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@ cDNA synthesis /Ligate adapter / PCR amplification GeNAS
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1st strand cDNA synthesis with random hexamer
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2nd cDNA synthesis with random hexamer
Incorporates dUTP instead of dTTP
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End repair, adenilation
Adapter ligation
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Amplify with High-fidelity Taq Total 2day
Strand selective amplification
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ScriptSeq v2

500 pg to 50 ng rRNA-depleted or poly(A)* RNA

¥ (AAAA)
Fragment RNA
Random Hexamer with 3' NNNNNN e—
Tagging Sequence Tagaing Anneal cDNA Synthesis Primer
Sequence
Synthesize cDNA
3~ g— NNNNNN\ 3!~ g— NNNNNN\ (AAAA)
Remove RNA
3 I 5
Terminal-Tagging Oligo (TTO) - Anneal TTO
3-end blocked 5" mm— NNNNNX eal 11C
) Synthesize DNA
' mmmm— NNNNNX
3 - 5
Purify cDNA
Di-tagged cDNA 3 S S
—.
PCR Primers ~— \ Amplify by PCR
Index/Bar Code {optional) ' Total 1 d ay
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Adaptor-tagged RNA-Seq library
for directional sequencing

http://www.arb-ls.com/products/scriptseq_v2_rna_seq_library_preparation_kit/
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Poly(A )RNA selection or rRNA removal
Random fragmentation by sonication

AAAAAAAA

l Phosphatase treatment and

Polynucleotide Kinase treatment

Pre-adenylated 3’ linker ligation

N

)T
App

‘ 5’ linker ligation

4’

Reverse transcription reaction

RT primer
PCR and size selection (AMPure beads)

l ~N Total 3day

Sequencing by lllumina GAllx, HiSeq2000, HiSeq2500
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TruSeq stranded

ScriptSeq

umina - Transformed means
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RIKEN Cove rage evenness

A:RNA ligase base
B: TruSeq Stranded
C: ScriptSeq
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RNA ligase base : 0.90
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