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Components

Volume

RT buffer 4ul
10mM dNTP mix 1
Oligo-dT primers (10uM) 1l
Or Random Hexamer (10puM)

Template RNA 5ug
RT Enzyme 1 pl (1 unit/50 pl reaction)
RNase/DNase free distilled water up to 20 pl
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cDNA synthesis 45-65°C (47°C recommended)
60 minutes

Inactivation 95°C 10 minutes
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Reverse Transcriptase (CN: KPG-RT)
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Reverse Transcriptase (CN: KPG-RT)

product introduction :

Many viruses use RNA as their genome. In the
replication cycle, these viruses use an enzyme called
Reverse Transcriptase (RT) to convert their RNA into
DNA. In the laboratory, this enzyme is used to
convert RNA to DNA, which is called Complementary
DNA (cDNA) for many purposes. This enzyme lacks
heat tolerance in the virus and in the wild model. On
the other hand, in order to convert the purified RNA
into cDNA, its coils must be opened under a certain
temperature and exposed to the RT enzyme.
Therefore, heat-resistant RT enzymes are very
suitable for this purpose.

The wild form RT enzyme also has RNase property,
which must be removed in the industrial form and
used in the laboratory.

Application:

e Convert RNA to cDNA

* Used in cDNA synthesis kit

® Used in One-step mastermix

Storage buffer

Tris-HCI (pH 8.1) 20 mM, EDTA 0.1 mM, 2ME

8 mM, stabilizers and 58% glycerin

quality control:

1 microliter of genomic RNA was incubated with 10 units of RT
in 50 microliter test buffer containing 1.5 mM MgCI2 for 16
hours at 65°C, and the RNA was observed without degradation.
Using the RT enzyme manufactured by Karmania Parsgen
Company, cDNA synthesis was performed at temperatures of
45 to 65 degrees Celsius and the following results were
obtained:

As it is clear in the picture, the synthesis of cDNA was
carried out at temperatures of 45 to 65 degrees Celsius, and
the enzyme tolerates temperatures above 60 degrees Celsius
well, and the quality of conversion did not decrease.

Thermal stability:

10 units of the enzyme were incubated at 95 degrees Celsius for
30 minutes and then used in the PCR reaction, and at the end,
the PCR product was analyzed by electrophoresis and
confirmed the stability of the enzyme at high temperature.

Proposed protocol for cDNA synthesis

Use the following instructions as a general guideline:

Components

Volume

RT buffer aul
10mM dNTP mix 1pl
Oligo-dT primers (10uM) 1l
Or Random Hexamer (10uM)

Template RNA 5 ug
RT Enzyme 1 pl (1 unit/50 pl reaction)
RNase/DNase free distilled water up to 20 pl

Recommended temperature program:

cDNA synthesis 45-65°C (47°C recommended)
60 minutes

Inactivation 95°C 10 minutes
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