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There are different P5 primers for PE and single read flowcells, attached at their 5’ ends to the flowcell. 
 
P5 PairedEnd:  5'-TTTTTTTTTTAATGATACGGCGACCACCGAGAUCTACAC-3’ 
P5 SingleRead: 5'-TTTTTTTTTT-(diol)3-AATGATACGGCGACCACCGA-3´ 
 
TruSeq Review: 
 
Single Indexing Truseq “Y” Adapter (Index #1/I7 = ATCACG): 
 
      AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATC*T 
GTTCGTCTTCTGCCGTATGCTCTAGCACTACACTGACCTCAAGTCTGCACACGAGAAGGCTAG-P 
 
Double-stranded Standard TruSeq Library Molecule post PCR: 
 
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCT-NNN-AGATCGGAAGAGCACACGTCTGAACTCCAGTCACATCACGATCTCGTATGCCGTCTTCTGCTTG 
TTACTATGCCGCTGGTGGCTCTAGATGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA-NNN-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTAGTGCTAGAGCATACGGCAGAAGACGAAC 
 
Denatured ss-Library molecules with read primers: 
 
                         Read 1 primer ---->       Index read 1 primer ---->             
                         ACACTCTTTCCCTACACGACGCTCTTCCGATCT      GATCGGAAGAGCACACGTCTGAACTCCAGTCAC 
TTACTATGCCGCTGGTGGCTCTAGATGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA-NNN-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGTAGTGCTAGAGCATACGGCAGAAGACGAAC--| f/c 
 
[PE turnaround] 
 
|--AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCT-NNN-AGATCGGAAGAGCACACGTCTGAACTCCAGTCACATCACGATCTCGTATGCCGTCTTCTGCTTG 3’ 
                                                                  TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG 
            <----  Read 2 primer 
 
 
 
 
 
Double-indexed adapter design suitable for sequencing with “Nextera” protocol on MiSeq with a PE flowcell (as of 6/2012) 
 
Annealed adapter example 
      5’-AATGATACGGCGACCACCGAGATCTACACTAGATCGCACACTCTTTCCCTACACGACGCTCTTCCGATC*T N501_truseq       
          3’-GTTCGTCTTCTGCCGTATGCTCTAAGCGGAATCACTGACCTCAAGTCTGCACACGAGAAGGCTAG-P    N701_truseq 
 
Double-stranded Library Molecule post PCR (as an example this is a 701-501 combination) 
 
AATGATACGGCGACCACCGAGATCTACACTAGATCGCACACTCTTTCCCTACACGACGCTCTTCCGATCT-NNN-AGATCGGAAGAGCACACGTCTGAACTCCAGTCACTAAGGCGAATCTCGTATGCCGTCTTCTGCTTG 
TTACTATGCCGCTGGTGGCTCTAGATGTGATCTAGCGTGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA-NNN-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGATTCCGCTTAGAGCATACGGCAGAAGACGAAC 
 
 
Denatured ss-Library molecules with read primers: 
 
--Note that index2 is primed from the flow cell primer, POST CLEAVAGE of the 7bp leader sequence.  This is why the Nextera recipe requires 7-dark cycles 
to skip the constant region before reading index2. 
   
   AATGATACGGCGACCACCGAGA (index2primer) 
   P5 Flowcell Cluster primer-->        Read 1 primer ---->       Index read 1 primer ---->             
   AATGATACGGCGACCACCGAGAUCTACAC        ACACTCTTTCCCTACACGACGCTCTTCCGATCT      GATCGGAAGAGCACACGTCTGAACTCCAGTCAC 
3’ TTACTATGCCGCTGGTGGCTCTAGATGTGATCTAGCGTGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA-NNN-TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGATTCCGCTTAGAGCATACGGCAGAAGACGAAC--| f/c 
 
[PE turnaround] 
 
|-AATGATACGGCGACCACCGAGATCTACACTAGATCGCACACTCTTTCCCTACACGACGCTCTTCCGATCT-NNN-AGATCGGAAGAGCACACGTCTGAACTCCAGTCACTAAGGCGAATCTCGTATGCCGTCTTCTGCTTG 3’ 
                                                                    <----  3’ TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG 
                    Read 2 primer 
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