
VeriScriptTM Reverse Transcriptase
Product number 78070
VeriScript Reverse Transcriptase (M-MLV Reverse Transcriptase 
RNase H minus) is functionally tested in RT-PCR.
Brief protocol for first-strand reaction 
VeriScript Reverse Transcriptase, 5X VeriScript RT Reaction  
Buffer, and 0.1 M DTT may be used in the following protocol 
to convert RNA into cDNA:
Add the following components to an RNase-free microcen-
trifuge tube on ice. Prepare a master mix for more than one 
reaction.

Total RNA 10 pg to 5 μg (or 10 pg to 500 ng polyA RNA)
Oligo dT primer or 50-100 pmol
Random primer or 100-150 pmol
Gene specific primer 10-20 pmol
10 mM dNTP mix 1 μl 
Water, PCR qualified to 12 μl

Incubate at 65°C for 5 minutes, then place on ice.
Collect the contents of the tube by brief centrifugation and add:

5X VeriScript RT Reaction Buffer 4 μl
0.1 M DTT 2 μl
RNase Inhibitor (40 units/μl)–optional 1 μl
VeriScript Reverse Transcriptase (200 units/μl) 1 μl
Total volume 20 μl

Note: If less than 1 ng of RNA is used, reduce the amount of 
VeriScript RT to 0.25 μl (50 units) and add nuclease-free water 
to a 20 μl final volume.
Incubate at 42°C for 30-60 minutes. If random primers are 
used, incubate at 25°C for 5 minutes before the 42°C incuba-
tion. Heat inactivate reverse transcriptase at 70°C for 15 
minutes. 
Use cDNA in downstream applications or store at -20°C. 

For RT-PCR, 1 to 2 μl of cDNA from first-strand reaction is typi-
cally added as a template to PCR. Amplification of some PCR 
targets (>1 kb) may require the removal of the RNA comple-
mentary to the cDNA. To remove RNA template incubate 
product with 1 μl RNase H (5 units/μl) at 37°C for 20 minutes, 
followed by enzyme inactivation at 65°C for 10 minutes.
Brief protocol for PCR
The following is a standard PCR protocol for use with USB Taq 
DNA Polymerase. The concentrations of Taq Polymerase, MgCl2, 
primers, and the cycling conditions may need to be optimized, 
depending on the desired result. The volume of the RT reaction 
should not exceed 10% of the total volume of the PCR reaction 
for optimal results. Add the following components to a PCR 
tube on ice. For more than one reaction, prepare a master mix.

10X PCR Buffer 5 μl
10 mM dNTP mix 1 μl
10 μM Forward Primer 1 μl
10 μM Reverse Primer 1 μl
25 mM MgCl2 0 to 8 μl
Taq DNA Polymerase (5 units/μl) 0.25 μl
cDNA 2 μl
Water, PCR qualified to 50 μl

Mix well. If the thermal cycler does not have a heated lid, then 
overlay with 50 μl of mineral or silicone oil to prevent evapora-
tion. Spin briefly.
General cycling guidelines:

Initial denaturation 95°C for 1 minute
Repeat next three cycles 25-35 times.
Denature 95°C for 30 seconds
Anneal 55°C for 30 seconds
Extend 72°C for 1 minute
Final extension 72°C for 3 minutes

After cycling, maintain the reactions at 4°C or store at -20°C 
until ready for analysis.
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