
GeneScribe™ T7 RNA Probe Kit
Product Number 78440
Brief Protocol
The GeneScribe™ T7 RNA Probe Kit labels and 
transcribes DNA templates containing a T7 promoter in 
as little as 30 min. Linear, double-stranded templates 
may be prepared by restriction digestion, PCR 
amplification or annealing of an oligonucleotide having  
a T7 promoter. Restriction-digested templates may 
have a 5'-overhang or blunt end. A 3'-overhang should 
be avoided or may be made blunt with the USB  
Blunt-IT™ Repair Kit (PN 78420).
Protocol
The following protocol applies to a 25 µl reaction.
1. Thaw all the reagents. Keep the buffer, DTT and water 

at room temperature. Place the NTP Mix on ice.
2. The reaction should be assembled at room 

temperature, not on ice, in order to prevent the 
spermidine present in the reaction buffer from 
precipitating the template DNA.

3. In a microfuge tube, add the following components 
in sequential order at room temperature to a total 
volume of 25 µl:

  Water to 25 µl
  Template 0.5-1.0 µg
  5X Transcription Buffer 5 µl
  75mM ATP 1.25 µl
  75mM CTP 1.25 µl
  75mM GTP 1.25 µl
  7.5mM UTP*  1.25 µl
  Radiolabeled UTP** 10-50 µCi
  DTT 2.5 µl
  T7 Enzyme Mix 2 µl

Important Notes:
 * Depending on the radioactive or non-radioactive 

NTP to be used, dilute the corresponding 
unlabeled NTP (for example, UTP) 10-fold in the 
supplied water to a final concentration of 7.5mM. 
Otherwise, cold UTP may be omitted to obtain 
highest specific activity of the synthesized RNA.

 ** Alternatively, dye-labeled or non-radioactive 
nucleotides may be used. It is advisable to adjust 
the ratio of labeled UTP to unlabeled UTP for 
optimal results.

 • For larger reaction volumes, the reaction 
components may be scaled-up proportionately. 

 • Ensure reactions are mixed thoroughly by pipetting 
or gentle vortexing followed by a brief spin in a 
microcentrifuge (DO NOT KEEP ON ICE).

4. Incubate at 37°C for 30 minutes up to one hour.
5. Degrade DNA template by adding 1 µl of DNase I  

(PN 14367). Incubate at 37°C for 15 minutes. 
6. Purify the RNA according to a standard protocol, 

such as gel purification. Alternatively, perform  
phenol:chloroform extractions. 

7. Perform ethanol precipitation. Briefly dry the RNA 
pellet and resuspend in the required amount of TE 
Buffer or RNase-free Water. Store the RNA at -80°C.

 Note: Avoid over-drying the RNA pellet. Unlike DNA 
pellets, excessively dry RNA pellets may be difficult 
to resuspend. If the RNA has to be subsequently 
used for end-labeling, avoid ammonium acetate 
precipitation, as ammonium ions strongly inhibit  
T4 Polynucleotide Kinase activity.
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