ThruPLEX® HV UDI Protocol-At-A-Glance

Introduction

ThruPLEX HV UDI kits contain unique dual-indexed PCR primers for amplification of indexed Illumina®-
compatible NGS libraries. These primers can be used in ThruPLEX HV products. These kits contain indexed PCR
primers and together offer up to 96 unique dual indexes for multiplexing up to 96 samples. The indexed PCR
primers are supplied pre-dispensed in 96 well plates and are available in two formats: one set of 96 unique dual
indexes (Cat. Nos. R400738) and a set of 24 unique dual indexes (Cat. No. R400739) that represents a subset of
Cat. No. R400738. Each dual index is provided in sufficient amounts for single uses.

All indexes have been functionally validated to work with Illumina sequencing systems (e.g., MiSeq®,
NovaSeq™, MiniSeq™, NextSeq®, and HiSeq® platforms) using two or four channel chemistry for base calling.
They have not been validated with systems using one-channel chemistry.

List of Components
Store all components at —20°C.

Name Cat. No. Concentration Volume/well UDIs

ThruPLEX HV UDI 1-24* R400739 6.25 puM/oligo 12 pl UDI 001-024
12.5 uM/oligo pair

ThruPLEX HV UDI Set A R400738 6.25 pM/oligo 12 UDI 001-096

12.5 pM/oligo pair

*The indexes in the ThruPLEX HV UDI 1-24 are a subset of the ThruPLEX HV UDI Set A.
General considerations

A. Best Practices
e We do not recommend subjecting the ThruPLEX HV UDI kits to more than four freeze/thaw
cycles.
e Prior to use, remove PCR plates containing the desired unique dual indexes from the freezer and
bring to the benchtop. Let thaw for 10 min at room temperature, then spin in a tabletop centrifuge
to bring the contents to the bottom of the wells.

B. Product Compatibility
The ThruPLEX UDI kits are designed for use with ThruPLEX HV library preparation kits. Please refer to
the Kkit-specific user manual for instructions on using the indexed PCR primers provided in the ThruPLEX
HV UDI kits. Compatible library preparation Kits are listed below:

e ThruPLEX DNA-Seq HV (Cat. Nos. R400740 and R400741)
e ThruPLEX Tag-Seq HV (Cat. Nos. R400742 and R400743)

NOTE: The ThruPLEX HV UDI kits are NOT compatible with previous versions of ThruPLEX Kkits,
including the ThruPLEX DNA-Seq, ThruPLEX Tag-Seq, and ThruPLEX Plasma-Seq kits. They are
ONLY compatible with the ThruPLEX “HV” kits. If you have additional questions about compatibility,
please contact technical support.

(022720)

takarabio.com Page 1 of 6
Takara Bio USA, Inc.


http://www.takarabio.com/

ThruPLEX® HV UDI Protocol-At-A-Glance

Multiplexing and Index Pooling

It is important to select appropriate indexes that are unique and meet the Illumina-recommended
compatibility and color balance requirements. The UDIs should be chosen from a minimum number of
columns to achieve greater color balance.

Low plexity (2-8 samples)

For low-plex pooling involving between two and eight samples per sequencing run, follow the guidelines
in lllumina's Index Adapters Pooling Guide (Illumina, Document #1000000041074-v8) and as shown in
Figure 1 on the next page. Pool libraries of plexity 2—-8 down a column. Do not pool libraries across a
row. For example, for a plexity of 2, use U001-U002 (green box); for a plexity of 3, use U001-U003
(blue box); and so on. Any combinations of UDIs from the same column is acceptable. For example, for a
plexity of 2, U001-U002 or U007-U008 is valid. For a plexity of 4, U001-U004 or U005-U008 is valid.

Higher plexity (>8 samples)
If pooling more than eight samples, use UDIs from multiple columns. For example, for a plexity of 9,
U001-U009 or U001-U004 + U009-U013 is valid.
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Figure 1. Index map and multiplexing strategy for ThruPLEX HV UDI Set A (Cat. No. R400738). For multiplexing
libraries of plexity > 2, we recommend pooling indexes down a column (as shown in the example given in the colored boxes). Do
not pool libraries across rows if processing less than 8 samples per sequencing run.
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V.

ThruPLEX HV UDI Sequences

The ThruPLEX HV UDI are 8-nt long and employ the “IDT for Illumina UD indexes” i5 and i7 dual index
sequences (Table I). An .xlIsx file containing a full list of these indexes (ThruPLEX HV UDI Index Map) can be
downloaded from our website.

Table I. ThruPLEX HV UDI sequences.

Index i7 bases for i5 bases for sample sheet i5 bases for sample sheet
sample sheet (MiSeq, NovaSeq, HiSeq (MiniSeq, NextSeq, HiSeq
2000/2500 3000/4000

U002 TTATAACC GATATCGA TCGATATC

uoo4 AAGTCCAA TATGAGTA TACTCATA

U006 GCTTGTCA GAACATAC GTATGTTC

uoos TGGATCGA GTGCGATA TATCGCAC

uo10 GACCTGAA TTGGTGAG CTCACCAA

U012 CTCTCGTC TATAACCT AGGTTATA

U014 TTGGACTC GGAAGCAG CTGCTTCC

U016 AATCCGGA CTACAGTT AACTGTAG

uo18 CGGCGTGA GCGCCTGT ACAGGCGC

U020 GCACGGAC GTCTCGCA TGCGAGAC

U022 AACGTTCC GGAGTACT AGTACTCC

U024 ATGAGGCC GTTAATTG CAATTAAC

U026 GTCGGAGC GGTTATAA TTATAACC

U028 TCCAACGC TTGGACTT AAGTCCAA

U030 TTACAGGA TGACAAGC GCTTGTCA

U032 AATGCCTC TCGATCCA TGGATCGA

U034 CGTTAGAA TTCAGGTC GACCTGAA
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Index i7 bases for i5 bases for sample sheet i5 bases for sample sheet
Name sample sheet (MiSeq, NovaSeq, HiSeq (MiniSeq, NextSeq, HiSeq
2000/2500) 3000/4000)
U036 GATTCTGC GACGAGAG CTCTCGTC

U038 CTACGACA GAGTCCAA TTGGACTC

U040 CGGACAAC TCCGGATT AATCCGGA

U042 GCGCAAGC TCACGCCG CGGCGTGA

uo44 GGAGCGTC GTCCGTGC GCACGGAC

U046 GCAATGCA GGAACGTT AACGTTCC

uo48 ACCTTGGC GGCCTCAT ATGAGGCC

U050 GCGCTCTA GCTCCGAC GTCGGAGC

U052 GGTGAACC GCGTTGGA TCCAACGC

U054 TGGTGGCA TCCTGTAA TTACAGGA

U056 GAATGAGA GAGGCATT AATGCCTC

U058 CATAATAC TTCTAACG CGTTAGAA

U060 AGCTCGCT GCAGAATC GATTCTGC

U062 TAAGGTCA TGTCGTAG CTACGACA

U064 CCATTCGA GTTGTCCG CGGACAAC

U066 GTGTCGGA GCTTGCGC GCGCAAGC

U068 CCTTCACC GACGCTCC GGAGCGTC
N I
U070 ATTGTGAA TGCATTGC GCAATGCA
I
uo72 GTCTACAC GCCAAGGT ACCTTGGC
N I
U074 TGGCCGGT TAGAGCGC GCGCTCTA
N
U076 GACGTCTT GGTTCACC GGTGAACC
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Index i7 bases for i5 bases for sample sheet i5 bases for sample sheet
Name sample sheet (MiSeq, NovaSeq, HiSeq (MiniSeq, NextSeq, HiSeq
2000/2500 3000/4000

uo78 CATAGAGT TGCCACCA TGGTGGCA

U080 GTGAATAT TCTCATTC GAATGAGA

u082 GGTCACGA GTATTATG CATAATAC

U084 TCATCCTT AGCGAGCT AGCTCGCT

U086 GAACCGCG TGACCTTA TAAGGTCA

U088 TCTGTTGG TCGAATGG CCATTCGA

U090 CGCTATGT TCCGACAC GTGTCGGA

U092 ACGCACCT GGTGAAGG CCTTCACC

U094 CGTCTGCG TTCACAAT ATTGTGAA

U096 CTAGCGCT GTGTAGAC GTCTACAC

(022720)

takarabio.com Page 5 of 6
Takara Bio USA, Inc.


http://www.takarabio.com/

ThruPLEX® HV UDI Protocol-At-A-Glance

Contact Us
Customer Service/Ordering Technical Support
tel: 800.662.2566 (toll-free) tel: 800.662.2566 (toll-free)
fax: 800.424.1350 (toll-free) fax: 800.424.1350 (toll-free)
web: takarabio.com web: takarabio.com
e-mail: ordersUS @takarabio.com e-mail: techUS@takarabio.com

Notice to Purchaser

Our products are to be used for research purposes only. They may not be used for any other purpose, including, but not limited to, use in drugs, in vitro diagnostic
purposes, therapeutics, or in humans. Our products may not be transferred to third parties, resold, modified for resale, or used to manufacture commercial products or to
provide a service to third parties without prior written approval of Takara Bio USA, Inc.

Your use of this product is also subject to compliance with any applicable licensing requirements described on the product’s web page at takarabio.com. It is your
responsibility to review, understand and adhere to any restrictions imposed by such statements.

©2020 Takara Bio Inc. All Rights Reserved.

All trademarks are the property of Takara Bio Inc. or its affiliate(s) in the U.S. and/or other countries or their respective owners. Certain trademarks may not be
registered in all jurisdictions. Additional product, intellectual property, and restricted use information is available at takarabio.com.

This document has been reviewed and approved by the Quality Department.
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