
Frequently Asked Questions

Prep2Seq™ DNA Library Prep Kit for Illumina® & Prep2Seq 
Multiplex Oligo Adapters for Illumina [PN 79900 & 79800]
Prep2Seq DNA Library Prep Kit for Illumina [PN 79900]

1.	 What	platforms	are	the	Prep2Seq	Kit	compatible	with?	

The Prep2Seq DNA Library Prep Kit and the Prep2Seq Multiplex Oligo Adapters are compatible with all Illumina Next Generation 
Sequencing (NGS) platforms, including both HiSeq™ and MiSeq™.

2.	 Can	Prep2Seq	products	be	used	on	the	Ion	Torrent™	platform?	

No. Ion Torrent adapters ligate by blunt ligation. There is no A-tailing step in the Ion Torrent workflow.

3.	 How	is	the	NGS	DNA	library	prep	workflow	reduced	with	the	Prep2Seq	Kit	compared	to	alternative	chemistries?

The Prep2Seq Kit uses a special NGS enzyme mix that combines end repair and A-tailing into a single step. In addition, the 
accompanying NGS 2X buffer is also conducive for the subsequent ligation reaction, eliminating extra cleanup steps in the 
workflow. 

4.	 How	does	the	Prep2Seq	Kit	increase	Illumina	adapter	ligation	efficiency?

Prep2Seq uses a special NGS enzyme mix that is designed to increase the formation of A-tailed fragments, resulting in a bias for 
Illumina T-tailed adapters.

5.	 Can	the	Prep2Seq	Kit	be	used	for	targeted	NGS?	

While the kit does not contain the components required for target enrichment, it can be applied to targeted workflows. For 
example, the Prep2Seq Kit is compatible for library prep upstream of the Illumina® TruSeq® Custom Enrichment Kits. 

6.	 Does	the	Prep2Seq	Kit	come	with	Illumina	in-line	controls?	

No. These controls are optional and for troubleshooting purposes only. Bioanalyzer validation and PCR techniques can also be 
applied to confirm successful library preparation. 

7.	 Can	the	Illumina	in-line	controls	be	used	with	the	Prep2Seq	Kit?	

Yes. While not provided with the kit, the controls can be added to the reaction and used to assess successful library preparation in 
the Illumina Sequencing Analysis Viewer (SAV). 

8.	 Can	the	Prep2Seq	Kit	be	used	with	less	than	100	ng	DNA	input?	

While the protocol recommends DNA inputs from 100 ng to 1 µg, it is possible to use less. We recommend dialing back adapter 
concentration for lower inputs to prevent adapter dimers, which should be determined empirically.

9.	 Do	I	have	to	do	gel	based	size	selection	with	the	Prep2Seq	Kit?	

No. Standard bead-based cleanup and size selection techniques can be applied (i.e., Agencourt® AMPure® beads or SPRIselect™ 
reagent from Beckman® Coulter).

10.	Can	paired-end	sequencing	be	performed	on	Prep2Seq	libraries?	

Yes. Paired-end sequencing can be performed with Prep2Seq libraries using either adapters purchased from Affymetrix or Illumina.
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11.	Is	a	PCR	enrichment	step	required	after	Prep2Seq	library	preparation?	

The libraries generated do not require PCR amplification to enable cluster generation, although PCR might be necessary to 
meet input yield requirements. Apply the same primers and conditions as Prep2Seq products as outlined in Illumina’s standard 
instructions. We recommend pairing these instructions with a high-fidelity PCR mix designed to minimize GC bias. 

12.	Have	Prep2Seq	products	been	functionally	validated	in	NGS	on	the	Illumina	platform?

Yes. Prep2Seq libraries were sequenced on an Illumina HiSeq 2500 and gave at least equivalent results compared to TruSeq for 
important library preparation metrics including: total reads, % mapped reads, GC content, and genome-wide coverage. 

Prep2Seq Multiplex Oligo Adapters for Illumina [PN 79800]

13.	How	can	Prep2Seq	Multiplex	Oligo	Adapters	for	Illumina	be	purchased?	

The adapters can be purchased separately from the Prep2Seq Kit. PN 79800 1 KT is used for Index Adapter Set 1 which includes 
Illumina adapter sequences 1–12 and PN 79800 2 KT is used for Index Adapter Set 2 which includes Illumina adapter sequences 
13–27 (excludes 17, 24, 26).

14.	Are	the	Prep2Seq	Multiplex	Oligo	Adapter	sequences	available?	

These are available upon request by contacting our technical support team (USBtechsupport@affymetrix.com). 

15.	Are	Prep2Seq	Multiplex	Oligo	Adapters	for	Illumina	methylated?	

No. In order to perform methylation sequencing, bisulfite treatment can be applied upstream of Prep2Seq library preparation. 

16.	Are	the	Prep2Seq	Multiplex	Oligo	Adapters	for	Illumina	single-	or	dual-indexed?	

The adapters contain a single index and are supplied as 1–12 and 13–27 per Illumina’s numbering scheme. This enables the 
potential to multiplex up to 24-plex.

17.	Can	the	Prep2Seq	Kit	be	used	with	dual-indexed	adapters	for	the	Illumina	platform	(purchased	from	an	alternative	
supplier)?

Yes. The Prep2Seq Kit is compatible for library preparation with dual-indexed adapters purchased from an outside supplier, provided 
the adapters are compatible with the Illumina platform.


