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APPENDIX B
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APPENDIX D

TagMan® Drug Metabolism Genotyping Assays
(TagMan® MGB probes, FAM™ and VIC® dye-labeled)

Assay ID: C_26201809_30
rs: 776746

Chemical and reagents

1. TagMan® Drug Metabolism Genotyping Assays Mix
Applied Biosystems USA

2. TagMan® Genotyping Master Mix
Applied Biosystems USA

Apparatus

1. MicroAmp Optical 96-well reaction plate
MicroAmp Optical Adhesive Film kit

Vortex mixer

B _eh g

Real-Time PCR system (Applied Biosystems 7500) USA

Supplies
1. Disposable gloves
2. Pipette tip 10 mcL (White) Scientific Plastics USA

3. Micropipette 10 mcL Eppendorf Germany

Overview

TagMan® Drug Metabolism Genotyping Assays consist of a 20X mix of
unlabeled PCR primers and TagMan® MGB probes (FAM™ and VIC® dye-labeled).
These assays are designed for the allelic discrimination of specific Single Nucleotide
Polymorphisms (SNPs) and insertion/deletions (indels). Each assay enables scoring of
both alleles of a biallelic polymorphism in a single well. All assays are optimized to work
with TagMan® Universal PCR Master Mix No AmpErase® UNG (P/N 4324018)1 and with
genomic DNA. These products utilize the modified thermal cycling parameters

described below in Table B.
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Procedure

To prepare the reaction components for one reaction refer to the table below.
The ABI PRISM® 7900HT Sequence Detection System uses 5 mcL in a 384 well plate.
The Applied Biosystems 7300 and 7500 Real-Time PCR System and ABI PRISM® 7000

Sequence Detection System use 25 mcL reactions in a 96 well plate.

Table A. Allelic Discrimination PCR Reaction

Reaction Components Volume/Well (10 mcL volume reaction) * | Final concentration
TagMan® Universal PCR Master 5 mcL 1X
Mix (2 X)
20 X TagMan® Drugmetabolism 0.5 mcL 11X

Genotyping Assay Mix

Genomic DNA (20 ng/mcL) ** 1 mcL -
aH,o 3.5 meL .
Total 10 mcL -

* If different reaction volumes are used, amounts should be adjusted accordingly.
** 3-20 ng of genomic DNA per well. All wells on a plate should have equivalent amounts

of genomic DNA.

Table B. Thermal Cycler Conditions

Times and Temperatures

Initial Steps Denature Anneal/Extend
HOLD 50 CYCLES
10 min 95 °C 15sec 92°C 90 sec 60 'C

T Note: If using TagMan® Universal Master Mix (P/N 4304437), add a 2 min @ 50°C
HOLD step prior to the initial 10 min @ 95°C HOLD step.

Storage

Store between -15°C and -20°C; minimize freeze thaw cycles.
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