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015RC059V0220

Library Prep Kit V2 for Illumina platforms

155 min           Library Generation
Mix 5 µl RNA and 5 µl Custom Targeted Primers.

Targeted  
First Strand 
cDNA  
Synthesis

Incubate at 85 °C for 3 min, cool to 42 - 50 °C. Skip this step for <10 ng input, FFPE, or low quality RNA.

Prepare a mastermix with 5 µl FS1x , 4.5 µl FS2x , and 0.5 µl E1  per reaction, mix well.

Add 10 µl FS1x / FS2x / E1 mix for targeted priming per reaction, mix well.
Incubate for 15 min at 42 °C (or up to 50 °C for targeted primers with a high Tm). 

 Safe stopping point.
Prepare a mastermix with 7 µl TS , 2 µl Custom Targeted Primers, and 1 µl E  per reaction, 
mix well. Targeted  

Second 
Strand cDNA 
Synthesis

Add 10 µl TS / Custom Targeted Primers / E premix per RT reaction, mix well.
Incubate 2 min at 98 °C; 60 sec at 45 - 72 °C (annealing temperature depends on the custom 
primers); 5 min at 72 °C; hold at 10 °C.  Safe stopping point.
Add 20 µl PB and 12 µl PS per reaction, mix well, incubate 5 min at RT.

Purification 
(after Targe-
ted Second 
Strand cDNA 
Synthesis)

Place on magnet for 2 - 5 min, remove and discard supernatant.

Add 40 µl EB, remove from magnet, mix well, incubate 2 min at RT.

Add 56 µl PS (or 48 µl PS for low input, FFPE, or low quality RNA), mix well, incubate 5 min at RT.

Place on magnet for 2 - 5 min, remove and discard supernatant.

Rinse the beads twice with 120 µl 80 % EtOH, 30 sec.

Dry beads for 5 - 10 min. ATTENTION: Do not let the beads dry too long!

Add 20 µl EB, remove from magnet, mix well, incubate 2 min at RT.
Place on magnet for 2 - 5 min, transfer 17 µl of the supernatant into a fresh PCR plate. 
  Safe stopping point.

70 min           Library Amplification

Prepare a mastermix with 7 µl PCR  and 1 µl E3  per reaction, mix well.

PCR

Add 8 µl PCR / E3 premix to 17 µl of each purified library.

Add 5 µl i7 primer (7001-7096, from the 96-well plate) for each reaction, mix well.

PCR: 98 °C, 30 sec
              98 °C, 10 sec
              65 °C, 20 sec      x
             72 °C, 30 sec
         72 °C, 1 min
         10 °C, ∞.  Safe stopping point.
Add 30 µl PB (or 27 µl PB for low input, FFPE, or low quality RNA) per reaction, mix well, incubate 5 min at RT. 

Place on magnet for 2 - 5 min, remove and discard supernatant.

Purification

Add 30 µl EB, remove from magnet, mix well, incubate 2 min at RT.

Add 30 µl PS, mix well, incubate 5 min at RT.

Place on magnet for 2 - 5 min, remove and discard supernatant. 

Rinse the beads twice with 120 µl 80 % EtOH, 30 sec.

Air dry beads for 5 - 10 minutes. ATTENTION: Do not let the beads dry too long!

Add 20 µl EB, remove from magnet, mix well, incubate 2 min at RT.

Place on magnet for 2 - 5 min, transfer 15 - 17 µl of the supernatant into a fresh PCR plate.

ATTENTION: Spin down solutions before opening tubes or plates!

TTENTION: If using the QuantSeq 015 first strand synthesis components (oligodT primer in FS1) or the QuantSeq 
015 second strand synthesis components for random primed second strand synthesis use the Reference Card from 
the basic kit for the respective sections. Do not forget the RNA removal step before random primed second strand 
synthesis! ATTENTION: Purification differs post targeted and random primed second strand synthesis!

determine by qPCR; see Appendix F, p.28
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