appliedbiosystems QUICK REFERENCE

TagPath™ 1-Step Multiplex Master Mix

Catalog Numbers A28521, A28522, A28523, A28525, A28526, and A28527
Pub. No. MANOQO14389 Rev. B.O

Note: For safety and biohazard guidelines, see the “Safety” appendix in the TaanthW 1-Step Multiplex Master Mix User Guide

(Pub. No. MANO0014269). Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves.

Contents and storage

Product Cat. No. Amount Storage

A28521 1x0.5mL

TagPath™ 1-Step Multiplex Master Mix (No ROX™) A28522 5x1mL
A28523 1x10mL

-30°C to -10°C

A28525 1x0.5mL

TaqPath™ 1-Step Multiplex Master Mix A28526 5x1mL
A28527 1x10mL

General guidelines

This quick reference provides simplified instructions for using the Taanthm 1-Step Multiplex Master Mix and the Taanthm 1-Step
Multiplex Master Mix (No ROX ) for performing gene expression assays or detecting RNA virus targets.

The Taanthm 1-Step Multiplex Master Mix contains MUSTANG PURPLE dye as a passive reference dye (absorption 647 nm, emission
654 nm).

The Taanthm 1-Step Multiplex Master Mix (No ROXTM) does not contain a passive reference dye.

For detailed instructions and ordering information for additional products, see the Taanthm 1-Step Multiplex Master Mix User Guide (Pub.
No. MAN0014269).

* Mix the master mix thoroughly to ensure that the solution is homogenous before use.

e If preparing a reaction mix, scale all components except the template according to the number of reactions to be performed. Include

10% overage to account for variations in pipetting.
¢ For Fast real-time PCR systems, use 20 uL reaction volumes for each well.

¢ For Standard real-time PCR systems, use 50 pL reaction volumes for each well.
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Prepare the reaction mix

1. Thaw all reagents on ice.

2. Calculate the total volume required for each reaction component according to the following table.

Fast systems Standard systems
Component . . Notes
(20-pL reaction) (50-uL reaction)
TagPath™ 1-Step Multiplex Master Mix 5uL 12.5 uL -
(4X)
Up to four user-defined assays 1 pL/assay 2.5 plL/assay Use primer concentrations of 150-900 nM and a
(primers and probe)"! probe concentration of 100-250 nM.
RNA Sample Variable Variable Use as much sample as needed, up to the
maximum allowed by the reaction volume.
RT-PCR Grade Water Variable Variable Fill to the total reaction volume.
Total volume per reaction 20 pL 50 uL —_

01 Potential a[ssa)]/s include the TagMan™ Assay Mix, FAM™ dye (20X); TagMan™ Assay Mix, VIC™ dye (20X); TagMan™ Assay Mix, ABY™ dye (20X); and TagMan™ Assay Mix,
JUN™ dye (20X).

3. Working on ice, add the components directly to each well of an optical reaction plate.

4. Cover the reaction plate with an optical adhesive cover and invert the plate 3-5 times, making sure that the contents of the wells are
moving back and forth between the seal and the bottom of the wells to ensure proper mixing.

IMPORTANT! The TagPath™ 1-Step Multiplex Master Mix is a 4X formulation and is more viscous than most master mixes. Ensure
that all of the components are thoroughly mixed in all the wells before proceeding. It has been observed that inverting the plate gives
more uniform mixing across the reaction plate than vortexing.

5. Centrifuge the plate at 150 x g (1000 rpm) for 1 minute to collect the contents at the bottom of the wells and eliminate air bubbles.

Run the RT-real-time PCR plate

Run the plate on an Applied Biosystemsm real-time PCR instrument. See the appropriate instrument user guide for detailed instructions to
program the thermal cycling conditions or to run the plate.

1. In the real-time PCR system software, open the plate document or experiment that corresponds to the reaction plate.

See the following table for the thermal cycling conditions.

Step Stage Cycles Temperature Time for Fast systems Time for Standard systems
UNG incubation 1 1 25°C 2 minutes 2 minutes
Reverse transcription!! 2 1 53°C 10 minutes 10 minutes
Polymerase activation(? 3 1 95°C 2 minutes 2 minutes
95°C 3 seconds 15 seconds
Amplification 4 40
60°C 30 seconds 1 minute

(1 Reverse transcription works best between 48°C and 55°C.
2l Required for RT inactivation, initial denaturation, and to activate the DNA polymerase.

2. Verify the appropriate reaction volume is selected for your experiment.

3. Select the passive reference dye.

Option Description

MUSTANG PURPLE™ TagPath™ 1-Step Multiplex Master Mix

None TagPath™ 1-Step Multiplex Master Mix (No ROX")
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4. Load the reaction plate into the real-time PCR system.

5. Start the run.

Guidelines for analysis

1. View the amplification plot, and modify as needed.
¢ Set the baseline and threshold values.

* Remove outliers from the analysis.
2. In the well table or results table, view the C; values for each well and for each replicate group.

3. (For standard curve experiments) View the standard curve for the following items:

¢ Slope * Y-intercept
¢ Amplification efficiency e C,values
e R2values e Qutliers
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For descriptions of symbols on product labels or product documents, go to thermofisher.com/symbols-definition.
The information in this guide is subject to change without notice.
DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, THERMO FISHER SCIENTIFIC INC. AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT,
PUNITIVE, MULTIPLE, OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.
Revision history: Pub. No. MAN0014389

Revision Date Description
B.0 30 October 2019 ¢ Updated for general style and formatting.

¢ Added thermal cycling conditions for standard reactions.

e Corrected recommended primer concentrations for RT-real-time PCR reaction
mix.

A0 8 February 2016 New document.

Important Licensing Information: These products may be covered by one or more Limited Use Label Licenses. By use of these products, you accept the terms and conditions of all
applicable Limited Use Label Licenses.

©2019 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. TagMan is a
registered trademark of Roche Molecular Systems, Inc., used under permission and license.
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