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PrimeRT™ First Strand cDNA Synthesis Premix

(with gDNA Clean)

User’s Instruction

Description

PrimeRT™ First Strand cDNA Synthesis Premix (5×) contains engineered
reverse transcriptase with multi-point mutation by molecular evolutionary technology,
which greatly improves the stability and efficiency of reverse transcription. PrimeRT™
First Strand cDNA Synthesis Premix (5×) is an All-in-One tube reverse transcription Mix
which contains all the reagents needed for reverse transcription, including engineered
reverse transcriptase, RNase inhibitor, random primers, oligo(dT) primer, dNTP mixture,
buffer, etc. Only the template RNA and water are needed for the reaction. It makes the
synthesis of cDNA much easier and faster, especially suitable for the detection
experiment of two-step Real Time PCR after the synthesis of cDNA.

gDNA Clean can complete genome clearance and reverse transcription reaction
at the same time in one step, greatly simplifying the operation and avoiding the risk of
contamination and RNA degradation.

Kit Contents

100 T

1. PrimeRT™ First Strand cDNA Synthesis Premix (5×) 400 μl

2. gDNA Clean 100 μl

3. RNase free H2O 2 ×1 ml

Features

 The engineered reverse transcriptase has greatly improved stability and efficiency.
 With this premix, only RNA template and water are required, and the reverse

transcription can be completed in 15 min.
 The volume of template RNA can be increased to 80% of the total volume, which

is truly suitable for the reverse transcription reaction of low concentration
template RNA.

 The premix will not be frozen at -20°C, which reduces the time of thawing and
mixing.

 The premix has optimized ratio of oligo dT and N6 random primers for qPCR
detection experiment, so that the synthesis of cDNA can start from any regions of
RNA transcript with the same efficiency of reverse transcription, which
guarantees the repeatability of qPCR to the greatest extent.
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Applications

 Conventional PCR
 Real-time PCR
 Second strand cDNA synthesis
 Construction of cDNA library
 Cloning target gene

Protocol

1. Set up reverse transcription reaction as the following table:

Template RNA*
Total RNA ≤ 2 μg

mRNA ≤ 200 ng

DNase/RNase-free water Up to 15 μl

PrimeRT™ First Strand cDNA
Synthesis Premix (5×)**

4 μl

gDNA Clean** 1 μl
Note:
*To ensure the success of reverse transcription, it is recommended to use high-quality
RNA samples.
**PrimeRT™ First Strand cDNA Synthesis Premix (5×) and gDNA Clean are very
viscous and easily stuck outside the tube wall and the pipette tip, causing loss. Thus a
quick spin is required before use, and try to avoid the loss on the pipette tip. The
primex and gDNA Clean contain excessive enzymes, even if only 3.6 μl-3.8 μl of the
premix and 0.8 μl-0.9 μl of gDNA Clean are added, the performance will not be affected.

2. Mix the reaction system (gently blow several times with a pipette to fully mix or gently
mix with a vortex mixer at a lower speed), and then centrifuge to precipitate the liquid.

3. Carry out the reverse transcription reaction:
a) If the RNA template is from eukaryotic cells (such as human and mouse tissue

cells) and has poly (A) tail structure, then incubate at 42°C for 15 min.
b) If the RNA template is from prokaryotic cells (such as bacteria or virus) and has

no poly (A) tail structure, then incubate at 25°C for 10 min first, and later
incubate at 42°C for 15 min.

Note: If the template has complex secondary structure or rich GC regions, the
reaction temperature can be increased from 42°C up to 50°C, which is helpful to
increase the yield.

4. Incubate at 85°C for 5 sec to inactivate the reverse transcriptase & gDNA Clean and
terminate the reaction.

5. The synthesized cDNA can be directly used for subsequent qPCR reactions, or
frozen at -20°C for future use. For subsequent qPCR reactions, if the qPCR reaction
system is 20 μl or 50 μl, it is recommended to use 0.8 μl or 2 μl cDNA accordingly
(generally not more than 1/10 of the volume of qPCR reaction system) .
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Storage

Minimum shelf life is a year at -20°C.

Only for research and not intended for treatment of humans or animals


	PrimeRT™ First Strand cDNA Synthesis Premix
	(with gDNA Clean)
	User’s Instruction
	Description
	Kit Contents
	Features
	Applications
	Protocol
	Storage


