
AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTAC

GACTT
GAGGT

CAGTG
TCCAG

TGATA
GAGCA

TACGG
CAGAA

GACGA
AC

 XXXXXXXXXXXXXXXXA
AXXXXXXXXXXXXXXXX

GCTCTTCCGATCT
CGAGAAGGCTAG TCTAGCCTTCTCG

GATCGGAAGAGCACACGT
TGTGCAGACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAAC

AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTACACGAC
TGCTG

CTGAACTCCAGTCACAGGTCACTATCTCGTATGCCGTCTTCTGCTTG
TTACTATGCCGCTGGTGGCTCTAGATGTGTGGCTGTTTGTGAGAAAGGGATG

Addition of Double-Index with PCR

iTru5 primer

iTru7 primer

Full-length and double-indexed libraries

 XXXXXXXXXXXXXXXXA

AXXXXXXXXXXXXXXXX

GCTCTTCCGATCT

CGAGAAGGCTAG

ACACTCTTTCCCTACACGAC

CACT
GACC

TCAA
GTCT

GCAC
A

ACAC
GTCT

GAAC
TCCA

GTCA
C

TCTAGCCTTCTCG

GATCGGAAGAGC

CAGCACATCCCTTTCTCACA

 XXXXXXXXXXXXXXXXA
AXXXXXXXXXXXXXXXX

GCTCTTCCGATCT
CGAGAAGGCTAG

ACACTCTTTCCCTACACGAC

CACT
GACC

TCAA
GTCT

GCAC
A

ACAC
GTCT

GAAC
TCCA

GTCA
C

TCTAGCCTTCTCG
GATCGGAAGAGC

CAGCACATCCCTTTCTCACA

AXXXXXXXXXXXXXXXXCGAGAAGGCTAG TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAACTGTGAGAAAGGGATG
 XXXXXXXXXXXXXXXXAGCTCTTCCGATCTACACTCTTTCCCTAC GATCGGAAGAGC CTGAACTCCAGTCACACACGT

AXXXXXXXXXXXXXXXXCGAGAAGGCTAG TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAACTGTGAGAAAGGGATG

 XXXXXXXXXXXXXXXXAGCTCTTCCGATCTACACTCTTTCCCTAC GATCGGAAGAGC CTGAACTCCAGTCACACACGT

AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTAC
AXXXXXXXXXXXXXXXXCGAGAAGGCTAG TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAACTGTGAGAAAGGGATG
 XXXXXXXXXXXXXXXXAGCTCTTCCGATCT GATCGGAAGAGCACGAC CTGAACTCCAGTCACAGGTCACTATCTCGTATGCCGTCTTCTGCTTG

ACGAC
TGCTG

ACGAC

TGCTG

TGCTG
ACACGT

AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTAC

AXXXXXXXXXXXXXXXXCGAGAAGGCTAG TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAACTGTGAGAAAGGGATG

 XXXXXXXXXXXXXXXXAGCTCTTCCGATCT GATCGGAAGAGCACGAC CTGAACTCCAGTCACAGGTCACTATCTCGTATGCCGTCTTCTGCTTG

TGCTG

ACACGT

AATGATACGGCGACCACCGAGATCTACACACCGACAAACACTCTTTCCCTAC

1st PCR product

2nd PCR product

First cycle

Second cycle

Third cycle

CAAG
CAGA

AGAC
GGCA

TACG
AGAT

AGTG
ACCT

GTGA
CTGG

AGTT
CAG

GACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAAC

GACTTGAGGTCAGTGTCCAGTGATAGAGCATACGGCAGAAGACGAAC

iTru7 primer

iTru7 primer

iTru5 primer

iTru7 primer

Ligation product

5’

3’ 5’

3’

5’

3’ 5’

3’


