poly(A)+ RNA selection

p EmmE
Gppp ammn
PPP ILLT]
HO .

Terminator exonuclease

Gppp ammn
PPP [LLY]
HO [TT Y]

RNA 5' polyphosphatase

Gppp ammn

p
HO [T Y]

T4 RNA ligase addition of 5'-adapter (DNA/RNA) with BpuE | site

Gppp TTT]
p ammm
HO [T Y]

| First strand cDNA synthesis with random primers |

| Alkaline hydrolysis of RNA |

| Second strand synthesis with 5-adapter primer (DNA) with BpuE | site |

| Digestion with BpuE | |

Gel-purification

Addition of sequencing adapters and amplification

lllumina sequencing

Figure S12. Outline of the protocol for generation of
5'-triphosphate-end-enriched library for RNA-seq.



