
Product Description
HiScript II One Step RT-PCR Kit is specially designed for end-point PCR detection that directly use RNA (e.g. virus RNA) as template. 
Using gene specific primers (GSP), the reverse transcription and PCR can be finished in one tube, requiring no additional tube opening/pi-
petting operations, which can greatly increase assay throughput and reduce the risk of contamination. Combining the superior perfor-
mance of HiScript II Reverse Transcriptase and Champagne Taq Plus DNA Polymerase designed for long fragment amplification with 
optimized buffer system, the HiScript II One Step RT-PCR Kit can amplify fragments of more than 10 kb. The kit is provided in the form of 
Master Mix. 2 × One Step Mix includes optimized buffer system and dNTPs. One Step Enzyme Mix contains proportionally optimized 
HiScript II Reverse Transcriptase, RNase inhibitor and Champagne Taq plus DNA Polymerase.

Storage
Store at -30 ~ -15℃ and transport at ≤0℃.

Applications
It is applicable for amplification reaction of animal, plant and microbial RNA.
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HiScript® II One Step RT-PCR Kit

Components

Components

RNase-free ddH2O
2 × One Step Mixa

One Step Enzyme Mixb

10 × Loading buffer

Notes
To avoid RNase contamination, please keep the experiment area clean, wear clean gloves and masks, and use RNase-free tubes and tips.
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P611-01 50 rxns 
(50 μl/rxn)

1. Mix the following components in a RNase-free centrifuge tube:
      RNase-free ddH2O

      2 × One Step Mix

      One Step Enzyme Mix

      Gene Specific Primer Forward (10 µM)

      Gene Specific Primer Reverse (10 µM)

   Template RNA*

Experiment Process

                         to 50 µl

                             25 µl

                            2.5 µl

                               2 µl

                               2 µl

   Total RNA: 1 pg - 1 µg

2 × 1 ml
2 × 625 μl 

125 μl
1.25 ml

a. It contains dNTPs.
b. It contains RNase inhibitor, HiScript II Reverse Transcriptase, and Champagne Taq plus DNA Polymerase. 

▲

*

The reaction volume can be adjusted according to the experimental needs, and the dosage of each component needs to be adjusted correspondingly in 
equal proportion.
Template RNA  denaturation helps to open secondary structure, which can greatly improve the production of first strand cDNA. For cDNA fragments >5 kb, 
the template RNA should be denatured separately before the above steps: heat at 65℃ for 5 min, immediately quench on ice, and stand on ice for 2 min 
before being used as template to prepare the reaction system.
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2. Perform One Step RT-PCR reaction under the following conditions
For fragments ≤5 kb
      

For fragments >5 kb
      30 min 

     3 min

   10 sec 

1 min/kbc

     5 min

      Hold

30 - 35 cycles}

30 min

3 min

30 sec

30 sec

0.5 - 1 min/kbc

5 min

Hold

 30 - 35 cycles}

 50℃a

       94℃

       94℃

       55 ~ 72℃b

       72℃

       72℃

       4℃

    50℃a

       94℃

       94℃

       68℃b

       72℃

       4℃

3. Evaluate the PCR products by agarose gel electrophoresis.

a. 
b. 

c. 

For template with complex secondary structure or high GC-content, the temperature can be increased to 55℃, which will benefit the yield.
The temperature for annealing is usually 1 ~ 2℃ low than the Tm of the primers. For fragments >5 kb, it is recommended to use long primers with Tm values 
between 68 ~ 70℃, and combine annealing/elongation temperature to 68℃, which can significantly improve amplification specificity. 
For fragments <5 kb, extension time should be set to at least 20 sec/kb, and for fragments >5 kb, at least 1 min/kb. Generally speaking, longer extension 
time is helpful to increase the amplification yield.

*All trademarks are the property of their respective trademark owners. Some trademarks are not registered in all administrative regions.
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