PrimeScript™ i
Reverse Transcriptase

Size:
Conc.:

Code No.2690A 10,000U

200U/ l

Supplied Reagent:

5X PrimeScript Il Buffer 500 ul

Description:

PrimeScript Il Reverse Transcriptase (RTase) yields high-quality cONA with
the least amount of background at standard reaction temperature (42°C)
that doesn't cause RNA degradation because of its prominent primer
use efficiency and addition of accessory protein, which resolves RNA
secondary structure to inhibit cDNA synthesis and prevents RT-primer
dependent mis-priming. The accessory protein completely inhibits
non-specific extension reaction caused by reverse transcriptase on ice,
thus the inhibition of long-strand cDNA synthesis doesn't occur even if

it takes a while to start reverse transcription reaction after the reaction
mixture was prepared. The synthesized cDNA can be used for many
experiments such as 2nd-strand synthesis, hybridization, endpoint

and quantitative PCR, and also this enzyme is particularly suitable for
applications that require high-quality cDNA such as construction of
full-length cDNA library and so on.

Storage buffer:
20mM  Tris-HCl,pH7.8
100mM  Nacl
TmM EDTA
TmM DTT
1% Tween 20 (v/v)
50%  Glycerol (v/v)
Storage: -20°C
Source:

Purified from an £. coli strain expressing a recombinant enzyme.

Unit definition:

One unit is the amount of the enzyme that incorporates 1 nmol of [3H]
dTTPin 10 minutes at 37°C, with poly (rA)-oligo (dT)12-18 as the
primer-template.

Reaction mixture for unit definition :

50mM  Tris-HCl,pH 8.3
75mM  KCl
8mM  MgCly
10mM DTT
20 pg/ml (rA)n-(dT)12-18
0.5mM [PH]dTTP
0.1% NP-40

Quality Control Data:
Please see the Certificate of Analysis (CoA) for each lot. You can download
the CoA on Takara Bio website.

Applications:

First-strand cDNA synthesis
« Preparation of cDNA probe
+ RT-PCR

Composition of Supplied Reagent :
5X PrimeScript Il Buffer (for cDNA synthesis )

250mM  Tris-HCl, pH 8.3
375mM  Kd
15mM  MgCl;

Standard protocol for 1st-strand cDNA synthesis :

1.

w

*1

Prepare the following mixture in a microtube.

Oligo dT primer 50 pmol
(or Random primer (6 mers) 50 pmol (20 - 100 pmol™))
(or Gene specific primer 2 pmol)
dNTP Mixture (10 mM each) 1 ul
Template RNA total RANA=5 g2 mRNA=1 ug
RNase free dH>0 upto 10 ul

. Heatat 65°C for 5 min and coolimmediately on ice.

. Prepare the reaction mixture by combining the following to a total

volume of 20 ul.

Template RNA/Primer mixture 10 ul

5X PrimeScript Il Buffer 4 ul

RNase Inhibitor 20U

PrimeScript Il RTase 200U

RNase free dH,0 upto20 ul
. Mix gently.

. Perform the reaction under the following condition.

30°C
42(-50)°C"3

10 min (Only when Random 6 mersis used.)
30-60min

. Heatat 70°C for 15 min and cool onice.

For the use of random primer, use 20 - 50 pmol in case of cDNA
synthesis for strand length more than 2 kb, on the other hand, use
50- 100 pmol in case of cDNA synthesis for quantitative PCR.

*2  The amount of total RNA should be less than 1 L gin case of cDNA

synthesis for quantitative PCR.

*3  PrimeScript Il RTase shows powerful extension ability even if the

template RNA has a strong secondary structure. Therefore, it is
generally recommended to perform the RT reaction at 42°C with this
enzyme. However, in case of RT-PCR, if the reverse primer for PCR

is used as a RT primer, nonspecific products may be amplified due

to mispriming. In such a case, it is recommended to perform the RT
reaction at45-50°C.

The obtained reactant can be used for 2nd-strand synthesis reaction or as
atemplate for PCR.

PrimeScript is a trademark of Takara Bio Inc.

Note

This product is for research use only. It is not intended for use in
therapeutic or diagnostic procedures for humans or animals. Also, do
not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale
or transfer, or used to manufacture commercial products without
written approval from Takara Bio Inc.

If you require licenses for other use, please contact us by phone at
+81 77 565 6972 or from our website at www.takarabio.com.

Your use of this product is also subject to compliance with any
applicable licensing requirements described on the product web
page. It is your responsibility to review, understand and adhere to
any restrictions imposed by such statements.

All trademarks are the property of their respective owners. Certain
trademarks may not be registered in all jurisdictions.
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Takara Bio Inc. website : https://www.takarabio.com
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