Single Index Completed Construct (TruSeq):

                             Read One Sequencing Primer (First)     Index Sequencing Primer (Second)
                            ACACTCTTTCCCTACACGACGCTCTTCCGATCT     AGATCGGAAGAGCACACGTCTGAACTCCAGTCAC
    P5 Flow Cell Attachment                                                                           index one P7 Flow Cell Attachment
[bookmark: _GoBack]5' AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATCT--ins--AGATCGGAAGAGCACACGTCTGAACTCCAGTCACNNNNNNNNATCTCGTATGCCGTCTTCTGCTTG 3'
3' TTACTATGCCGCTGGTGGCTCTAGATGTGAGAAAGGGATGTGCTGCGAGAAGGCTAGA--ins--TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTGNNNNNNNNTAGAGCATACGGCAGAAGACGAAC 5'



                                                                     TCTAGCCTTCTCGTGTGCAGACTTGAGGTCAGTG
                                                                    Read Two Sequencing Primer (Third)
AATGATACGGCGACCACCGAGATCT

Read One sequencing primer is hybridized on the cBot for each individual lane for HiSeq 2500 high output (8-lane) runs.
Read One sequencing primer is hybridized on the HiSeq 2500 for HiSeq 2500 rapid runs and flows across all lanes.

Index Read and Read Two sequencing primers are hybridized on the HiSeq for both HiSeq 2500 rapid (2-lane) and high output (8-lane) runs and flow across all lanes.

Dual Indexed Completed Construct (Nextera):

    I5 Index Sequencing Site (Third)*  Read One Sequencing Primer (First)    i7Index Sequencing Primer (Second)
   AATGATACGGCGACCACCGAGA              TCGTCGGCAGCGTCAGATGTGTATAAGAGACAG   CTGTCTCTTATACACATCTCCGAGCCCACGAGAC

    P5 Flow Cell Attachment      i5 index                                                                       i7 index  P7 Flow Cell Attachment
5' AATGATACGGCGACCACCGAGATCTACACNNNNNNNNTCGTCGGCAGCGTCAGATGTGTATAAGAGACAG-ins-CTGTCTCTTATACACATCTCCGAGCCCACGAGACNNNNNNNNATCTCGTATGCCGTCTTCTGCTTG 3'
3' TTACTATGCCGCTGGTGGCTCTAGATGTGNNNNNNNNAGCAGCCGTCGCAGTCTACACATATTCTCTGTC-ins-GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAGNNNNNNNNTAGAGCATACGGCAGAAGACGAAC 5'



                                                                   GTCTCGTGGGCTCGGAGATGTGTATAAGAGACAG
                                                                               Read Two Sequencing Primer (Fourth)


Read One sequencing primer is hybridized on the cBot for each individual lane for HiSeq 2500 high output (8-lane) runs.
Read One sequencing primer is hybridized on the HiSeq for HiSeq 2500 rapid (2-lane) runs and flows across all lanes.

Index Read One [i7] and Read Two are hybridized on the HiSeq for both HiSeq 2500 rapid (2-lane) and high output (8-lane) runs and flow across all lanes.

[i5] Second Index Read is not actually a hybridized sequencing primer.  The turn around chemistry begins with the regeneration of the 
second strand after read one and i7 read but before read two.  The first part of this procedure occurs, followed by SBS sequencing of the i5 index.  
The first seven cycles of this read are “dark” (i.e. no imaging is done) and the next eight cycles are collected as normal data with imaging.  
Therefore, a custom primer for this sequence cannot be used.


IMPORTANT NOTICE:  We cannot mix custom sequencing primers with standard sequencing primers as interactions between primers
may cause problems with sequencing.  Therefore, if you wish to run a custom read one sequencing primer you may do so as a single lane on a HiSeq2500 high output run.
All other custom sequencing primers (index one, i7 index one and read two) require you to run a full flow cell.
Also, a read one custom sequencing primer on the HiSeq 2500 rapid run requires you to run a full flow cell.
