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New changes to the first strand synthesis protocol!

 � The  safe stopping point after reverse transcription, i.e., after step 4  has been re-
moved! – continue directly to RNA removal or second strand synthesis (for target specific 
second strand synthesis) after reverse transcription of the libraries. Do not place samples on ice 
and do not store samples at this point. Cooling the samples below room temperature at this 
point can cause mishybridization.

 � When storing libraries at -20 °C safe stopping points, ensure the samples are thawed 
and equilibrated to room temperature before re-starting the protocol. This is particu-
larly critical before purification steps. Cooler temperatures may negatively affect yields and 
enhance the presence of unwanted side products.

 � Do not cool the FS2x / E1 mastermix (step 3 ) but pre-warm for 2 - 3 minutes at 42 °C. 
Have the RNA / FS1x samples at 42 °C when adding the pre-warmed FS2x / E1 master-
mix (step 4 ). Any drop in temperature can cause mishybridization. Mix properly. Do 
not forget to shortly spin down the samples at room temperature before and after adding the 
FS2x / E1 mastermix. Commence the 42 °C incubation for 15 minutes (or 1 hour for low input 
RNA (≤10 ng)).

Target-Specific Reverse Transcription (p.13):
1. For low quality, degraded, and FFPE RNA denature the RNA / Custom Targeted Primer mix for 

only 30 seconds at 85 °C in step 2  .

OligodT Primed Reverse Transcription (p.14):
1. For low quality, degraded, and FFPE RNA prepare a mastermix containing 5 μl FS1x, 5 µl dT,  

4.5 μl FS2x, and 0.5 μl E1. Mix well, spin down, and pre-warm at 42 °C on a thermocycler for 
2 - 3 minutes.

2. Bring your RNA samples to room temperature while the mastermix is pre-warming.
3. Spin down the pre-warmed  FS1x / dT / FS2x / E1 mastermix and add 15 μl to each RNA 

sample. Mix, seal the plate or strip-tubes, spin down briefly at room temperature, and then  
commence the 42 °C incubation for 15 minutes (or 1 hour for low input RNA (≤10 ng)).
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