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I. Total RNA and first strand primer(s) 

II. cDNA systhesis in reaction comprising dUTP 

III. Cleave at the dl) site (UDG plus reagent 
that cleaves the backbone at the abasic site 

IV. Degrade the RNA input 

V. Purification 

VI. Hybridize first adapter with 3' overhang 
comprising random sequence 

VII. Second strand synthesis with DNA 
polymerase 

VIII. Polish end with T4 polymerase (optional) 

IX. Purification (optional) 

X. Ligase second adapter 

XI. Purification 

XII. PCR with primers suitable for sequencing 
platform with or without bar coding (optional) 

FIG. 3 

(57) Abstract: The invention provides methods and compositions, in­
cluding kits, for the construction of directional nucleic acid libraries. 
The invention further provides methods and compositions for the amp­
lification and sequencing of directional cDNA libraries. 
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