wwwireal-biotech.com

RB c Real Biotech Corporation

If's the Joy ofDr'scovery 13F.-2, No.33, Sec. 1, Minsheng Rd., Banqgiao City, Taipei County 220, Taiwan, R. Q. C.
Tel: +886 2 2950 9000 Fax: +886 2 2950 0505

PairFast™ One-Step qRT-PCR Kit (For Probe System)

Description

PairFast™ One-Step qRT-PCR Kit (For Probe System) is especially designed for the reverse transcription
and real-time PCR amplification of a specific target RNA from either total RNA or mRNA within 22 minutes.
PairFast™ One-Step qRT-PCR Kit (For Probe System) combines the first-strand cDNA synthesis (reverse
transcription) reaction and real-time PCR reaction (For Probe System) in the same tube, simplifying reaction
setup and reducing the possibility of contamination. This one-tube system provides sensitive, quick, precise

and reproducible analysis of gene expression.

This kit consists of two major components: PairFast™ Reverse Transcriptase and Real-Time PCR Master
Mix (For Probe System). PairFast™ Reverse Transcriptase is an unique enzyme, different from the reverse
transcriptases of Moloney Murine Leukemia Virus (MMLV) or Avian Myeloblastosis Virus (AMV). As a
version of mutated MMLV, PairFast™ Reverse Transcriptase is genetically engineered to increase half-life,
reduce RNase H activity, increase thermal stability, increase specificity of RT, provide more full-length
product and lead to the highest cDNA yield of all RTs. PairFast™ Reverse Transcriptase is ideal for cDNA
synthesis using a gene-specific primer, random primer, or either total RNA or poly(A)+-selected RNA primed
with oligo(dT). PairFast™ Real-Time PCR Master Mix (For Probe System) is highly sensitive and optimized
for use with any real-time PCR cycler using sequence-specific probes format. Since RBC SuperTag®
HotStart DNA Polymerase activates only after heating, it prevents the formation of mis-primed products and

primer-dimers at low temperature during gPCR setup and the initial gPCR cycle.

This optimized PairFast™ One-Step gqRT-PCR Kit (For Probe System) contains all the factors needed for
reverse transcription and real-time PCR amplification. Real-time RT-PCR can be done quickly and easily by
simply adding template RNA, probe and primers into the tube. This one-step system not only eliminates any
nonspecific amplification products and reduces background smear, but also ensures highly sensitive and
reproducible gRT-PCR. Since it's a one-tube system, both cDNA synthesis and qPCR amplification can be

processed in a single tube. The simple procedure makes high-throughput analysis possible.

Features

e Rapid, precise detection and quantification of RNA targets with probe-based qPCR within 22 minutes.
e Highly-sensitive detection of low copy numbers of target genes, as few as 10 copies of RNA template.
e One-tube system provides sensitive, quick, precise and reproducible analysis of gene expression.

e Both cDNA synthesis and real-time PCR amplification can be processed in a single tube.
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Specifications

Cat. No. Product Name Specification

PairFast™ One-Step qRT-PCR Kit 2X PairFast™ One-Step qRT-PCR Master Mix
RR181 (For Probe System) (For Probe System): 1.25ml

100 reactions Sterilized ddH,0: 2ml

PairFast™ One-Step qRT-PCR Kit 2X PairFast™ One-Step qRT-PCR Master Mix
RR181S | (For Probe System), Sample (For Probe System): 125l

10 reactions Sterilized ddH,O: 200ul

Content

2X PairFast™ One-Step gRT-PCR Master Mix (For Probe System) Contains:
e PairFast™ Reverse Transcriptase

e RBC SuperTag® HotStart DNA Polymerase

e RBC Tagman real-time PCR buffer

o dNTP mix including dATP ~ dCTP ~ dGTP ~ dTTP

e 5mM MgCl,

Quality Control
PairFast™ One-Step gRT-PCR Kit (For Probe System) is functionally tested in One-Step RT-qgPCR with 10

copies of viral RNA as the template, resulting in a standard curve with a calculated qPCR efficiency of

95-110%, and a dynamic range of 8 orders of magnitude.

Applications
e |deal for a number of gene expression applications, including infectious disease surveillance.

e Detection of gene regulation.

Shipping and Storage Conditions
PairFast™ One-Step gqRT-PCR Kit (For Probe System) is shipped on dry ice and should be stored
immediately upon receipt at -20°C in a constant temperature freezer. With proper storage, this kit can be

stored for up to 12 months without showing any deduction in performance and quality.

2

©2020 Real Biotech Corporation. All rights reserved.
For research use only. Not intended for any animal or human therapeutic or diagnostic use.



wwwireal-biotech.com

RB c Real Biotech Corporation

If's the Joy ofDr'scovery 13F.-2, No.33, Sec. 1, Minsheng Rd., Banqgiao City, Taipei County 220, Taiwan, R. Q. C.
Tel: +886 2 2950 9000 Fax: +886 2 2950 0505

Protocol

General Reaction Conditions

Our protocol is for a reaction size of 25ul. This protocol serves only as a guideline for real-time RT-PCR

amplification. Optional reaction conditions may vary and must be individual determined.

1. Add the following components to a sterile microtube on ice:

Component Volume/ Reaction Final Concentration
2X PairFast™ One-Step gRT-PCR Master Mix 12.5 pl 1X
Forward Primer (5-10uM) Variable 0.6-1.0uM
Reversed Primer (5-10uM) Variable 0.6-1.0uM
Probe (5-10uM) Variable 0.1-1.0uM
Template RNA (100-200ng) 2-5ul
Sterilized ddH,O Add to 25.0pl

2. Mix above components thoroughly by pipetting up and down and dispense the 25ul of mixture into PCR
tubes or plates.

3. PCR tubes are kept on ice until the real-time thermal cycle has reached 45 C.

4. Suggested reaction parameters are as below.

Segment Number of Cycles Temperature Time
1% 1 45°C 5 minutes
2 1 95C 1 minute
95C 3 seconds
3 40
60°C 20 seconds
* Segment 1 is for Reverse Transcription.

5. Place the PCR tubes or PCR plates in the thermal cycle and start the real-time RT-PCR program.

Notes
1. Use disposabile tips containing hydrophobic filters to minimize cross-contamination.
2. This product is developed, designed and sold for research use only. Not for use in diagnostic or

therapeutic procedures.
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