WO 2014/150931 PCT/US2014/024581

1/11
I. Hybridize primer to NA (RNA) first strand prime

5' 3

Il. Primer extension incorporating dU

D — Y Y ,
3

lll. Degrade template NA and treat primer extension products with UNG and cleave
to generate fragments of desired size range with blocked 3'-ends

)_5' )_ 5! )_ 5'

IV. Anneal first adaptor comprising a 3'-overhang comprising random sequence at the
3'-end and sequence A (one exemplary fragment shown)

AV 5| P

V. Extend hybridized 3'-end of the of adaptor along the fragment comprising a blocked
3'-end generated in step Il with a DNA polymerase

e 5P

Double stranded fragments with an appended sequence A

VI. Ligate a second adaptor comprising sequence B

5'_._._X ........... '»V— 3
v Insert ——
B
\ J
Y

Strand specific product with defined
sequences, A and B, at the 5' and 3'-ends
of the insert(s) respectively

FIG. 1A



WO 2014/150931 PCT/US2014/024581

2/ 11
I. Hybridize primer to NA (RNA) first strand prime
5' 3
Il. Primer extension incorporating dU
Ll Ll Ll
5| < ~ L Ay 3'

lll. Degrade template NA and treat primer extension products with UNG and cleave
to generate fragments of desired size range with blocked 3'-ends

)_5' )_ 5! )_ 5'

IV. Anneal first adaptor comprising a 3'-overhang comprising random sequence at the
3'-end and sequence A (one exemplary fragment shown)

ppp—— o'P

A
V. Extend hybridized 3'-end of the of adaptor along the fragment comprising a blocked
3'-end generated in step Il with a DNA polymerase

T e 5.5 P

Double stranded fragments with an appended sequence A

VI. Ligate a second adaptor comprising sequence B

VIl. Extend insert across ligated sequence B B

« A y
55" mm a s - 3
"‘X—‘ Insert —
X
\ J
Y

Strand specific product with defined
sequences, A and B, at the 5' and 3'-ends
of the insert(s) respectively

FIG. 1B



WO 2014/150931 PCT/US2014/024581

3/11

Il Ce v s 3

\_V_J
A

FIG. 2



WO 2014/150931 PCT/US2014/024581

4/11

I. Total RNA and first strand primer(s)

II. cDNA systhesis in reaction comprising dUTP
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platform with or without bar coding (optional)
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