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AccessQuick™ RT-PCR System

Cat.# Size
A1700 10 reactions
A1701 20 reactions
A1702 100 reactions
A1703 500 reactions

Description: AccessQuick™ RT-PCR System(@b) is provided in quantities sufficient for 10-500 one-tube RT-PCR reactions
of 50ul each. Primers and templates are required to perform the reactions. Contains one of the following:

Cat.# A1700

Part No. Component Size
A170A AccessQuick™ Master Mix (2X) 250yl
A261B AMV Reverse Transcriptase 100u (5u/pl)
P119A Nuclease-Free Water 1,250p
Cat.# A1701

Part No. Component Size
A170A AccessQuick™ Master Mix (2X) 2 x 250yl
A261B AMV Reverse Transcriptase 100u (5u/pl)
P119A Nuclease-Free Water 1,250p!
Cat.# A1702

Part No. Component Size
A170B AccessQuick™ Master Mix (2X) 3 x 1ml
A261A AMV Reverse Transcriptase 500u (5u/pl)
P119A Nuclease-Free Water 2 x1,250p
Cat.# A1703

Part No. Component Size
A170C AccessQuick™ Master Mix (2X) 12.5ml
A261C AMV Reverse Transcriptase 2,500u (5u/pl)
P119C Nuclease-Free Water 25ml

Storage Conditions: Store the AccessQuick™ RT-PCR System at —20°C. Avoid multiple freeze-thaw cycles and exposure
to frequent temperature changes.

Quality Control Assays

This batch of product meets the following quality control release testing criteria:
Functional Testing

These reagents have been tested in RT-PCR. 2.5 zeptomoles (approximately 1,000 copies) of template RNA, 1.2kb
Kanamycin Positive Control RNA (Cat.# C1381), was amplified using the Upstream and Downstream Control Primers sup-
plied in the Access RT-PCR System (Cat.# A1250). The resulting 323bp DNA product was detected by ethidium bromide
staining following agarose gel electrophoresis.

Nuclease Contamination

The components of this system are tested for RNase and DNase contamination using a tritiated substrate assay. No contami-
nating RNase or DNase activities were detected.

@Use of this product for basic PCR is outside of any valid US or European patents assigned to Hoffman La-Roche or Applera. This
product can be used for basic PCR in research, commercial or diagnostic applications without any license or royalty fees.
(RT-PCR reactions at temperatures above 45°C are covered by U.S. Pat. Nos. 5,817,465 and 5,654,143 and European Pat. No.
0568 272.
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PRODUCT USE LIMITATIONS, WARRANTY DISCLAIMER

Promega manufactures products for a number of
intended uses. Please refer to the product label for the
intended use statements for specific products
Promega products contain chemicals which may be
harmful if misused. Due care should be exercised with
all Promega products to prevent direct human contact.

Each Promega product is shipped with documentation
stating specifications and other technical information.
Promega products are warranted to meet or exceed the
stated specifications. Promega's sole obligation and the
customer's sole remedy is limited to replacement of
products free of charge in the event products fail to per-
form as warranted. Promega makes no other warranty
of any kind whatsoever, and SPECIFICALLY DIS-
CLAIMS AND EXCLUDES ALL OTHER WARRANTIES
OF ANY KIND OR NATURE WHATSOEVER, DIRECTLY
OR INDIRECTLY, EXPRESS OR IMPLIED, INCLUDING,
WITHOUT LIMITATION, AS TO THE SUITABILITY, PRO-
DUCTIVITY, DURABILITY, FITNESS FOR A PARTICU-
LAR PURPOSE OR USE, MERCHANTABILITY, CONDI-
TION, OR ANY OTHER MATTER WITH RESPECT TO
PROMEGA PRODUCTS. In no event shall Promega be
liable for claims for any other damages, whether direct,
incidental, foreseeable, consequential, or special
(including but not limited to loss of use, revenue or
profit), whether based upon warranty, contract, tort
(including negligence) or strict liability arising in con-
nection with the sale or the failure of Promega products
to perform in accordance with the stated specifications

© 2001-2007 Promega Corporation. All Rights
Reserved.

AccessQuick is a trademark of Promega Corporation.

All prices and specifications are subject to change
without prior notice.

Products may be covered by pending or issued
patents or may have certain limitations. Please visit
our Web site for more information.

Product claims are subject to change. Please contact
Promega Technical Services or access the Promega
online catalog for the most up-to-date information on
Promega products.
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Usage Information

Standard RT-PCR Protocol

The AccessQuick™ RT-PCR System is an easy and convenient master mix system for
setting up one-tube RT-PCR reactions. It is designed to increase the convenience of
performing RT-PCR by combining the following components in a single tube:
TfIDNA Polymerase, dNTPs, magnesium sulfate and reaction buffer. The AMV RT
enzyme is provided in a separate tube for the important, no-RT control reaction.

The AccessQuick™ Master Mix is simply added to RNA templates in reaction vials,
followed by the AMV RT and primers.

A. Prepare Reactions

Use sterile, nuclease-free tubes.

For each 50yl reverse transcription (RT) reaction, combine:

Component Volume Final Conc.
AccessQuick™ Master Mix, 2X 250 1X
Upstream Primer, 10pM 0.5-5.0l 0.1-1.0uM
Downstream Primer, 10uM 0.5-5.0pl 0.1-1.0uM
RNA Template 1-5ul 1pg-1ug
Nuclease-Free Water to a final volume of 50ul

Ensure that the AccessQuick™ Master Mix is thoroughly mixed before removing
aliquots.

Add 1pl (5u) AMV Reverse Transcriptase as the final component and mix by gentle
vortexing or pipetting.

Notes:

If working with multiple samples, a master mix may be assembled on ice by combin-
ing appropriate multiples of each of the indicated components and transferring an
aliquot of the master mix to each reaction tube. Initiate the reaction by adding the
template. Use individual pipette tips for all additions, being careful not to cross-
contaminate the samples.

For assistance in calculating melting temperatures of oligonucleotides in the
AccessQuick™ Reaction Buffer, please use the T,, Calculator at:

www.promega.com/biomath/

B. Reverse Transcription

1.
2.

Incubate the reaction tubes at 45°C for 45 minutes.
Proceed with PCR cycling.

Note:

Conditions may require optimization. We recommend 45°C for 45 minutes as a
starting point; however, efficient first-strand cDNA synthesis can be accomplished
ina 15- to 60-minute incubation at 37-45°C.

C. PCR Amplification

Denaturation

Generally, a 2-minute initial denaturation step at 95°C is sufficient. Subsequent
denaturation steps will be between 30 seconds and 1 minute.

Annealing

Optimize the annealing conditions by performing the reaction starting approxi-
mately 5°C below the calculated melting temperature of the primers and increasing
the temperature in increments of 1°C to the annealing temperature.

The annealing step is typically 30 seconds to 1 minute at 55-65°C.
Extension

The extension reaction is typically performed at the optimal temperature for 7// DNA
Polymerase, which is 68—72°C. Allow 30 seconds to 1 minute for every 1kb of DNA
to be amplified. When targeting small amplicons (<500bp) using reasonable levels
of template, this extension step may be unnecessary.

A final extension of 5 minutes at 68—72°C is recommended.

Soak Cycle

Hold the reactions at 4°C overnight. Long-term storage at —20°C is recommended.
Cycle Number

Generally, 25-30 cycles result in optimal amplification of desired products.
Occasionally, up to 40 cycles may be performed, especially for detection of low-copy
targets.
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