATGATACGGCGACCACCGAGATCTACACACCGACARACACTCTTTCCCTAC

TTACTATGCCGCTGGTGGCTCTAGATGTGTGGCTGTTTGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGAGGC

AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTACACGACGCTCTTCCGATCTCC

TTACTATGCCGCTGGTGGCTCTAGATGTGTGGCTGTTTGTGAGARAGGGATGTGCTGCGAGAAGGCTAGAGE

TTACGATCXXXXXXXXXXXXTTAATGCAATCTCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGT
2nd PCR product

TGCTAGXXXXXXXXXXXXAATTACGTTAGAGATCGGAAGAGCACACGTCTGAACTCCAGTCAC
GACTTGAGGTCAGTGTC \
iTru7 primer
TTACGATCXXXXXXXXXXXXTTAATGCARTCTCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTCCAGTGA
SAATGCTAGKXXXXXXXXXXXAATT GAGATCGGRAGAGCACACGTCTGAACTCCAGTCAC!

ACGATCXXXXXXXXXXXXTTAAT TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG

Full length 3RAD PCR product



