Annealing TruSeq adaptors

Adaptor Annealing Protocol 

Creates 100ul of 15uM indexed adaptor duplex

1. Resuspend adapter oligonucleotides at a concentration of 100 μM in standard 1mM EDTA solution

2. Mix 15ul of 100uM TruSeq indexed adaptor with 15u1 of 100uM universal adaptor

3. Add 70ul of annealing buffer

4. Anneal oligos an a thermal cycler with the following program: a. 2 min at 95 ̊ C 

 140 cycles of 20 sec at 95 ̊C (decrease temp 0.5 ̊ C every cycle) 

5. Hold at 4C

6. Freeze annealed adaptors in 10ul aliquots at -80C

1X TruSeq Annealing buffer:

10 mM Tris-HCl, pH 7.9 

0.1 mM EDTA, pH 8.0 

50 mM NaCl 

For 50ml:

0.5ml 1M Tris-HCl, pH 7.9
0.01 ml 500mM EDTA

0.5ml 5M NaCl

49ml H20

Optimal index pools:

Some sequencing experiments require the use of fewer than 12 index sequences in a lane with a high cluster density. In such cases, a careful selection of indexes is required to ensure optimum cluster discrimination by having different bases at each cycle of the index read. Illumina recommends the following sets of indexes for low-level pooling experiments.

Pool of 2 samples: 

Index #6 GCCAAT 

Index #12 CTTGTA

 Pool of 3 samples: 

Index #4 TGACCA 

Index #6 GCCAAT 

Index #12 CTTGTA

Pool of 6 samples:

Index #2 CGATGT 

Index #4 TGACCA 

Index #5 ACAGTG 

Index #6 GCCAAT 

Index #7 CAGATC

Index #12 CTTGTA 

Pool of 12:

2, 4, 5, 6, 7, 12, 13, 14, 15, 16, 18, 19

OR

1, 3, 8, 9, 10, 11, 20, 21, 22, 23, 25, 27

Order all primers HPLC purified




Order individual indexes at 50nM scale




Universal adaptor at 2uM scale will give 150ul of 100uM oligo, enough for ~10 indices



**INDEXED ADAPTORS MUST BE ORDERED WITH 5' PHOSPHATE


** For universal adapter, place phosphorothioate bond between final C and T




Adapter Name

Sequence
Index

TS001
TruSeq Adapter, Index 1
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACATCACGATCTCGTATGCCGTCTTCTGCTTG
ATCACG

TS002
TruSeq Adapter, Index 2
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACCGATGTATCTCGTATGCCGTCTTCTGCTTG
CGATGT

TS003
TruSeq Adapter, Index 3
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACTTAGGCATCTCGTATGCCGTCTTCTGCTTG
TTAGGC

TS004
TruSeq Adapter, Index 4
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACTGACCAATCTCGTATGCCGTCTTCTGCTTG
TGACCA

TS005
TruSeq Adapter, Index 5
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACACAGTGATCTCGTATGCCGTCTTCTGCTTG
ACAGTG

TS006
TruSeq Adapter, Index 6
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGCCAATATCTCGTATGCCGTCTTCTGCTTG
GCCAAT

TS007
TruSeq Adapter, Index 7
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACCAGATCATCTCGTATGCCGTCTTCTGCTTG
CAGATC

TS008
TruSeq Adapter, Index 8
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACACTTGAATCTCGTATGCCGTCTTCTGCTTG
ACTTGA

TS009
TruSeq Adapter, Index 9
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGATCAGATCTCGTATGCCGTCTTCTGCTTG
GATCAG

TS010
TruSeq Adapter, Index 10
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACTAGCTTATCTCGTATGCCGTCTTCTGCTTG
TAGCTT

TS011
TruSeq Adapter, Index 11
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGGCTACATCTCGTATGCCGTCTTCTGCTTG
GGCTAC

TS012
TruSeq Adapter, Index 12
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACCTTGTAATCTCGTATGCCGTCTTCTGCTTG
CTTGTA

TS013
TruSeq Adapter, Index 13
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACAGTCAACAATCTCGTATGCCGTCTTCTGCTTG
AGTCAA

TS014
TruSeq Adapter, Index 14
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACAGTTCCGTATCTCGTATGCCGTCTTCTGCTTG
AGTTCC

TS015
TruSeq Adapter, Index 15
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACATGTCAGAATCTCGTATGCCGTCTTCTGCTTG
ATGTCA

TS016
TruSeq Adapter, Index 16
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACCCGTCCCGATCTCGTATGCCGTCTTCTGCTTG
CCGTCC

TS018
TruSeq Adapter, Index 18 
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGTCCGCACATCTCGTATGCCGTCTTCTGCTTG
GTCCGC

TS019
TruSeq Adapter, Index 19
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGTGAAACGATCTCGTATGCCGTCTTCTGCTTG
GTGAAA

TS020
TruSeq Adapter, Index 20
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGTGGCCTTATCTCGTATGCCGTCTTCTGCTTG
GTGGCC

TS021
TruSeq Adapter, Index 21
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGTTTCGGAATCTCGTATGCCGTCTTCTGCTTG
GTTTCG

TS022
TruSeq Adapter, Index 22
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACCGTACGTAATCTCGTATGCCGTCTTCTGCTTG
CGTACG

TS023
TruSeq Adapter, Index 23
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACGAGTGGATATCTCGTATGCCGTCTTCTGCTTG
GAGTGG

TS025
TruSeq Adapter, Index 25
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACACTGATATATCTCGTATGCCGTCTTCTGCTTG
ACTGAT

TS027
TruSeq Adapter, Index 27
5’ GATCGGAAGAGCACACGTCTGAACTCCAGTCACATTCCTTTATCTCGTATGCCGTCTTCTGCTTG
ACTGAT

TS-UA
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGACGCTCTTCCGATC*T



PCR amplification primers




MC703.TruSeq.p1
caagcagaagacggcatacgaga



MC704.TruSeq.p2
aatgatacggcgaccaccgagatc



OR




p1
CAAGCAGAAGACGGCATACGAGAT



p2
AATGATACGGCGACCACCGAGATCTACACTCTTTCCCTACACGA


