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Workflow for purification  
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DNA shearing  
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Bioanalyser results  
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Bioanalyser results  
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Bioanalyser results  
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Step 1: End repair and Adenylation  

  

•  In PCR tubes, strip tubes, or plates, prepare the reaction mix 

•  Add 32µL fragmentised DNA 

•  Add 18µL Nextflex End repair & adenylation buffer/Enzymemix 

•  Gently pipette the entire volume up and down 10 times.  

 

•  Place the samples in a thermo cycler and run the following program. 

•  Without lid on for the first 20 minutes (22°C) and 20 minutes (72°C) 
with the lid back on  
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Step 1: DNA Fragmentation/ End repair  
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Step 1: DNA Fragmentation/ End repair  
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Step 2: Adaptor ligation  

  

•  Bring the NEXTflex Ligase mix to room temperature, vortex 
NB!! Do not spin down 

•  Add 47.5 µL Nextflex Ligation Mix 

•  Add 2.5µL Nextflex DNA Barcodes Adaptor (according to the 
Adaptor table) 

•  Gently pipette the entire volume up and down 10 times. 

Place the samples in a thermo cycler and run the following 
program. With out lid on. 
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Clean up 
Size	selection	and	clean-up	using	SPRI	Beads	
SPRI	=	Solid	Phase	Reversible	Immobilization 

Ratio of SPRI beads to sample determines size cut off 
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Purification  

50µL 

dNTP 

dNTP 
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Step 3: Adaptor ligation clean up 

Size	selection	and	clean-up	using	SPRI	Beads	
SPRI	=	Solid	Phase	Reversible	Immobilization 

Ratio of SPRI beads to sample determines size cut off 

Low cutoff - 35µL AMPure Beads  

High cut off -12µL AMPure Beads  
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Size selection 

32µL 

9µL 
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AMPure Beads  
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Step 4: PCR amplification  

•  Prepare the PCR reaction mix ligated DNA to a new 
PCR tube  

•  Transfer 20µL Adaptor ligated DNA to a new tube  

•  Add 30µL PCR master mix to each sample  

•  Gently pipette up and down 10 times  

Amplify using PCR   
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Step 5: Adaptor ligation clean up 

Size	selection	and	clean-up	using	SPRI	Beads	
SPRI	=	Solid	Phase	Reversible	Immobilization 

Ratio of SPRI beads to sample determines size cut off 
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Measure the concentration of DNA 
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Bioanalyser profile  
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Illumina  
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Adaptor:  “	TruSeq	–style”	indexed	adaptors	
 

           5'AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGAC
         
                      GCTCTTCCGATCT  

         
         CGAGAAGGCTAG 

3’GTTCGTCTTCTGCCGTATGCTCTATGTAGCCACTGACCTCAAGTCTGCACA 

 

T	 A	
A+
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Cluster  
 

Clusters in a contained 

Environment (no need for clean 
rooms) 

Sequencing performed in the flow 
cell on the clusters 
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Single index  
S
ingle-Indexed

S
equencing

O
verview

SequencingDual-IndexedLibrarieson the HiSeq 5

Single-IndexedSequencingOverview

Single-indexed sequencing includes one Index Read following Read 1.

Figure 1 Single-Indexed Sequencing

Read 1
Read 1 follows the standard Read 1 sequencing protocol using reagents provided in
the TruSeq SBS Kit. The Read 1 sequencing primer is annealed to the template strand
during the cluster generation process on the cBot.
} When sequencing dual-indexed Nextera libraries, you must use the sequencing
primer provided in the TruSeq Dual Index Sequencing Primer Box, HP10, which
is used on the cBot in place of HP6. For more information, see the cBot User Guide,
Part # 15006165.

} When sequencing single-indexed TruSeq LT/v2 libraries or dual-indexed TruSeq
HT libraries, you can use either HP6 or HP10.

Index Read Preparation
The Read 1 product is removed and the Index 1 (i7) sequencing primer is annealed to
the same template strand, producing the Index 1 (i7) Read.
} When sequencing dual-indexed Nextera libraries, you must use the appropriate
sequencing primer provided in the TruSeq Dual Index Sequencing Primer Box,
HP12, which is used in place of HP8.

} When sequencing single-indexed TruSeq LT/v2 libraries or dual-indexed TruSeq
HT libraries, you can use either HP8 or HP12.

Index 1 (i7) Read
Following Index Read preparation, the Index 1 (i7) Read is performed.
} When sequencing single-indexed libraries, the Index Read consists of seven cycles
of sequencing.

} When sequencing dual-indexed libraries (Nextera or TruSeq HT), the Index Read
consists of eight cycles of sequencing.

Read 2 Resynthesis
The Index Read product is removed and the original template strand is used to
regenerate the complementary strand. Then, the original template strand is removed
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Barcoding and pooling  
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De-Multiplexing  
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