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DESCRIPTION

WizScript™ RT Master is a complete system for the efficient synthesis of
first strand cDNA from RNA templates.

WizScript™ RT Master inclueded MMLV RTase (RNase H-) which is an
RNA-dependent DNA polymerase that is used in cDNA synthesis with long
RNA templates. The lack of RNase H activity is important in this applica-
tion in that RNase H activity will start to degrade template during long
incubation times which are required for producing long cDNAs. RNase H
minus RT enables preparation of long cDNAs and libraries containing a
high percentage of full-length cDNA.

The kit is also supplied with both oligo dT and random primers. The oligo
dT anneals selectively on the poly(A) tail of mRNA. Random primers do not
require the presence of poly(A). Therefore, they can be used for transcrip-
tion of the 5-end regions of MRNA. Gene-specific primers may also be
used with the kit. The first strand of cDNA can be directly used as a
template in PCR.

KIT CONTENTS
Contents W2203
WizScript™ RT Master Tml
Oligo dT20 (50 pM) 100 pl
Random Hexamer (50 pM) 200 pl
RNase-Free Water 1ml

« RT Master mix containing WizScript™ RTase, RNase inhibitor, stabilizer
and reaction buffer containing optimized concentrations of MgCl2,
dNTPs and DTT.

APPLICATIONS

« First strand cDNA synthesis
« Fulllenth cDNA library

+ Real-time PCR

- PCR

+ DNA labeling

STORAGE CONDITIONS
Store all components at -20°C in a non-frost-free freezer.

NOTE
Do not contaminate the WizScript™ RT Master with template RNA used in
individual reactions.

QUALITY CONTROL ANALYSIS:

In accordance with Wizbiosolutions Inc. 1ISO 13485-certified Quality
Management System, each lot WizPure™ RT Master kit is tested against
predetermined specifications to ensure consistent product quality.

PROTOCOL

—

. Prepare the following mixture in a microtube.

Component Volume
RT Master mix 10 pl
Oligo dT (Random hexamer) Tul(2pl)
Template RNA* <5ug
RNase free water up to 20 pl

FQP-806-02-31 (V.1.2)

* Notes : Recommended amounts of RNA template and primers for
first-strand cDNA synthesis.
(1) RNAs: total RNA: 10 ng ~ 5 ug
poly(A)+ RNA: 1 ng ~ 500 ng

(2) Primers : Qligo dT20 : 50 pM
Random hexamer : 50 ~100 pM
Gene-Specific Primer : 15 ~ 20 pM

2. Place tube in a thermal cycler programmed as follows:
25°C /10 min.
42°C / 30 min.
85°C/ 5min.
4°C /Hold

3. Synthesized cDNA is immediately used as template for PCR or store at
-20°C. The cDNA can be diluted with TE buffer and stored at -20°C.

Notes
1. Isolation of poly(A)+ RNA from total RNA is not mandatory, however,
doing so may improve the yield and purity of the final product.

2. RNA sample must be free of contaminating genomic DNA.

3. Unlike the oligo dT priming, which usually requires no optimization, the
ratio of a random primer to RNA is critical in terms of the average length
of cDNA synthesized in the reaction. Increasing the ratio of random
primer/RNA will result in higher yield of shorter (~500 bp) cDNA, where-
as decreasing this ratio will produce longer products.

4. The synthesized cDNA should be stored at -20°C.

ORDERING INFORMATION
Product Cat No. Package
WizPure™ RT Master W2203 100 rxn
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