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Genetic variation: decoding the blueprint for biodiversity

Research on genetic variation in animals and plants has expanded our
understanding of evolution and human diseases, accelerated the pace
of drug development, and helped identify and breed agricultural traits
to improve the world’s food and fuel supply. Researchers are looking

to uncover the association between genetic makeup and phenotypes
in studies focusing on single nucleotide polymorphisms (SNPs), copy
number variants (CNVs), insertion/deletions (indels), and somatic
mutations. A genomics revolution, fueled by advances in biotechnology
tools, has significantly increased the rate at which we are able to obtain
and analyze data to better understand biodiversity.

We're at the forefront of this revolution, and our reagents, Applied
Biosystems™ TagMan™ Assays, and Applied Biosystems™ platforms for
genetic variation analysis, are the preeminent real-time PCR tools for
variation research.

Coupled with Applied Biosystems™ capillary electrophoresis, and lon
Torrent™ DNA sequencing systems, we offer a complete solution for
genetic analysis research, from discovery to confirmation.

TagMan Assays for analyzing genetic variation

TagMan Assays comprise preoptimized PCR primer
pairs and one or two probes (depending on product
family) for allelic discrimination or quantitative real-time
PCR (gPCR). Each assay contains:

e An unlabeled PCR primer pair

e An Applied Biosystems™ TagMan™ probe with a
FAM™ or VIC™ dye label on the 5" end, and a minor
groove binder (MGB) and nonfluorescent quencher
(NFQ) on the 3" end

TagMan Assays are used to amplify and detect
specific variants in target genomic DNA (gDNA). Figure
1 depicts the Applied Biosystems™ TagMan™ SNP
Genotyping Assay process. Real-time PCR using
TagMan Assays is based on the 5" nuclease activity of
Tag DNA polymerase.

Here’s how it works:

1. TagMan probes hybridize to the target DNA between
the two unlabeled PCR primers. Signal from the
fluorescent dye on the 5" end of a TagMan probe
is quenched by the NFQ on its 3" end through
fluorescence resonance energy transfer (FRET).

2. During PCR, Taq polymerase extends the unlabeled
primers using the template strand as a guide.

3. When the polymerase reaches the TagMan probe,
it cleaves the molecule, separating the dye from
the quencher. The gPCR instrument detects
fluorescence from the unquenched FAM or VIC dye.

With each cycle of PCR, more dye molecules are
released, resulting in an increase in fluorescence
intensity proportional to the amount of amplicon

synthesized.
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Figure 1. The TagMan SNP Genotyping Assay. (1) The four TagMan SNP Genotyping Assay components and the target DNA template with the
SNP alleles (in brackets). (2) The denatured DNA target and annealing of the assay components. (3) Signal generation leading to specific

allele detection.



TagMan SNP Genotyping Assays

¢ Better allelic discrimination—TagMan probes
incorporate 3" MGB technology to stabilize the
probe-template complex

¢ Minimize failures—TagMan SNP Genotyping
Assays are subject to a robust design pipeline, and
functional QC testing for human assays on 20 gDNA
samples

¢ Full-coverage assay pool—over 7 million human
SNP assays (including 160,000 validated assays
tested on four ethnic populations of 45 gDNAs each)
and over 10,000 mouse SNP assays

e Simplicity—all probes and primers are contained
in a single tube: no need to optimize probe, primer,
salt concentrations, or temperature; all assays use
universal PCR conditions

¢ Integrated run and analysis solutions— Applied
Biosystems™ instruments and associated software
help you move easily from run to results
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SNPs are heritable single-base pair variations that
occur throughout an organism’s genome. SNPs
comprise the most common form of genetic variation,
with some estimates of SNPs in a given human
genome numbering more than 10 million. SNP
genotyping plays a central role in characterizing
individuals and populations, studying disease traits in
humans and other organisms, and identifying genes
responsible for advantageous crop traits.

TagMan SNP Genotyping Assays provide a highly
flexible technology for detection of polymorphisms
within any genome. TagMan Assays have a simple
workflow and provide a quick way to generate
genotyping data (Figure 2). Based on powerful
TagMan chemistry and robust probe and primer
designs, and coupled to dependable Applied
Biosystems instruments and software, these made-
to-order assays produce high-confidence results.
TagMan Assays are ideal for genotyping applications
including association studies, candidate region or
gene analysis, and fine-mapping studies.

Figure 2. A three-cluster allelic discrimination plot generated with
TagMan SNP Genotyping Assay, C___1202883_20 (rs1801133) for
MTHFR gene.

Easy online ordering

Predesigned TagMan SNP Genotyping Assays
Find predesigned assays using our new

TagMan Assay search tool at
thermofisher.com/ordertagman

e Fasy-to-use interface with a powerful, logical search
engine

e Search by keyword (gene, SNP ID) or genomic
location

e Filter by SNP type (e.g., missense mutation, intronic,
UTR)

* \View results on a genome alignment map for easy
selection

Custom TagMan SNP Genotyping Assays
Can’t find your assay in our predesigned assay
collection? Try designing a custom assay using our
Applied Biosystems™ Custom TagMan™ Assay
Design Tool at thermofisher.com/snpcadt

° Manually enter your own custom target sequences
or upload a file for batch design

e Enter custom primers and probes you have already
designed to have us manufacture a ready-to-use
assay for you
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Figure 3. Workflow for TagMan SNP Genotyping Assays.

Simple workflow for quick results

TagMan SNP Genotyping Assays constitute the
simplest SNP genotyping technology available.

We deliver your ready-to-use SNP genotyping

assay in your choice of format: single-tube, 96- or
384-well plate (custom plating service), or Applied
Biosystems™ TagMan™ OpenArray™ plate (Figure 3).
The rest is easy. Just combine the assay with Applied
Biosystems™ TagMan™ Genotyping Master Mix or
TagMan™ Universal PCR Master Mix and your purified
DNA sample. There is no need to optimize probe,
primer, salt concentrations, or temperature, because
all assays use universal reagent concentrations

and thermal cycling conditions. After generating an
endpoint read using a thermal cycler or real-time
PCR instrument, no transfers, washes, or additional
reagents are required, and the plate remains sealed;
just read the plate and analyze the genotypes. This
helps reduce the chance of contamination, sample
mix-ups, and sample loss. The simplicity of the
chemistry allows you to easily automate the reaction
for massively parallel genotyping studies, readily
increasing the number of assays, number of samples,
or both. Additionally, the analysis software allows you
to auto-call genotypes, minimizing manual effort.

Simple data analysis

Applied Biosystems™ TagMan™ Genotyper Software
is a great resource for fast and accurate genotype
calling. It is a free SNP genotyping data analysis

tool for use with TagMan SNP Genotyping Assays
performed in 48-, 96-, or 384-well microtiter plates or
OpenArray plates.

TagMan Genotyper Software can be downloaded at
thermofisher.com/tagmangenotyper
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Predesigned TagMan SNP Genotyping Assays

Compatible Applied Biosystems™ TagMan™ Master Mix and
sample prep reagents have been developed to work in conjunction
with TagMan SNP Genotyping Assays to ensure high-quality
results.

e TagMan Genotyping Master Mix

e Applied Biosystems™ TagMan™ Sample-to-SNP™ Kit

e Applied Biosystems™ TagMan™ GTXpress™ Master Mix
® Applied Biosystems™ TagMan™ Universal Master Mix ||

The choice of which master mix to use depends on your sample
type (tissue, blood, plant, etc.), sample preparation method
(purified DNA or crude lysate), and use of fast or standard PCR

cycling. For more information, go to thermofisher.com/tagmansnp

Ordering information

Number of Number of . Human Nonhuman
25 pL rxns  Assay mix

5 pL rxns Assay type assays assays

(384-well plate) S:;:‘;e" foumsigtiog (Cat.No)  (Cat. No.)

Number of
SNPs

Predesigned TagMan SNP Genotyping Assays for Human and Mouse

Small-scale >7 million 1,500 300 40X Made-to-order 4351379 4351384
Medium-scale >7 million 5,000 1,000 40X Made-to-order 4351376 4351382
Large-scale >7 million 12,000 2,400 80X Made-to-order 4351374 4351380
Small-scale oo 1,500 300 40X Made-to-order 4331349 4332077
Medium-scale oo 5,000 1,000 40X Made-to-order 4332072 4332075
Large-scale oo 12,000 2,400 80X 4332073 4332076
Small-scale 2,700 750 150 20X Inventoried 4362691 N/A

*Over 10,000 mouse assays available.

All assays are quality-control tested using a mass spectrometer to verify sequence and yield. In addition, all human (predesigned and custom) TagMan
SNP Genotyping Assays receive a genomic functional test on first synthesis. The subsequent syntheses of already-tested human assays and all
nonhuman assays receive a fill volume check and mass spectrometry. All assays have a VIC dye-labeled probe, a FAM dye-labeled probe, and two
target-specific primers.

Go to thermofisher.com/tagmansnp to order.
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TagMan Drug Metabolism Genotyping Assays

e Excellent ADME panel coverage —target
polymorphisms in 221 genes encoding drug
metabolism enzymes and associated transport
proteins

e Simple protocol—all assays in the collection are
run under the same PCR conditions, and specific
allele detection is achieved with the Applied
Biosystems™ TagMan™ 5" nuclease chemistry

¢ Detects multiple polymorphisms —detect SNPs,
insertion/deletions (indels), and multinucleotide
polymorphisms (MNPs)

¢ Rapid receipt of order—performance-tested
assays are already in inventory, ready to ship to you.

¢ Assays match databases—assays are aligned
with allele nomenclature from public allele
nomenclature sites

Pharmacogenetics is the study of how a person’s
genetic makeup affects how he or she responds to
drugs. This research offers the promise of providing
information that will not only allow current drugs to be
dosed and delivered more effectively but also allow
the development of drugs that are specifically tailored
to treat an individual.

We offer 2,700 unique Applied Biosystems™
TagMan™ Drug Metabolism Genotyping Assays
for detecting polymorphisms in 221 genes that
code for various drug metabolism enzymes (DMEs)
and associated transport proteins. Polymorphisms
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associated with these genes may influence the rate
of drug metabolism within individuals, potentially
affecting drug efficacy and the occurrence of side
effects (Figure 4). The complex nature of these
genes have had limited research conducted because
few technologies and products could effectively
characterize these polymorphisms. All of the
assays in this collection target potentially causative
polymorphisms, including those within regulatory
elements, coding regions, and associated splice
junctions.

TagMan SNP Genotyping Assay technology
delivers superior specificity

Each TagMan Drug Metabolism Genotyping Assay
contains two allele-specific probes and a primer pair
to detect the specific SNP target. Both the probes and
primers uniquely align within the genome, enabling the
TagMan genotyping technology to provide superior
specificity. It is this specificity that allows these assays
to detect targets residing in highly homologous gene
families that may include pseudogenes.

TagMan Drug Metabolism Genotyping Assays were
developed using a high level of bioinformatics and
wet-lab stringency. The assays were designed with
information from several public SNP databases,
including recognized public allele nomenclature

sites. All assays have passed performance tests
involving 180 unique DNA samples from four different
populations.

Assay: C_27102431_D0
T T T T
T T T e R
I S S NS IO SN SO SN TR S SN SN SN O A N I
55 T T T r r r r r r r r r r r r r [ ~ r
[ e
Y R U Y Sy N S Sy N Ny Ry Ny S N U N
5.0 TH-==t==-t-==k---b---b-=-b---b-m-bomboombom bbb b
e
45 S PRIV PUNVREPUR FRIVRMPURY QSO UEY NSy Uy sy Vg NIV S Sy iy sy pspupu iy U o g
T el el ettt el e e e it Eatt el st il it et
T e e [
7o S S OO U S S Y S S SR SR U S U S
B s e it et et il el e B Al Bt mit
2 I e e e e e e
R B et et e e e e e e e e P
B I et St e e e e e e ekt St it St St Sl Sl i
= I I 1 I I I I I I I I I I I I I | | |
I PRRE VR VPR PUVRPOY 0ROy 0SS S PR SRV SRVIRY UVROY ORIy PO S S g
g 30 S S
o | L
25+ S L S S S U S S S Sy S SYEvS S S
T A S
. i R i
201 B S S e S N s et
e
N S T S S S SO NN N N I A I I
15 tr---r---t---r---r---F---rF---F~--F~-"F~~"[F~"-F~-"F~-"[~--F~--r--Tr - Toor
[ A e |
1.0 | Y I R N Sy Ny S Ny U U _——L
O T~
T e e e
PO O A O O O M U U U UM UMY U SO SN 1
e i e T i
T T T T T R

00 02 04 06 08 10 12 14 16 18 20 22 24 26 28 30 32
VIC dye

Figure 4. Allelic discrimination plots for the C__27102431_DO0 assay run on (A) 45 each African-American and Caucasian, and (B) 45 each
Chinese and Japanese gDNA samples. C__27102431_DO0 targets the CYP2D6%4,g.1846G>A polymorphism, which encodes an mRNA splicing
defect that results in a nonfunctional CYP2D6 protein. If an individual carries two nonfunctional CYP2D6 alleles, they will have the poor metabolizer (PM)

phenotype and the metabolism of numerous drugs will be impacted.



Markers relevant for drug metabolism

The Applied Biosystems™ TagMan™ DME Assay
PharmaADME Core Marker Set contains a predefined
group of TagMan Drug Metabolism Genotyping and
Applied Biosystems™ TagMan™ Copy Number
Assays, providing over 95% coverage of core markers
in 33 ADME genes identified by the PharmaADME
consortium.

This assay set greatly simplifies the study of these
key putative functional genetic ADME variants and
consists of:

e 164 DME assays for SNP and indel polymorphisms

e 14 copy number assays for copy number and hybrid
gene variants

Assay sets are delivered in individual tubes, providing
the flexibility to select a subset of assays or the entire
PharmaADME Core Marker Set.

DME Assay Index

A DME Assay Index is also available with all drug
metabolism assays. This file lists each assay along
with context sequence, location on the NCBI
assembly, the refSNP number (from dbSNP), and
the common allele nomenclature from a public allele
nomenclature site, when available.

Quick delivery, convenient format

For fast delivery, all assays in this collection have
been manufactured and placed into inventory and
are ready to ship at ambient temperature. Like other
TagMan SNP Genotyping Assays, these single-tube
products consist of two allele-specific TagMan MGB
probes (labeled with either VIC or FAM dye) and two
locus-specific primers. TagMan Drug Metabolism
Genotyping Assays are supplied as single tubes and
in 96- and 384-well plates (custom plating service).
Additionally, all products are formulated for the
small-scale reaction size: a 20X single-tube assay,
supporting 750 reactions at a 5 pL reaction size.

Optimized supporting reagents

Compatible TagMan Master Mix and sample
preparation reagents have been developed to
work in conjunction with TagMan Drug Metabolism
Genotyping Assays to ensure high-quality results:

e TagMan Genotyping Master Mix

e TagMan Universal Master Mix I

Additional information about TagMan Drug
Metabolism Genotyping Assays, including links to the
PharmaADME Core Marker Set and the DME Assay
Index, can be found at
thermofisher.com/tagmandme

TagMan Copy Number Assays

¢ Gold standard technology —extraordinary
accuracy and reliability; performance guaranteed for
all predesigned assays™

¢ Results in hours —simplest method available to
study CNV

¢ Scalable solution—automated workflow offers
optimum platform for high-throughput validation of
copy number changes

e Comprehensive assay collection—predesigned
assays for human, mouse, and common vector
marker/reporter genes

e Option for custom assays— Custom Plus and
Custom TagMan Assays for user-defined targets of
interest

CNV, initially defined as variation in copy number of
segments of DNA >1 kb in size, between individuals,
is found in all humans as well as other animals and
plants.

Copy number

CNV affects a significant portion of the genome
(approximately 12% of the human genome)

and includes deletions, duplications, and other
complex genotyping patterns. These CNVs can
influence gene expression and be associated with
specific phenotypes and diseases, as observed in
microdeletion and microduplication syndromes.

Superior chemistry and streamlined methods
offer reliable results

TagMan Copy Number Assays combine Applied
Biosystems™ TagMan™ Assay chemistry with Applied
Biosystems™ real-time PCR instruments to form a
method for obtaining specific, reproducible, and easy-
to-interpret copy number results (Figure 5). TagMan
Copy Number Assays are an ideal validation tool for
microarray or next-generation sequencing follow-up
studies and can be used to find specific targets. The
workflow can be automated so that several hundred
to thousands of samples can be processed in a single
day.

5

Copy number

gDNA

Figure 5. High specificity of TagMan Copy Number Assays. C4A and C4B represent two isoforms of the C4 gene family. The sequences for these
two genes differ in only 5 bases, but the encoded C4A and C4B proteins are functionally different. Differential detection of (A) C4A and (B) C4B is very
challenging. Shown are TagMan Copy Number Assays for C4A and C4B with the HAPMAP CEU sample set. Distinct copy number changes are observed.

(JPT/CHB and YRI data not shown.)
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Figure 6. Workflow for TagMan Copy Number Assays.
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TagMan Copy Number Assays

TagMan Copy Number Assays include predesigned
collections for both human and mouse genomes.
The human collection includes more than 1.6 million
assays for genome-wide coverage. The mouse
predesigned collection includes more than 180,000
assays targeting gene exons. Predesigned assays to
common vector marker and reporter genes are also
available for transgenic studies.

Find predesigned assays using our online TagMan
Assay search tool at thermofisher.com/cnv

Applied Biosystems™ Custom Plus TagMan™ Copy
Number Assays are an optimal solution for studying
variation in human and mouse genomic regions of
interest for which a predesigned assay is not available.
Custom Plus assays use the same bioinformatics
pipeline used to manufacture predesigned TagMan
Copy Number Assays (which includes premasking of

Feature

SNPs and repetitive sequences and assay genome
uniqueness checks) and can be generated for high-
quality genomic targets of interest using the online
Applied Biosystems™ GeneAssist™ Copy Number
Assay Tool. Standard Custom TagMan Copy Number
Assays are an option for additional targets of interest.
Unlike Custom Plus assays, standard Custom assay
designs do not go through premasking or genome
quality checks, but can be compared with the human
or mouse reference assays for compatibility in duplex
reactions.

Two Applied Biosystems™ TagMan™ Copy Number
Reference Assays are available for copy number
analysis in both human and mouse species. Note that
the reference assays are species-specific.

Predesigned TagMan Custom Plus TagMan Custom TagqMan

Copy Number Assay Copy Number Assay Copy Number Assay
Designed using copy number—specific algorithm v v v
optimized for performance
Availability limited to human and mouse assays v v
Contains TagMan FAM dye—labeled MGB probes v v v
and two unlabeled PCR primers
Targets undergo SNP and repetitive sequence v v
masking
Genome specificity check
Reference assay compatibility check v" (optional)
Assay sequences provided
Assay context sequences and genome location v v

provided

10

A simple CNV analysis workflow

TagMan Copy Number Assays have one of the
simplest workflows of all currently available CNV
analysis methods (Figure 6). The test assay (FAM
dye—labeled), the reference assay (VIC dye—labeled),
your sample DNA, and TagMan Master Mix

(TagMan Genotyping Master Mix is recommended,
with TagMan Universal Master Mix || and Applied
Biosystems™ TagMan™ Gene Expression Master Mix
also being compatible) are combined and then run on
an Applied Biosystems real-time PCR system using
standard TagMan Assay PCR conditions. On average,
setup to primary analysis takes only 3—4 hours
(including a ~2 hour PCR run).

Number of Number of
10 pL rxns 20 pL rxns
(384-well plate) (96-well plate)

Predesigned TagMan Copy Number Assays

Analysis tools and methods

TagMan Copy Number Assays are supplied in single
tubes, or the assays can be custom-plated in 96- and
384-well plates. The assay reactions are run on a real-
time PCR instrument, and the data are analyzed using
Applied Biosystems™ CopyCaller™ Software.

Additional information on TagMan Copy Number
Assays, as well as links to CopyCaller Software and
the GeneAssist Copy Number Assay Tool, can be
found at thermofisher.com/cnv

Assay mix

formulation Assay type

Small-scale 720 360 20X Made-to-order 4400291
Medium-scale 1,500 750 20X Made-to-order 4400292
Large-scale 5,800 2,900 60X Made-to-order 4400293

Custom Plus TagMan Copy Number Assays

Small-scale 720 360 20X Made-to-order 4442487
Medium-scale 1,500 750 20X Made-to-order 4442520
Large-scale 5,800 2,900 60X Made-to-order 4442488

Custom TagMan Copy Number Assays

Small-scale 720 360 20X Made-to-order 4400294
Medium-scale 1,500 750 20X Made-to-order 4400295
Large-scale 5,800 2,900 60X Made-to-order 4400296

TagMan Copy Number Reference Assays (Human)

RNase P 1,500 750 20X (1 tube) Inventoried 4403326
RNase P 6,000 3,000 20X (4 tubes) Inventoried 4403328
TERT 1,500 750 20X (1 tube) Inventoried 4403316
TERT 6,000 3,000 20X (4 tubes) Inventoried 4403315

TagMan Copy Number Reference Assays (Mouse)

Tfrc 1,500 750 20X (1 tube) Inventoried 4458366
Tfrc 6,000 3,000 20X (4 tubes) Inventoried 4458367
Tert 1,500 750 20X (1 tube) Inventoried 4458368
Tert 6,000 3,000 20X (4 tubes) Inventoried 4458369

Looking for a different formulation, scale, or label? The TagMan Custom Assay and Oligo Service can accommodate special
requests. To learn more, email specialoligos@thermofisher.com or contact your local sales representative.

Go to thermofisher.com/cnv to order.
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TagMan Mutation Detection Assays for somatic

mutation detection

¢ High specificity —mutant allele detection is
based on an allele-specific primer, while wild type
background is suppressed by the proprietary MGB
blocker oligonucleotide

¢ High sensitivity —assays can detect down to 0.1%
mutant molecules in a background of wild type DNA,
as demonstrated in spiking experiments (Figure 8)

¢ Detect multiple types of mutations —detect
single- and multiple-nucleotide mutations and
insertion/deletions (indels)

e Wide dynamic range and excellent PCR
efficiency —assays demonstrate at least 4 logs
of dynamic range and an average efficiency of
100% + 10%

¢ Fast, simple workflow —like other TagMan Assays,
typically require 3 hours from sample to results, with
minimum hands-on time

Somatic mutations can be present at low levels
against a high background of wild type sequences,
and methods used to detect and characterize
these mutations in tumor specimens need to be
highly sensitive and accurate. Methods that are
commonly used include gene sequencing (including

pyrosequencing and traditional Sanger sequencing)
and real-time PCR.

Applied Biosystems™ TagMan™ Mutation Detection
Assays were designed based on a novel competitive
allele-specific Applied Biosystems™ TagMan™
(castPCR™) technology (Figure 7), which combines
allele-specific TagMan gPCR with an allele-specific
MGB blocker oligonucleotide to effectively suppress
nonspecific amplification of the off-target allele. These
assays target mutations in 45 genes implicated in a
number of cancer models:

ABL1, AKT1, ALK, APC, ATM, BRAF, CDH1,
CDKNZ2A, CSF1R, CTNNB1, EGFR, ERBB2, ERBB4,
FBXW?7, FGFR1, FGFR2, FGFR3, FLT3, GNAS,
HNF1A, HRAS, IDH1, JAK2, JAK3, KDR, KIT, KRAS,

MET, MLH1, MPL, NOTCH1, NPM1, NRAS, PDGFRA,

PIK3CA, PTEN, PTPN11, RB1, RET, SMADA4,
SMARCB1, SMO, STK11, TP53, VHL

TaqMan Mutation Detection Assays

TagMan Mutation Detection Assays contain mutant
allele assays, which specifically detect one or more
mutant alleles, and corresponding gene reference
assays, which detect mutation-free regions of the
genes in which the target mutations reside.

Figure 7. TagMan Mutation Detection Assay types.
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Two experiment types
Mutation detection analysis requires two types of
experiments:

Detection AC, cutoff determination

A mutant allele assay and corresponding gene
reference assay are run on three or more wild type
gDNA samples that are from the same sample type
as the test samples (e.g., gDNA from FFPE tissue
samples). The AC, value is calculated for the mutant
allele assay/gene reference assay pair, for each
sample. The average AC, for all samples is then
calculated and is used to derive the detection AC,
cutoff value for the mutant allele assay.

Mutation detection

A test sample is run with one or more mutant allele
assays and a corresponding gene reference assay.
The AC, for the mutant allele assay/gene reference
assay pair is calculated, and this value is compared to
the previously determined detection AC, cutoff value
to determine the sample’s mutation status.

Simple workflow

Purified gDNA, extracted from a sample of unknown
mutation status, is run with one or more mutant allele
assays and corresponding gene reference assays. For
each real-time PCR, the gDNA is combined with:

e A TagMan Mutation Detection Assay
e TagMan Genotyping Master Mix

e (Optional) Applied Biosystems™ TagMan Mutation
Detection IPC Reagent Kit—to distinguish true
target negatives from PCR failure or inhibition

Reactions are run on a real-time PCR system using
a universal thermal cycling protocol for mutation
detection. After the run, the real-time PCR system
analysis software determines the C, for each TagMan
Mutation Detection Assay and (optional) IPC reagent
reactions. Real-time results can be exported as files
that can be opened in free Applied Biosystems™
Mutation Detector™ Software.

Ordering information

Assay

Product Size Cat. No.
type
TagMan Mutati
acivian tation 150 uL, 10X Inventoried 4465804
Detection Assays
TagMan Mutation
Detection Reference 150 pL, 10X Inventoried 4465807
Assays
TagMan EGFR Exon 19 )
) 150 pL, 10X Inventoried 4465805
Deletions Assay
TagMan Mutation
Detection IPC Reagent 1 kit Inventoried 4467538

Kit

New assays for other cancer gene mutation targets will continually be
released.

Go to thermofisher.com/castpcr for the most current list.
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Figure 8. C, differences between 0.1% mutation samples and wild type gDNA in TagMan Mutation Detection Assays. For each mutant allele
assay, 0.1% mutant allele samples were obtained by spiking cell line wild type gDNA (380 ng, ~10,000 copies) with 10 copies of mutant allele synthetic
templates. (A) Example of ampilification plot for KRAS_522_mu assay run on a 0.1% mutation sample and a wild type gDNA sample (30 ng gDNA).

(B) For a majority of the assays, there is a significant difference in amplification C values between the 0.1% mutant allele sample and wild type gDNA

(P value < 0.05).
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TagMan genotyping reagents for optimal performances

TagMan Sample-to-SNP Kit

The TagMan Sample-to-SNP Kit takes you from
biological sample to results typically in less than an
hour, without isolating DNA. The kit consists of two
parts: the Applied Biosystems™ DNA Extract All
Reagents and the TagMan GTXpress Master Mix. The
DNA All Lysis Reagents reduce prolonged procedures
for the release of real-time PCR-ready DNA to a
5-minute protocol. They are compatible with a wide
variety of samples ranging from blood to buccal
swabs to animal and plant tissues. DNA extracted
with DNA Extract All Reagents can be used with
TagMan SNP Genotyping Assays (not recommended
for other TagMan Assays).

TagMan master mixes

TagMan master mixes contain buffer, dNTPs,

passive reference dye, thermostable hot-start DNA
polymerase, and other components, and are provided
in a convenient single-vial format. They are formulated
to provide optimal results for TagMan Assays.

e TagMan Genotyping Master Mix—the TagMan
Genotyping Master Mix is optimized for end-
point fluorescence detection in SNP genotyping
applications in standard mode; the TagMan
Genotyping Master Mix provides excellent pre- and
post-PCR stability for high-throughput setup and
analysis

e TagMan GTXpress Master Mix—the TagMan
GTXpress Master Mix is designed to deliver accurate
genotyping results with robust performance in less
than 50 minutes; the TagMan GTXpress Master Mix
is also available as part of the TagMan Sample-to-
SNP Kit

Ordering information and assay compatibility

TagMan Genotyping Master Mix

Cat. No. (size)

4371355 (10 mL)’

TagMan GTXpress Master Mix

4401892 (10 mL)

TagMan SNP Genotyping Assays Tt Tt
TagMan Drug Metabolism Genotyping Assays Tt +
TagMan Copy Number Assays Tt -
TagMan Mutation Detection Assays for somatic + B

mutation detection

TOther pack sizes are available.

™ Thermo Fisher Scientific validated: We have performed extensive testing and optimization.
+Thermo Fisher Scientific demonstrated: Limited testing has been performed. We cannot guarantee optimal performance for all TagMan Assays.

—Not recommended.
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Quality service and support at every step

of your workflow

From manufacturing to follow-up —consistent reliability

TagMan Assays are designed, manufactured,
packaged, tested, and shipped using the highest-
quality materials and methods. Furthermore, they are
backed by our worldwide technical support teams.

Quality manufacturing and stringent

quality control

TagMan Assays are manufactured in-house at our
ISO 13485—certified manufacturing facilities and are
never outsourced.

Comprehensive worldwide support

Whether you need help finding a TagMan Assay for
your target, deciding which format best suits your
needs, placing your order through our online ordering
system, or setting up your reactions, our sales and
technical support staff are here to help.

Sales support

Your sales representative can help you find Web and
print resources to help you choose the right TagMan
Assay products for your genetic variation research.
For more demanding projects, she or he can also
involve our technical sales specialists, who have more
in-depth knowledge of TagMan Assay technology and
our relevant supporting reagents and instruments.

“*The TagMan Assays QPCR Guarantee

Technical support

If you have questions about how to use

TagMan Assays or how to analyze results, go to
thermofisher.com/support to contact our technical
support specialists. These agents are skilled in
experimental planning and design, are expert
troubleshooters, and are familiar with a wide variety of
applications that use TagMan Assays.

Rapid delivery

We continually strive to minimize delivery time on
TagMan Assay products. To that end, we have
implemented streamlined order processing systems
that interface with our new manufacturing facilities to
help reduce delivery times.

Estimated delivery time
(business days/weeks)

TaqMan Assay type

Inventoried (in stock) 1-4 days

Made-to-order/Custom TagMan

Assays (manufactured when order 5-12 days
is placed)

TagMan Custom Plating Service

(configure 96- or 384-well plates 2-5 weeks

with any TagMan assays)

We stand behind every predesigned TagMan Assay you buy. We're committed to helping you achieve your research
goals and believe our predesigned TagMan Assays establish the benchmark for high-quality and easy-to-use real-time
PCR products. If you are not satisfied with the performance of a predesigned TagMan Assay, we'll replace it at no cost
or credit your account. For more information, and full terms and conditions of the guarantee,

go to thermofisher.com/tagmanguarantee
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«YTBEPXOAKO»

[vpekTop denepanbHOro Bro4XKeTHOro
yypexaeHua Haykun «LleHTpanbHblil  Hay4Ho-
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MHCTPYKLUUA

Nno NnpuMeHeHno Habopa peareHToB
ang sbisgsneHuns n andggepenunauum OHK Bupycos
nanunnomsl Yenoseka (BlMY) BbICOKOro KaHLEepOoreHHoro
pucka (BKP) 16, 18, 31, 33, 35, 39, 45, 51, 52, 56, 58, 59

TUNOB B KITMHNYECKOM MaTtepmnarne MetTogom I'IOJ'II/IMepa3HOI7I

uenHon peakuun (MUP) ¢ rmbpngmnsaumnoHHo-

donyopecueHTHON aeTeKkumen

«AmnnuCenc® BMNY BKP reHoTun-FL »

AmnnuCeHc®

®BbYH LUHWN Snngemuonoruu
PocnotpebHaasopa,

Poccuiickas ®epepauusa, 111123,

ropod Mocksa, ynuua HoBorupeesckas, aom 3A
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POPMbI KOMIMJIEKTALUU

Popma 1 Bknw4vaeT kKomnnekrtbl peareHToB «HK-cop6-AM»
BapuaHT 100, «[MLUP-komnnekT» BapnaHT FRT.

dopma 2 Bknw4aetr komnrekt peareHToB «[1LP-komnnekT»
BapuaHT FRT.

BHUMAHUE! 3asaBrneHHble aHanuUTUYeCcKMe  XapaKTepUCTUKU
Habopa peareHToB npu pabote ¢ PopmMon 2 rapaHTUpPyeTCs TONbKO
B Crny4yae npuUMEHeHUs OOMOSIHUTENbHOrO KOMMSIEKTa peareHToB
«QHK-copb-AM» (TY 9398-036-01897593-2009) npownsBoacTsBa
ObYH UHNW Snnogemmnonornm PocnoTtpebHaasopa.

COCTAB

Komnnekt peareHtoB «[HK-cop6-AM» BapuaHT 100 — KOMNnekT
peareHToB Ansa BblgeneHna [OHK u3 knuHuyeckoro matepwuana
BKIHOYaerT:

PeareHT OnucaHune O6bem, mn | KonuyectBo
[MpospayHas XUakKocTb OT
Nunanpyrowmn pacteop BGecuBeTHOro 4O XENToro 30 1 cbnakoH

WM PO30BOrO LiBeTa’

MpospayHas becuBeTHas

OTMbIBOYHbIN pacTBOP XMOKOCTb 100 1 dpnakoH
Copb6eHT yHuBepcanbHbIN Cycnerausi ot benoro Ao 1,0 2 npobupku
TeMHO-6exeBoro LBeTa
TE-6ydep ansa anouumn [Mpo3payvHas 6ecuBeTHas
K KUAKOCTb 5,0 2 npobupku
KomnnekT peareHToB paccynTaH Ha BblaeneHume

nesokcupnboryknenHoson kncnotol (AHK) na 100 npo6, Bkntoyas
KOHTPONMW.

KomnnekT peareHToB «lLUP-komnnekT» (TY 9398-049-01897593-
2008) Bapmant FRT — «komnnekt peareHtoB ana [1LP-
amnnudpukauum n gudpdepeHumaunm OHK BupycoB nanumnsiombl
yenoseka (BIMY) Bbicokoro kaHueporeHHoro pucka (BKP) 16, 18, 31,
33, 35, 39, 45, 51, 52, 56, 58, 59 Tunos ¢ rMdpuan3aLNOHHO-
donyopecueHTHON [OeTeKUMen B pexmme «peanbHOro BpeMeEHU»
BKJIlOYaeT:

! Mpu xpaHeHnn NuanpytoLLero pacteopa nNpu Temnepartype oT 2 40 8 °C Bo3MOXHO o6pa3oBaHue
ocajgka B BMAE KpUCTansos.
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PeareHT OnucaHue O61bLem, Mn KonunyectBo
Mpo3payHas XKnagkocTb OT
?é'/"lpéfﬂec"'l'FRT BN 6ecLBETHOro 10 CBETIO- 0,08 CV?H';ZO&MSSJT@
NNNOBOrO LBETa
MpospayHasga XMakocTb OT
gé'}zéfS“ger-l'FRT BN 6ecLIBETHOro 10 CBETIO- 0,08 0 ogoggg?(ggﬁﬁka
NUNOBOrO LBEeTa
MpospayHas XMaKocTb OT
MUP-cmecb-1-FRT BMNMY 6 npobunpok
OecuBeTHOro A0 CBETMNO- 0,08 .
33/35/56 NUMOBOTo LBETa 3eréHas KpblLlka
) e Mpo3payHas XKnagkocTb OT
gi.}ngsnge% 1-FRT BMY OecuBeTHOro 4o CBeTno- 0,08 opagx?egzgﬂl(ggﬁum
NUNOBOro LBeTa
MuUP-6ydcep-FRT Qﬁgigi':: as becupeTHasn 1,1 2 npobupku
Monumepasa (TagF) Qﬁgigg;l:aﬂ becLpeTHas 0,06 2 npobupkun
NMKO AHK BINY 16, 18, 31 | lNpo3spayHasa 6ecuBeTHas
TunoB n 1HK yenoBeka KNOKOCTb 0,06 1 npobupka
NMKO OHK BMNY 39, 45, 59 | lNpospayHas becuseTHas
T1noB 1 AAHK yenoBeka XXNOKOCTb 0,06 1 npobupka
NMKO AHK BINMY 33, 35, 56 | lNpo3spayHasa 6ecuBeTHas
TunoB n 1HK yenoBeka YKNOKOCTb 0,06 1 npobupka
NMKO OHK BIMNY 51, 52, 58 | lNpospayHas becuseTHas
TunoB n 1HK yenoBeka XNOKOCTb 0,06 1 npobupka
OHK-6ydep Qﬁgsgi‘::aﬂ GecupeTHas 0,5 1 npobupka

KoMnnekT peareHTOB paccyuTaH Ha npoBefeHne 432 peakuuu
amnnndukauum (scero 108 TecToB), BKMtOYas KOHTPOSMN.

|El,OI'IOJ'IHl/ITeJ'IbHO KOMMJEKTY peareHToB npunaraeTcd
oTpuuarternbHbIn KOHTponbHbIM 0bpasel, (OKO) aTana BbliaeneHns:
PeareHT OnucaHue O6bem, mn KonuuectBO
lMpo3payvHasa 6ecuBeTHas
OKO KIIKOCTb 1,2 1 npobupka

K KoMmnnekTy peareHTOB npunararoTca Ha umcppoBOoM HocuTene

WU HaxoasTca Ha ocpmumansHomMm canute UsrotoBurtens:

— nporpaMmHoe oGecnevyeHne B dopmaTte Microsoft® Excel ans
aBTOMaTn4eckon obpaboTkm pesynbTaTos;

— wabnoHHble dannbl B dopmate 1O amnnudpukatopoB AOns

ObICTPOro 3anycka aKCrepuMeHTa.

HA3HAYEHUE

Ha6op peareHtoB «AmnnuCenc® BMY BKP reHotun-FL»
npegHasHaveH anga BbisgBneHns n gudpdepeHumaunm OHK supycos
nanunsiomMmbl 4verioBeka (BI1Y) BbICOKOro KaHLEpPOreHHOro pucka
(BKP) 16, 18, 31, 33, 35, 39, 45, 51, 52, 56, 58, 59 Tunos B
KNUHUYECKOM mMaTepuane MeTonoM  MoSiIMMepasHOW  LienHou
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peakuunu (MNLP) c rmbpunansaymoHHo-gnyopecLeHTHON eTEKUNEN.

dopma komnnektaumn 1 npegHasHadeHa Ansa NOSIHOro aHanuaa,
Bkntoyaa BblgeneHne [OHK wn3  knuHWM4Yeckoro maTtepuana,
npoeegeHusa [lMUP-amnnudpmkaumm n gudpdepeHuymaunmn OHK c
rmopnan3aunmoHHO-PrIyopecUeHTHON  OeTeKUMEN B pexnme
«peanbHoro BpemeHu». dopma Komnnekraumu 2 npegHasHadeHa
ana nposenenna MNUP-amnnudpukaunm n gndodepeHumaummn OHK ¢
rmopunan3aunmoHHO-PIIyopecUeHTHON  OeTeKUMEN B pexume
«peanbHOro BpemeHn». [na nonHoro aHanusa Heobxoanmo
OOMOSTHUTENBbHO MUcnonb3oBaTbk KOMMMEKT peareHToB «dHK-copb-
AM» gna BblgenenHns [OHK wn3  knnHundeckoro matepuana
nponssoactea PbYH LUIHNINDG PocnotpebHaasopa.

B Habope peareHTOB MCMNonb3yeTcs 3HOOMEHHbIM BHYTPEHHUN
KOHTpPOSb (y4acTok [-rnmobuMHOBOro reHa), a TaKKe TexHOonorug
ropsyero crapta. Habop peareHToB agantupoBaH  Ans
yeTblpexkaHamnbHbIX npnbopos «Rotor-Gene» 3000/6000 («Corbett
Research», Asctpanug), «Mx3000P» («Stratagene», CLUA) un
«iQ5» («BioRad», CLLA).

ANATHOCTUYECKAA YYBCTBUTEJIbHOCTb TECTA

KymyasiTuBHbII Noka3aTeab pacnpocTpaneHHocTH BITY Bce yCTaHOBﬂeH HblE
pasneix Tunos npu PIIM Ha CGFO,EI,HHLIJHI/IVI ,D,eHb
100,0% 938% 953% oo reHoTunbI B4y
85,9%
ES s00% bl e > BbICOKOIO
g "m 80,0% 71,97 o016, 18
% = 50.0% | KaHLUEPOreHHoro
22 16 18,45, 31, 52,53 pucka (18 reHoTMnoB)
g & 400%] @ > oTBeTCTBEHHbI 3a 95
SZ  200% 51,52,56, 58,59 | o
ga 77 m 16, 18, 31, 33, 35, 39, Yo cny4yaenB paka
0.0% 55,06, 73,82, 20,59 LLIEIKK MaTKMW.
Tne! BT BoisiBneHue
N. Mufioz, X.Bosch, 2004 HebonbLwworo  4yucna
Osanom ommeuenl 2eHOMUNbL, EblAGAEMbLE HADOPOM PEazennos
«AmmumCenc® BITY BKP renorun-FL» reHoTnnos (OT 1 ,D,O 6)
npnBoaunNT K

HeJOCTaTOYHOM ANAarHOCTUYECKOM YyBCTBUTENBHOCTM TecTa (86 %).
BoisBngemble ke Habopom peareHToB 12 Hanbonee
pacnpocTpaHeHHbIX reHoTunos Bl1Y BbICOKOro KaHUEpPOreHHoro
puUcka 4BNSIeTCS  OOCTATOYHbIM — OANS OOCTMXKEHUSA  BbICOKOW
anarHoctmyeckon dyecTBUTENbHOCTM 94 % nNpu  coxpaHeHuu
yaobHoro dopmaTta wuccnegosaHna — 12 TUNOB B 4YeTblpex

®opma 2: R-V25(RG,iQ,MX) , H-0492-1-3 / 18.06.18/ cTp. 4 13 44



npobupkax.

NMPUHLUUMN METOOA

MeTon OCHOBaH Ha OAHOBPEMEHHOWN amnnmdunkaumm
(mynbTmnnekc-rNUP) B ogHon npobupke yvactkoB OHK Tpex Tvnos
BMN4Y wn yuyactka [OHK [-rmobuHoBOro reHa, ucnonb3yemoro B
KadeCcTBe 9HOOMEeHHOro BHYTpeHHero koHTponsd. [NMUP-aHanu3 Ha
Hannune [OHK gBeHaguatu tunos BIMY npoBoanTtcs B 4eTbipex
npobupkax. Kaxgbih TUN perncTtpupyetcs no CBOEMY KaHany
donyopecueHuMn, 4YTO MNO3BOSIAET HE TONMbKO BbIABMATL, HO W
onpenensate reHotun oOBHapy)XeHHOro Bupyca nanunoMbl
yenoBeka BbICOKOMO KaHueporeHHoro pwucka. [OHK-muweHs,
BblbpaHHasi B KayecTBe BHYTPEHHEro KOHTPOns, ¢SBnsieTcsd
y4acTKOM reHoma 4erioBeka M OOJfKHa Bcerga npucyTcTBOBaTb B
obpasue (UepBUKanbHbIK COCKOO) B [OCTAaTOMHOM KOJINYECTBE,
9KBMBANEHTHOM KONMMYecTBy krneTok B Maske (10° — 10° reHomoB).
Takum obpasom, 3HAOrEHHbIM BHYTPEHHUA KOHTPOSb NO3BOSISIET HE
TONLKO KOHTponupoBaTtb aTanbl N P-aHanus3a (Bbigenenne OHK u
nposegeHne [1LUP), HO ©n oueHMBaTb adekBaTHOCTb 3abopa
mMatepuana u ero xpaHeHusi. B cnyyasx, ecnu cockob anutenus
3abpaH HernpasunbLHO (HegocTaToyHoE KONN4eCTBO
anuTenuarsnbHbIX KMEeToK) curHan amnnmdpukauum p-rnodbuHoBOro
reHa 6ygeTt 3aHMKEHHbIM.

B3ATUE KIIMHUYECKOIO MATEPUAIJIA.
TPAHCINOPTUPOBAHUE U XPAHEHUE NPOB

Ona npoBedeHMA  aHanusa  UCNONb3yeTcsa  crieaylouwmmn
KITMHUYECKUN MaTepuarnt:
Y XeHWWH: obpasubl anutenua 3abupaloT Tak Xe, Kak ans
LMTONOrM4YeCcKoro nccnegoBaHmna:
MepBbIN cnocob — NCrnonb3yeTcs KOMMNEKT Ans B3ATUA 06pasLoB.,
cofepXalwnn ogHy/aBe UepBuKanbHblEe LUTOLWETKM U NPOBUPKY Ha
2 Mn ¢ «TpaHCnopTHOW cpenon Ons KNUHUYEeCcKoro martepuana ms
YPOreHUTanbHOro TpakTa XeHWwunH» B obveme 0,5 mn.
Cockob anuTenua uepBuKanbHOro KaHana (9HO4OUEpPBUKC), B3ATbIN
OOHOM LEpBUKANbLHOM UNTOLLETKOW, W/ MM cockob anutenus ¢
MOBEPXHOCTM LWEMKN MaTKM (9K30LEPBUKC), B3ATbIN BTOPOU
LepBuKanbHONW  LMUTOLLETKOW, MNOMECTUTb B  NpoBUpKYy C
TpaHcnopTHOW cpefon. Pabouyyo 4YacTb LMTOLLETOK OBMOMUTH U
OCTaBWUTb B NpoBUpKe C TpaHCNOPTHOW Cpenon.
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BTopon cnocob6 — ucnonb3yeTcss KOMMMNEeKT Ansa B3sATUS obpasuos
doupmbl «Digene» (CLUA), cogepxalimi LepBuKasribHYHO LMTOLLETKY U
nNpobupKy ¢ TpaHcnopTHou cpeaon «Digene» B obbeme 1,0 mn.
Cockob anuTenua uepBuKanbHOro KaHana (9HO4OUEPBUKC), B3ATbIN
LepBMKanbHONW  LUTOLLETKOW, MNOMECTUTb B  Npobupky cC
TpaHcnopTHoOW cpenon «Digeney.

TpeTun cnocob — 1UCcnonb3yeTca KOMMIIEKT ANns B3sATUA obpasuos,
cogepXawnm KOMOUHMPOBAHHbLIN TMHEKOSNIOTMYECKUN 30HAO And
OOHOBPEMEHHOIO B3ATUA JNUTENUST N3 9HOO0-/9K30-LepBUKCA U
Npodupky Ha 5 Mn ¢ «TpaHCNOPTHOM cpedon ANs KIMHUYECKOro
mMatepuana W3 YpOreHUTarbHOro TpakTa XeHWWH» B ob0beme
2,0 mn.

Cockob6 anuTenus uUepBMKanbHOrO KaHana (9HOOUEpPBUKC) W
NOBEPXHOCTM LWENKN MaTKN (SK30LIEPBUKC), MOMECTUTL B NPOOUPKY
C TpaHcrnopTHoOW cpegon. Pabouyio 4acTb 3oHOa OONMOMUTL WU
OCTaBUTb B NpPOBUpKe C TpaHCNOPTHOM CPeaon.

YeTBepTbiIn €NOCOO — WUCNOMb3yeTCA KOMMMEKT ONns B3ATUA
obpa3uyoB, cogepxawmm KOMOUMHUPOBAHHBLIM TMHEKONOrMYEeCKNI
30HO OnA OOHOBPEMEHHOrO B3ATUS JNUTENUS U3 3HO0-/3K30-
LepBukca U BaHKy ¢ TpaHCNOpPTHO-dUKCHpytowen cpeaon ompmel
«CytoScreen» (Utanua) nnn dumpmbl «PreservCyt» (CLUA) gns
XWOKOCTHOW LUTOSOMnM.

Cockob6 anuTenus uUepBMKanbHOroO KaHana (9HOOLEpPBUKC) W
MOBEPXHOCTU LWENKN MaTKN (SKTOLIEPBUKC), MOMECTUTb B NPOOUpKY
C TpaHCnopTHO-UKCcUpylowen cpegon. Pabouyro 4yacTb 30HAa
00NoOMUTb N OCTaBUTb B BaHKe C TPaHCMOPTHOW Cpeon.

Y MYXYUH: COCKOD anuTenua ypeTpbl, B3ATbIM YHMBEPCASIbHbIM
30HO0M, NMOMECTUTL B NPOBUPKY Ha 2 MN € « TpaHCNOPTHOM cpeaon
ONs1 KNUHUYECKOrO MaTepuana U3  yporeHuTanbHOro TpakTa
MY>X4YMH» B 06beme 0,5 mn.
Ycnosusi xpaHeHus npob:

— npu Temnepatype oT 18 go 25 °C — He Bonee 5 cyT;

— npu Temnepatype ot 2 o 8 °C — He 6onee 20 cyT;

— npu TemnepaType He Bbilwe MUHYC 16 °C — B TeueHue roaa.

[lonyckaeTca TONbKO OAHOKpPATHOE 3aMopaXMBaHWe-oTTamBaHue
mMaTtepuana.

B TpaHcnopTHo-domkcupylowen cpege  Ons  KUOKOCTHOM
UUTOSIOrMM MaTepuan XpaHUTCA MNpu KOMHATHOW TemnepaType B
TeyeHue roga.
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anga 0bpaboTkn B3ATOrO KIMUHWUYECKOro mMaTtepuana

MCMNONb3YITCA Creaylwme KOMMMEKTbl peareHToB Mpon3BOACTBA

®bYH UHNWND PocnotpebHansopa:

— «AHK-cop6-AM» - ans KNUHUYECKOro  maTepuana,
NONy4EeHHOro nepBbiM, BTOPbLIM M TpeTbMMm crniocobom. Tak xe
ONs yKasaHHOro maTtepuana [[oryckaeTca UCnofib3oBaHue
komnnekta peareHToB «[HK-cop6-B» (TY 9398-003-01897593-
2009);

— «AHK-cop6-C» (TY 9398-075-01897593-2008) - agn4
ovonTaToB CNMU3UCTOW;

— «AMnnuCenc®OHK-cop6-O» (TY 9398-233-01897593-2015) —
ansa obpaboTkn 06pa3LoB XUAKOCTHOW LIUTONOMMN.

MEPbI NMPEAOCTOPOXHOCTMW 7 CBEOEHUA Ob
YTUITU3ALUU

Pabota gormkHa npoBoauUTbCA B NlabopaTtopuu, BbIMOMHSAKOLLEN
MOeKynapHo-omnosorndyeckme (MuP) nccriegoBaHus
buonorMyeckoro  mMatepuana Ha  HanuuMe  BO3OyauTenen
NHMEKUMOHHBIX  ©onesHen, c cobnogeHnem CaHUTapHoO-
anungemunonormnyeckmx npasun  CI11.3.2322-08 «besonacHocTb

paboTbl € MukpoopraHmamamm IlI-IV  rpynn natoreHHoCTU
(onacHocTn) ©n BO3GyauTEnAMM napasuTapHbiX  OOne3Hen»,
CaHllvnH 2.1.7.2790-10 «CaHuntapHo-anngemMmonornyeckune

TpeboBaHMs K oOpaweHnio ¢ MeaUUMHCKUMW  OTXoO4amMu» U

mMeToamndecknx ykasaHunm MY 1.3.2569-09 «OpraHusauus paboTbl

nabopartopun, NCMOSIb3YHOLLNX MeToabl aMnnmdukaumm

HYKNEWHOBLIX KUCIIOT nNpu paboTe C mMaTepuarnom, cogepxawum

MUKpoopraHusmsbl -V rpynn natoreHHOCTU».
[Mpn pabote HeobxoouMmo Bcerga BbINONHATL — Crieaylowme

TpeboBaHUS:

- Temnepatypa B nomeweHnn nabopatopumn ot 20 go 28 °C,
OTHOcUTenbHaa BNaxHocTb oT 15 0o 75%.

- PaccmatpuBaTb uccnegyemble obpasubl Kak MHAEKLMOHHO-
ornacHble, opraHn3oBbiBaTb paboTy N XpaHeHne B COOTBETCTBUN
C Crl 1.3.2322-08 «besonacHocTb paboThl C
MUKpoopraHuamamm -V rpynn naTtoreHHoCTM (onacHOCTU) u
BO30OyaAnTeNnaMun napasmtapHbix 6onesHen».

- Ybupatb n gesnHdpuumpoBaTtb pasnuTble obpasubl, MCNOMb3ys
aes3vHdpuumnpyrowmne cpeactesa B coorsetcteum ¢ Cll 1.3.2322-
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08 «besonacHocTb paboTbl ¢ MukpoopraHuamamu -1V rpynn
naTOreHHoCcTM (onacHocTn) M BO3DyaAUTENAMW NapasnTapHbIX
bonesHen».

- JlabopaTtopHbin npouecc AomKeH ObITb OAHOHaMNPaBMEHHLIM.
AHanms npoBoauTCA B OTAESbHbIX NMOMELLEHUsX (30Hax). PaboTty
cnegyet HauymMHatb B 30He JKCTpakuuu, npodosmkaTe B 30He
AmMnnudpumkaumm u  Hdetekumn. He BosBpawarte ob6pasusl,
obopyaoBaHMe N peareHTbl B 30HY, B KOTOpoW Oblina nposeaeHa
npeablaywas ctagms npouecca.

- Hewucnonb3oBaHHbIE peareHTbl, peareHTbl C UCTEKLWMM CPOKOM
FOAHOCTW, a TaKKe WCMONb30BaHHbIE peareHTbl, YNaKoBKy?,
Buonornyecknn matepuarn, Bknovaa matepuanbl, MHCTPYMEHTbI
N npeameTbl, 3arpsi3HeHHble OWonorM4yeckuM Matepuanom,
cnegyeTt ygansatb B cooTBeTcTBUMM C TpebosaHusimm CadllnH
2.1.7.2790-10 «CaHuTapHo-anuageMumonorniyeckme TpedoBaHms K
obpalleHnto ¢ MEOULIMHCKMMUM OTXO4aMMU»

BHUMAHUE! [lpu ypaneHunm oTxomoB nocre amniundukauum

(npobupok, cogepxawmx  npoayktel  [UP)  HemonycTumo

OTKpblBaHME NPOGUPOK U pasdpbl3rMBaHMe  COOEPKMMOrO,

MOCKOSbKY 9TO MOXET NPMBECTU K KOHTaMuHauun npogyktamm MNLP

nabopaTopHOM 30HLI, 0OOPYAOBaAHNA N peareHToB.

- Wcnonb3oBaTb U MEHSATb NPU Kaxaow onepauum ogHopas3oBble
HaKOHEYHUKM AN aBTOMaTUYECKMX A03aTOPOB C PUMbTPOM®.
OpHopasoBy MNacTUKOBYK nocyny (Npodupku, HaAKOHEYHUKMN)
Heobxoaumo cbpacblBaTb B cneuuanbHbll  KOHTEWHEP,
coepxawmn gesvHuumpyoLllee cpeacTBo, KOTOpoe MOXeT
ObiTb MCMNONMb30BaHO ANA obe33apaxmBaHUsa MeOULMHCKUX
OTXOAO0B.

- [MoBepxHOCTM CTONOB, a TaKKe TMOMELLUEHNUSA, B KOTOPbIX
nposogutca nocrtaHoska NUP, 0o Havyana v nocre 3aBepLueHns
paboT HeobxoaumMo noasepraTb ynbTpadnoneToBomy
obnyyeHuto B TedeHmne 30 MUH.

- Habop peareHTOB npegHasHadeH ONs OQHOPa30BOro
npumeHeHus ans nposegeHus lMNLUP-nccnegoBaHna ykasaHHOro
KonnyecTtea npob (cm. pasgen «CoctaBy).

- Habop peareHTOB roTtoB K MPUMEHEHUIO COrfacHO [OaHHOW

2 Heucrnonb3oBaHHbIe peareHTbl, peareHTbl C WCTEKWMUM CPOKOM FOOHOCTW, WCMOMb30BaHHbIE
peareHTbl, yakoBKa OTHOCATCS K Kraccy onacHOCTM MeauUMHCKUX oTxonos .

* [Ins ypaneHus HagocafouHOM KUOKOCTU C MOMOLLLIO BAKyyMHOTO OTCAChlBaTeNsi UCMOMb3YOTCA
0HOPAa30Bble HAaKOHEYHWKN 6e3 hunbTpa.
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MHCTPYKUMN. [lpuMeHAaTb Habop peareHToB CTpPOro o

Ha3Ha4YeHUHo.

- K paboTe c Habopom peareHTOB OOMyCKaeTCsl TONbKO NepcoHan,
0OyYeHHbIN MeTodaM MONEKYSISAPHON OANArHOCTUKM U NpaBunam
paboTbl B  KIWHUKO-gMArHoctuyeckonm  nabopatopum B
yctaHoBrieHHoM rnopsgke (CI 1.3.2322-08 «be3onacHocTb
paboTbl € MuKpoopraHuamamu |-V rpynn natoreHHOCTU
(onacHocTK) 1 BO30yanTenamMmn napasmtapHbix 6051e3Hen»)

- He wucnonb3oBaTb Habop peareHToB, €CfnM  HapyuweHa
BHYTPEHHAA YyMNakoBKa WM  BHEWHWW BWO peareHta He
COOTBETCTBYET ONUCaHWUIO.

- He wucnonb3oBaTb Habop peareHToB, e€cnn He cobnganuch
YCNOBUSA  TPaHCNOPTUPOBAHUS M XPaHEHUss  cornacHo
NHCTPYKLUMN.

- He wucnonb3oBaTb Habop peareHToB MO WUCTEYEHUU CpOKa
roO4HOCTW.

- Wcnonb3oBaTb  0AHOpa3oBble  HeonydpeHHble  nepyaTtky,
nabopaTopHble xanaTbl, 3awuiaTb rnasa Bo Bpemsi paboTbl C
obpasuamMn u peareHTamu. TwaTenbHO BbIMbITb PYKA MO
OKOH4YaHuM paboTbl. Bce onepauun npoBOAATCA TOMbKO B
nepyartkax Ang UCKIIOYEHUs1 KOHTaKTa ¢ OpraHM3mMoM YenoBeka.

- WMs3beratb BAObIXaHUS MapoB, KOHTaAKTa C KOXEW, rnasamu u
cnusncton obonodkon. BpegeH npu npornateiBaHun. [lpu
KOHTaKTe HeMeaeHHO NPOMbITb NOPaXeHHOEe MeCTO BOAOWN, NpU
HeobxoaMMOCTM 00paTUTLCS 3a MeAULMHCKON NOMOLLbIO.

- [pun cobniogeHnn ycnosuin TPAHCNOPTUPOBKK, IKCNyaTaumm u
XPaHEHUs1 PUCKN B3pbiBa U BO3ropaHusi OTCYTCTBYIOT.

- Jluctel 6esonacHocTn peareHToB (SDS — safety data sheet)
OOCTYMHbI NO 3anpocy.

OueHka BEPOATHbLIX COObITUI, B pe3ynbTare HACTYMNIEHUS KOTOPbIX

MOIYT MPOU3ONTU OTpuLaTenbHble NOCNeAcTBUS ANs opraHvsma

yenoBeka (AN HopMbl KOMMONEKTALMWN, HE BKNKOYAKOLLEN KOMMAEKT

peareHToB «[JHK-cop6-AM»)

[Mlp  ncnonb3oBaHWUM MO  Ha3HadYeHnto U cobnogeHun
BblLLENEPEYNCTIEHHbIX MEP NPELOCTOPOXHOCTU Habop Ge3onaceH.
OueHka BEPOATHbLIX COObITUI, B pe3ynbTare HACTYNIIEHUS KOTOPbIX
MOIYT MPOU3ONTU OTpuuaTenbHble NOCNeACcTBUS ANs opraHvsama
yenoBeka (ANg OOopMbl _KOMMAEKTAUMWN, BKIKYAKLWEN KOMMAEKT
peareHToB «[JHK-cop6-AM»).
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[Mp  mncnonb3oBaHMM MO  HasHadeHUo KU cobngeHnn
BbILLEMNEPEYNCTIEHHbLIX MEP  NPEeOOCTOPOXHOCTUM  KOHTaKT C
OpraHM3MoMm 4ernoBeka WCKYeH. [lpn aBapuUMHbIX CUTyaumnsix
BO3MOXHO crieqytoLlee:

- pasgpaxeHue Ccrnm3ancTton o60MoYKM a3 y YyBCTBUTENbHbIX
nnu,

- pasgpaxeHue KOXW Yy YyBCTBUTENbHbIX NN,

- anneprudeckasi peakuus,

- Bpefg Npu BObIXaHUN,

- Bpen npu npueme BHYTPb.

Cneundmyeckme Bo3eNCTBUA KOMNIEKTA PeareHTOB Ha OpraHu3m

yesnoBeka

- KaHueporeHHbIn apdekT OTCYyTCTBYET.

- MyrtareHHoe gencrteune OTCyTCTBYET.

- PenpogyktnBHasg TOKCUMYHOCTb OTCYTCTBYET.

OOMNOJIHUTEJIbHbIE MATEPUAJIbI U OBOPYOOBAHMUE,
TPEBYEMbIE ansd NMPOBEOEHUA nuP-AHAJIU3A
(c ykazaHuem chupm-npousBoauTernien/nocTaBLUMKOB):

30HA 1

Ona soiaeneHua AHK n3 npo6 tpebyrorcs:

1. JlamuHapHbin 60kc (Hanpumep, «BABN-01-«JlamunHap-C»-1,2»,
«JlammHapHble cuctembl», Poccus, knacc 6Guonorn4yeckou
6esonacHocTu Il Tnn A).

2. TepmocTaT ans npobupok Tnna «3nneHgopd» ot 25 go 100 °C
(Hanpumep, « TEPMO 24-15», «brnokom», Poccus).

3. BakyyMHbI OTcacbiBaTeNnb MEOULMHCKAN C KONBOOM-NOBYLLKOM
ana yganeHnst HagocagodHoun xuagkoctn (Hanpumep, «OM-1y»,
r. YnbsHoBck, Poccus).

4. MukpoueHTpudpyra ons npobupok Tuna «3AnneHgopd» Ao

16 Tbic g (Hanpumep, «MiniSpin», «Eppendorf», N'epmaHns).

BopTtekc (Hanpumep, « TOTA-2», «buokom», Poccus).

Habop 311eKTPOHHbBIX UM MEXaHNYEeCKNX 403aTOPOB NePeMEHHOro

obbema (Hanpumep, «JleHnuneT», Poccus).

7. OgHopasoBble  MOSIMMPOMNUIIEHOBLIE  3aBMHYMBAKOLLMECS UMK
NSIOTHO 3aKpblBalOLMecs MUKponpobupkn obvemom 1,5 mn
(Hanpumep, «Axygen», CLLUA).

8. WTraTtmebl gna mukponpobupok obvemom 1,5 mn (Hanpumep,
«NHTepllabCepBuc», Poccus) n  HakoHeYHUKOB (Hanpumep,

o O
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«Axygeny, CLLA).

9. OagHOopa3oBble HAKOHEYHMKM Ofd [003aTOpOB  MNEPEMEHHOro
obbema ¢ aspo3onbHbIM 6apbepom Ao 200 mkn u go 1000 mkn
(Hanpumep, «Axygeny, CLUA).

10.0gHOpa3oBble  HAKOHEYHWKM ANl 003aTOPOB  NEPEMEHHOrO
obvema go 200 mkn n go 1000 mkn (Hanpumep, «Axygeny,
CLLA).

11.XonogunbHuk ot 2 go 8 °C ¢ MOPO3UNbHON KaMeEPOW He Bbllle
MuHyc 16 °C.

12.071oenbHbIN XanaTt n ogHOpa3oBble NepyaTKu.

13.EmMKOCTb C Ae3nHUUNpYOLWMM PacTBOPOM.

30HA 2

Ona npoBepennsa MUP-amnnudmkaumm n rmdpuansaumnoHHO-

¢donyopecueHtHoM pgetekumu npoaykroB [LUP-amnnudpmnkauum

TpebyroTcs:

1. YeTtbipexkaHanbHble amnnudukatopbl, Hanpumep, «Rotor-
Gene» 3000/6000 («Corbett Research», ABcTpanuns),
«Mx3000P» («Stratagene», CLUA), «iQ5» («BioRad», CLLA),
NN SKBUBANEHTHbIE.

2. Ons npubopa «Rotor-Geney: OpHopasoBble
nonunponureHosblie Mukpornpoobupku ana MNLP o6vemom 0,1 mn
(«Corbett Research», ABcTpanusi) ona nocTaHOBKM B POTOP Ha
72 npobunpku.

Ona npubopa «Mx3000P»: OgHopa3oBble NONUMAPONUIIEHOBbIE
mMukponpobupkn ana MNLP obvemom 0,2 mn (kynonoobpasHad
KpblLKa, CTpMNoBaHHble UnNKn HeT) (Hanpumep, «Axygeny, CLLUA)
mnn  nnawkn gnga TP ¢ onTudeckn-npospadHbiMu
TEepMOCTabUNbHLIMU KNENKUMUN NIEHKAMM.

Ona  npubopa «iQ5»: OpgHopasoBbie NONUMAPONUIIEHOBbIE
Mukponpobupkn gna MNUP obvemom 0,2 mn (KynonoobpasHas
Kpbllka) (Hanpumep, «Axygene», CLUA), cTpunoBaHHbIE
NPOBUPKN C KynorioobpasHOM KPbIWKOM U 96-NyHOYHbIN
nnaHwetr ansa  [UP, cHabXeHHbln  TepmMocTabunbHbIMU
ONTUYECKN Mpo3pavyHbiMK NneHkamn (Hanpumep, «BioRady,
CLLA).

3. MNuP-6okc (Hanpumep, «BAB-IUP-«JTamnHap-C»,
«JlamuHapHble cuctembl», Poccus).

4. Boptekc (Hanpumep, « TOTA-2», «brnokom», Poccus).

5. Habop 3neKTpOHHbIX NN MeXaHUYECKUX J03aTOPOB NepeMeHHOro
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ob6bema (Hanpumep, «JleHnuneT», Poccus).

6. OgHopasoBble HaKOHEeYHWKM Ans pgosatopoB Ao 200 mkn
(Hanpumep, «Axygeny», CLLUA).

7. OgHopasoBble HAKOHEYHUMKN C a’po30fbHbiM 6GapbepomMm Ao
200 mkn (Hanpumep, «Axygen», CLUA).

8. WTatmebl Ana HakoHeYHUKOB (Hanpumep, «Axygen», CLUA) u
MUKPONpoBupok o6beEMOM 0,2 M1 (Hanpumep,
«NHTepllabCepBuc», Poccus), 0,1mn (Hanpumep, «Corbett
Research», Asctpanus).

9. XonoaunbHuk oT 2 ao 8 °C ¢ MOPO3USIbHOW KaMepou He BblLLE
MuHyc 16 °C.

10.01OenbHbIN XanaTt U o4Hopa30Bble NepyaTku.

11.EmMKoCTb Anga cbpoca HaKOHEYHUNKOB.

NMPOBEAEHUE MNUP-AHAJIU3A

JQTAI 1. BbIQENEHUE OHK U3 NMPOB

(npoBoantca B 30HE 1 - nomeweHun pana oo6pabdboTKu

uccnegyemMoro martepuvana).

O61em npobbl, Heobxoanmbin ansa BbiaeneHusa OHK, — 0,1 mn.

NMopsagok paboThl.

1. Jlnsunpyowmin pacteop (ecnu OH XpaHuncs npu Temnepartype ot
2 0o 8 °C) nporpeTb, nepemMeLlunBas npu temnepatype 65 °C o
MOJSTHOrO PacTBOPEHNA KpUCTassos.

2. [lobaBneHne peareHTOB.

Cnocob 1:

— oTobpaTtb HeobxooMMOe KONMYyecTBO OOHOPAa30BbIX MPOOUMPOK
1,5 Mn (BKNoYaa oTpuLaTenbHbIN KOHTPOSb BblAENEHUs).

— pecycneHanpoBaTb COpPO6EHT yHMBepcanbHbIA 4O FOMOreHHOM
KOHCUCTEHLUM, BHECTU B Kaxayl npobupky no 20 MKn
copbeHTa yHuBepcanbHoro n no 300 Mkn nuaupyrouwlero
pacTBopa, MCNosb3ys HAKOHEYHMKM C a3p030SibHbIM Bapbepom.
[MpomapknpoBaTb NPOGUPKMN.

Cnocob 2:

— nepep Hadanom paboTbl BO (pnakoH C NU3MPYOLLMM PacTBOPOM
nob6asuntb BeCcb 06beM (2 mn Ha 30 Mn NU3MpPyOLWEro pacTeopa)
npenBapuTenbHO rOMOreHN3MpoOBaHHOIO copbeHTa
YHUBepcasbHOro K nepemewartb. [onyckaeTca XpaHeHue
NONy4eHHOW CMecu B TedeHne 2 CyT nNpu  KOMHATHOW
Temnepartype. lNepen npumeHeHnem TwaTenbHO NnepemeLlaThb.
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oTobpaTtb HeobxogMmMoe KONMYecTBO OOHOPa30BbIX MPOOUPOK
1,5 mn (Bknw4Yass oTpuuaTesibHbI KOHTPOSb BblAENEHUS) W,
NCNOSb3ys HAaKOHEYHUK C al3p030SibHbIM OapbLepoM, BHECTU B
Kaxxgyro npobupky no 320 MKN NoaroToBrieHHOW CMecu
NN3UpYOLLEro pacTtBopa U copbeHTa YHUBepCcanbHOro.
MpomapkupoBaTb NPOBUPKM.

B npobupkn cornacHo mapkupoke BHecCT rno 100 mkn npobsl,
ncnonb3yss Onsa Kaxgon npobbl OTAENbHbIA HAKOHEYHUK C
aspo30sibHbiM  OapbepoM. B npobupky  oTpuuaTenbHOro
koHTponsa (OK) sbigeneHuss BHectn 100 mkn OKO, ncnonb3ys
HaKOHEYHUK C a3p030sIbHbIM HapbepoMm.

Copepxnmoe Npobupok TaTeNbHO NnepemMeLllaTb Ha BOpTEKCE U
NHKYBbMpoBaTb 5 MUH npu TemnepaTtype 65 °C B TepmocTare.
[Mocne okoH4YaHWs1 WHKY6auum nepemellaTtb Ha BOPTEKCE U
NOCTaBUTb B LUTATMB Ha 2 MUH.

Ocaguntb copbeHT YHUBEpPCanbHbIn B npodunpkax
ueHTpudyrmposaHmem npu 10 Tbic 06/munH B TeveHune 30 c. He
3axBaTblBad COpOEHT yHMBepcarbHbIW, yaannTb HagoCagouHYHo
XWOKOCTb B KONOY-NMOBYLWIKY C  MOMOLLBIO  BaKyyMHOro
oTcacblBaTens, WUCNONb3ys Ana Kaxaou npobbl OTAeNbHbIN
HaKOHEeYHNK 6e3 aspo30rbHOro bapbepa.

[Job6asnte B npobbl No 1 MM OTMbLIBOYHOroO pacTBOpa,
nepemellaTtb Ha BOpPTEKCE OO0 MOSIHOro pecycneHanpoBaHUS
copbeHTa yHMBEpPCAribHOrO.

[MoBTOPUTL N. 5.

[MomecTnTb NPOOUPKK B TepMocTaT ¢ Temnepartypon 65 °C Ha 5-
10 MuMH Ons noacywmBaHus copbeHTa yHuBepcanbHoro. [pu
9TOM KPbILLKM NPOBUPOK AOMKHbI ObITb OTKPbLITHI.

B npobupkn pgobasutb no 100 mkn TE-6ycepa ana anouun
AOHK. [Nepemewatb Ha BOpTEKce o NOJSTHOIro
pecycnenHgmpoBaHust copbeHTa yHmBepcarnbHoro. lNomectntb B
TepmocTaT ¢ TeMmnepaTypon 65 °C Ha 5 MUH.

10.Mepemeluatb Ha BopTekce. LleHTpudyrmposaTbe Npobupkn npwu

12 TbiIC 06/MMH B TeyeHne 1 MMH Ha MUKpoueHTpudyre.
HagocagoyHaa xmgkocTb cogepXut oudnweHHyo OHK (OHK-
npo6a). YkasaHHbIn MaTtepuan rotoB k noctaHoske [NLP.

OHK-npobbl MOXHO XpaHUTb B TeyeHue 1 Hea npwm

Temnepartype oT 2 go 8 °C u B TeyeHue roaga npu temneparype
He Bbiwe MuUHyc 16 °C.
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[Mpobmpkn ¢ OHK-npobamn nepeHocat B  3o0Hy [1LP-
amnnmdukaumn.

QTAN 2. MPOBEAEHUA NMUP-AMITJTIMOUKALUN N OETEKLUUU
NMPOAOYKTOB AMIJIMOUKALIUN

(npoBoantca B 3OHE 2 — nomeweHnn ana nposepeHus MNLP-
amnnudmkauumn).

Ooowmn odobLem peakumm — 13 mkn, oovem [JHK-oGpasua —
5 MKn.

B komMmnrnekte peareHTOB TMPUMEHAETCA «ropsiYMuU CTapT,
KOTOpbIKN obecneynBaeTcsA WUCMNOSIb3OBAaHUEM XUMUYECKU
MoaucpmumpoBaHHOM Tag-nonumepasbl (TaqF-OHK-
nonumepasa), KoTopas aKTMBUPYeTCA nNpu  nporpese
peakunoHHou cmecu npu 95 °C B TeyeHne 15 MuH.

A.lMogrotoBka peareHTOB
MpegBaputenbHo Heobxoaumo noarotoButb cmecb [LP-

oycdepa-FRT 1 nonumepasbl (TagF). [Ona aTtoro cooepxmnmoe

ogHon npobupkn ¢ nonumepasoun (TagF) (60 mkn) Heobxoaumo

NONHOCTbIO nepeHectn B npobupky c¢ TMUP-6ycdepom-FRT

(1100 mKn) 1 akkypaTHO repemMellaTb Ha BOpTeKce, He aonyckas

oObpas3oBaHMs nMeHbl, MpPOMapkMpoBaTb C YKasaHuem [aThbl

NPUroTOBSIEHUS.

BHUMAHUE! [MpurotoBrneHHagd CMecCb paccymTaHa Ha

nccriegosaHne 54 obpasuyos, BKIOYAA KOHTporibHble (3 pasa no

18 obpasuoB nnn Tpu nosHele 3arpyskn 6apabaHa «Rotor-Geney).

[Tocne npuroToBneHNa CMecb XpaHUTb MpuU Temnepartype oT 2 [0

8 °C B TedeHMe 3 MeC 1 UCMOSb3oBaTh MO Mepe HeO6XOaMMOCTH.
Ona npoBeaeHns reHoTunupoBaHua 16 obpa3suoB (CTpunbl NO

yeTblpe Npobupku: 16 ctpunos anst obpasyoB + 2 KOHTPOSbHbIX

cTpuna; CcTpunbl N0 _BOCEMb: 8 cCTpunoB pAna obpasuoB +

1 KOHTPOJIbHbBIN CTPUN):

— noaroToBUTb MO oAHOW nNpobupke kKaxaoon u3 4yetbipex [MLP-
cmecen-1-FRT BlY,

— pobaBnTb B Kaxgyt M3 4yetblpex npodbupok c lNLP-cmecblo-1-
FRT BINY (cuHaqa, po3oBasi, 3eneHas u opaHxeBasi KpbILKK) Mo
90 mkn 3apaHee npurotosrieHHon cmecu MLUP-6ydepa-FRT u
nonumepasbl (TagqF), akkypaTHO nepemellaTb Ha BOpPTEKCe, He
aoryckasi BCrieHMBaHuA.

B cnyyae ecnu Tpebyetcsa nNpurotoBUTb CMecu  And
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reHoTUNMPoOBaHUA MeHbluero, 4yem 16 Konu4yectBa obpasuoB,

HeoOX0OMMO UCXOOUTb U3 pacyeTa Ha ogHy peakumo 3,5 MKn

NMUP-cmecn-1-FRT BM4Y n 4,5 mkn cmecu MNUP-6ydepa-FRT un

nonumepasbl (TagF). [Ons reHotunupoBaHuss N oOpasuos

(N cTpunoB Anga obpasuoB + 2 KOHTPOSIbHbIX CTpUna):

— B 4 otgenbHbIX npobupkn gobasutb No 3,5*(N+2) MKn Kaxgou
n3 yetolpex MUP-cmecen-1-FRT BINY (kaxxpas cmMecb B CBOHO
NpoBupky);

— 3aTeM B Kaxayw un3 npobupok gobasutb no 4,5*(N+2) mkn
cMmecu NMUP-6ycdepa-FRT wn nonumepasbl  (TagF),
npomMapKkMpoBaTtb NPodupkKK, NnepemMeLlaTbs Ha BOPTEKCE.

lpumep. [ns eeHomunuposaHusi 8 obpa3uyoe U nocmaHo8KuU
rosiIoXKumersibHo20 U ompuuamersibHo20 KOHmMposrneu Heobxodumo
83simb rno 35 mkn kaxdou [1LP-cmecu-1-FRT Bll4 (3,5*[8+2]),
dobasumb K Hum o 45 wmkn cmecu [ILP-6ygpepa-FRT u
nonumepassl (TaqF) (4,5*[8+2]).

BHUMAHUE! Cwmecb nonumepasbl (TaqF), MNUP-6ydepa-FRT u
[MLP-cmecen-1-FRT BINY gomkHbl 6bITb MCNONb30BaHblI B TEYEHUE
2 4 rnocrne npuroToBieHUS.

B.MoarortoBka npobupok ansa nposeneHus NUP

BHUMAHUE! lMpu ucnonb3oBaHun amnnudpukatopoB «Rotor-
Gene» 3000/6000 («Corbett Research», ABcTpanus)
pekoMeHAyeMbIX TUN nnactuka — npooupku 0,1 mn, «Gene
Disk 72» nnun «Gene Disk 100».

NMpu Heob6XxoAMMOCTU UCNONL30OBAHUA MPOOMPOK OO BLEMOM
0,2 mn (TONbKO npu ucnonb3oBaHUM c¢ npubopamm «Rotor-
Gene» 6000 («Corbett Research», ABcTtpanusa)), BBUay manoro
o0béMa peakuMOHHOU CMeCHu, HeobXoaAMMO B KaxAayh
npoounpKy Aob6aBnATbL MMHEpanbLHOe Macno.

[MpUroToBMEHHBLIE CMECU BHOCATCA MO 8 MKN B OAHY NMPOOUpKY.
Beuay TOro, 4tOo Kaxablh KIMHMYECKUA obpasel, OOMKEH OblTb
BHECEH B 4 nNpobupkn C pasHbIMWU CMeCsiMU (FeHOTUNUPOBAHUE
ocyuwlectensietca B 4x npobupkax), npeanaraetca cregytowas
CXEMa BHECEHUSI CMECU peareHTOB M KITMHUYECKNX 00pasLoB:

Cxema BHeceHUs1 cmeceu U obpa3uoB Aana npubopa «Rotor-
Gene» 3000/6000:
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cb «16.18.31» - CHHSISI KDBIIIKA
Cueco «39,45,59» - po3oBasi KpPbILIKA
—Cuecy «33,35,56» - 3ey1eHast KDbILIKA
«—Cauecw «51,52,58» - opanKeBasi KDbIIKA

Cmpun us 4
npooupox — Ha 0OuH
KAUHUYeCKU
obpasey

Brnecmu I[IKO /ITHK BIIY 16,18,31 «cunuii»
Brnecmu I[IKO /THK BITY 39.45,59 «po3zoswiii»
Brnecmu I[1KO /IHK BIIY 33,35,56 «3enenviily
Brecmu I[IKO /THK BIIY 51.52.58 «opanoicesoliiy
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Cmpun nonoxxcumenbmvix KOHMpoJel
Cmpun ompuyamenvbHblX KOHMpPoell

YcmaHosume cmpuriogaHHble o 4 npobupku 0,1 mn (cmpurbl) 8
wmamue Kak rnokaszaHo Ha cxeme. Konu4decmeo cmpurios Or5is
uccriedosaHusi 16 obpa3suyos — 18 (0ns uccriedosaHusi N obpasuos —
N + 2).

Cxema BHeceHUs cmeceun U obpasuoB ana npudopa «iQ5» n
«Mx3000P»:

B uemvipe 6epxuue npobupru
KOHmMpovHo2o cmpuna enecmu J{HK-
6ychep (ompuyamenvHbiil KOHMPOTD)

3 5 9
Cmpun us 8 ©l © © © © © ©|© Cmecwb «16,18,31» - cHHSIS1 KDPBILIKA
npooupox — na 0sa @0 © © © © ©|0 Cmech «39,45.59» - po3oBasi KDbILIKA
KAUHUYECKUX 7/ | ©] © © © © © | Cruecn «33,35,56» - 3eeHast KDbIIIKA
o6pasya (@) (@) (e (@0 © Cmecv «51,52,58» - opaH:KeBasi KDBIIIKA

© © © © ©

© © © © ©

©) © ©) (© ©

000 0 ©

4 6
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Bunecmu IIKO JIHK BI14Y 16,18,31 «cunuiiy
Bnecmu I[IKO /THK BITY 39,45,59 «po3zoewiiiy
Buecmu INKO JTHK BIIY 33,35,56 «3enenviiiy
Bnecmu I[IKO /THK BITY 51,52,58 «opanoicesoliiy

Konmponwvnwui cmpun

YcmaHosume cmpurniogaHHble Mo 8 npobupku (cmpurbl) 8
wmamue eepmukasibHO Kak rokasaHo Ha cxeme. Konuyecmeo
cmpurnos 0ns uccriedosaHusi 16 obpasuoe — 9, dns uccnedogaHusl
N obpa3uos — N /2 + 1.

B nepsyto npobupky Kaxgoro cTtpuna BHeCUTe MO 8 MK
cmewaHHon ¢ lNLUP-6ydepom-FRT u nonumepason (TagF) cmecun
«16,18,31» (cnHAs Kpblwka), BO BTOpYO — 8 MKn cmecn «39,45,59»
(po3oBasi Kpblllka), B TpeTbto — 8 MKn cmecn «33,35,56» (3eneHasd
KpblllKa), B 4eTBepTyto — 8 MK cmecn «51,52,58» (opaHxeBad
Kpblwka). (B cnyyae ctpuna no 8 npobupok, B 5, 6, 7, 8 npobupku
CMeCUK BHOCATCHA aHanorn4Ho).

BHUMAHUE! [Ona apekBaTHOM o006paboTKu pe3ynbTaToB
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uccrnenoBaHUs, He MeHANTEe NnocneaoBaTeNibHOCTbL pa3MeLleHUs
cMeceun B cTpune.

KrnnHnyeckne obpasubl BHOCATCA No 5 MKN obpasua B Kaxayo 13
yeTblpex Npodbupok ¢ pasnudHeiMn [LIP-cmecsamu. BHeceHue
KITMHUYECKNX obpasuoB OCyLLEeCTBNsIeTCH OAHOPAa30BbIMU
HaKOHEYHMKaMM C a3p030SibHbIM BapbLepPOM.

BHAMAHUE! MNpun po6aBneHnn [OHK-o6pasuoB HeobGxoauMmo
nsberatb nonagaHusa copbeHTa B peakUMOHHYKD CMeCb AnA
MnupP.

[loG2comoeka ompuuamersibHbIX U MOo1I0XXUmesibHbIX KOHmMposieu: B
yeTbipe npobupkn ¢ pasnuyHbiMun [P cmecammn BHocuTca no
5mkn  [OHK-Oydepa (ompuuamernbHbii ~ KOHMPOsb)  WUNU
OTpULAaTENBbHOIO KOHTPONS BblaeneHusi. B npobupky C¢ «CcuHeny
CMeCbio (nepBasi) BHOCUTCS 5 MKN NONOXUTENbHOro KOHTPOJSIbHOIo
obpasua NKO OHK BINY 16,18,31 tTmnos n [1HK yenoseka «CUHUNY,
B NpobupKky C «KpacHom» cmecbio (BTopasi) — KO [OHK B4
39,45,59 n [OHK 4yenoBeka «KpacCHbI», B NPOBUPKY C «3eneHOomn»
cmeckio (TpeTbsl) — MNKO OHK BINY 33,35,56 tunos un AHK 4yenoBeka
«3eneHbiny, B NMPobUPKY C «OpaHXeBOoM» CMeCbl (4YeTBepTas) —
MKO OHK BIMY 51,52,58 tvnos n [OHK 4yenoBeka «opaHXeBblin»
(cm. cxemy).

NMpoBeaeHne peakumn amnnudukaumm, aHanmMs U  y9yeT
pe3ynbTaTtoB npu nomowm npubopoB «Rotor-Gene» 3000/6000
(«Corbett Research», ABcTpanusi) cMm. npurioxeHue 1.

NMpoBeaeHue peakumm amnnudmkKaumm, aHanmMa U yyet
pe3ynbTaTtoB npu nomowm npubopa «iQ5» («BioRad», CLUA)
CM. NpUnoxeHue 2.

NMpoBeaeHne peakuun amnnudpumkaumm, aHanmMs wu y4yet
pe3ynbTaTtoB npu nomowum npubopa «Mx3000P» («Stratageney,
CLUA) cm. npunoxeHue 3.
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CPOK IogHOCTU. YyClioBUA TPAHCIMOPTUPOBAHUA WU
XPAHEHUA

Cpok rogHocTU. 6 mMec. Habop peareHToOB C WUCTEKLUUM CPOKOM
rO4HOCTU MPUMEHEHNIO HE NOAJSIEXMNT.

TpaHcnopTupoBaHue. Habop peareHTOB TpaHCNopTUpOBaTb MNpU
Temnepatype oT 2 oo 8°C He 6onee 5 cyt. lNpu nonyyvyeHuu
pa3yKoMMJIeKToBaTb B COOTBETCTBUU C yKa3aHHbIMU
TemnepaTypamm XpaHeHus.

XpaHeHue. Komnnekt peareHtoB «[HK-cop6-AM» XxpaHuTb npwu
Temnepatype ot 2 po 25°C. Komnnekt peareHtoB «[1LP-
KoMnnekT» (kpome nonumepasbl (TagF), MNUP-cmecu-1-FRT BINY
16/18/31, TLUP-cmecn-1-FRT BIY 39/45/59, TUP-cmecu-1-FRT
BMN4Y 33/35/56, TlLP-cmecun-1-FRT BIMY 51/52/58) xpaHuTb npu
Temnepatype ot 2 go 8 °C. lNonumepasy (TagF), MNUP-cmeckb-1-
FRT BIN4Y 16/18/31, NMUP-cmecb-1-FRT BINY 39/45/59, MNLP-cmecb-
1-FRT BIMY 33/35/56, MNMUP-cmecb-1-FRT BINY 51/52/58 xpaHuTb
Npu TemnepaTtype He Bbilwe MnHyc 16 °C.
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TAPAHTUMHBIE OBA3ATENBLCTBA U3TOTOBUTENA

N3rotoBuTenb rapaHTupyeTt COOTBETCTBME OCHOBHBbIX
napamMeTpoB N XapaKTepUCTUK Habopa peareHToB TpeboBaHUAM,
yKa3aHHbIM B TEXHUYECKOW M JKCnnyaTauMOHHOM OOKyMeHTauun, B
TeYEHNEe YKasaHHOro CcpoKa rogHoOCTM npu cobngeHnn Bcex
YCINOBUN TPAHCMOPTUPOBaHUSA, XPaHEHUSI N NPUMEHEHMUS.

MeOuumHckoe um3genue TexXHUYECKOMY  OBCnyXMBaHUO U
PEMOHTY HE NOASIEXMUT.

Peknamauuun Ha kayecTBo Habopa peareHToB no agpecy 111123,
r. Mocksa, yn. Hosornpeesckas, gom 3A, e-mail: cs@pcr.ru4.

[Mpn BbisBNEHUN MOBOYHLIX AOEWNCTBUMA, HE YKasaHHbIX B
MHCTPYKUMN NO NPUMEHEHMIO Habopa peareHToB, HexenaTenbHbIX
peakumMin npu €ero WUcnonb3oBaHuUKW, (akToB M 0BCTOATENBLCTB,
co3galowmx yrposy XuU3HU U 300POBbH0 rpaagaH U MeaUUMHCKUX
pabOTHMKOB NPX NPUMEHEHUM N IKCMNyaTauum Habopa peareHTos,
pekoMeHayeTCca HanpaBuUTb COOOLLeHMe NOo agpecy, yKasaHHOMY
Bbille, U B YMNOJIHOMOYEHHYKO TOCYLAPCTBEHHYIO perynupyowyro
opraHusauuio (B PO — depepanbHas cnyxba no Hagsopy B cdepe
34paBOOXpaHeHUs) B COOTBETCTBUU C OENCTBYOLLNM
3aKoHo4aTeNbLCTBOM.

3aseaytowmn HIMJT OMAn3
®bYH LUIHUW 3nugemuonorum /-[)

/‘ ’»l.‘»' P g ‘t ' v;‘“
PocnoTtpebHaa3sopa Ventlide ”/ E.H. PoaunoHosa

[masHbIn Bpay OI'BY «lMonuknuHnka Ne1»
YnpasneHus genamu lNpesugeHTta

Poccuickon ®epepauum E.B. PxeBckas

* OT3biBbl U NpeanoXeHns o NpoayKumMn «AMNIMCEHC» Bbl MOXETEe OCTaBWUTb, 3aNOfHUB aHKeTY
notpebutens Ha cante: www.amplisens.ru.
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http://www.amplisens.ru/

CUMBOIJbI, UCNONb3YEMbIE B NEYATHOM NMPOOYKLUU

CoaepXMMoro ocTaTo4HO
AnNsi NpoBeAeHust n-
KonuyecTBa TECTOB

REF Homep no katanory

O6paTtnTech K MHCTPYKLMUK MO
NPUMEHEHNIO

LOT Koa naptun g Mcnonb3oBaTb A0

IVD MeanunHckoe nspenuve
ANS AUarHocTUKKM in vitro

7z

He gonyckatb BO34encTBuS
COITHEeYHOro ceeTa

VER [lata nameHeHus

I\\//

TemMnepaTypHbIN AnanasoH [laTta nsrotoBneHus

I3

M3rotoButenb

OcTtopoxHo! ObpaTtuTtecs K
WHCTPYKLMK MO
NPUMEHEHNIO

> k=
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NMPUNOXEHUE 1. Rotor-Gene 3000/6000

NMPUNOXEHMUE 1

NMPOBEOEHUE PEAKUMN AMIMIIIMOUKALUN WU AHAIIN3
PE3YJIbTATOB NP1 MNOMOLWM TMPUBOPOB «Rotor-Gene»
3000/6000 («Corbett Research», ABcTpanus).

Onsa pabotel ¢ npubopom «Rotor-Gene» 3000 cnegyert
ncnosnb3oBaTb nporpammy «Rotor-Gene» Bepcun 6, ¢ npnbopom
«Rotor-Gene» 6000 — nporpammy «Rotor-Gene» 6000 Bepcun 1.7
(build 67) nnn Bbliwe.

Hanee nNo TEKCTY TEepPMMUHbI, COOTBETCTBYHLINE pPa3HbIM
BepcusM NpnbopoB u NporpaMmmMHoOro o6ecnevyeHus ykasaHbl B
cnenyrowem nopsagke: ana npmoopa «Rotor-Genex» 3000 / gnsa
aHrnos3bIYHON Bepcuu nporpammbl «Rotor-Genex» 6000 / gnsa
PYCCKOA3bIYHOM Bepcum nporpammbl «Rotor-Genex» 6000.

Habop peareHTOB agantupoBaH nog dopmat OapabaHa Ha
72 npoompkn 0,1 wmn (18 ctpynoB no 4 npobupkn)
(eeHomunupoesaHue 16 obpa3uyoe + rnofoXumesibHbil U
ompuuyamersibHbIl KOHMPOJsIbHbIE CMPUrbI):

NpoBeaeHue peakum amnnudnKaumum

e YcTaHoBUTE Mpobupkn B Kapycernb «Rotor-Gene» Tak, 4TO 6bl
nepsass npobupka (co cmecbio «16,18,31» - CcUMHAA KpbllKa)
nepBoOro cTpuna nonana B NyHKy 1 unu nyHky A1 (B 3aBUCMMOCTU
oT Tuna 6apabaHa), panee nocnegoBaTeflbHO YCTAaHOBUTE
NpoOupKM MO MPUHLKUNY «rosioBa-xBOCT» TaK, 4TOObI nepsad
npobupka cregywwero cTpuna cregosana 3a nocnegHeun
npobupkon npegbigywero. Opyrumn crnosamu, nepsasi npobupka
CcTpuna AOoJKHa Bcerga okasbliBaTbCA B NTyHKax ¢ Homepom 1, 5, 9,
13unT.4a. (vnn A1, A5, B1,B5, C1nrtn.);

BHAMAHUE! byabte BHuMmaTenbHbl! He nepeBopaynBante

CTpunbI NpU ycTaHOBKe B OapabaH.

BHUMAHUE! [Mpu yctaHoBKe B OapabaH He ocTaBnsAUTe

NPONYCKOB MeXAay CTpunamu.

e HageHbTe dQomKkcupyloLllee KombLO, YCTaHOBUTE Kapycenb B
Npudop, 3aKPONTE KPbILLIKY.

e 3anyctute nporpammy amnnudpukagyun. Ons atoro ncnonb3ynte
OAMH U3 criegyowmx crnocobos:

Ucnonb3oBaHMe wWabnoHHoro davna aAna ObICTPOro 3anycka
3KcnepuMeHTa
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NMPUNOXEHUE 1. Rotor-Gene 3000/6000

BHUMAHUE! Ona npoBeaeHusa amnnucpukaumm HactToAaTesribHO
pekoMeHAyeTCsA MUCnosfib3OBaHMEe npunaraemMoro K Habopy
peareHTOB WabnoHHoro channa.

Lns  ucnoneb3oeaHusi wabrioHa - (Oeraemcs  OOHOKpPamHoO):
CKONMUpYWTE npunararowmnnca K Habopy peareHToB hann wabroHa
M3 narnkk, COOTBETCTBYKOLLEN HasBaHUO npubopa B Nanky
«Templates»/«lLabnonbi» nanku nporpammbl «Rotor-Genex. [Mpu
yctaHoBke «Rotor-Gene» no ymosnyaHuio NyTb K yKasaHHOW nanke
cnegyrowmn: «C:\Program Files\RotorGene 6\Templates» unu
«C:\Program Files\Rotor-Gene 6000 Software\Templates». locne
BbINONHEHUS 3TOoM npouenypbl B okHe «New Run»/«HoBbIn TeCT»
(BbI3blBaeTcs KHomnkon «Newx»/«HoBbIM» MaHenn WHCTPYMEHTOB)
NOSIBUTCS MYHKT C Ha3BaHMEM CKOMMPOBAHHOIO WabrioHa.

lpumeyvaHue. LlabrnoHHbIU halnn MOXHO OMKpPbIMb U3 Opyaou
nanku. [ns amozao 8 okHe «New Runx»/«Hoebii mecmy» ebibepume
e8krnadky «Advancedy/«[emanbHbil Macmep» U 8 HeU MyHKM
«Open A Template In Another Folder...»/«Omkpbims wabrioH u3
Opyeou narku...», Oanee rnepeudume 8 nariky, cooepxxauwyro
wabroHHbIU haln u omkpoume e2o.

B wabnoHHOM (hanne yxe 3agaHbl BCce HEOOXoaAnMbIE napameTpbl
amnnudpukaumm, N03ToMy HeOH6XoAMMO TOJSIbKO BHECTU AdaHHble 00
aKcnepmmeHTe n pacumndgpoBKy o6pasLoB.

1. 3anycTtuTb nporpammy «Rotor-Geney.

2. BblbpaTb NyHKT MeHO «Newy/«Hoebili» VN HaxaB KHOMKY
«Newy»/«HoebIli» Ha naHenn WHCTPYMEHTOB An9 OTKPbITUS
ananorosoro okHa «New Runx»/ « Hoebiti mecmy».

lMpumeyaHue. OkHo «New Runy/ «Hoebili mecm» Moxem

3arnycKkambCsi asmomMamuyeckKu rpu 3arnycke rnpogpammably.

3. B amnanoroBom okHe «New Runx»/ «Hoebii mecmy» BblbpaTb
Bknagky «Quick Starty/«bbicmpbii Macmep» U B HEW MNYHKT C
Ha3BaHMEM Hy)KHOro  wwabnoHa 7 HaXaTb  KHOMKY
«Newx/«Ho8bil».

4. B OTKpbIBLUEMCH  OMarioroBOM OKHe MacTepa HOBOIO
9KcnepuMeHTa yCTaHOBUTb TUM Kapycenu:

72-Well Rotor/72-nyHo4HbIU pomop
N NOCTaBUTb OTMETKY B NYHKTe «Locking ring attached»/«Konbuyo
3aKkperisieHo», HaxaTb KHonKy «Nexty/«/Laneex».

5. BoibpaTtb kHOMKy «Edit Grid»/«[lpaska obpa3uoe» B npaBoM
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NMPUNOXEHUE 1. Rotor-Gene 3000/6000

HMXXHEM Yrny 9KpaHa M BHECTW [aHHble B paclundgpoBKy:
Heo6xoQMMO BBECTU MOSIOXKEHUE Npobupok B Kapycenu. Bce
KNUHU4Yeckne npodbbl M KOHTPOMW BblOeNneHna AOO0SMKHbl OblTb
obo3HaveHbl kak «Unknown»/«Obpaseu», MOMoXUTenbHbIEe
koHTponn T1UP «kak «Positive control»/«lonoxutenbHbin
KOHTPOSb», oTpuuartenibHble KoHTponn [MLUP kak «Negative
Control»/«OTpuuaTtenbHbll  KOHTPOSbY. HaxaTb  KHOMKy
«Next»/«[aneex.

HaxaTb kHonky «Start run»/« Cmapmy.

[laTb HasBaHMe 3KCnepumMeHTa MU COXpaHUTb ero Ha aucke (B
aToM dhanne OyayT aBTOMaTUYECKM COXpaHeHbl pes3ynbTaThl
OAHHOrO 3KCrNepuMeHTa).

CamocTosiTensHoe NporpaMmMmmpoBaHue

1. 3anyctutb nporpammy «Rotor-Geney» (8epcuu 6 0ns npubopa
«Rotor-Gene» 3000 unu 1.7 build 67 unu ebiwe 0ns npubopa
«Rotor-Gene» 6000).

2. BbibpaTtb nyHKT MeHo «New...»/«HOBbBIN...» NN HaXaB KHOMKY
«Newx/«Hoebilily Ha naHenu WHCTPYMEHTOB ANA OTKPbITUS
ananoroBoro okHa « New Runx»/«Hoebiti mecmy.

lpumeyaHue. OkHO «New Runy/«Hoebii mecm» Moxem
3arnyckambeCsi asmomMamuyecKu rpu 3arycke rpopammai».

3. B guanoroBom okHe «New Runx»/«Hoebili mecm» BblIbpaTb
Bknagky «Advanced»/«[letanbHbln MacTep» U B HeW NYHKT
«Dual Labeled Probes»/«®nyopecueHTHble 30HAbI» U HaXaTb
KHONKY « Newx/«Hoebil».

[pumevaHue. [nsa  coxpaHeHuUss HacmpoeKk  rnpeobidyuweao
aKcriepumeHma  MOXHO  eblbpamb  nyHkm  «Perform  Last
Runx»/«BbinonHume rocrnedHul Tecmy.

4. B oTKpblBWWEMCS  OManoroBOM OKHE MacTepa  HOBOrO
9KcrnepumeHTa ycTtaHoOBUTb TUN Kapycenu: «72-Well Rotory»/«72-
JTIYHOYHbIU pOmMOop» U NOCTaBUTb OTMETKY B NYHKTe «Locking ring
attached»/«Konbuo 3aKkpenfeHoy, HaXkaTb KHOMKY
«Next»/«[daneey.

5. Beectn, no HeobxognmmocTtn, uHdopMauuo o6 akcnepuMeHTe
(oonyckaeTcs BBOL Ha PYCCKOM $3blKe), TaK Xe YCTaHOBMUTb
06bEM peakuMOHHOW CMECH:

Reaction volume/O6wem peakyuu — 13 uL
OcTaBuTb 3HayeHue nyHkTa «Sample layout»/«KomnoHoBkay -

~NOo
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«in rows 1-8»/«1,2,3...»/«1,2,3...».
HaxaTb kHonky «Next»/«danee».
6. B BepxHen 4YacTn okHa HaxaTb KHoMky «Edit profile»/«Penaktop
npocuns».
7. 3apgaTb cneayloLlime napamMeTpbl IKCNepUMeEHTa:
1. Hold/Ypepx.Temn-pbl 95 °C - 15 muH
2. Cycling/UuknupoBaHmne 95°C-15c
60 °C - 30 ¢ — deTeKkuus
Cycle repeats/Ulukn nosBTtoputb —
45 times/pa3s

dnyopecueHumto namepsoT npu 60 °C Ha kaHanax FAM/Green,

JOE/Yellow, ROX/Orange n Cy5/Red.

[na atoro:

1. MMpwn nonoxeHun Kypcopa Ha nyHkTe «Hold»/«Yaoepx. Temn-
pbl» HaxaTb Ha kHonky «10» HanpotuB  «Hold
Time»/«Bpemsa:» n BBectn saHadeHne 15.

2. lNepeBectn kypcop B nonoxeHue Cycling/UnknupoBaHue.
HaxaTtb kHOMKy «40» B cTpoke «This cycle repeats...
times»/«Lunkn noBTOpPUTL ... pas» U NOMEHATb 3HaAYeHWe Ha
45,

3. BbibpaB Ha rpacuke TemnepaTypHOro npogunsa nosuvuuio
«95 deg. for 10 sec.»/«95 rpag. Ha 10 cek.» yBenUUUTb
BpeMa 0o 15 c¢ (HaxaB kHonky «10 seconds»/«10 cek.»
cneBa W NOMEHSB 3HayeHue Ha 15). AHanoruyHo, BbIOpaB
nosamumio «60 deg. for 45 sec.»/«60 rpag. Ha 15 cek.»
n3meHnTb Bpems Ha 30 c.

4. Ina 3agaHMd  KaHanoB  U3MepeHus  doriyopecueHuum
HeoOxoouMmMo  BblgenuUTb  cOpPMUPOBaAHHYKD  obnacTtb
TemnepaTtypHoro npodpuna «60 deg. for 30 sec.»/«60 rpag.
Ha 30 ceKk.» U HaXkaTb KHOMKY ¢ Hagnucblo «Acquiring.Cycling
Ar»/«[etek Ha Cycling A». [locnegoBatenbHo BbibpaTb
kaHanbl Cy5/Red, FAM/Green, JOE/Yellow n ROX/Orange n
nepeHecTn nx B okHo «Acquiring Channels»/«[leTektnpoBatb
KaHamnbl:» HaXaTMEM KHOMKW CO CTPESIKON «>», MOCIie 4ero
HakaTb «OK»/«[da».

lpumeyaHue: Bbl  mMoxeme coxpaHuma rnpozpammy
amrinugpukauuu, ebibpas rnyHkm «Save as»/« CoxpaHums Kak» u
3adae ums, a 3ae2py3ums, 8bibpas nyHKkm «Load»/ « OmKpbimb».

8. HaxaTtb kHonky «OKx»/«[a» nna coxpaHeHust nporpammbl U
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BO3BpaLLLeHMS K MacTepy HOBOIo aKCNepuMEHTa.
BHUMAHUE! MoxHo Takke wucnonb3oBaTb YHUBepPCarbHYH
nporpammy amnnndukauum n getekumm «AmnnmCeHc-1 RG». C
MCMNOMb30BAaHMEM  3TOM  NporpaMmmMbl  MOXHO  OOHOBPEMEHHO
npoBoaANTbL B 0AHOM npubope noboe coveTaHne TeCTOB NO eANHON
nporpamme (HanpumMmep, COBMECTHO C TecTaMu [Ons BbIsIBIEHUSA
OHK Bo3byautenen UMMM).

AHanNUTMYeCcKMEe XapakKTepUCTUKN OaHHOro Habopa peareHToB npu
MCMNOSIb30BaHMN YHMBEpPCASIbHOW MporpaMmmbl aMmniandukaumm He
N3MEHSILOTCS.

NMporpamma «AmMnnunCeHc-1 RGy:

1. Hold/Ygepx. Temn-pbl 95 °C - 15 MuH

2. Cycling/UuknupoBaHmne 95°C-5c

60 °C-20c

72°C-15¢
Cycle repeats/Ulukn nosTtoputb —
5 times/pas.

3. Cycling 2/UnknupoBanne 2 95°C-5c¢
60 °C - 20 ¢ — OeTekuus’
72°C-15c¢
Cycle repeats / Lukn nosTopuTth
— 40 times/pas.

3apgaHue napamMeTpoB KanmMopoBKuU

9. B HWwKHeM 4HacTM OKHa MacTepa HaxaTb  KHOIMKY
«Calibrate»/«Gain Optimisation»/«ONT.ypOBHS CUrH.», HaxaTb
kHoMKy «Calibrate Acquiring»/«Optimise Acquiring»/«OnT.geTek-
MbIX», nocrie 4Yero BblOpaTb yHkuuio: «Perform Calibration
Before 1% Acquisition»/«Perform Optimisation Before 1%
Acquisition»/«BbinonHnte  ontummndauuto  npu  1-m  ware
aetekuum». [locrnegoBaTenbHO yCTaHaBnuMBasi Kypcop Ha
Ha3BaHUsS KaXXOoro ornyopecueHTHOro Kpacutensa u, Bblbupas
nyHKT «Edit...»/ «[1paBka...», 3agaTb ananasoH «Target sample
range»/«HyXHbIn Onana3oH cTapToBOro curHana» ot 4Fl go
8F1.OkHO 3aKpbITb, BblbpaB «Close»/«3akpbITby.

10.HaxaTtb kHomnky «Next»/«[Janee», 3anyctntb amnnmgukaumio

® leTekums dnyopecueHumn (Acquiring to Cycling A/letek.Ha Cycling A) no kaHanam FAM/Green,
JOE/Yellow, ROX/Orange un Cy5/Red Bkntovyaetca Ha BTopom ware (60 °C) Btoporo 6roka
LUUKNMPOBaHKSI.

®opma 2: R-V25(RG,iQ,MX) , H-0492-1-3 / 18.06.18/ cTp. 25 13 44



NMPUNOXEHUE 1. Rotor-Gene 3000/6000

KHornkon «Start run»/«CtapTt».

11.[latb HasBaHue danny 3IKcnepumMeHTa U COXPaHUTb €ro Ha
aucke (B aToMm (pavne ©OyayT aBTOMATUYECKN COXPaHEHbI
pesynbTaTbl 4AHHOIrO 3KCNepuMeHTa).

B npouecce paboTbl amnnudukatopa WM MO OKOHYaHUU €ero
paboTbl HEOOXOAMMO BBECTWU MOSIOXEHME MPOOMPOK B Kapycenw.
[Ons aTtoro wucnonb3oBaTb KHOMKYy «Edit samples»/«l1paBka
obpasuoB» (B HUXHEW NpaBOW YaCcTWU OCHOBHOIO OKHa MporpamMmebl).
Bce knuHnyeckmne obpasubl U KOHTPOMNM BblAENEeHNs AOMKHbI ObITb
obo3HayeHbl kak  «Unknown»/«O0pazeu», MNONOXUTENbHbIE
koHTponn TP kak  «Positive  control»/«lNonoxutenbHbin
KOHTpOmnby», oTpuuateneHole KoHTponu [1UP kak «Negative
Control»/«OTpuuaTenbHbI KOHTPOSMbY.

BHUMAHUE! HanpoTtnB o6pa3uoB He OOMKEH 3HAYUTLCA TUN
«None»/«lycto». [pu yctaHoBke Tuna «None»/«llycTo»
AaHHble obpasua aHanuaupoBaTbcA He 6yayT. Acnonb3yute
3TOT TUN TONbKO AJIA He3anosTHEeHHbIX iYeeK Kapycernu.

OBPABOTKA U AHAJIN3 PE3YJIbTATOB

OueHKa AaHHbIX

[MfpocmoTpuTte HeobpaboTaHHble [OaHHble npubopa no BCEM

yeTblpeM kaHanam (FAM/Green, JOE/Yellow, ROX/Orange w

Cy5/Red), Bblbupaa kHonkn «Cycling A...» Ha naHenu

«Channels»/«Kananbl». O6patnte BHUMaHMEe Ha cneaywwme

MOMEHTbI:

e Cpean Bcex curHanos obpasuoB Mo KaHany OOSMKEH OblTb XOTH
Obl OOMH NONOXWUTENbHLIA (MOSIOXUTESNbHBIA CUTHaAN UMeeT

XapaKkTepHyH S-obpasHyto KPUBYIO HakonneHns
donyopecueHuun (cm. puc. 1). (lpu npasunbHOU rnocmaHosKke U
meyYyeHuu 3KcrepuMmeHma obsizameribHO OOJ/XKEH

rpucymemaeogams cuaHarsl rosioxumesibHo2o KOHMPOIJis).

BHUMAHUE! T[pn nonHOM OTCYTCTBUU MNONOXUTESIbHbIX

curHanoB no dnyopecueHTHOMY KaHany obpaboTka AaHHbIX

KaHara MoXeT AaTb HEeKOPPEeKTHbIN pe3yrnbTarT.

e Hanuume o6pasyoB €  OHOBbIM  CWUrHaroM,  pesko
oTnMyarLmnmcs oT 6onbLUMHCTBA, CBUAETENbCTBYET 06 owwnbke
Npu BHECEHUN B NPOOUPKY peakuMoHHOW cmecu unu obpasua
OHK (cm. puc. 26 un pasgen «Bo3moxHble npobrnembl U
OLLMBKNY).
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O6paboTKa pe3ynbLTaToB

e Y[OoOCTOBEpPbTECH, YTO BCE aHanM3anpyemble obpasubl akTUBHbI B
rnereHge crnpasa.

e 3anyctute dyHKUuo «Analysis»/«AHannsy», Bblbepute BKNagKy
«Quantitation»/«Konn4yecTBeHHbIN» N B HEWN NOcreaoBaTerbHO
BblOMpanTe kKaxablh U3 4eTblpex kaHanos FAM/Green,
JOE/Yellow, ROX/Orange n Cy5/Red.

e [locne OTKPbITNSA OKHa «Quantitation
analysis»/«Konn4yecTBeHHbIN aHanus» BPYYHYO YCTaHOBUTE
3Ha4yeHue nopora: Threshold/lMopor = 0,03.

o Bbibepnte nuHenHbln TN wWkKanbl («Linear scalex»/«JlnHenHas

LKana»), aKTUBUPYUTE napamMmeTpbl «Dynamic
tube»/«duHammny.cpoH», «Slope Correct»/«KoppeKT.yknoHay.
e Buibepute napameTp «More settings»/«QOutlier

Removal»/«YcTpaHeHne BbIOpPOCOB» WM YCTaHOBUTE 3HA4YeHUEe
nopora otpuuartenbHbix 0bpasyoB (NTC threshold /IMopor ®oHa
- MN®) paBHbIM 20 %.

BHUMAHUE! [JoctatoyHO peako BO3MOXHO  fIBJfieHUe

nepecevyeHnsas nuHum nopora (Threshold/Mopor) n KpuBbIX

cdonyopecueHuMn Ha nNepBbIX LUKNax, NpuU 3TOM nporpamma

«Rotor-Gene» MoXxeT 3acuyuTbiBaTb AaHHble NepecevYeHUs 3a

NONOXUTENbHbLIA curHan (puc. 7). Ana yctpaHeHus 3ddekTa

BOCMNOJIb3yNTECh chyHKUMen «Eliminate cycles

before...»/«AcknOYUTL UUKNbI A[0...», 3aAaB 3HayeHue 5,

NPOUrHopupoBaB TeEM caMbiM NepecevyeHMe nopora U KpMBomn

donyopecueHuMN Ha NepBbIX NATU LUKNaX.

e B Tabnuue pesynbTtatoB («Quant. Results»/«KonnyectBeHHble
pes3yrnbTaTbl»): Bblaenute KoroHKy «Namex»/«Mma» ogHokpaTHO
LLIESTIKHYB MbIlWb0 Ha 3aronoske. CKONUPYWTe KOSIOHKY, BblbpaBs
«Copy»/«KonnpoBaTb» M3 KOHTEKCTHOrO MeEHK0 (Bbl3blBaeTCS
NpaBon KHOMKOW MbIlK) (CM. puc. 9).

e OTkponTe npunaralWnnUca K Habopy peareHToB dhann
Microsoft® Excel «AmpliSens FRT HR HPV GENOTYPE RG
Results Matrix.xls», cornacutecb Ha BKIOYEHNE MaKpoca.

lNpumeyaHue. Ecnu npu omkpbimuu OokymeHma Excel He
aKkmueupyemcs Makpoc (KHorka «Peaynbmambly HeakmueHa)
Heobxo0uMo u3MeHUMb yposeHb be3onacHocmu Microsoft®
Excel. [MAna amoeo  eblbepume 8  MEHIO  [YHKM
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«Cepsucy»>«Makpocr»>«besonacHocmb...» U  ycmaHosume
cpeOHul yposeHb be3onacHocmu.

e YcTaHoBuUTe Kypcop Ha a4enky «Namex»/«Amsi» n Bbibepute
«Paste»/«BcTtaBuUTb» N3 KOHTEKCTHOrO MeHto (cMm. puc. 10).

e AHanorn4Ho Bblbepute 1 ckonnpymTe KonoHky «Ct» n3 Tabnumubl
pe3yrbTaTos («Quant. Results»/«KonnyecTtBeHHble
pesynbTaTbl»). YCTaHOBUTE Kypcop B Tabnuue Excel B avenky
«Ct» nog HasBaHMEM COOTBETCTBYHOLLErO rlyopecueHTHOro
KpacuTtens B KONoHke «Peakumsa» (cm. puc. 9,10).

o [loBTOpPUTE npouedypy Ana  Apyrux  driyopecLeHTHbIX
KpacuTterneu.

e CoxpaHuTe daiin Microsoft® Excel nog Apyrum nmeHem.

NMpumeyaHue: YT0ObI 9KCnopTMpoBaTb (kKonupoBaTb) Tabnuuy

pesynbTaToB aHanu3a B Excel 6e3 nckaxeHus pycckoro wpugrTa,

HeobXoaMMO NEPEKNIOYNTL CBOK KnaBuaTypy Ha PYCCKUA WpudT

nepeg TeEM Kak HaxaTb B MeHw «3kcnopT B Excel» wunn

«Konnposatby.

e Haxmute «kHonky «Bblgate pesynbTatbl». B konoHke
«Pe3ynbTaTbi» NosBATCS BbigBNeHHble B 0bpa3suax Tvnbl B4,
Ona 6Gonee KOppekTHOM 06paboTKM  OaHHbIX  NpPOorpamMmmon
HeobxoaMmMo B KOJIOHKe «Name» 0003HauYuTb NONOXUTENbHbIE
KOHTPONMM Kak «+» unum «K+», a oTpuuatenbHble KOHTPOMN KakK «-»

nnm «K-».

lpuHyunbi, nexawue e OCHOBe aemomMamu4eckol

obpabomku pe3ysibmamoas:

CurHan B JgaHHOM nNpoOupke No [aHHOMY KaHany CcuYuTaeTcs

NOSIOXKUTENBbHBIM, €CnN  COOTBETCTBYIOLLASA KpuMBad HaKoMieHus

donyopecueHUMn nepecekaeT JIUHUIO nopora. XapakTepucTUKomn

OAHHOrO cuUrHana siBndeTcs NOpPOroBbl LMK — LKUKIT, KOTOPOMY

COOTBETCTBYET TO4Ka nepecevyeHnss dryopecueHTHON KPUBOM W

NMHUK nopora. MIMeHHO 3Ha4YeHus1 MOPOroBbIX LMKMOB, a TaK Xe UX

NpUCYTCTBME WM OTCYTCTBME  aHanuaupyrTcs  nporpamMmmomn

aBTOMaTn4eckon obpaboTkm pesynbTaToB.

BHUMAHUE! B peakux crniydyasix BO3MOXHO MepeceyeHue

FINHUMN nopora dnyopecueHTHbIMU KPUBbIMM,

COOTBETCTBYWLWMMU oOTpuuaTenbHbIM obGpasuam. OpgHako

BbISIBUTb MOAOOHbLIE cry4YauM AO0CTaTO4YHO MNPOCTO MO BuAY

KpMBbIX  ¢nyopecueHuumn: cMm. pasgen  «Bo3moxHble
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npo6rembl 1 OLWIMGKU», a TakK Xe puc. 7 u 8.

AHanu3 pe3ynbTaToB

OKCMNEPUMEHT CHUNTAETCS 8as/IUOHBLIM ECIIN:

e B OTpuUATENIbHbIX  KOHTPONSX  MONOXWTENbHbLIA  CUrHarn
OTCyTCTBYyeT no BceM kKaHanam FAM/Green, JOE/Yellow,
ROX/Orange n Cy5/Red .

e B nonoxurtenbHOM KOHTpOISIE BhIsiBNATCA BCe 12 Tunos BIY.

BHAMAHUE! B cnyyae HeBanuaHOCTM 3KCNepuMMeHTa ece

Nosly4YeHHble AaHHble cyuTarTCcA HeJOCTOBEPHbIMMU,

TpebyeTcs NOBTOP 3KCNEepPUMEHTA.

PesynertaTt BoiasneHus QHK BlMY n reHoTunuposaHmna ons gaHHoOro

obpasua cuntaeTcs:

e HeesasluOHbIM, ecnn XoTa Obl B ogHOM npobupke cTpuna He
3aperncTpmMpoBaHoO HM OOHOrO MOJSIOXKUTESIBHOIO curHana, B TOM
yucrie HeT curHana BHYTpPeHHero kKoHTpons (kaHan Cy5/Red)
NN 3aperncTpupoBaH TOSTIbKO CUrHam BHYTPEHHEro KOHTPOMs U
3Ha4YeHMe MnOopOoroBoro uUMKna Ans 3Toro KaHana npesBblaeT
30 uukn (NpM MCNonNbL3oBaHUM NporpamMmmbl amnnudunkaunm wu
netekumn AmpliSens FRT HR HPV Genotype RG4x Program)
nnn 35 umnkn (NpyM UCNonb3oBaHUM yHUBEPCANbHOW NPOrpaMmmbl
amnnudpukauymm un getekunm «AMnnmCeHc-1 RGy»).

e OompuuamersibHbIM, €CN BO BCEX 4eTblpex npobupkax cTpuna
NPUCYTCTBYET CUrHan BHYTpeHHero KoHTpons (kaHan Cy5/Red) n
OTCYTCTBYKOT curHanbel no gpyrum kaHanam (FAM/Green,
JOE/Yellow, ROX/Orange).

e [10/10XKUMesIbHbIM — BO BCEX OCTallbHbIX Cly4asix.

e cnabornonoxumersbHbIM, €cnu BO Bcex npobupkax cTpuna
perncTpupyeTca curHam BHYTPEHHEro KoHTponda (kaHan
Cy5/Red), n npu 3TOM 3HA4YEHME MOPOroBOro UMKMa Ang aToro
KaHana He npeBblwaer 30 uukn (NpM  MCNOMb30BaAHUMU
nporpammbl amnnudpukauum mn getekumm AmpliSens FRT HR
HPV Genotype RG4x Program) wnn 35 uumkn (npwu
MCNOMb30BaHMN YHUBEPCAnbHOM NporpaMmmbl amnnmgukaumnm um
netekumn «AmnnmCenc-1 RGy»), a curdan no nwobomy wu3
kaHanos JOE/Yellow, ROX/Orange, FAM/Green npeBbillaeT
35 UMK — COMHUTESNbHLIM pesdynbTaT no gaHHomy Tuny BIY.
CnabononoxutenbHbln  pe3ynbTaT  TpebyeT  MOBTOPHOrO
nccnegosaHma obpasua Ha 9artane [P (He TpebyeTtca
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NoOBTOPHOE B3dATME MaTepuana w/vnu Bbigenenve [OHK). B
cny4ae BOCNpOu3BeaeHUS NOSNIOXKNUTENBHOIO curHana pesyrnerart
BbiaBneHna OHK BIMY cuutaetca nonoxumernsbHbiM. B crnydae
BOCnponsseneHns cnabonosioXnUTeNnbHOro UnNn oTpuuaTenbHOro
curHana, pesynotat BbigsneHns OHK BlNY cuutaetcsa
ompuuamersibHbIM.
BHUMAHMUE! [onyckaeTca OoTCyTCTBME CUrHana BHYTPEHHero
KoHTponsa (kaHan Cy5/Red) B AqaHHOW npoOupke cTpuna, ecnv B
HeW perncTpupyeTcs curHan/curHanbl no kaHanam FAM/Green,
JOE/Yellow, ROX/Orange, n npn 3TOM 3Ha4YeHUSA MOPOroBbIX
LUUMKNoB He npeBbiwaer 30 uukn (NpM wuUcnonb3oBaHUU
nporpammbl amnnudukaumm m getekumm AmpliSens FRT HR
HPV Genotype RG4x Program) wnu 35 uukn (npm
MCNONb30BaHMU YHUBEpPCasIbHOW NporpamMmbl amnmndpukaumm
n getekummn «AmnnmCeHc-1 RG»).

BO3MOXHbIE NMPOBJNTEMbI 1 OLLUMBKW
lMeped ucnonb3oeaHuemM Habopa peazeHmoe pekomMeHAyemcsi
u3y4yums amom pa3sadeinl.

Mpo6nema MpuuuHa Kak BbIsBUTBL? Cnocobe.
yCTpaHeHus
OtpuuatenbHble | HenpaBunbHas TunNUYHbBIN Heobxogumo
ob6pasLbl MaTemaTtuyeckas NONOXUTENbHbIN BOCMNOSb30BaTLCS
aHanuaunpytTca | obpaboTka obpasey nveet dyHKUMen «lgnore
nporpamMmMomn oTpuLaTenbHbIX XapakTepHyto S- Firsty/«UeHop.
RotorGene kak ob6pasuoB npu 06pasHyo KpuBYHo repenie» BbiOpaB
NONOXUTENbHbIE. | HANU4YMKN y4acTka HaKonneHns 3HayeHve 5 Yukros.
nageHus donyopecueHuun (puc.1, | Ecnm ato He
dnyopecueHuun Ha 3 — 6). HekoppekTHo NPUBOAWT K
HavyanbHbIX LUKNax obpaboTaHHble AOIMKHOMY
(puc. 2a, 8) oTpuuaTtenbHble pesynbTtaTy
ob6pasLbl MMEKT BUg, nonpobynTe
AOBOSbHO NPSAMbIX YBENUYUTL 3TO
NIMHUIA, NOYLLMX CHU3Y 3Ha4yeHne Ha 1 — 5.
BBEpX (puc. 8)
MNepeceyveHne Ha rpadouke Bocnonbayimntech
NMHWEN nopora obpaboTaHHbIX KpuBbIX | byHKUMen «Eliminate
HUCXOOALMX KPpUBBLIX | doriyopecLeHLmm cycles before...»l
doniyopecueHummn Ha KpacHasi NIMHMsI nopora «UcknoHumb YUKIbl
Ha4anbHbIX LMKIax (Threshold/lMopor) 00...», 3a0aB
(punc.7) rnepecekaet unu 3HayeHve 5,
«3ageBaeT» KpuBble (wrHopupyeTcs
dnyopecueHuun B nepeceveHne nopora
neBoOW YacTu rpaduka N KPUBOW
(nepBble uuknbl) (puc. 7) | nyopecueHummn Ha
nepsbIX 5 LMKax)
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CHwxeHne 3arpsisHeHue NnH3 Hu3kne 3HaveHns [MpoBOOUTE OYUCTKY
YYBCTBUTENBHOCT | BEAET K CHUKEHWNIO doHOBOrO curHana no n1H3 npubopa He
N n3-3a apheKkTMBHOCTHU BCeM 4 KaHanam pexe 1 pasa B MecC.
3arpsi3HeHns BO30OY>XOEHUS 1 N3MepeHns
nnH3 npmnbopa permcTpaumm donyopecueHuun (<1)
dnyopecueHuMn, 4TO | NPU MakCUMasibHOM
B NepBYIo oyepeab 3HaYEHUN YMHOXUTENSA
ckasblBaeTcd Ha «gain»/ «Ycunexve
obpasuax ¢ manbim curHana» (10).
KOnM4eCcTBOM
cneundcmyHon JHK,
Aarowmx manoe
yBenuyeHve
doniyopecueHumm
CHwxeHune HenpasunbHoe PaspyLueHne 30H00B cnonb3oBaTb
YYBCTBUTESBHOCT | XPaHEHNE UIu MOXET ObITb BbISIBIEHO | CMECU, XpaHuBLLMECSH
N n3-3a aKcnnyaTaums TONBKO NPW CpaBHEHUN B aQ€eKBaTHbIX
paspyLleHns peareHToB Habopa AaHHbIX 9KCNEPUMEHTOB | YCIOBUSIX C
30HO0B (noBbILEHHasA B Hayane v no HENCTEKLIMM CPOKOM
TemnepaTtypa, MPOLLECTBUM rOAHOCTYN (CM.
MHOroKpaTHoe onpeaeneHHoro XpaHeHue)
OTKpbIBaHME BpeMeHM
npobupok co NCNonb30BaHMWS
cmecsmu, pabota B peareHToB MUnn Npu
«TPSA3HBIX» YCNOBUAX) | CPABHEHUM C aAeKBaTHO
MOTyT NPUBOANTL K XpaHSaLWmMMncs
paspyLUEeHUto peareHTamun Tou Xe
OJTMrOHYKNEeoTNA0B cepun. BoisiBnsietca no
CHWXKEHMIO 3HaYeHNS
aBTOMaTUYECKM
BblOMpaemoro
koacpbumumeHTa
YMHOXeHMS gain B
pasHbIX SKCNEPUMEHTax
bonee 4yem Ha 2
eanHuubl (Mpu
ucrionb308aHUU 0OHO20
U moeo xe rpubopa).
N.B! adocpekT
yBENUYeHus
YMHOXUTENS gain MoXeT
Takke HabnogaTbcs
NoCne OYUCTKM JINH3
npubopa oT CUIbHOIOo
3arpsi3HeHns
CHuxeHne HenpasunbHoe BbisBnsieTcs no Ncnonb3oBaTtb
YYBCTBUTENBHOC | XpaHeHue HENPOXOXOEHNIO afekBaTHO
TV 13-3a nonumepasbl Unu NONOXUTENbHOro XpaHsawuncs (cm.
CHWXEHMS BHECEHWNE «TPA3N» KOHTPONS Unn ecnu XpaHeHue) nnu
aKTUBHOCTU NpuBOANT K 3Ha4eHve Noporosoro HOBbIN (PEPMEHT.
TaqF- paspyLeHunto LMKI1a NonoXuTeribHOro
nonnumepassbl depmeHTa KOHTPONs BblLE nopora
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NMPUNOXEHUE 1. Rotor-Gene 3000/6000

\ | cnabbix 06pasLioB \ \

llpumeyaHue.  UHpopmayuro  no  ecemM  ycmaHOB8/1eHHbLIM
napamempam  3KcriepumMeHma, a mak Xe om4yem [0
asmokasniubposke MOXHO Haumu, [pPocMompes8 ycmaHO8KU

aKcriepumeHma (KHorka «Settings»/«YcmaHoeku»). B yacmHocmu,
gkrnadka «Messages»/«CoobuweHusi» nyHkm «Autocalibration Log
Messages» - omyem 06 asmokanubposke.

Bo3moxHas oLmoKa

MpusHakn

Cnoco6 ycTtpaHeHusi

KoHTamuHaums cneumunyHon

AHK

MosiBneHne curHana no
nobomy KaHany B
oTpuLaTENBHOM KOHTpOsie

MoBTOpPHOE NpoBeaeHme
3KCMepPUMEHTA, NPUHATME MepP
MO BbISIBNIEHNIO U YCTPaHEHUIO
MCTOYHUKA KOHTaMUHaLMN

B npobupky He
BHECEHO/BHECEHO MEHbLLEe
obpasua AHK

®oHoBLIN curHan obpasua
CUITbHO NPEBOCXOANT
apyrve (BUAHO Ha
HeobpaboTaHHbIX KPUBLIX)
(puc. 26). ObpaseL
OoTpuLaTenbHbIN.

lMoBTOpPHOE UccneaoBaHue
obpasua

B npobupky He
BHECEHO/BHECEHO MEHbLLE
peakUMOHHOM CMecn uu
BHeceHo bonbLue obpasua
OHK

®oHoBbLIN curHan obpasua
CUITBHO HDKe ApYyrnx
(BMaOHO Ha
HeobpaboTaHHbIX KPUBbIX)
(puc. 26).

Ecnn obpasey oTpmuaTenbHbIn,
TpebyeTcsa NoOBTOpHOE
nccnegoBaHune

He 3agaH napameTp
aBTOKanubposku oT 4FI oo
8FI unu owmnbka B nepBom
npobupke 6apabaHa (ee
OTCYTCTBME, HENpaBUibHOE

BHeceHne obpasua [HK nnun

PEeaKLUMOHHOM CMECH)

BonbLUMHCTBO OOHOBBIX
curHanos
doniyopecueHLmMn MeHbLLE
1 wnu GonbLwe 20

3agatb napameTp npu
cnepyowiem 3anycke. Ecnm
NPOUN30oLLEN «3aLlKkan» unm
cvrHanbl odeHb cnabble (npm
06paboTke HET NOMOXUTENBHbIX
curHanos, oH MmeHbLue 0,5)
Heobxoamm nNoBTop
nccnegoBaHus.

Mpw npuroToBneHun cmecu

peareHToB He BHeceHa TagF-

Hu B ogHOoM obpasue,
BKINtOYasa NONOXUTENbHbIN

[NoBTOpPHOE UCCnenoBaHWe C
NpaBUibHO NPUFOTOBMEHHLIMIN

nonmmepasa KOHTPOIb, HE cMecAaMin
perncTpupyeTtca Hi1 ogunH
NONOXMUTENBHbIN CUrHan

. HeobpaboTaHHbIe AaHHble

5 "o "5 20 5

Piisr 1 HANMAFRLULIA HAVYAMLLIA YFAUARLIA

T35 Tan Cycle:

5 Mo
Puc.2a. VicxogHble KpvBble C «3arubomM» U HU3KNUN
vDOBeHb hoHOoBOro curHana (nunanaszoH 0 75-1 5) —

RE 20 125 a0 T35 Ta0 T45 "Cycle




NMPUNOXEHUE 1. Rotor-Gene 3000/6000
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NMPUNOXEHUE 1. Rotor-Gene 3000/6000

l1l. AHanuns pe3ynbTaToOB:

- . Marpuua cpaBHeHHA Peakumsa
@] Quant. Results - Cycling A.JOE... [_:_] Fam Joe Rox Cy5 |Fam Joe Rox Cy5 Pe3synbiarbl
H Name | Type Ct Given Conc [cop| Cal NN Name |Ct Ct Ct Ct |Ct Ct Ct Ct
842t Unknown | 20,06: 1 16] 31| 18[BK [26,1] 20,1 27,3 16, 31
Unknown 39 45 59 |BK 26,2
Unknawn 3160 33| 35| 56|BK |27,2] 31,6 27,1 33,35
Unknown 58| 52| 51|BK | 32,6 i 58
690kt Unknown 2 16] 31| 18[BK 29,0
Unknawn 25,33 39 45| 59|BK | 22,9]25,3 29,1 39,45
Unknown 33 35 56 |BK 16,91 25,5 56
Unknown 28,82 58 52 51|BK 28,8 28,6 52
+ Positive Control 2866 3 + 16| 31| 18|BK |31,2| 28,7 28,7| 25,3 OK
+ Positive Control 31.89 + 39| 45| 59|BK [ 30,1] 31,9] 28,8| 25.7 OK
+ Pasitive Control |~ 31,86 + 33] 35/ 56[BK [29,3]31,9]29,1]252 OK
+ Positive Control 2819 + 58| 52| 51|BK | 30,5| 28,2 30,1[ 25,7 OK
- Negative Control q r 16| 31 18[BK OK
Negative Control = 39 45 59 |BK OK
Negative Control 5 33 35 56 [BK OK
Negative Control - 58 52 51|BK OK
Puc.9. Tabnuua pesynbTaTos Puc.10. Mporpamma «AmpliSens FRT HR HPV Genotype RG4x Results
«Quant.Results» Matrix.xls»
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NMPUNOXEHUE 2. iQ5

NMPUNOXXEHUE 2

NMPOBEOEHUE PEAKLUMW AMMNIUOUKALMM U AHANU3
PE3YNbTATOB MPU MOMOLUM NPUBOPA «iQ5» («BioRad»,
CLLA)

lNpoBegeHue peakum amnnudnKaumm
e Bxkntounte npubop, 3anyctute nporpammy «iQ5».

BHUMAHMUE! Jlamna pomkHa ObITb nporpeta A0 3anycka
3KcnepumeHTa He meHee 15 MUH.

« YctaHoBuTe NPobupkM B Npnbop CTPOro CornacHoO AaHHOM Cxeme
NMaLKW:

N

10 | 11 | 12
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Ctpun2urT.4. KOHTpOnbHbIM cTpUn

CTtpun 1: BEPXHME YeTbIpE
npobupkn - obpasey 1 N HUXKHNE
YeTblpe Npobupku - obpaszey 2

BHUMAHUE! byabte BHuMaTtenbHbl! He nepeBopaumBauTe
CTpunbI NpPU YCTaHOBKE B Npuoop.

BHUMAHMUE! lNpun yctaHOBKe He OCTaBfisiuTe NMPOMNYCKOB MeXAay
cTpynamm (Ooaxe ecnv KONMIMYeCTBO CTPUNOB MeHbluee, 4YeMm
M300pakeHO Ha PUCYHKE), KOHTPOJIbHbIMA CTPUMN YyCTaHaBNMBauTe
nocriegHuUM.

« B rpynne «Workshop» 3agante W coxpaHuTe MPOTOKON
amnnndukaunm cornacHo tabnuue:

dTan Temnepartypa, °C Bpewms U3mepeHune cdnyop. MoBTOpOB
Cycle 1 95 15 MUH - 1
95 15c¢ -
Cycle 2 45
60 50c [a

e CospganTte HoBYIO nnalky obpasuos («Plate Setup»). Obo3HaybTe
obpa3subl. 3agante u3MepeHue ryopecueHUMn MNo YeTbipeM
kaHanam: FAM, HEX, ROX, Cy5;

e Haxmute kHonky Run. Bblbepute pexmm namepeHnsa (aktopos
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NMPUNOXEHUE 2. iQ5

nyHok (Well factor). [lonyckaeTcs MCNosib30BaHWE KaK pexmnma C
n3MepeHneMm  (akTopoB JIYHOK MO  SKCNepuMeHTanbHbIM
npobupkam, Tak U  (PUKCUPOBAHHbLIX  (PAKTOPOB  J1yHOK
(pekomeHayeTcs). 3anycTuTe 3KCNepUMEHT.

BHUMAHUE! MoxHo Takke wucnonb3oBaTb YHUBeEpPCarbHYHO
nporpammy amnnmdpukaunm n getekumn «AmnnuCeHc-1 iQ». C
MCNONb30BaHMEM 3TOM  MNpPOrpamMmbl  MOXHO  OAHOBPEMEHHO
npoBoaANTbL B 0gHOM npubope noboe coveTaHne TeCTOB NO eAUHOU
nporpamme (HanpumMmep, COBMECTHO C TeCcTaMu [Ons BblsIBIEHUA
OHK Bo3byautenen UMMM).

AHanuUTU4yecKkne xapakTepucTUKM JaHHOro Habopa peareHToB npwu
MCMNOSIb30BaHMMN YHMBEpPCASibHOW NporpaMmmbl amniandukaumm He
N3MEHSAIOTCS.

Mporpamma amnnudcdpumnkaumm «AMnnuCeHc-1iQ»

Aran Temnepartypa, °C Bpewms N3mepeHune cnyop. MoBTOpOB
1 95 15 MWH - 1
95 5c¢c -
2 60 20c — 5
72 15¢c -
95 5c -
3 60 30c FAM, HEX, ROX, Cy5 40
72 15¢c -

OBPABOTKA U AHAJIN3 PE3YJIbTATOB

Ob6paboTKa pe3ynbLTaToB

1. MNMepengute B pexxum «Data Analysis».

2. lNpocmaTpuBanTe OaHHble OTAENbHO MO KaXOoMy W3 4YeTblpex
KaHamnos.

3. [Onsa KaXkgoro kaHana npoBepbTe NpaBUSTIbHOCTb aBTOMAaTUYECKOro
Bblbopa noporoBon nuHUK. B HOopme noporoBasi NIMHUA O0SHKHA
nepecekaTb TONIbKO CUrMoobpasHble KpMBbIE HAKOMSIEHNUS CUrHana
NOSMIOXKUTESNbHLIX 00pa3LOB WM KOHTPONEM W He nepecekaTb
6a3oBylo NMUMHUID. B criydae ecnn 9TO He Tak, NOBbICbTE YPOBEHb
nopora.

4. AktnBupynte KHomnky «Results» (pacnonoxeHa nog KHonkamu c
Ha3BaHUAMK dr1yopodopoB).

5. WenkHnTe npaBon KHOMKOW MbIUM Ha MosiBMBLUEWCA Tabnuue ¢
pesynbtatamn. B BbiNagatowemMm MeH Bbibepute «Export to
Excel». Cornacutecb Ha coxpaHeHue danna. B cnyyae ecnu Ha
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NMPUNOXEHUE 2. iQ5

KOMMNbIOTEPE YCTaHOBMEHa nporpaMmma Microsoft® Excel, gaHHbi
dann oTkpoeTca aBToMaTuyeckn. Ecnn gaHHaa nporpamma He
YyCTaHOBIEHa, JarnbHenwaa obpaboTka ocywecTBnseTca Ha
KoMmnbtoTepe ¢ Excel. Bolgenute Bce gaHHble Ha nucte «Standard
Curve_ Ct Results» n Bbibepute «KonnpoaTby.

6. OTkponTe npunaralwumnca K Habopy dhann Microsoft® Excel
«AmpliSens FRT HR HPV GENOTYPE iQ5 Results Matrix.xls»,
cornacuTechb Ha BKOYEeHMe Makpoca.

lpumeyaHue. Ecnu npu omkpbimuu OoKymeHma Excel He
akmusupyemcsi Makpoc (e8bi0aemcsi coomeemcmeyruiee
coobuweHue, KHorika «Pe3ynbmambly HeakmueHa) HeobxoduMo
usMeHUmMb yposeHb 6e3onacHocmu Microsoft® Excel. [Jnsi amoeo
eblibepume 8 MEHHI MyHKM
«Cepsuc»>«Makpoc»>«be3ornacHocms...» U ycmaHogsume cpedHuU
ypoeeHb be3ornacHocmu.

7. Mepenante Ha NUcT «lMpnbopHbie AaHHbIE», YCTAHOBUTE KYpPCOp B
nosvunio Al u Bbibepute «BcTaBuTb».

8. MNepenante Ha nuct «AC FRT HR HPV GENOTYPE Resultsy,
HaXXMUTEe KHOMKY «BHecTn paHHble co cTpaHuubl [NpubopHbie
AaHHble». [lpoBepbTe NpPaBUNbLHOCTL W OOMOSTHATE NOA4MUCU
obpasuoB.  [lonoXuTenbHble  KOHTPONM  OOMMKHbI  ObITb
0003Ha4YeHbl CUMBOSIOM «+», oTpuuaTenbHble «-». Ecnn B ayenke
He ObINo obpasua OTMETLTE €€ 3HAKOM «#».

9. CoxpaHute daunn Microsoft® Excel nog OPYrMM UMEHeM.
10.Haxmute  kHonky  «Bblgate  pesynbtaTthi». B KOSMoHke
«PesynbTaThbl» NOSABATCS BbISIBIIEHHbIE B 06pa3uax Tunbl BINY,

[Ona ©Gonee KOpPpekTHOM 0OpaboTkM AaHHbLIX NpPOorpamMmmon

Heobxoaumo B KorfioHke «Name» 0003HauYnTb MNONOXKUTENbHbIE

KOHTPOMKN Kak «+» unun «K+», a oTpuuaTenbHble KOHTPOMKM KaK «-»

nnm «K-».

lNMpurnyunsbi, nexawue 8 ocCHo8e aemomMamu4yeckolu obpabomku

pe3ynbmamos:

CurHan B pgaHHoM npobupke nNO [JaHHOMY KaHany cuyuTaeTcs

NOSIOXKUTENbHBLIM, €CNU  COOTBETCTBYIOLLAA KpuBasi HaKoMmeHusd

donyopecueHUMn nepecekaeT JIMHUIO nopora. XapakTepUCTUKON

OAHHOro curHana sBngeTca MOPOoroBbIM UMK — LMK, KOTOPOMY

COOTBETCTBYET TO4YKa nepeceyvyeHns qoryopecueHTHON KpuBON W

nuHUM nopora. AIMeHHO 3Ha4yeHWs NOPOroBbIX LIMKIIOB, a TaK Xe WX

NpucyTCTBME WUNM  OTCYTCTBME  aHanu3upyrTCcsa  nporpamMmmon
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NMPUNOXEHUE 2. iQ5

aBTOMaTnyeckon obpaboTkm pe3ynbLTaToB.

AHanus pe3ynbLTaToB

OKCMNEPUMEHT CHUNTAETCS 8as/IUOHBLIM ECIIN:

e B OTpuUATENIbHbIX  KOHTPONSX  MONOXWTENbHbLIA  CUrHarn
OTCyTCTBYET Nno BceM kaHanam FAM, HEX, ROX, Cys5.

e B MNOJIOXNTENBLHOM KOHTpPOIE BbisiBNATCA Bce 12 Tvnos BIY.

BHUMAHUE! B cnyyae HeBanMaoHOCTM 3KCNepuMeHTa &ce
Nofy4YeHHble AaHHble CYMTAKTCA HEeAOCTOBEPHLIMU, TpebyeTcs
NOBTOP 3KCNEePUMEHTA.

Pes3ynbTaTt Bbisgerenuna JHK BlNY n reHotMnupoBaHusa ana gaHHOro

obpasua cunTtaeTcs:

e HegasluOHbIM, ecnn XxoTa 6bl B ogHOM npobupke cTpuna He
3aperncTpupoBaHO HW OAHOrO MOSIOXUTESbHOrO CurHana, B ToOM
4Yncre HeT curHana BHyTpeHHero KoHTpons (Cyb5).

e ompuyamersibHbIM, €CN BO BCEX 4eTbipex npobupkax crpuna
NPUCYTCTBYET CUrHan BHYTPEHHero KoHTponsa (kaHan Cyb5) u
OTCYTCTBYIOT CUrHasbl no gpyrum kaHanam (FAM, HEX, ROX).

e [10/10XKUMe€JsIbHbIM — BO BCEX OCTasIbHbIX Crny4asx.

BHUMAHME! [lonyckaeTcAa oTCyTCTBME CUrHarna BHyTpPeHHero

KoHTpons (kaHan Cy5) B saHHOM Npobupke cTpuna, ecnv B HeU

perncrtpupyetca curHan/curHansi no kaHanam FAM, HEX, ROX.

PUCYHKUA
Mpumep 06paboTaHHbLIX AaHHbIX NO hnyopecUeHTHbIM KaHanam

Amplification Chatt : 2007-05-03 HPY genotype+CMY +IU+B13 opd T
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Aumplifieation Chiart | 2007-05-03 HPY genctype+CMy-+UU+B19.0pd
mplification Chart : 2007-05-03 HPY genotype+Chiv-+UusB19 opd
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NMPUNOXEHWUE 3. Mx3000P

NMPUNOXEHUE 3

NMPOBEOEHUWE PEAKULMWKX AMIMIIMOUKALMUA WU AHAJINS
PE3YJILTATOB TINMPU TOMOLUMA T[NMPUBOPA «Mx3000P»
(«Stratagene», CLUA)

NMpoBeaeHue peakumm amnnucpukaumm

BHUMAHUE! Jlamna pomkHa ObITb nporpeta A0 3anycka

3KcnepumeHTa He meHee 15 MUH.

« YcTtaHoBuTE NPOBUPKM B NpMBOpP CTPOro COrnacHoO AaHHOM Cxeme
NMaLKW;
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Crpun2urT.4. KOHTpOnbHbIM cTpUn

\ CTtpun 1: BepxHUe YyeTbipe
npobupkn - o6paseu 1 N HUXKHNE
yeTblpe nNpobupku - obpasey 2

BHAMAHUE! byabte BHuMmaTenbHbl! He nepeBopaunBante
CTpunbI NpU yCTaHOBKe B Npnobop.

BHUMAHME! lNpu ycTtaHOBKe He OCTaBsAANTEe NPOMYCKOB Mexay
cTpynamm (Ooaxe ecnv KONMIMYeCTBO CTPUNOB MeHbLuee, 4YeMm
M300paxeHO Ha PUCYHKE), KOHTPOJbHbIN CTPUN YCTaHaBNIMBaUTe
nocriegHuUM.

e 3akpounTte dmkcaTop, 3akpouTe asepLy npubdopa.
e Bxnounte npubop, 3anyctute nporpammy Stratagene Mx3000P
e B okHe «New Experiment Options» Bblbepute nyHKT « Quantitative

PCR (Multiple Standarts)» n yctaHoBute donaxok « Turn lamp on

for warm-up».

e Ha Bknagke «Plate Setup» 3agante napamMeTpbl CbeMa
donyopecueHunn ¢ npodupok. [ns atoro:

— Bbibepute BCe sA4ENKN, B KOTOPbIX YCTaHOBIEHbLI UCCreayeMble
npobupkn  (yoepxmBas  knaeuwy  «Ctrl» 1 Bblaenss
HeoOXoAUMbIN AnanasoH MbILLbIO).

— B Bbinagatowem meHo «Well type» Bbibepute Tmn «Unknowny u
none «Collect fluorescence data» ycTtaHOBUTE BCe 4eTblpe
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NMPUNOXEHWUE 3. Mx3000P

donaxka « FAM», «<HEX», «ROX», «Cy5».

—HNanee gBaxabl LWernkasi No Kaxaou s4enke BHecuTe noanucu
npobupok (OkHo «Well Information»), (6Hecmu rnodnucu obpa3uyos
mak e MOXHO 80 epeMs amrugukayuu unu rocre eé
OKOHYaHUSs, BepHyswiucb Ha 3my eKnaoKy). PexkomeHOyemcs
rnoonuckigamb MOJbKO MPObUupKu 8 psidax «A» u «E», m.e.
coomeemcmeyrowjue rnepeou U3 4Yemblpex rpobupok Orns
OaHHo20 obpasya. Bce 4eTblpe NOMOXUTENbHBLIX KOHTPONS
0003HaubTE KaK «+», BCE YETbIpe OTPULATENBHbIX KaK «-».

e [lepenante Ha BkNagky «Thermal Profile Setup», 3agante
nporpaMmmy amnindgukaumn.

Ucnonb3oBaHMe wWabnoHHoro chamna Ana ObLICTPOro 3anycka
3KCcnepuMeHTa

Haxmnte kHomnky «lmport...» cnpaBa OT u3o0paxeHuss npodoumngd
TepmouuknuposaHusa.  [lepevgute B nanky, coAaepXallyto
Npunaraembin K Habopy chann wabnoHa n oTkponTe ero. B okHe
«Thermal Profile» NOSIBUTLCS HeobxoaAnUMbIN npocunb
TEPMOLUMKINPOBaHUS.

CamocTosiTenLHoe nporpaMmmMmupoBaHume

Jtan Temnepartypa, °C Bpems U3mepeHue cnyop. | lNosTOpoB
Segment 1 95 15 MUH - 1
95 20c —
Segment 2 no Cy5, FAM, HEX, 45
60 60 c ROX

e 3anyctute amnnuukaumio, BblbpaB KHOMKY «Runy», 3atem
«Start» n npuceouB UM doansly SKCrnepnuMeHTa.

BHUMAHUE! MoxHo Takke wucnonb3oBaTb YHUBeEpPCarbHYHO
nporpammy amnnudpukauum n getekumm «AmnnuCeHc-1 Mx». C
MCNOMNb30BAHMEM 3TOM  NpOrpamMmbl  MOXHO  OOHOBPEMEHHO
npoBoAUTbL B 0gHOM npubope noboe codeTtaHne TeCToB NO eaAnHOMN
nporpamme (Hanpumep, COBMECTHO C TecTaMu AN BbISIBIIEHUS
OHK Bo3byautenen UMMM).

AHanUTMYeCcKMe XapakTepUCTUKN OaHHOro Habopa peareHToB MNpu
NCNOMNb30BaHUN YHUBEPCASIbHOW MporpaMmmbl amniandukaunm He
N3MEHAIOTCH.
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NMPUNOXEHWUE 3. Mx3000P

Mporpamma amnnudpmkaumm «AmnnmCeHc-1 Mx»
dtan Temnepartypa, °C Bpewms U3mepeHue cpnyop. | MNMoBTopoB
Segment 1 95 15 MuH - 1
s ‘o 95 5¢ -
egmen
(Cycling) 60 20c — 5
72 15c¢c —
S ‘3 95 5c¢ —
egmen
(Cycling) 60 30c FAM, JOE, ROX, Cy5 40
72 15c¢c —

OBPABOTKA U AHAIMN3 PE3YJIbTATOB
ObpaboTka pe3ynbTaToB

1.

2.

> w

[Mepenante B pasgen «Analysis» BbibpaB COOTBETCTBYHIOLLYHO
KHOMKY Ha NaHenn MHCTPYMEHTOB.

Ha oTkpbiBwWenca Bknagke  «Analysis  Selection/Setup»
ybeamntecb, 4YTO BCe uccrengyemble obpasubl akTUBHbI (A4ENKU
COOTBETCTBYOLLUME 0DOpasuam OOMMKHbI UMETb APYron OTTEeHOK). B
NPOTUBHOM cCriydae BblbepuTe BCe Wuccrnegyemble o0pasubl,
yoepxunBasa knasuwy Ctrl 1 Bblgensis HeobxoguMmbin ananasoH
MbILLbBIO.

[MepenanTte Ha Bknaaky «Resultsy.

Ybeautecb, YTO BCe YeTblpe GoryOpeCLEHTHbIX KaHana akTUBHbI
(kHonkn «Cy5» «ROX» «HEX» «FAM» Haxatbl B none «Dyes
Shown» BHM3Y OKHa nporpamMmebl).

B none «Treshold fluorescense» ybeantecb, 4TO rano4yku CTOAT
HanNpPoOTUB BCeX YeTblipex doriyopecueHTHbIX KaHanoB. YCTaHOBUTE
3Ha4YeHNs NOPOroB:

e CY5-100
e ROX-200
e HEX-50

e FAM -300

B none «Area to analyze» BbibepuTe nyHKT «Text Reporty.
BuayanbHO ygocToBepbTeChb, YTO BCe JaHHble COPTUPOBaHbI MO
nmeHn nyHkn (koroHka «Well») no Bo3pactaHuio. B npoTMBHOM
cny4yae o4HOKpaTHO HaXXMUTE Ha UMs KONoHKK «Well».
[Mepengute B MeHio «File», nanee k nyHKTy «Export Text Report»
n ganee K nyHKTy «Export Text Report to Excel». B oTkpbiBLIEMCA
okHe Microsoft™ Excel BblOenute BCe HENyCcTble HAYENKN U
BblbepuTe NyHKT «KonvpoBaTtby.
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NMPUNOXEHWUE 3. Mx3000P

8. OTKpoiTe npunarawwumiics K TecT-cucteme dann Microsoft®
Excel «AmpliSens FRT HR HPV GENOTYPE Mx Results
Matrix.xls», cornacutecb Ha BKNOYEHNE Makpoca.

[lpumevaHue. Ecnu npu omkpbimuu OokymeHma Excel He
akmusupyemcsi Makpoc (ebidaemcs coomeemcmeyruiee
coobweHue, KHorka «Pe3ynbmambl» HeakmueHa) Heobxodumo
usMeHuUmb yposeHb 6e3onacHocmu Microsoft® Excel. [ns amozo
eblbepume 8 MEHHI MyHKM
«Cepsucy»>«Makpoc»>«be3onacHocms...» U ycmaHogsume cpedHuU
ypoegeHb be3ornacHocmu.

9. Haxmute KHonky «BcTtaBuTb gaHHble U3 Oydepa obMeHay .
10.CoxpaHuTe chaiin Microsoft® Excel noa APYruM MMeHeM.
11.Haxmute  kHonky  «Bblgate  pesynbTaTthi». B KOSiOHKe

«PesynbTaTbl» NOSABATCS BbISIBIIEHHbIE B 06pa3uax Tunbl BINY,

Ons 6Gonee KoppekTHOM 06paboTkM AaHHbIX NpPOrpamMmou
HeobxogMmMo B KOJIOHKe «Name» 0003HauYuTb MNONOXUTENbHbIE
KOHTPOSM KaK «+» unum «K+», a oTpuuatenbHble KOHTPOMN Kak «-»
nnm «K-»

lNMpuHyunsbi, nexawue 8 ocCHo8e aeémomMamu4yeckolu obpabomku
pe3ynbmamos:

CurHan B pOaHHoOM npobupke NO [JaHHOMY KaHany cuyuTaeTcs
NOSIOXKUTENbHbLIM, €CnM  COOTBETCTBYKOLWIAA KpuBasi HaKoMneHusd
donyopecueHUMn nepecekaeT JIMHUIO nopora. XapakTepUCTUKON
OAHHOro curHana sBngeTca MOPOoroBbiM UMK — LMK, KOTOPOMY
COOTBETCTBYET TOYKa nepecedeHnsa dornyopecLeHTHON KpuBoM W
nNuHUM nopora. /IMeHHO 3Ha4yeHWs NOPOroBbIX LIMKIIOB, a TakK Xe WX
NpUCyTCTBME UMW OTCYTCTBME  aHanNU3upyrTCsa  nporpamMmmon
aBTOMaTn4eckomn obpaboTKM pesynbTaToB.

AHanus pe3ynbTaTtoB

OKCNEPUMEHT cUYMTaETCA 8asIUOHbIM ECIIN:

e B OTpMUATESNIbHbIX  KOHTPOSISAX  MOJSIOKUTENbHLIA  CUrHan
OTCyTCTBYeT no BceM kaHanam FAM, HEX, ROX, Cy5 .

e B IMOJIOXKUTENBHOM KOHTPOIe BbiABMAOTCA Bce 12 Tunos BIM4.

BHUMAHUE! B cnyyae HeBanuaHOCTU 3KCNepumeHTa ece
nony4yeHHble AaHHble CYUTAKTCA HeJOCTOBEPHbLIMU, TpedbyeTcA
NOBTOP 3KCNEepUMeHTA.

PesynbraTt BbissBneHns OHK BIMY v reHoTMnnpoBaHua onga gaHHoOro
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obpasua cunTtaeTcs:

e HeeanulOHbIM, ecrnn XoTa Obl B OAHOM NpoOupKe cCTpuna He
3aperncTpMpoBaHO HM OOHOroO MOSIOXKUTENbHOrO CuUrHana, B TOM
JYncre HeT curHana BHyTpeHHero KoHTpons (Cyb).

e ompuyameribHbIM, €CN BO BCEX 4eTbipex npobupkax cTpuna
NPUCYTCTBYET CUrHanm BHYTPEHHEro KoHTponda (kaHan CyS) wu
OTCYTCTBYIOT CUrHarnbl no gpyrum kaHanam (FAM, HEX, ROX).

e [10/10)KUMesIbHbIM — BO BCEX OCTalbHbIX Cry4Yasix.

BHUMAHUE! [onyckaeTcs OTCYyTCTBME CUrHana BHYTPEHHero
KOHTponAa (kaHan Cy5) B gaHHOM Npobupke cTpuna, ecriv B HeNn
perncrtpupyetca curHan/curHansi no kaHanam FAM, HEX, ROX.
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RNeasy® Mini, Midi and Maxi Kits
For purification of total RNA from cells, tissues, and yeast, and for RNA cleanup*

RNeasy Mini, Midi and Maxi Kits provide a fast and convenient procedure for RNA purification, delivering high-quality RNA
for use in many downstream applications. RNA is isolated on the silica membrane in trusted RNeasy spin columns, which

have binding capacities of 100 pg (mini), 1T mg (midi) and 6 mg (maxi) RNA.

Benefits of RNeasy Mini, Midi and Maxi Kits: RNeasy Procedure

® Fast procedure delivering high-quality total RNA in minutes Sample
® Ready-to-use RNA for use in many downstream applications

® Consistent RNA yields from small to large samples lyse, homogenize,

and add ethanol
® No phenol/chloroform extraction or LiCl or ethanol precipitation

Fast, reproducible RNA purification

Bind fotal RNA to
RNeasy membrane

RNA purification with the RNeasy Mini Kit takes just 20 minutes, and
can be performed using a microcentrifuge or QlAvac vacuum manifold
or fully automated on the QlAcube®. With RNeasy Midi and Maxi Kits,
RNA is purified in less than 1 hour using a centrifuge. All kits deliver
reproducible yields of intact RNA with high RIN values and A, /A,

ratios of 1.9-2.1 (Figures 1 and 3). Safe and convenient analysis of

Wash

RNA integrity can be achieved using the QlAxcel® system (Figure 3A),

which analyzes up to 96 samples on ready-to-use gel cartridges.

®

Absorbance Absorbance

0.6 0.7

Elute in small volume

anth <3 Gt <) G« @

Ready-to-use RNA

RNA vyield (pg)

80
QlAcube Manual

0 . 01+ . 60}[ I
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Figure 1. Reproducible RNA yields with RNeasy Kits. RNA was purified from eight Hela cell Figure 2. High RNA yields from various fissues. Rat tissues
samples (10° cells each) using either the RNeasy Mini Kit (RNeasy) or acid-phenol-extraction (15 mg) were stabilized in RNAlater® RNA Stabilization
(Acid Phenol). A UV spectrophotometry of samples diluted in 10 mM Tris-Cl, pH 7.5. Reagent and disrupted using the Tissuelyser Il. RNA was
B Formaldehyde agarose gel analysis of 10 pg of each sample, based on A, readings in A. purified using the RNeasy Mini Kit, either manually (Manual)

or on the QlAcube (QlAcube).

* For difficultto-lyse tissues, specialized RNeasy Kits are available. For details, visit
www.qiagen.com/RNA.
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Figure 3. Highly intact RNA. RNA was purified from Jurkat
cells using the RNeasy Mini Kit. The purified RNA was
analyzed on the A QlAxcel system (ratio of 28S to

18S rRNA: 1.55) and B Agilent® 2100 Bioanalyzer (ratio
of 28S to 18S rRNA: 1.7). A high RNA Integrity Number
(RIN) of 9.6 was obtained, indicating highly intact RNA.

Ordering Information

High performance in downstream applications

Ready-to-use RNA can be purified from a variety of sample types using
RNeasy Kits, and yields are comparable when purification is either carried
out manually or automated on the QlAcube (Figure 2). The innovative
QlAcube automates the binding, washing, and elution of RNA, and
can process up to 12 samples per run. RNA purified using RNeasy
Kits is longer than 200 nucleotides and performs well in a wide range
of applications, including RT-PCR and realtime RT-PCR (Figure 4).

CT
40 -8 GAPDH (HEX)
% ~—RPS27A (CAL Fluor® Red 610)

10

——18S rRNA (Quasar® 670)
N \ NFKB (Quasar 705)

o
N
w
I
»
o

log pg template

Figure 4. Reliable multiplex real-fime RT-PCR. RNA was purified from Hela cells using the
RNeasy Mini Kit. 4-plex, realtime one-step RT-PCR was then performed on the Rotor-Gene® Q
using the Rotor-Gene Multiplex RT-PCR Kit and self-designed TagMan® assays for the indicated
targets. The plots of C; value versus log template amount were parallel, indicating all 4 targets
were amplified with the same high efficiency.

Product Contents Cat. no.
RNeasy Mini Kit (50)* 50 Spin Columns, Collection Tubes, Reagents, Buffers 74104
RNeasy Midi Kit (10)* 10 Spin Columns, Collection Tubes, Reagents, Buffers 75142
RNeasy Maxi Kit (12)* 12 Spin Columns, Collection Tubes, Reagents, Buffers 75162

* Mini and midi kits are available in larger kit sizes; for details, visit www.qiagen.com. Midi and maxi kits require use of a centrifuge capable of attaining
3000-5000 x g and equipped with a swing-out rotor for 15 ml (midi) or 50 ml (maxi) centrifuge tubes.

For up-to-date licensing information and productspecific disclaimers, see the respective QIAGEN kit handbook or user manual.

QIAGEN kit handbooks and user manuals are available at www.qiagen.com or can be requested from QIAGEN Technical

Services or your local distributor. “RNAlater®” is a trademark of AMBION, Inc., Austin, Texas and is covered by various U.S.

and foreign patents.

Trademarks: QIAGEN®, Sample to Insight®, QlAcube®, QlAxcel®, RNeasy®, Rotor-Gene® (QIAGEN Group); Agilent® (Agilent Technologies, Inc.); CAL Fluor®, Quasar® (Biosearch Technologies, Inc.); TagMan® (Roche Group).

© 2015 QIAGEN, all rights reserved. PROM-2155-002

Ordering www.qiagen.com/contact | Technical Support support.giagen.com | Website www.giagen.com
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FastAP™ Thermosensitive Alkaline Phosphatase

Catalog Number EF0651, EF0652, EF0654
Pub. No. MAN0012876 Rev. C.00

WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear, clothing, and gloves. Safety
Sheets (SDSs) are available from thermofisher.com/support.

Contents and storage

Cat. No. Contents Amount Storage
EF0651 FastAP™ Thermosensitive Alkaline Phosphatase 1000 U for 1000 reactions, 1 U/uL
10X FastAP™ Buffer 2x1.5mL
FastAP™ Thermosensitive Alkaline Phosphatase 5 x 1000 U for 5000 reactions, 1 U/uL o o
EF0652 10X FastAP™ Buffer 10 x1.5mL 25°Clo-15°C
EF0654 FastAP™ Thermosensitive Alkaline Phosphatase 300 U for 300 reactions, 1 U/uL
10X FastAP™ Buffer 1.5mL
BSA included
Description

Thermo Scientific™ FastAP™ Thermosensitive Alkaline Phosphatase catalyzes the release of 5'- and 3'- phosphate
groups from DNA, RNA and nucleotides. This enzyme also removes phosphate groups from proteins. FastAP™ is a
novel alkaline phosphatase, which is active in all Thermo Scientific restriction enzyme buffers as well as in PCR
buffers. It dephosphorylates all types of DNA ends in 10 min at 37 °C. The enzyme is inactivated in 5 min at 75 °C.
Therefore, removal of alkaline phosphatase is not required prior to ligation.

Applications

Dephosphorylation of cloning vector DNA to prevent recircularization during ligation.

Simultaneous digestion and dephosphorylation of vector DNA.

PCR product clean-up: nucleotide degradation prior to sequencing of PCR product.

Dephosphorylation of nucleic acid 5'-termini prior to labeling with T4 Polynucleotide Kinase.

Other applications where dephosphorylation of DNA and RNA substrates is necessary.

Protein dephosphorylation.

Source

E.coli cells with a cloned bacterial AP gene.

Definition of Activity Unit

One unit is the amount of the enzyme required to dephosphorylate 5'-termini of 1 ug of linearized pUC57 DNA in

10 min at 37 °C in FastAP™ buffer.

Storage Buffer

The enzyme is supplied in: 20 mM HEPES-NaOH (pH 7.4), 1 mM MgClz, 0.1 mM ZnClz, 0.1 % (v/v) Triton X-100 and
50 % (v/v) glycerol.

10X FastAP Buffer

100 mM Tris-HCI (pH 8.0 at 37 °C), 50 mM MgClz, 1 M KCl, 0.2 % Triton X-100 and 1 mg/mL BSA.

Inhibition and Inactivation

¢ Inhibitors: metal chelators.

¢ Inactivated by heating at 75 °C for 5 min.

ThermoFisher
For Research Use Only. Not for use in diagnostic procedures. SCIENTIFIC
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Note

¢ Binding of FastAP™ Thermosensitive Alkaline Phosphatase to DNA may result in a band shift in agarose gels. To
avoid this, incubate samples with 6X Loading Dye & SDS Solution (#R1151) at 65 °C for 10 min and chill on ice
prior to electrophoresis.

e FastAP™ Thermosensitive Alkaline Phosphatase is active in all restriction enzyme buffers and may be added
directly to digest DNA. Heat inactivation of the restriction enzyme before dephosphorylation reaction is not
necessary.

Protocol for fast simultaneous plasmid vector linearization and dephosphorylation

1. Prepare the following reaction mixture containing:

Components Volume
Plasmid DNA 1 g
10X Thermo Scientific™ FastDigest™ Buffer 2 uL
FastDigest™ Restriction Enzyme 1uL
FastAP™ Thermosensitive Alkaline Phosphatase 1L
Water, nuclease-free (#R0581) to 20 uL
Total volume 20 pL

2. Mix thoroughly, spin briefly and incubate at 37 °C for 10 min.
3. Stop reactions by heating at 65 °C for 15 min or at 80 °C for 20 min (if restriction enzyme is not inactivated at 65 °C).

Note. For FastDigest™ Sphl (Pael) (#7D0604), simultaneous digestion and dephosphorylation is not recommended.
Perform digestion, spin column purification and then dephosphorylation.

Protocol for nucleic acid dephosphorylation
This protocol is suitable for removal of 3’ and 5’ -phosphate groups from DNA and RNA.
1. Prepare the following reaction mixture:

Components Volume

Linear DNA (~3 kb plasmid) 1 yg (~1 pmol termini)
10X reaction buffer for AP used in reaction 2 uL

FastAP™ Thermosensitive Alkaline Phosphatase 1uL(1U)

Water, nuclease-free (#R0581) to 20 pL

Total volume 20 yL

2. Mix thoroughly, spin briefly and incubate 10 min at 37 °C.
3. Stop reaction by heating for 5 min at 75 °C.

Note. For efficient dephosphorylation plasmid DNA should be free of RNA and genomic DNA.

Protocol for dephosphorylation of proteins

Reaction mixture: 1X FastAP™ reaction buffer, 0.1-0.2 mg/mL of phosphoprotein, 10 U of FastAP™ Thermosensitive
Alkaline Phosphatase. Incubate at 37 °C for 1 h.

For example: If you are doing a 20 pL reaction setup you need 2 L 10X FastAP™ buffer, 2-4 ug of protein (to be in
the range of 0.1-0.2 mg/mL) and 10 U of FastAP™ Thermosensitive Alkaline Phosphatase (1 U/L).

Note

e The reaction can be stopped by addition of a final concentration of 50 mM EDTA (#R1021) or by addition of a final
concentration of 10 mM sodium orthovanadate (NasVOs).

¢ The optimal incubation time and the enzyme concentration must be determined experimentally for each substrate.

2 FastAP™ Thermosensitive Alkaline Phosphatase




Limited product warranty

Life Technologies Corporation and/or it affiliate(s) warrant their products as set forth in the Life Technologies’ General Terms and Conditions
of Sale at www.thermofisher.com/us/en/home/global/terms-and-conditions.html. If you have any questions, please contact Life
Technologies at www.thermofisher.com/support.

Thermo Fisher Scientific Baltics UAB | V.A. Graiciuno 8, LT-02241 Vilnius, Lithuania
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.

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

©2020 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified.
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INSTRUCTIONS FOR USE

Buffered Saline Solutions

For various human clinical samples
Pub. No. MAN0018562 Rev. 3.0

WARNING! Read the Safety Data Sheets (SDSs) and follow the handling instructions. Wear appropriate protective eyewear,
clothing, and gloves. Safety Data Sheets (SDSs) are available from thermofisher.com/support.

Intended Use
For in vitro diagnostic use

Buffered saline solutions are isotonic saline solutions used to maintain pH and osmotic balance as well as provide cells with water and
essential inorganic ions. Buffered saline solutions are used in a variety of laboratory applications, such as washing cells, transporting cells,
diluent of human biological samples, or for reagent preparation. Thermo Fisher Scientific offers a wide range of buffered saline solutions
including those with and without; calcium chloride, magnesium chloride, magnesium sulfate, and phenol red.

Buffered saline solutions are for professional use. They are used in medical laboratories by personnel who have received specialized
education and training with regard to procedures utilizing In Vitro Diagnostic products. IVD products of this type are not intended as sole
determinant in a diagnostic situation. Test results are interpreted by a healthcare professional as part of the clinical management of a
patient.

Principle and explanation of procedure

Isotonic solutions are generally utilized to maintain cells for a short period time in a viable condition while the cells are manipulated
outside of their regular growth environment. A physiological pH (6.8 to 7.4) value can be important to maintain viability when investigating
human biological samples in an in vitro diagnostic application. Isotonic solutions can also be used for rinsing and washing steps in
various diagnostic procedures (1-4).

Contents and storage

All quality control testing results are reported on lot-specific Certificate of Analysis available on our website: thermofisher.com.

Product Cat. No. Storage Shelf lifell
10010001
Phosphate Buffered Saline (PBS) 7.4 (1X) 15°C to 30°C 12 months
100100020
100100230
) 10010031
Phosphate Buffered Saline (PBS) 7.4 (1X) 15°C to 30°C 24 months
100100496
10010072
Phosphate Buffered Saline (PBS) 7.4 (1X) 10010015[4 15°C to 30°C 36 months
Phosphate Buffered Saline (PBS) 7.2 (1X) 20012019 15°C to 30°C 36months
2001202712
200120432
Phosphate Buffered Saline (PBS) 7.2 (1X) 15°C to 30°C 24 months
200120500
200120991
700110361
Phosphate Buffered Saline (PBS) 7.4 (10X) 70011044 15°C to 30°C 24 months
7001106912
Phosphate Buffered Saline (PBS) 7.2 (10X) 70013016M! 15°C to 30°C 36 months
ThermoFisher

For In Vitro Diagnostic Use. SCIENTIFIC
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Product Cat. No. Storage Shelf lifell
_ 7001303212
Phosphate Buffered Saline (PBS) 7.2 (10X) 15°C to 30°C 24 months
7001307312
14040083[
140400911
14040141E
Dulbecco’s Phosphate Buffered Saline (DPBS) (1X)
140401332
[+] Calcium Chloride 2°Cto 8°C 36 months
140401176
[+] Magnesium Chloride
140400971
140401822
1404021631
141900861
14190094
Dulbecco’s Phosphate Buffered Saline (DPBS) (1X) 141901448
[-] Calcium Chloride 141901363 15°C to 30°C 36 months
[-] Magnesium Chloride 141902301
14190250
141902351
Dulbecco’s Phosphate Buffered Saline (DPBS) (1X) 1419034203
[-] Calcium Chloride 141903592 15°C to 30°C 12 months
[-] Magnesium Chloride 141903670
Dulbecco’s Phosphate Buffered Saline (DPBS) (1X)
[-] Calcium Chloride 1419024014 15°C to 30°C 24 months
[-] Magnesium Chloride
142000591
Dulbecco’s Phosphate Buffered Saline (DPBS) (10X)
142000671
[-] Calcium Chloride 15°C to 30°C 36 months
14200075P
[-] Magnesium Chloride
14200166[2
Dulbecco’s Phosphate Buffered Saline (DPBS) (10X) 14080048l
[+] Calcium Chloride 1408005502 2°Ct0 8°C 24 months
[+] Magnesium Chloride 14080098
140250501
Hanks’ Balanced Salt Solution (HBSS) (1X)
14025092121
[+] Calcium Chloride
) . 140250760 15°C t0 30°C 36 months
[+] Magnesium Chloride
14025134
[-] Phenol Red
1402512614
Hanks’ Balanced Salt Solution (HBSS) (1X) 24020083
[+] Calcium Chloride 240200911
) . 15°C to 30°C 36 months
[+] Magnesium Chloride 240201171
[+] Phenol Red 240201982
Hanks’ Balanced Salt Solution (HBSS) (1X)
- ) 141701201
[-] Calcium Chloride
: ! 141701120
[-] Magnesium Chloride 15°C to 30°C 36 months
, 141700971
[-] Magnesium Sulfate
141701610
[+] Phenol Red
2 Buffered Saline Solutions Instructions For Use




Product Cat. No. Storage Shelf lifell
141750464
Hanks’ Balanced Salt Solution (HBSS) (1X)
141750531
[-] Calcium Chloride
141750951
[-] Magnesium Chloride 15°C to 30°C 36 months
1417507911
[-] Magnesium Sulfate
141751031
[-] Phenol Red
141751450
Hanks’ Balanced Salt Solution (HBSS) (1X)
[-] Calcium Chloride
141700701
[-] Magnesium Chloride 15°C to 30°C 36 months
141700881
[+] Phenol Red
[+] Sodium Bicarbonate
Hanks’ Balanced Salt Solution (HBSS) (10X)
) , 140600404 15°C t0 30°C 36 months
[-] Sodium Bicarbonate
Hanks’ Balanced Salt Solution (HBSS) (10X)
[] Calcium Chloride 14180046! 15°C to 30°C 36 months
[-] Magnesium Chloride
Hanks’ Balanced Salt Solution (HBSS) (10X)
[-] Calcium Chloride
[-] Magnesium Chloride 14185045[ 15°C to 30°C 24 months
[-] Sodium Bicarbonate
[-] Phenol Red
Hanks’ Balanced Salt Solution (HBSS) (10X)
. , 14065056
[-] Sodium Bicarbonate 15°C to 30°C 24 months
140650980
[-] Phenol Red
Hanks’ Balanced Salt Solution (HBSS) (10X)
[-] Sodium Bicarbonate 140650494 15°C to 30°C 36 months
[-] Phenol Red
Hanks’ Balanced Salt Solution (HBSS) (10X)
[-] Calcium Chloride 1418505202
. ) 15°C to 30°C 24 months
[-] Magnesium Chloride 1418509821
[-] Magnesium Sulfate
Earle’s Balanced Salt Solution (EBSS) (1X)
141550484
[-] Calcium Chloride
, ) 141550630 15°C t0 30°C 36 months
[-] Magnesium Chloride
141550980
[-] Phenol Red
BME, Basal Medium (Eagle) (1X)
[+] Earle’s Salts
2°C to 8°C
[+] Phenol Red 41010026 . 12 months
] Protect from light
[-] L-glutamine
[-] HEPES
156300494
) 156300564
HEPES Buffer Solution 1 M 2°Cto 8°C 24 months
156301060
156301300

[ Shelf life is determined from Date of Manufacture. Do not use beyond the labelled expiration date.

Buffered Saline Solutions Instructions For Use




(2wl Manufacturer: Life Technologies Corporation | 3175 Staley Road | Grand Island, New York 14072 USA

Bl Dual manufactured.

“ sl Manufacturer: Life Technologies™ Ltd. | 3 Fountain Drive, Inchinnan Business Park | Paisley PA49RF, Scotland, United Kingdom [Tel: +44 (0)141 81416305

Precautions

Do not use the product if packaging, including bottles

and vials, have been compromised and/or show evidence

of microbial contamination, cloudy appearance, discoloration,
drying, cracking, or other signs of deterioration.

CAUTION! Human samples are potentially
biohazardous. Follow standard precautions for handling,
storage and disposal.

WARNING! Do not use for injection or infusion! Please
report any serious incidents in relation to the device to
the manufacturer and the Competent Authority of the

EU Member State in which the user and/or patient is
established.

. Once opened, use Buffered Saline Solutions within
14 days for maximal growth performance.

. Avoid repeated warming/cooling and prolonged
exposure to light.

. Do not use beyond labeled expiration date.

. All solutions that come into contact with clinical
samples must be sterile. Always use proper aseptic
techniques and work inside a laminar flow hood.
Consult our Gibco Cell Culture Basics for aseptic
handling.

Test protocol

Buffered saline solutions have many different uses in diagnostic
protocols such as cell washing, diluents or as transport media.
Refer to the appropriate procedures. Several procedures and
applications are provided in the references.

Cellular suspensions prepared in a buffered saline solution should
not be stored longer than several hours as cellular viability may
decrease. Therefore, the suitability of the buffered saline solution
for a specific cell type should be tested prior to use.

Quality control

Standard evaluations for cell culture media are pH, osmolality,
endotoxins and sterility testing for liquid products. All quality
control testing results are reported on lot specific Certificate of
Analysis available on our website: thermofisher.com.

References

1. Lennette EH, Halonen P and Murphy FA . Laboratory
Diagnosis of Infectious Disease - Principles and Practices
(1988).Springer, New York, p.43.

2. WHO Manual for the laboratory diagnosis and virological
surveillance of influenza, 2011.

3. Winn, W. C., & Koneman, E. W. (2006). Koneman's color
atlas and textbook of diagnostic microbiology (6th ed.).
Philadelphia: Lippincott Williams & Wilkins.

4. WHO Guidelines on the Establishment of Virology
Laboratories in Developing Countries, 2008.

Labeling symbols

The symbols present on the product label are explained in the
following table.
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Limited product warranty

Life Technologies Corporation and/or its affiliate(s) warrant their
products as set forth in the Life Technologies' General Terms

and Conditions of Sale at www.thermofisher.com/us/en/home/
global/terms-and-conditions.html. If you have any questions,
please contact Life Technologies at www.thermofisher.com/
support.
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TagMan® Mutation Detection Assays

Accurate and sensitive somatic mutation
detection powered by castPCR" technology

TagMan® Mutation Detection Assays

e High specificity—mutant allele detection is based on
an allele-specific primer, while wild type background
is suppressed by the proprietary MGB blocker
oligonucleotide

* High sensitivity—assays can detect down to 0.1%
mutation in a background of wild type DNA, as
demonstrated in spiking experiments

e Wide dynamic range and excellent PCR efficiency—
assays demonstrate at least 4 logs of dynamic range
and an average PCR efficiency of 100% + 10%

e Fast, simple workflow—Llike other TagMan® Assays,
typically requires 3 hours from sample to results, with
minimum hands-on time

Cancer research samples often contain rare somatic
mutations within a high background of normal wild type
DNA. Many mutation detection methods compatible with
tumor specimens, including gene sequencing and real-
time PCR, have been reported in the literature and are
commercially available. However, commercially available
kits have various limitations in terms of sensitivity,
specificity, cost, workflow, and turnaround time. We have
developed sensitive and easy-to-use TagMan® Mutation
Detection Assays to accurately assess mutation status.
TagMan® Mutation Detection Assays were designed
based on the novel competitive allele-specific TagMan®
PCR (castPCR") technology, which combines allele-
specific TagMan® gPCR with allele-specific MGB blocker
oligonucleotides that effectively suppress nonspecific
amplification from the off-target allele.

TagMan® Mutation
Detection Assays

Rack ID (s):
187010465_5

Sales Order:
187010465
Delivery No.:
881919011

jon Assays
Man’ Mutation petectio
Tat: 10: ﬁ|1z,94551393
Rack 1D: -
sales Order: s(:‘ it
Dﬁliﬂﬂ No: ol 23557

Currently, the assay portfolio covers key somatic
mutations identified in various cancer genes including,
but not limited to, KRAS, BRAF, HRAS, NRAS, EGFR,
PIK3CA, KIT, PTEN, and TP53 genes, which have been
implicated in many types of cancer. These mutations
were selected from the comprehensive Sanger COSMIC
database for somatic mutations. The target selection
was based on frequency of occurrence and input from
leading cancer researchers. We will continually add
more mutation assays to cover additional cancer gene
mutations. For the most updated list of available assays,
refer to the TagMan® Mutation Detection Assay index file
at lifetechnologies.com/castpcr.

technologies



About the assays

TagMan® Mutation Detection Assays contain mutant
allele assays, which specifically detect one or more
mutant alleles, and corresponding gene reference

assays, which detect mutation-free regions of the genes

in which the target mutations reside (Figure 1). The
validated assay set additionally includes corresponding
wild type allele assays (not described here; refer to the
TagMan® Mutation Detection Assay protocol for further
information).

Two experiment types
Two types of experiments are required for mutation

detection analysis:

1. Detection ACt cutoff determination

A mutant allele assay and corresponding gene reference
assay are run on three or more wild type gDNA samples

that are from the same sample type as the test samples

Figure 1. TagMan® Mutation Detection Assay types.

Assay type Description

Mutant allele assay e Detects specific or multiple mutant alleles

¢ An allele-specific primer detects the mutant allele

* An MGB blocker oligonucleotide suppresses the wild type allele

Gene reference assay

¢ A locus-specific pair of forward and reverse primers amplifies a mutation-

free region of the target gene

[e.g., gDNA from FFPE tissue samples, Figure 2). AC,
values are calculated for each sample run with a mutant
allele assay/gene reference assay pair. The average AC,
value for all samples is then calculated and is used to
derive the detection AC, cutoff value for the mutant allele
assay.

2. Mutation detection

A test sample is run with one or more mutant allele
assays and a corresponding gene reference assay
(Figure 2). The AC, value for the mutant allele assay/
gene reference assay pair is calculated, and this value
is compared to the previously determined detection AC,
cutoff value to determine the sample mutation status.

Optional use of internal positive control (IPC)

You can duplex the IPC reagents with any TagMan®
Mutation Detection Assay to distinguish true target
negatives from PCR failure or inhibition (Figure 3).

Schematic
ASP LST
. 111111 /g
ASB ““Lsp

ASP = Allele-specific primer
ASB = Allele-specific blocker (MGB)
LST = Locus-specific TagMan® probe
LSP = Locus-specific primer

¢ Detects the gene within which the target mutations reside

FP LST

T

PUILIIIE

RP

FP = Forward primer
RP = Reverse primer
LST = Locus-specific TagMan® probe

Figure 2. Gene reference and mutant allele assays are run with a genomic DNA sample to
determine the mutation status of each target mutation within the cancer gene.

A
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Figure 3. Internal positive controls. The TagMan® Mutation Detection IPC Reagent Kit is a set of
optionalinternal positive control reagents that can be duplexed with any TagMan® Mutation Detection
Assay to provide a positive PCR control result. The IPC reagents can distinguish a mutation target

negative result from a PCR failure result.

no mutation

no mutation

/ Without IPC
in Reaction

b

With IPC
in Reaction

—_ —r .
Nucleic acid target *f* castPCR assay M IPC assay o IPC target ROX dye
— — *

Procedure

Purified gDNA, extracted from a sample with an
unknown mutation status, is run with one or more
mutant allele assays and the corresponding gene
reference assay. For each real-time PCR reaction, the
gDNA is combined with:

¢ A TagMan® Mutation Detection Assay—contains two
primers and a FAM" dye-labeled MGB probe to detect
a mutant allele or reference gene target. Mutant allele
assays also contain an MGB oligonucleotide blocker.

e TagMan® Genotyping Master Mix—contains AmpliTaq
Gold” DNA Polymerase UP (Ultra Pure), dNTPs, and
buffer

* (Optional) TagMan® Mutation Detection IPC Reagent
Kit—contains an internal positive control (IPC)
template, two primers, and a VIC® dye-labeled

TAMRA" probe. It can be used to distinguish true target

negatives from PCR failure or inhibition.

Reactions are run on a real-time PCR system, using

a universal mutation detection thermal cycling
protocol. After the run, the real-time PCR system’s
analysis software determines the C, values for each
TagMan® Mutation Detection Assay and (optional)

IPC reagent reactions. Real-time results export

files can be opened in the free Mutation Detector”
Software for post-PCR data analysis. The C, difference
between each mutant allele assay and reference
assay is calculated. This AC, value, which represents
the quantity of a specific mutant allele detected in a
sample, is used to determine sample mutation status
by comparison to a previously determined detection
AC, cutoff value. You can search for, or download a
list of, currently available TagMan® Mutation Detection
Assays at lifetechnologies.com/castpcr.

Note: All TagMan® Mutation Detection Assays have undergone extensive testing to ensure high sensitivity and specificity.
The first set of released assays, covering 14 KRAS, 29 EGFR, and the BRAF V600E mutations, underwent additional
testing, including determination of: the inherent amplification efficiency difference between mutant allele assays and
corresponding reference assays, to enable quantitative analysis of percent mutation in a sample; and assay detection

AC, cutoff values using spiked cell line gDNA samples.



Assay performance

Specificity

Mutant allele detection is based on an allele-specific
primer, while the wild type allele background

is suppressed by the proprietary MGB blocker
oligonucleotide. Assays can detect down to 0.1% mutant
allele in the presence of a wild type allele background
(Figure 4).

Figure 4. C_difference between 0.1% mutation samples and wild type
gDNA. For each assay, 0.1% mutant allele samples were obtained

by spiking 10 copies of mutant allele synthetic templates into 10,000
copies of cell line wild type gDNA. [A) Example of amplification plot
for KRAS_522_mu assay on 0.1% mutant allele sample and wild type
gDNA. (B) There is a significant difference in amplification C, values
between the 0.1% mutant allele sample and wild type gDNA (P value

< 0.05 for 46 out of 48 assays in the example graph).
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Assay

High sensitivity

TagMan® Mutation Detection Assays can detect as few as
1-5 mutant copies in up to one million copies of wild type
background. Assay sensitivity is demonstrated using
synthetic template spiking experiments (Figure 5 and é).

Wide dynamic range and excellent PCR efficiency
Assays demonstrate up to 7 logs of dynamic range and
an average PCR efficiency of 100% + 10% (Figure 6).

Figure 5. Assay sensitivity and selectivity. For every single assay, the
sensitivity and selectivity were analyzed through synthetic template
spiking experiments. 10 copies to 10° copies of mutant allele synthetic
template were spiked into a constant background of 10° copies of wild
type cell line genomic DNA. For a subset of the assays, 1 copy to 10°
copies of mutant allele synthetic template were spiked into a constant
background of 10° copies of wild type allele synthetic template. In the
example shown, the BRAF_476_mu assay can detect 1 copy of mutant
allele in a background of 10 copies of wild type allele.

40.0
y =-3.382x + 36.075 W Mutant
35.0 R2 =0.9992 4 Wild type.
30.0
C, 250
20.0
15.0 ¢—
10.0
Mutant 1 10 102 10° 104 10° 10° copies
Wwild type 10°  10° 10® 10° 10° 10°® 10° copies

Figure 6. Assay dynamic range. Each assay was tested with 10° copies
to 10 copies of synthetic template within a constant background of

10° copies of wild type genomic DNA. A subset of the assays was
tested with 10" copies to 1 copy of synthetic template within a constant
background of 10" copies of wild type allele synthetic template. In

the example shown, the KRAS_532_mu assay has 7 logs of dynamic
range, with an average PCR efficiency of 100% = 10%.
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Accuracy and reproducibility Data analysis software

Assays demonstrate excellent reproducibility and For data analysis, Mutation Detector” Software allows

accurate quantification (Table 1). users to determine the mutation status and quantify
the % mutation of their samples from TagMan®

Sample type compatibility Mutation Detection Assay data collected on the Applied

The assays can be used with gDNA samples extracted Biosystems® ViiA" 7, 7900HT, 7500, 7500 Fast, and

from FFPE tissues, fresh frozen tissues, and cell lines. StepOnePlus” Real-Time PCR Systems (Table 2).

Table 1. Accuracy and reproducibility. Selected assays were tested in gDNA spiking experiments. In the
example shown, G12C mutant cell line gDNA was spiked into wild type cell line gDNA at percentages ranging
from 100% to 0.1%. The measured percent mutation was averaged from three experiment runs. The measured
percent mutation is highly concordant with the expected percent mutation (R’= 0.9997). Accurate and precise
quantification [CV < 20%) is obtained among the replicate runs when the target allele copy number is >30.

Copy number, target mutant allele Expected (%) Measured (%) CV (%)
3,000 100.0 100.0 0.0
1,500 50.0 48.9 2.2
750 25.0 23.3 3.8
375 12.5 11.2 7.8
188 6.3 5.7 7.5
90 3.0 2.6 9.0
30 1.0 0.8 17.0
15 0.5 0.4 26.0
3 0.1 0.1 23.0

Table 2. Instrument compatibility.

Applied Biosystems® real-time PCR system Block module Software version
StepOnePlus™ system Fast 96-Well Block Module StepOne™ Software v2.X
7500 system Standard 96-Well Block Module SDS v1.Xand v2.X
7500 Fast system Fast 96-Well Block Module SDSv1.Xand v2.X

Standard 96-Well Block Module, Fast 96-Well Block Module,

384-Well Block Module SDS v2.X

7900HT Fast system

Standard 96-Well Block Module, Fast 96-Well Block Module,

384-Well Block Module VIAT7 Software vI.X

ViilA™ 7 system

QuantStudio® 12K Flex system Standard 96-Well Block Module, Fast 96-Well Block Module, QuantStudio® Software v1.0
384-Well Block Module



Ordering information

Product Quantity Cat. No.
TagMan® Mutation Detection Assays 150 pL, 10X 4465804
TagMan® Mutation Detection Reference Assays 150 pL, 10X 4465807
TagMan® EGFR Exon 19 Deletions Assay 150 pL, 10X 4465805
TagMan® Mutation Detection IPC Reagent Kit 1 kit 4467538

For more information and full terms of the TagMan® Assays QPCR
Guarantee, go to lifetechnologies.com/tagmanguarantee

Guarantee
v Quality

v Performance
v Content
v Results

lifetechnologies.com/tagmanguarantee

technologies
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The leader In gene
expression analysis

We are the leader in gene expression analysis, providing world-
class sample preparation with Applied Biosystems™ technologies,
real-time PCR using Applied Biosystems™ TagMan™ or Applied
Biosystems™ SYBR™ Green chemistry, and industry-leading real-
time PCR instruments and data analysis software.

Applied Biosystems™ TagMan™ assay technology is the gold
standard in performance, quality, and content for gene expression
analysis. Developed using long-standing bioinformatic expertise
N primer and probe design, and stringent testing across
applications and integrated platforms, TagMan Assays provide
you with the most reliable and robust real-time PCR solutions.

With over one and a half million predesigned and preoptimized
assays across a growing list of model species, a wide range
of formats to scale to your needs, and a robust manufacturing
quality system, we have a complete suite of solutions that will
enable you to get fast, reliable, and accurate gene

expression results.

Contents
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TagMan Gene Expression Assays

Proven 5 nuclease—based real-time PCR chemistry

Get results you can trust

TagMan Gene Expression Assays are referenced in tens
of thousands of publications and are considered the gold
standard for gene expression quantification by scientists
around the world.

TagMan Gene Expression Assays are based on 5
nuclease chemistry, and each assay contains the primer and
probe set for your target of interest. Here’s how an assay
works (Figures 1 - 3):

1. At the start of the real-time PCR reaction, the temperature
is raised to denature the double-stranded cDNA. During
this step, the signal from the fluorescent dye on the 5" end
of the Applied Biosystems"” TagMan" probe is quenched
by the MGB-nonfluorescent quencher on the 3" end of
the probe.

2.In the next step, the reaction temperature is lowered to
allow the primers and probe to anneal to their specific
target sequences.

3.Taq polymerase synthesizes a complementary DNA strand
using the unlabeled primers and template. When the
polymerase reaches the TagMan probe, its endogenous
5" nuclease activity cleaves the probe, separating the dye
from the quencher.

With each cycle of PCR, more dye molecules are released,
resulting in an increase in fluorescence intensity proportional
to the amount of amplicon synthesized.

1. Assay components and DNA template

"—""I"'l—L Proba )EGE
Forward prirmer b:. i oo iy Reverse primer
b
5‘ DHA template _HTFH";'
HII|IJ.I||l||||||||I||||l||||||||[||||||||J.;_i_%
3-:.- .
2. Denatured template and annealing assay components 5 ¥ Legend
- Applisd Blosystema™
B 5
Probe ?&G Reverse primer FAM™ or Vic™ dys
serrrrel & iy
Farward Primer \ \ @
'A_J__,'_llll'II=|I|':I|||||I|I||:I|||||||I|l|_. = ! P
3 ‘“’*%5 < binde
Applied Blosystems™
B g AmpiTaq Gold™
3. Polymerization and signal genaration Sy =3
ﬁ&ﬁf&&mmu Probe
Probe .
+,. WI TTTT u:::lu' —— Primer
Forward primer "k"‘ ) -
I 1 ) B gl ermplate
I IR r'r||||||I[||||ufrrrrrrr
3 5

Prepare the cDNA sample

Prepare the total RNA --- Total RNA

i Invitrogen™ VILO™ cDNA Synthesis Kit

Perform reverse transcription

d

Evaluate the cDNA

Thermal cycler or
real-time PCR instrument

Prepare the reaction mix and load the plate
d |

Prepare the PCR reaction mix

d

Load the plate

Applied Biosystems™ OpenArray™
reaction plate

Run the real-time PCR reaction

Create the plate document/experiment -

I System software and information CD

Run the plate

Real-time PCR instrument

Analyze the results
il

Refer to the user guide for your
real-time PCR instrument

Applied Biosystems™ DataAssist™ or
ExpressionSuite™ Software




The largest selection of
predesigned assays

Spend time on results, not assay design and optimization

With TagMan predesigned assays, spend your time

generating results, not designing and optimizing

assays.

e Detect virtually any gene product—more than 1.5 million
predesigned assays, and custom design for everything else

e Assays for nearly every human, mouse, and rat gene in the
RefSeq database

¢ Available for 25 species, and some pathogens

e Assays for multiple locations per transcript and across
nearly every exon junction in human

e Strain-neutral assays for mouse and rat

To learn more and order, go to
thermofisher.com/tagmangex

e Not finding what you’re looking for in our predesigned
assay collection? The Applied Biosystems™ Custom
TagMan™ Assay Design Tool lets you design and
order a TagMan Assay to detect any gene from
any organism. Design and order your assays at
thermofisher.com/cadt Custom TagMan Assays are
typically delivered in 5-12 business days.

e Also, try Applied Biosystems™ TagMan™ Endogenous
Controls—a collection of TagMan Assays targeting
commonly used control gene products for sample
input normalization in real-time PCR.

Predesigned TagMan Gene Expression Assays

(as of November 2015)

Species

Human (H. sapiens)

Mouse (M. musculus)
Chinese hamster (C. griseus)
Rat (R. norvegicus)

Cow (B. taurus)

Rice (O. sativa)

Arabidopsis (A. thaliana)
Nematode (C. elegans)
Rhesus monkey (M. mulatta)
Zebrafish (D. rerio)

Frog (X. tropicalis)

Dog (C. familiaris)

Chicken (G. gallus)

Fruit fly (D. melanogaster)
Sweet corn (Z. Mays)
Cynomolgus monkey (M. fascicularis)
Pig (S. scrofa)

Fission yeast (S. pombe)
Rabbit (O. cuniculus)
Baker's yeast (S. cerevisiag)
Horse (E. caballus)

Soybean (G. max)

Guinea pig (C. porcellus)
Grape (V. vinifera)

Wheat (T. aestivum)

Summary

*Percent coverage refers to genes in the RefSeq database.

Number
of assays

205,707
176,510
164,743
146,589
103,562
99,822
97,879
92,687
69,310
63,712
56,764
55,658
48,432
41,607
38,493
37,652
16,247
6,538
5,927
5,524
3,891
3,456
2,037
965

760

1,534,372

Gene coverage

(%)*

99.8%
99.5%
88.2%
89.2%
99.6%
95.6%
93.8%
95.1%
55.8%
77.3%
87.3%
64.3%
85.1%
94.0%
59.5%
80.5%
90.3%
94.3%
80.9%
93.4%
72.8%
13.5%
64.3%
25.3%
43.6%

81.1%,
25 species

There are multiple assays for my gene product. How
do | choose the right one?

Genomic alignment maps on our website make it easy to
see exactly what gene products are detected and how they
align to the genomic locus. The top of the map shows the
target gene. Below it, all TagMan Gene Expression Assays
for target gene products are shown relative to the genomic
locus map. The known transcripts from the locus are shown
below, with their RefSeq accession numbers.

A. Gene symbol

B. Alignment of TagMan amplicons to the gene. Hover over
an assay to see its name and assay number as well as
the transcripts it detects. Click on an assay to open an
assay details pane for more information and to add the
assay to your shopping cart.

C. Assays providing the best coverage are marked with a
star symbol.

D. Narrow your results by specifying the type of assay
you need.

E. All RefSeq transcripts that map to the gene locus,
showing exon usage
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The TagMan Assays qPCR guarantee
We stand behind every predesigned TagMan Assay. We are committed to helping you achieve
your research goals and believe our predesigned TagMan primer and probe sets establish the
benchmark for high-quality and easy-to-use real-time PCR products.

tocw ey

Therefore, we guarantee every TagMan Assay in terms of:

LS TR LT

We want you to be happy with your purchase and confident in the genomic tools we provide.

e Quality—high-quality manufacturing for reproducible results from lot to lot

e Performance —superior sensitivity, specificity, and accuracy

e Content—the largest collection of primer and probe sets using the world’s best and most
extensively validated assay design pipeline

e Results—enables you to obtain data you can trust

If you are not satisfied with the performance of a predesigned TagMan Assay, we’ll replace
it at no cost or credit your account. For more information, and to see the full terms and
conditions of the guarantee, go to thermofisher.com/tagmanguarantee



Proven performance

Reliable reagents for confidence in your results

TagMan MGB probes bind more tightly—

shorter, more specific probes

TagMan probes include an MGB moiety at the 3" end that
increases the T_ of the probe and stabilizes probe-target
hybrids. This means that TagMan probes can be significantly
shorter than traditional probes, providing better sequence
discrimination and flexibility to accommodate more targets.

Nonfluorescent quencher (NFQ) maximizes sensitivity
TagMan probes incorporate an NFQ to absorb (quench)
signal from the fluorescent FAM or VIC dye label at the other
end of the probe. The properties of the NFQ combined with
the short length of MGB probes result in lower background
signal than with non-MGB/NFQ probes. Lower background
noise results in increased sensitivity and precision in

your data.

TagMan probe outperforms non-MGB probe in real-time PCR

Standard deviation

10 ng 9.72 13.35

1ng 13.36 16.82 0.04 0.18
0.1 ng 16.76 20.23 0.07 0.13
10* ng 20.19 23.72 0.04 0.13
10° ng 23.64 27.31 0.03 0.10
10 ng 27.01 30.66 0.04 0.12
10° ng 30.24 32.82 0.13 0.19

Figure 2. TagMan probes provide better sensitivity and precision.
Comparison of two 5" nuclease PCR assays for 18S rRNA. Ten-fold
dilutions of Universal Human Reference RNA (10-10-° ng) were prepared
and analyzed in 11 replicate real-time PCR reactions using either the
TagMan Gene Expression Assay (FAM dye—labeled, with NFQ) or the
non-MGB assay (FAM dye-labeled, with BHQ). Real-time PCR was run
according to the respective manufacturers’ recommended conditions.
Across a 6-log range of input template, the TagMan Assay displayed earlier
C, values and better reproducibility across all data points. In addition, the
TagMan Assay had higher signal and lower background, resulting in better
sensitivity and higher precision.

~10-fold better
sensitivity and higher
precision

TaqMan Assay

Higher
signal, lower
background

Exponential
amplification

10 ng input RNA

40

GB assay

Exponential
amplification

e Specificity: Advanced primer/probe sequence selection
criteria plus MGB probe enhancement deliver the
specificity and reproducibility you need for confidence in
your results. Your results are generated from amplification
of the intended target, not from nonspecific dye binding or
amplification of closely related genes or pseudogenes.

e Sensitivity: The NFQ on TagMan probes minimizes
background, and intelligent PCR primer and probe design
maximizes amplification efficiency. Get better sensitivity
and accuracy —reliably detect targets present at 10 or
fewer copies.

¢ Reproducibility: Accurately reproduce results from well
to well, day to day, and lab to lab—even across
manufacturing lots.

* Wide dynamic range: Detect from a handful to millions
of target molecules with the same reaction setup. Capture
the full spectrum of expression variability in virtually any
experimental scenario.

¢ High amplification efficiency: All TagMan Gene

Expression Assays have a PCR efficiency of 100% (=10%).

Use the comparative C, (AAC) method of quantification
confidently.

e Ease of use: All assays use a single, universal thermal
cycling profile. Run any assay combination on a single
plate. Avoid instrument-programming errors.

e Comprehensive assay information: Genomic mapping
data are provided prior to purchase.

Detect as few as 10 target molecules with high
sensitivity and large dynamic range

CDC23 @ DDX39 @DCDC2 @®BIRC5
Slope =-3.44 Slope = -3.42 Slope = -3.59 Slope =-3.48

0 T T T T T T T T T
10 100 10° 10* 10° 10° 107 108 10°

Copies/reaction

Figure 3. Sensitivity and wide dynamic range. Sequential 10-fold
dilutions of synthetic sense RNA corresponding to 4 gene products—
CDC23, DDX39, DCDC2, and BIRC5—were added to a background of
yeast RNA to evaluate the sensitivity and dynamic range of TagMan Gene
Expression Assays. Samples containing 50 to 5 x 109 target molecules
were reverse transcribed, and 20% of each RT reaction was used in
quadruplicate PCR reactions using TagMan Gene Expression Master Mix.
Reactions containing as few as 10 copies were detected (C, ~35).

Reproducible quantification with virtually 100%
amplification efficiency

40

35 A

30

25

20 A

Avg C,

cDNA concentration

Figure 4. Reliable performance and wide dynamic range. TagMan
Gene Expression Assays were used to analyze expression of 60 targets
across a 2-fold dilution series of universal reference cDNA, from 4 ng/uL
1o 4 pg/uL. The average slope of the lines is 1.02. TagMan Assays exhibit
virtually 100% amplification efficiency at each cycle of PCR: each target
molecule is copied, doubling the fluorescence signal.
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Specificity for your mRNA target

TagMan Assay design helps ensure target mRNA specificity: readily distinguish even highly

homologous sequences

Specificity is built into the TagMan Assay design pipeline. As a result, assays detect only their intended targets. Even
TagMan Gene Expression Assays for members of highly homologous gene families typically amplify their targets
with C, values at least 10 cycles earlier than the closest homolog, or with at least 1,000-fold discrimination if equal
numbers of the two targets are present.

TagMan Gene Expression Assays are designed to detect only their intended targets, easily discriminating
among highly homologous sequences.

HOX gene family members HOXA10, HOXC10, and HOXD10 share ~80% sequence homology

HOXA10 AATTGGCTGACAGCAAAGAGCGGAAGGAAGAAGAGGTGCCCCTATACTAAACACCAGACGCTGGAATTGGAGAAAGAATTTCTGTTCAATATGTATTTGACGCGAGAGCGCCGCCTGG

RefSeq ID TagMan Assay ID Homology

HOXA10 NM_018951.3 Hs00172012_m1 =
HOXC10 NM_017409.3 Hs00213579_m1 81%
HOXD10 NM_002148.3 Hs00157974_m1 79%

Clear gene expression results for HOX gene family members

Figure 5. TagMan Gene Expression Assays detect only their
intended targets, even among the highly homologous HOX

appropriate expression of members of the HOX gene family is
essential for normal embryogenesis. Tissue-specific expression
of 3 closely related HOX genes, comparable to published data,
was easily detected using TagMan Gene Expression Assays.

HOXA10 HOXC10 HOXD10

gene family members. In vertebrates, as in Drosophila, location-

Advanced bioinformatics

TagMan Gene Expression Assays are designed using our
sophisticated design pipeline that has been stringently
validated by functionally testing more than 18,000 assays
(a statistically significant subset). Since then, our customers
have consistently confirmed through their own validation
experiments that TagMan Gene Expression Assays enable
reliable, reproducible results.

This process is used to design all TagMan Gene Expression
Assays, including inventoried assays, made-to-order
assays, and Applied Biosystems™ Custom Plus assays.

We offer ~73,000 inventoried assays and over 1.5 million
made-to-order assays, which are manufactured when an

order is placed. Applied Biosystems™ Custom Plus TagMan™

RNA Assays are ideal for newly identified genes and
specific splice variants, and offer the same performance as
predesigned TagMan Assays.

TaqMan Assay design and manufacture

Target selection
mRNA sequences (NCBI)

Preprocessing

—Map to genome
—Mask SNPs, repeats, and discrepancies
—ldentify exon—exon junction

Assay design
Thermodynamic and chemistry parameters

—Balance T, for universal thermal cycling

—Avoid secondary structure, optimize GC content
—Optimize amplicon size
—Eliminate primer-dimer formation

In silico QC
—Score assays for target specificity
—Score assays for genome specificity

Assay selection
High-quality TagMan Gene Expression Assays

Perform stringent assay formulation QC
4

Confirm oligo identity by mass spectrometry

Online ordering

11



Flexible formats

A variety of formats for different research needs

Configurations to fit your research goals

Are you analyzing hundreds (or thousands) of samples, and
expression from a handful of genes? Or does your research
involve a few samples that need to be analyzed for a long

list of MRNA targets? No matter what experiment you are
performing, there is a TagMan Gene Expression Assay format
and real-time PCR instrument for your research needs.

TagMan Gene Expression Assay formats

Single tubes
%ﬁ’ _LL;;;.'FE * Low entry price
Sy * Flexible

e Run on any real-time
PCR instrument

96- or 384-well plates

e Optimal for small to medium
projects

¢ Balances flexibility with
streamlined reaction setup

® Run on any 96- or 384-well
real-time PCR instrument

384-well microfluidic cards
e | ow cost per reaction

e Optimal for medium to
large projects

¢ Run on Applied Biosystems™
QuantStudio™ 7 & 12K Flex, ViiA™ 7,
and 7900HT Real-Time
PCR Systems

OpenArray plates

e | owest cost for large
projects

e Ultimate throughput

e Run on QuantStudio
12K Flex Real-Time
PCR System

12

TagMan Gene Expression Assays (single tubes)
Predesigned assays come in four different sizes so that you
can order only the number of assays appropriate for your
research. In addition, for made-to-order assays in small,
medium, and large sizes, you can choose FAM or VIC dye
labeling, and non—primer-limited or primer-limited formulation.
(Extra small assays are only available with FAM dye labels.)

For more information, go to thermofisher.com/allgenes

No. of Concentration | Reporter | Cat. No.
reactions* dye
5 20X FAM

Extra small 7 4453320

(inventoried)’

Extrasmall 75 20X FAM 4448892

(made-to-

order)*

Small 250 20X FAM 4331182

(inventoried)'

Small (made- 360 20X FAM 4351372,

to-order)* or 4448489

VIC (VIC)

4448484
(VIC-PL™)

Medium 750 20X FAM 4351370,

(made-to- or 4448490

order)? VIC (VIC)
4448485
(VIC-PL*)

Large 2,900 60X FAM 4351368,

(made-to- or 4448491

order)! VIC (VIC)
4448486
(VIC-PL*)

*Reaction number is based on 20 pL reaction size.

**Primer-limited.

T Inventoried assays are typically delivered in 1-4 business days.

T Made-to-order assays are typically delivered in 5-12 business days.

Applied Biosystems™ TagMan™ Arrays: 96-well plates or

384-well microfluidic cards

e Configure a Custom TagMan Array containing inventoried
predesigned assays, or select from our gene signature
assay collections

e TagMan Gene Expression Assays are loaded into one
of two TagMan Array formats: 96-well plates (Fast or
standard) or 384-well microfluidic cards

(To include made-to-order or custom assays on your plate or
card, order using our Applied Biosystems™ TagMan™ Custom
Plating Service, or contact your sales representative for other
options.)

Custom TagMan Array 96-well plates
e Choose any inventoried TagMan
Gene Expression Assay

e G-plate minimum order

e Choose standard (20 pL rxn) or
Fast (10 pL rxn) format

Typically delivered in 4-14 business days

To learn more and order, go to
thermofisher.com/arrayplates

Assays |Assay Samples Cat. No. Cat. No.
+ replicates | per plate (standard) | (Fast)
controls

95+ 1 1 1 Format 96 4391524 4413255
92 + 4 1 1 Format 96 + 4391525 4413256
47 + 1* 2 1-2 Format 48 4391526 4413257
44 + 4= 2 1-2 Format 48 + 4391527 4413258
31+ 1* 3 1-3 Format 32 4391628 4413259
28+ 4~ 3 1-3 Format 32 + 4391529 4413260
15 + 1 6 1-6 Format 16 4413264 4413261
12+4 6 1-6 Format 16 + 4413265 4413262
7+ 1 12 1-12 Format 8 4413266 4413263

*Available with one manufacturing control assay for 18S ribosomal RNA. These
formats are required for plates with assays for rhesus, canine, or a mixture of species.
**Includes the manufacturing control assay for 18S ribosomal RNA, plus assays for
3 additional candidate endogenous control genes: GAPDH, HPRT1, and GUSB,
appropriate for human, mouse, or rat sample analysis.

13



Custom TagMan Array 384-well Applied Biosystems™ TagMan™ Array Gene Signature OpenArray Real-Time PCR Plates TagMan Custom Plating Service: 96- or 384-well plates

microfluidic cards Plates and Cards e TagMan Assays loaded and dried down into the 3,072 Configure 96- or 384-well plates with any TagMan Gene
e Choose any inventoried TagMan e Predesigned, preloaded TagMan Assays for gene products through-holes on OpenArray Real-Time PCR Plates Expression Assays, including custom assays designed to
Gene Expression Assays specific to pathways, biomarkers, or disease target classes ) our target sequences and made-to-order assays.
P Y P . P y . ¢ e Process up to 576 samples to obtain over 43,000 data Y 9 q Y
- to facilitate drug discovery and disease research . . . .
e 10-card minimum order points, with a single operator in an 8-hour day;, e Set up custom configurations of any TagMan Assays,
e Endogenous control panels are also available to identify the without the use of robotics including inventoried, made-to-order, custom, or

e Run on the QuantStudio 7 & 12K Flex,

ViA 7, and 7900HT Fast Real-Time PCR Systems best housekeeping gene products for your research

Custom Plus gene expression assays or custom TagMan
probes and primers

e For use with the QuantStudio 12K Flex Real-Time

« No robotics required: cards have 8 sample-loading ports e Gene signature plates are typically delivered in 5-10 System with an Applied Biosystems™ OpenArray™ block
' ) ’ business days, and gene signature cards in 1-4 business configuration and supporting reagent kits onl . -
each connected to 48 wells containing dried-down o Y g g g pp g reag Yy e Choose 96- or 384-well plate, and Fast or standard format
TagMan Assays Y e OpenArray plates with inventoried assays are typically e Receive in dried-down or liquid formulation
. . , . Here is a sampling of what’s available: delivered in 4-5 weeks, and within 5-6 weeks for custom
® 1 pL reactions (2 pL including channel filling and overage) assays e Typically delivered in 2-5 weeks
— Apoptosis

e Typically delivered in 3-4 weeks
ypiealy To learn more about OpenArray technology on the

— Endogenous controls QuantStudio 12K Flex system,go to

To learn more and order, go to

thermofisher.com/arraycards — Cancer thermofisher.com/openarray
Assays + Assay Samples Name Cat. No ~ Immune system and inflammation Assays + Assay Samples N Cat. N
controls* replicates per card i — Cell cycle proliferation and regulation controls replicates per plate ame 25 e
11 +1 4 8 Format 12 4342247 18 3 Upto 48 Format 18 4471124
15 + 1 3 8 Format 16 4346798 ~ Neurology 56 1 Up to 48 Format 56 4471125
23 +1 2 (or4) 8 (or 4) Format 24 4342249 — Development and stem cells 112 1 Up to 24 Format 112 4471126
31 +1 3 4 Format 32 4346799 _ Signal transduction 168 1 Upto 16 Format 168 4471127
47 + 1 1 (or 2 8 (or 4) Format 48 4342253 224 1 Up to 12 Format 224 4471128
63 + 1 3 2 Format 64 4346800 ~ ECM matrix and adhesion
95 +1 1(or2) 4 (or 2) Format 96a 4342259 — Toxicology and drug metabolism Hycrophabic ydrophic
95 + 1 2 (or 4) 2 (or 1) Format 96b 4342261
191 + 1 5 ] R TR To see the complete collection of 96-well gene signature
380 + 4 1 1 Format 384 4342265 plates, go to thermofisher.com/signatureplates

_ ‘ ‘ To see the collection of 384-well gene signature microfluidic
*These arrays are available with one manufacturing control assay for 18S . i
ribosomal RNA. cards, go to thermofisher.com/signaturecards

Through-holes retain 33 nL
reaction mixtures via surface tension

14 15



Complementary reagents TagMan chemistry vs. SYBR Green chemistry for

Everything you need for reliable results real-time PCR

We provide everything you need for real-time PCR analysis, We offer two types of chemistries to detect PCR products
starting with isolating RNA from virtually any sample type, to using real-time PCR instruments:

reverse transcription into cDNA, optional preampilification to
stretch small samples for analysis of many gene products,
and of course, real-time PCR data analysis.

e TagMan Assay chemistry (also known as “fluorogenic 5’
nuclease chemistry”)

e SYBR Green | dye chemistry

TaqMan Assay-based detection SYBR Green-based detection
Sample preparation Reverse transcription Real-time PCR Data analysis

Overview Uses a fluorogenic probe to enable the Uses SYBR Green | dye, or similar: dye binds
detection of a specific PCR product as it to double-stranded DNA, to detect PCR
accumulates during PCR cycles product as it accumulates during PCR cycles
Applied Biosystems™ TagMan™ Cells-to-C, " Kits: A suite of kits for running real-time PCR directly in cultured Specificity High Low
cell lysates without purifying RNA or DNA
Sensitivity—low copies High Variable*
ExpressionSuite Software Reproducibility High Variable*
RNA/ater" Tissue Collection: DataAssist Software : :
RNA Stabilization Solution TagMan™ RNA-to-CT“‘ 1-Step Kit Multiplexing Yes No
. RealTime StatMiner™ Software
I’\s/lglglt\i/lo?(ki_t% Tl B from Integromics Predesigned assays Yes No
MagMAX"-96 Bl RNA - i imizati
Maghtsh Kit% ood TagMan" Fast Advanced User design and optimization No Yes
Master Mix i
RNAqueous™-4PCR Kit SuperScript VILO cDNA TagMan™ Universal Master Mix I Cost High Low*
™ ; : Synthesis Kit m ! .
RecoverAll™ Total Nucleic Acid TagMan™ Gene Expression Master Mix : o :
Isolation for FEPE Tissues TaqMan® PreAmp Master Mix Gene expression quantitation High Low
DNA quantitation Yes Yes (pathogen detection)
ChiIP Yes Yes
SNP genotyping Yes No
MicroRNA Yes No
Copy number Yes No
Somatic mutation detection Yes No
Pathway analysis Yes No

*Depends on template quality and primer design/optimization.
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Support at every step of
your workflow

Consistent reliability fromn manufacturing to follow-up

Quality manufacturing and stringent quality control
TagMan Assays are manufactured in-house under rigorous
quality processes at our ISO 13485—certified manufacturing

Technical support
If you have questions about how to use TagMan Assays or
how to analyze results, call or email our technical support

facilities, and are never outsourced.

Comprehensive worldwide support

Whether you need help finding a TagMan Assay for your
target, deciding which format best suits your needs, placing
your order through our online ordering system, or setting up
your reactions, our global sales and technical support teams
are here to help.

18

Everything you need to meet the MIQE guidelines
for peer-reviewed publications

The Minimum Information for Publication of Quantitative
Real-Time PCR Experiments (MIQE) guidelines, published
by Bustin et al. in Clinical Chemistry (April 2009), are
meant to ensure that real-time PCR experiments are
meaningful, accurate, and reproducible. We support

this initiative and commend the MIQE scientists for their
leadership.

We provide the following for easier adherence to

these guidelines:

e TagMan Assay annotation—Information requested
under the real-time PCR target, oligonucleotide, and
protocol sections of the guidelines is provided in your
assay shipment and on our website. All biologically
relevant information is available, including assay
location, transcripts detected, and amplicon size.
Protocols with recommended reagents and reaction
conditions are also available on our website.

specialists. These scientists are skilled in experimental
planning and design, are expert troubleshooters, and are
familiar with a wide variety of applications that use TagMan
Assays.

Rapid delivery

We continually strive to minimize delivery time on TagMan
Assay products. To that end, we have implemented
streamlined order processing systems that interface with our
new manufacturing facilities to help reduce delivery times.

e Publications—There are >9,900 peer-reviewed
publications that cite TagMan Assays, so including the
TagMan Assay ID in lieu of sequences is sufficient and
widely accepted.

¢ Instrument software —Applied Biosystems™
instrument software reports C, values for quantification.
The C, can be used to generate standard curves,
determine slope, and derive R2 values. To help adhere
to the MIQE guidelines, the term quantification cycle
(Cq) may be used directly in place of C..

¢ Data analysis—\We offer data analysis software,
including ExpressionSuite and DataAssist Software;
simple-to-use tools for calculating relative gene
expression using statistical analysis and visualization;
and RealTime StatMiner Software (Integromics) for
additional statistical analysis workflows.
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appliedbiosystems

Real-time PCR master mixes and instrument compatibility

TagMan® and TaqPath real-time PCR master mixes One-step real-time RT-PCR master mixes
Applications Gene Genotyping/ Gene expression/ Gene expression/ Gene Genotyping/ | Genotyping/ Gene Gene expression/ | Gene expression/ | Gene expression/ | Gene expression | Gene expression/ | Gene expression/
expression/ CNV genotyping genotyping expression SNP SNP expression pathogen pathogen detection pathogen for 1-step and pathogen pathogen
small RNA detection detection multiplex detection detection
TagMan Fast ~ TagPath ProAmp ~ TagMan Universal PCR ~ TagMan Universal ~ TagMan Gene TagMan TagMan TagMan Fast  TagMan RNA-to-C, ~ Power SYBR Green  TagMan Fast Virus TagPath 1-Step SuperScript IIl SuperScript IIl
Advanced Master Mix Master Mix Master Mix Il Expression Genotyping GTXpress  Universal PCR 1-Step Kit RNA-to-C, 7-StepKit 1-Step Master Mix Multiplex Master Mix  Platinum One-Step  Platinum One-Step
Master Mix Master Mix Master Mix Master Mix Master Mix qRT-PCR Kit qRT-PCR Kit w/ ROX
4444556  A32704,A30865,  4304437,4305719, 4440043, 4440040, 4370048 4371353 4403311 4352042 4392653 4391178 4444432 A28521, A28522, 11732020 11745500
4444557  A30866,A30871,  4318157,4326708, 4440047, 4440048, 4369016 4371355 4401892 4364103 4392938 4389986 4444434 A28523, A28525, 11732088 11745100
4444963  A30867,A30872, 4364338, 4364340, 4440049, 4440041, 4369514 4381656 4401890 4366072 4392656 4444436 A28526, A28527
4444964  A32705,A30868, 4324018, 4324020, 4440042, 4440038, 4369510 4371357 4401857 4366073
4444965  A30869,A30873, 4326614, 4364341, 4440044, 4440045, 4369542 4381657 4367846
4444558 A30870, A30874 4364343 4440046, 4440039 4370074
Analytik Jena GTOWER N V v v v V v vV vV vV vV v v
Applied Biosystems 7500 \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Applied Biosystems 7500 Fast V \V \V V V V V V V vV v vV Vv
Applied Biosystems 7300 N V V N N N v V vV v v v Vv v
Applied Biosystems 7900HT v v \V \V V V V vV vV vV vV Vv Vv v
Applied Biosystems QuantStudio 12K Flex \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Applied Biosystems QuantStudio 6 \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Applied Biosystems QuantStudio 3/5 \/ \/* \/ \/ \/ \/ \/ \/ \/ \/ \/ \/* \/
Applied Biosystems QuantStudio 7 \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Applied Biosystems StepOne \/ * \/ \/ \/ \/ \/ \/ \/ \/ \/ * \/ \/
Applied Biosystems StepOnePlus \/ * \/ \/ \/ \/ \/ \/ \/ \/ \/ * \/ \/
Applied Biosystems ViiA 7 \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Bio-Rad CFX384 v v v v v v v v v v v v v
Bio-Rad CFX96 v v v v v v v v v v v Vv v
Bio-Rad i05 v v v v v v v v v v v v Vv
Bio-Rad MiniOpticon V N N N N V V V \V V v vV Vv
Bio-Rad/MJ Chromoé \ J N V N N \V \V V V V v vV
Bio-Rad/MJ Opticon V v v vV vV vV v vV vV v vV vV v
Bio-Rad/MJ Opticon 2 V N N N N V Vv V \V V v vV v
Eppendorf Mastercycler ep realplex \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Qiagen/Corbett Rotor-Gene 6000 \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Qiagen/Corbett Rotor-Gene Q \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Qiagen/Corbett Rotor-Gene 3000 \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Roche LightCycler 480 N N N N N V v V \V V v vV v
Roche LightCycler Nano [ [ O O 0 O [ O 0 0 4 [ ¢
Agilent/Stratagene MX3000P \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/ \/
Agilent/Stratagene MX3005P N N V N N N V V \V V \V vV Vv
Agilent/Stratagene MX4000 N J J V N N \V \V V V V v vV
TaKaRa T800 0 0 0 0 0 0 0 0 0 vV 0 0 0

\/ - Indicates preferred kit and tested on this instrument.
0 — Indicates kit should work, but has not been tested on this instrument.
* — Not compatible with multiplexing. The QuantStudio 3 system can be used for limited multiplexing; it is not compatible with Mustang Purple or Cy®5 dyes. The QuantStudio 5 system is

compatible with multiplexing. Thermo FiSher
SCIENTIFIC
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Real-time PCR master mixes and instrument compatibility

SYBR Green real-time PCR master mixes

Applications Gene expression Gene expression Gene expression Gene expression Gene expression Gene expression
SYBR Select Fast SYBR Green Power SYBR Green PCR SYBR Green PCR SYBR GreenER qPCR PowerUp SYBR Green

Master Mix Master Mix Master Mix Master Mix SuperMix Universal Master Mix

4472903, 4472908, 4472913, 4472918, 4385610, 4385612, 4385616, 4385617, 4367659, 4367660, 4368577, 4368702, 4344463, 4309155, 4364344, 4364346, 1176202K. 11762100, 11762500 A25742, A25743, A25776, A25777,

Instruments 4472919, 4472920 4385618, 4385614 4368706, 4368708 4334973, 4312704 ' ' A25778,A25779, A25780, A25918

Applied Biosystems 7500 N
Applied Biosystems 7500 Fast N

Applied Biosystems 7300
Applied Biosystems 7900HT

Applied Biosystems QuantStudio 12K Flex

Applied Biosystems QuantStudio 6

Applied Biosystems QuantStudio 3/5

< ===

Applied Biosystems QuantStudio 7

*

Applied Biosystems StepOne

Applied Biosystems StepOnePlus

< |<-
*

Applied Biosystems ViiA 7
Bio-Rad CFX384
Bio-Rad CFX96

S R L L R S S B N e e

Bio-Rad iQ5

Bio-Rad MiniOpticon
Bio-Rad/MJ Chromo4
Bio-Rad/MJ Opticon
Bio-Rad/MJ Opticon 2

B N ) L i e
B N N L

Eppendorf Mastercycler ep realplex

Qiagen/Corbett Rotor-Gene 6000 \/ *
Qiagen/Corbett Rotor-Gene Q V*
Qiagen/Corbett Rotor-Gene 3000 V*
Roche LightCycler 480 N

<

<

Roche LightCycler Nano
Agilent/Stratagene MX3000P
Agilent/Stratagene MX3005P
Agilent/Stratagene MX4000
TaKaRa T800

<= |=
< ==

S R E E e 5 R E ) B ) ) ) S E SR R E ) ) ) L R R s S L
S R L E S E R E ) B ) ) ) S R SRS R R ) E) ) ) B R S S e L.
B R E E N S5 R E ) P ) ) ) E S E S R e R E ) E ) E S R ) ) ) e
S R E E N B B R E ) B ) B ) E E S R RS e ) E) B L B ) ) ) ) f.

\ —Indicates preferred kit and tested on this instrument.
\/*— Ensure primer concentration guide is followed (<200 nM for standard mode and 300-400 nM for fast mode). For StepOne/StepOnePlus System, install software version 2.3 or higher update.
0 —Indicates kit should work, but has not been tested, on this instrument.

ThermoFisher
Find out more at thermofisher.com/mastermixes SCIENTIFIC

For Research Use Only. Not for use in diagnostic procedures. © 2017 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. Analytik Jena and qTOWER are trademarks of
Analytik Jena AG. Bio-Rad, CFX384, CFX96, iQ, MiniOpticon, Chroma4, and Opticon are trademarks of Bio-Rad Laboratories, Inc. Eppendorf, Mastercycler, and realplex are trademarks of Eppendorf
AG. Qiagen and Rotor-Gene are trademarks of Qiagen GmbH. Roche, LightCycler, and LightCycler Nano are trademarks of Roche Diagnostics, GmbH. Stratagene, MX3000P, MX3005P, and MX4000
are trademarks of Agilent Technologies, Inc. TaKaRa is a trademark of TakKaRa Holdings Japan. Cy is a trademark of GE Healthcare. COL13556 0317
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TagMan Fast Advanced Master Mix

TagMan Fast Advanced Master Mix

Performance superior to standard master mixes in less

than half the time

Features and benefits

¢ Best-in-class performance—superior sensitivity,
accuracy, dynamic range, and specificity compared to
standard mixes in standard mode

* Engineered for enhanced benchtop stability—
stable at room temperature for up to 72 hours in
preassembled reactions

e Optimized for multiplexing—validated for duplexing
with exogenous and endogenous internal positive
control assays

¢ Reduced run times—optimized on fast instruments and
for fast cycling conditions on standard instruments

e Seamless transition through the workflow—validated
with Applied Biosystems™ TagMan® Assays for gene
expression and microRNAs and Applied Biosystems™

TagMan® Array Microfluidic Cards

™

Applied Biosystems™ TagMan® Fast Advanced Master Mix
has been designed to perform better than standard master
mixes (Figure 1), requiring shorter run times (<40 minutes)
and delivering superior results.

Our best-in-class gene expression master mix employs
Applied Biosystems™ AmpliTag™ Fast DNA Polymerase,
which has been engineered for enhanced stability,

allowing your preassembled reactions to be left at

room temperature for up to 72 hours without impacting
performance. The formulation has been optimized for
duplex PCR with both endogenous and exogenous control
assays, enabling you to run a control in every well to further

increase confidence in your results.

T

Iy

TadMan Unversal PGR ==
Waster Mix =
L —

— e ——

" TaqMan Fast Advanced
Master Mix

Figure 1. Performance of TagMan Fast Advanced Master Mix vs.
Applied Biosystems™ TagMan® Universal PCR Master Mix. (A)
Comparison of C, values across a panel of 13 TagMan Gene Expression
Assays. (B) Representative amplification plot from real-time PCR of a
dilution series of human cDNA amplified in 4 replicate reactions using
the Applied Biosystems™ 7500 Fast Real-Time PCR System and the FN71
TagMan Gene Expression Assay.

For maximum flexibility, TagMan Fast Advanced Master Mix
has also been optimized for use on both fast instruments
and fast PCR cycling conditions on standard instruments.
TagMan Fast Advanced Master Mix has been rigorously
tested and optimized to help ensure success with all
TagMan gene expression and microRNA assays, enabling
a seamless transition through your workflow.

ThermoFisher
SCIENTIFIC



Table 1. Dynamic range comparison between TagMan Fast Advanced Master Mix and products from other leading suppliers. Comparison
of detection range (in number of logarithmic units) across a panel of various TagMan Gene Expression Assays. The range of detection must have PCR
efficiency between 85% and 115% and R? values =0.98. Each master mix was tested using cDNA template and run according to the manufacturers’
respective recommended protocols. Reactions (6 replicates) were run on the Applied Biosystems™ 7900HT Fast Real-Time PCR System.

TaqMan Fast  Roche Qiagen Qiagen Bio-Rad Bio-Rad Orders of  Final
Assay type Advanced FastStart QuantiTect QuantiFast iTaq iTaq Fast magnitude  (ng/pL)
Master Mix Reagent Reagent Reagent Supermix Supermix 7 0.00001
6 0.0001
APOA1 Good Fast 7 5 5 5 5 5 5 0.001
APOA1 (FAM)/ Good Fast 7 4 4 5 5 5 g g$1
GAPDH (VIC) 2 1
APOAT (FAM)/ Housekeeping 7 7 7 7 7 7 1 10
GAPDH (VIC)
uBC Housekeeping 6 4 4 5 5 5
HIST1H3F LenAmpLong 5 3 3 3 3 3
TXNDC GCAmpLow, PrimerLong 5} 2 2 3 3 3
FOXD1 GCAmpHigh 4 2 2 2 2 2
GPR34 GCProbelLow, Low dRn 3 1 2 2 2 2
WISP HighProbeTm 2 0 0 1 1 1

Best-in-class performance

TagMan Fast Advanced Master Mix was designed to
perform better than current standard master mixes.

Our master mix was benchmarked against the leading
suppliers’ standard and fast master mixes to demonstrate
our superior sensitivity, accuracy, dynamic range,

and specificity.

The unparalleled dynamic range of TagMan Fast Advanced
Master Mix is shown in Table 1. These results demonstrate
the ability of the master mix to provide dependable target
quantitation over a wider dynamic range compared to
leading suppliers’ standard and fast master mixes. For

a variety of assays, TagMan Fast Advanced Master Mix
was capable of detection across 2 additional orders of
magnitude when run under identical conditions.

Benchtop stability for high-throughput handling
and convenience

TagMan Fast Advanced Master Mix has been engineered
to retain its high level of performance in preassembled
reactions for up to 72 hours. If you use high-throughput
liquid handling systems, the stability of this mix helps to
ensure that the results on the first plate will mimic those
of the last plate. For less extreme throughput needs, the
enhanced stability of this master mix provides overall
added convenience to your workflow, as you are no
longer constrained to immediately running your plates
upon assembly.

Figure 2 shows an assay that was run upon assembly
(time 0) and after 72 hours of incubation at 30°C, simulating
the most extreme room temperature scenario. The results

after 72 hours show excellent PCR efficiency and R?
values, almost identical to those at time O, as well as a AC,
between time 0 and 72 hours of less than 1.

A B

1.0

ARN

0.

o

(]

| PCRefficiency | R* |
0hr 72 hr [ohr 72 hr
99.7% 100.0% ‘ 0.9998 0.9997
Final concentration c
(ng/uL) g
cDNA 0 hr 72 hr
10 17.81 18.34
1 20.99 21.59
0.1 24.32 24.95
0.01 27.65 28.24
0.001 31.18 31.80
0.0001 34.34 34.80

Figure 2. Benchtop stability of TagqMan Fast Advanced Master Mix.
This B2M TagMan Gene Expression Assay was run (A) upon assembly
(time 0) and (B) after 72 hr of incubation at 30°C. (C) The results after 72 hr
show excellent PCR efficiency, R* values, and C, values when compared to
time 0.
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Exogenous duplex Endogenous duplex
PCR efficiency R? PCR efficiency R?
Single target 92.9% 0.999 Single target 92.9% 0.999
Duplex target 951% 1.000 Duplex target 92.6% 1.000

Figure 3. TagMan Fast Advanced Master Mix is optimized for multiplexing with exogenous or endogenous control assays. Results are
shown for ACTB (B-actin gene), which was serially diluted and amplified in single-target reactions and duplex reactions. The duplex reactions
included the single target ACTB and either (A) a constant quantity of exogenous target or (B) a relative quantity of endogenous target.

A 10.0
Optimized for multiplexing
We realize that confidence is paramount when it comes
to your results. For added confidence in your results,
TagMan Fast Advanced Master Mix was designed to help
deliver accurate results for duplex reactions using an <
internal positive control (IPC). Figure 3 shows results for
the experimental target gene ACTB (B-actin), which was
serially diluted and ampilified in both single-target reactions
and duplex reactions. The duplex reactions included 01
the single target ACTB and either a constant quantity
of exogenous target (Figure 3A) or a relative quantity of B 5
endogenous target (Figure 3B). TagMan Fast Advanced o
Master Mix succeeded in providing nearly identical PCR sl o 2:073;'20—030.37
efficiency, R?, and C, values for ACTB in both simplex and ”s \

duplex environments. N T~
. —~—
15

Validated for microRNA assa

y.s . 10 \
TagMan Fast Advanced Master Mix has been validated for
multiple real-time PCR applications, including microRNA

assays. The formulation provides high specificity and a 0000001 000001  0.0001 0001 0.01 0.1 1

large dynamic range, the two most critical performance Final concentration (nM)

attributes that define successful results when working with Figure 4. miRNA linear target amplification over a dynamic range of
microRNAs. The data in Figure 4 demonstrate excellent 6 orders of magnitude of input. (A) Amplification plot and (B) standard

, . ) ) curve from real-time PCR of a dilution series of a synthetic target amplified
PCR linearity over a range of inputs, covering 6 orders in 4 replicate reactions using the 7900HT Fast Real-Time PCR System and

of magnitude. the Let-7c TagMan MicroRNA Assay.
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Reduced run times on standard instrumentation
TagMan Fast Advanced Master Mix has been optimized
for use with both fast and standard instrumentation,
enabling researchers who currently own standard
instruments to realize the performance benefits and

time savings this mix provides. Figure 5 showcases

the impressive results achieved when using TagMan

Fast Advanced Master Mix under fast thermal cycling
conditions on the Applied Biosystems™ QuantStudio™

12K Flex Real-Time PCR System. The mix has been tested

™

with all Applied Biosystems™ standard real-time PCR

instrumentation, including the QuantStudio, 7900HT, 7500,

and 7300 systems, to enable success whether or not you
own a fast-enabled instrument.

Ordering information

e ..__.-—_-

/ /////A

14 16 18 zo 2 3 32 34 3 38 40
Cycle

ARn

Figure 5. Results on the QuantStudio 12K Flex Real-Time PCR
System using TagMan Fast Advanced Master Mix. Amplification

plot from real-time PCR of a dilution series of human cDNA amplified

in 8 replicate reactions using the Eukaryotic 18S rRNA TagMan Gene
Expression Assay and the QuantStudio 12K Flex Real-Time PCR System.

Size Quantity No. of 20 pL rxns Cat. No.
TagMan Fast Advanced Master Mix

Mini Pack 1Tx1mL 100 4444556
1 Pack 1x5mL 500 4444557
2 Pack 2x5mL 1,000 4444963
5 Pack 5x5mL 2,500 4444964
10 Pack 10x 5 mL 5,000 4444965
Bulk Pack 1 x50 mL 5,000 4444558

ThermoFisher

Find out more at thermofisher.com/mastermixes

For Research Use Only. Not for use in diagnostic procedures. © 2016, 2018 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 trademark of Roche Molecular Systems, Inc., used under permission and license. FastStart is a trademark of Roche
Diagnostics. iTaq is a trademark of Bio-Rad. QuantiFast and QuantiTect are trademarks of Qiagen GmbH. COL32621 0818
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TagMan Genotyping Master Mix

Real-time PCR master mix tailored for SNP genotyping studies

Tailored for unrivaled cluster

resolution for unambiguous single-
nucleotide polymorphism (SNP)

allelic discrimination, the Applied
Biosystems™ TagMan™ Genotyping
Master Mix is optimized for genotyping
applications, including:

e Candidate gene studies

® Drug target validation

¢ Disease association studies
e Population genetics

¢ Linkage mapping

e Agricultural applications

e Copy number variation analysis

Introduction

TagMan Genotyping Master Mix is
designed to deliver reliable, cost-
effective SNP detection for accurate
and reproducible allelic discrimination.
The master mix optimizes the
preferential binding of the allele-
specific probe, providing exceptional
separation and clustering of alleles and
consistently strong fluorescent signals.
Powered with the highly purified
Applied Biosystems™ AmpliTag Gold™
DNA Polymerase, UP (Ultra Pure),
TagMan Genotyping Master Mix can
replace Applied Biosystems™ TagMan™
Universal PCR Master Mix in existing
SNP genotyping protocols using the
same reaction setup and thermal
cycling conditions.

TagMan' Genotyping
Master Mix
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Benefits

e Specifically formulated for endpoint
fluorescent detection of SNPs and
insertions/deletions

e Discrete clusters and high call
rates for accurate and reproducible
allelic discrimination

e Reliable discrimination of SNPs in
difficult targets

e Excellent room-temperature stability
for flexible pre- and post-PCR setup
and analysis

e Universal thermal cycling conditions
for consistent results

e \alidated for use with Applied
Biosystems™ TagMan™ SNP
Genotyping Assays, TagMan™ Copy
Number Assays, and TagMan™

Mutation Detection Assays

Optimized formulation for
exceptional performance

TagMan Genotyping Master Mix is

a convenient 2X mix for TagMan
probe-based genotyping reactions. It
includes the following components:

e AmpliTag Gold DNA Polymerase, UP
(Ultra Pure), a highly purified DNA
polymerase. This hot-start enzyme
is inactive at room temperature,

SO reactions can be set up on the
benchtop. The enzyme is activated
during thermal cycling.

e Optimized components including
buffer and dNTPs for consistent,
reliable genotypes

e Passive internal reference based on
proprietary ROX™ dye for precise
data analysis

ThermoFisher
SCIENTIFIC



Setting a new standard for

allelic discrimination

For clear genotyping results, each
allele-specific TagMan™ probe must
yield bright and consistent fluorescent
signals to provide discrete clusters
that are widely separated, indicating
excellent specificity. The performance
of TagMan Genotyping Master Mix
was tested using 3 ng samples of
human genomic DNA (gDNA) and

a validated SNP assay to genotype
dbSNP rs2293052 in the gene NOST.
The resulting cluster plot (Figure 1)
shows strong fluorescent signals

for each allele and clear separation
between the three clusters—easily
discriminating the two homozygous
and one heterozygous genotypes. In a
comparison against five commercially
available mixes, TagMan Genotyping
Master Mix shows the highest average
call rate (Figure 2). Tight, well-
separated clusters for each genotype
provide exceptional call rates and,
most importantly, accurate and
efficient SNP analysis.
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Figure 1. TagMan Genotyping Master Mix
provides bright fluorescence signals for
discrete, well-separated allelic clusters.
Cluster plot of 94 gDNA samples and two
no-template controls genotyped using Applied
Biosystems™ TagMan™ SNP Genotyping Assay
C__15969983_10, with PCR performed on the
Applied Biosystems™ GeneAmp™ PCR System
9700 and allelic discrimination on the 7900HT
Fast Real-Time PCR System.

Consistent performance—even
with difficult templates

TagMan Genotyping Master Mix offers
unambiguous allelic discrimination
even for the most challenging assays.
For example, GC-rich targets can
present amplification challenges

that reduce SNP detection because
of persistent secondary structure.
Human gDNA samples were
genotyped for a SNP in a GC-rich
region using a TagMan SNP Assay

to genotype dbSNP rs12214 in the
cathepsin D gene. As shown in Figure
3, TagMan Genotyping Master Mix
yields brighter fluorescent signals,
tighter clusters, and more accurate
allele calling compared to a mix from
supplier “S”. These data demonstrate
that TagMan Genotyping Master

Mix provides higher call rates for
reliable SNP genotyping in difficult
targets, eliminating the need to retest
uncalled samples.
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Figure 2. TagMan Genotyping Master

Mix provides the highest SNP call rates,
outperforming other master mixes. Average
call rates for 94 gDNA samples and two no-
template controls genotyped using Applied
Biosystems™ TagMan™ SNP Genotyping
Assay C__27102425_10, with PCR performed
on the GeneAmp PCR System 9700 and allelic
discrimination on the 7900HT Fast Real-Time
PCR System.

Copy number variation
applications

Copy number variation is an important
polymorphism in the human genome
that can be associated with certain
genomic disorders as well as some
simple genetic and complex diseases.
TagMan Genotyping Master Mix,

used with TagMan Copy Number
Assays, provides relative quantitation
of an experimental gene compared

to a reference gene in a duplex PCR.
Between 1 and 3 copies of CYP2DE6,
the gene for a drug-metabolizing
enzyme, were detected for 92

human gDNA samples when the
samples were amplified using TagMan
Genotyping Master Mix (Figure 4).

TagMan Genotyping Master Mix
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Figure 3. Consistent, reliable SNP
detection in a GC-rich region using TagMan
Genotyping Master Mix. Genotyping assays
were compared using TagMan Genotyping
Master Mix and a PCR master mix from supplier
“S” on a set of 94 human gDNA samples

(8 ng) and two no-template controls, using
Applied Biosystems™ TagMan™ SNP Assay
C__12050942_10. PCR was performed on

the GeneAmp PCR System 9700 and allelic
discrimination on the 7900HT Fast Real-Time
PCR System.



Copy number

gDNA

Figure 4. TagMan Genotyping Master Mix is used for amplification in
TagMan Copy Number Assays. TagMan Genotyping Master Mix is used
with a TagMan Copy Number Assay designed to target the CYP2D6 gene,
determining the copy number for this target in 92 gDNA samples. The
RNase P reference gene is present in two copies per diploid genome or
one copy per haploid genome.

Somatic mutation detection applications

TagMan Mutation Detection Assays can detect somatic
mutations in genes that are associated with cancer from
different sample types, such as cell lines, formalin-fixed,
paraffin-embedded tissue samples, and fresh frozen tissue
samples. TagMan Genotyping Master Mix, combined with
TagMan Mutation Detection Assays, which use competitive
allele-specific Applied Biosystems™ TagMan™ PCR
(castPCR™) technology, can help detect rare amounts of
mutated DNA in a sample that contains large amounts of
normal, wild type DNA.

Pre- and post-PCR stability

Benchtop stability of real-time PCR mixes provides the
flexibility to perform experiments over multiple days. To
demonstrate the stability of TagMan Genotyping Master
Mix, both pre- and post-PCR storage conditions were
tested to determine the effects on genotyping data. To
evaluate pre-PCR stability, reactions were set up at room
temperature (24°C), stored in the dark for up to three
days, thermal-cycled for PCR, and read for endpoint
fluorescence to assign alleles. To assess post-PCR
stability, PCR was conducted immediately after reaction
setup, but reactions were left on the bench for up to three
days before measuring endpoint fluorescence for allelic
discrimination. Even after three days at room temperature,
either before or after PCR, TagMan Genotyping Master
Mix yielded tight clusters and reproducible results (Figure
5). The excellent benchtop stability of TagMan Genotyping
Master Mix gives ample flexibility for experimental setup and
sample processing.
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Figure 5. TagMan Genotyping Master Mix provides pre- and post-
PCR stability for up to 3 days. Genotyping reactions were set up using
94 gDNA samples and two no-template controls with TagMan Genotyping
Master Mix and TagMan SNP Assay C___2188620_10. Reactions were left
on the bench either (A) before or (B) after thermal cycling for the indicated
amounts of time. PCR was conducted on the GeneAmp PCR System 9700
and allelic discrimination on the 7900HT Fast Real-Time PCR System.

Conclusion
TagMan Genotyping Master Mix:

e Demonstrates extremely reliable allelic discrimination for
SNP genotyping, with discrete clusters for high call rates
even with challenging targets

e Provides reliable quantitation of DNA copy number when
used with TagMan Copy Number Assays

e Offers robust benchtop stability at room temperature,
pre- and post-PCR, and consistent results across
multiple instruments over multiple days to meet all
throughput needs

e Complements TagMan Mutation Detection Assays
to provide high specificity and sensitivity for mutant
allele detection
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Instruments and assays compatible with TagMan Genotyping Master Mix
(standard thermal cycling mode)

QuantStudio 3/5/6/7/12 Real-Time PCR Systems

Applied Biosystems™ StepOne™ and StepOnePlus™ Real-Time PCR Systems
Applied Biosystems™ 7000, 7300, 7500, 7500 Fast, and 7900HT Fast Real-Time PCR Systems
Applied Biosystems™ Veriti™ Thermal Cyclers

GeneAmp PCR System 9700

Applied Biosystems™ 9800 Fast Thermal Cycler

TagMan SNP Genotyping Assays

TagMan Drug Metabolism Genotyping Assays

TagMan Copy Number Assays

TagMan Mutation Detection Assays

Applied Biosystems™ Custom TagMan™ SNP Genotyping Assays

21 CFR Part 11 compliance module

Ordering information

Product Unit size Reactions*

TaqgMan Genotyping Master Mix

Mini pack 1 mL tube 40 4371353
1-pack 10 mL bottle 400 4371355
2-pack 2 x 10 mL bottles 800 4381656
Single bulk pack 50 mL bottle 2,000 4371357
Multi-bulk pack 2 x 50 mL bottles 4,000 4381657
Quick Reference Card 1 card — 4371130
Protocol 1 protocol — 4371131

* Assumes 50 pL reaction volume; consult protocol for other recommended reaction volumes.

| _ ThermoFisher
Find out more at thermofisher.com/tagmanmm SCIENTIFIC

For Research Use Only. Not for use in diagnostic procedures. © 2015 Thermo Fisher Scientific Inc. All rights reserved. All trademarks
are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. AmpliTaq Gold and TagMan are trademarks of
Roche Molecular Systems, Inc., used under permission and license. CO019883 1215
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TagMan SNP Genotyping Assays

TagMan SNP Genotyping Assays

™ ™

Applied Biosystems™ TagMan™ SNP
Genotyping Assays from Thermo

Fisher Scientific provide a highly flexible
technology for detection of polymorphisms
within any genome. Applied Biosystems™
TagMan™ Assays have the simplest
workflow available and are the quickest
way to generate genotyping data. Based
on powerful Applied Biosystems™ TagMan™
probe and primer chemistry and designs,
and coupled to dependable Applied
Biosystems™ instruments and software,
these made-to-order assays produce high-
confidence results. TagMan Assays are
ideal for genotyping applications, including
screening, association, candidate region,
candidate gene, and fine-mapping studies.

Content-rich marker selection tools simplify
study design and help you select from a
library of human and mouse assays. This
library includes over 7 million genome-wide
human assays (of which 3.5 million are
HapMap SNP-based assays, 160,000 are
validated assays, and over 950,000 are
coding region assays) and 10,000 mouse
assays. We also offer 2,700 inventoried
drug metabolism genotyping assays.
Additionally, with Applied Biosystems™
Custom TagMan™ SNP Genotyping Assays
you can confidentially submit target SNP
sequences for any genome to create your
own assays. Let TagMan SNP Genotyping
Assays accelerate the pace of your
discovery by eliminating time-consuming
experimental design and optimization.

Powerful, proven chemistry

Whether your genotyping studies require
targeted detection of essential SNPs, or
the flexibility to choose SNPs for mapping,
TagMan SNP Genotyping Assays are the
technology of choice. Proven TagMan
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Figure 1. Allelic discrimination is achieved by the selective annealing of TagMan MGB probes.

probes, which incorporate minor groove
binder (MGB) technology at the 3" end,
deliver superior allelic discrimination.

The MGB molecule binds to the minor
groove of the DNA helix, improving
hybridization-based assays by stabilizing
the MGB probe-template complex. This
increased binding stability permits the
use of probes as short as 13 bases for
improved mismatch discrimination and
greater flexibility when designing assays for
difficult or variable sequences. In addition
to SNP detection, TagMan probes can
be designed to detect multiple nucleotide
polymorphisms (MNPs) and insertion/
deletions (indels).

Detection is achieved with proven

5" nuclease chemistry by means of
exonuclease cleavage of an allele-
specific 5" dye label, which generates
the permanent assay signal (Figure 1). Al
MGB probes include a nonfluorescent

quencher (NFQ) that virtually eliminates
the background fluorescence associated
with traditional quenchers, and provides
a greater signal-to-noise ratio for superior
assay sensitivity.

TagMan SNP Genotyping Assays
collection

TagMan SNP Genotyping Assays are

the world’s largest collection of single-
tube, ready-to-use SNP assays available.
The TagMan SNP Genotyping Assays
library consists of two collections of
human assays and one of mouse assays,
and can be supplemented with assays
designed using our Custom TagMan SNP
Genotyping Assays Service.

ThermoFisher
SCIENTIFIC



Over 7 million human SNP
genotyping assays

This assay group contains over 7

million genome-wide SNPs, providing
unprecedented marker coverage. Included
in this collection are 160,000 validated
assays that have approximately 10 kb
spacing across gene regions. These
assays were subjected to an extensive
minor allele frequency test in 2-4 ethnic
populations (45 individual samples per
ethnic group) and as a result, offer the
highest success rate. Also included are
over 600,000 assays for the detection of
nonsynonymous SNPs in coding regions,
including many putative functional SNPs.
Visit thermofisher.com/tagmansnp for
more information.

Over 10,000 mouse SNP genotyping
assays

The Applied Biosystems™ Mouse TagMan™
Predesigned SNP Genotyping Assays
collection consists of over 10,000 assays,
and can be supplemented with assays
designed using our Custom TagMan SNP
Genotyping Assays Service.

TagMan Drug Metabolism Genotyping
Assays

The collection of Applied Biosystems™
TagMan™ Drug Metabolism Genotyping
Assays includes 2,700 assays that target
high-value polymorphisms in 221 drug
metabolism genes. These assays have
proven performance in four different
ethnic population samples, consisting

of 45 individuals each. To enable easy
identification, these assays have been
mapped to the common public allele
nomenclature websites where possible.
Visit thermofisher.com/tagmandme for
more information.

All TagMan SNP Genotyping Assays are

generated using next-generation algorithms

from the Thermo Fisher Scientific
bioinformatics pipeline. For all predesigned
assays, bioinformatics evaluation of target
SNP sequences includes the masking

of adjacent SNPs and ambiguous bases
so that assay design and subsequent
performance is not affected by the poor
quality of the underlying sequence. Lastly,

the assay designs are aligned to the
human genome using BLAST to ensure
that each assay binds uniquely to the
intended polymorphism. As the Custom
TagMan SNP Genotyping Assay Service
is confidential and secure, you simply
perform your own bioinformatics analysis
prior to submitting your sequence for
assay design.

Custom assay service for any
possible SNP

Custom TagMan SNP Genotyping Assays
can be developed for any SNP in any
organism. This service can generate
assays for the detection of SNPs, MNPs,
indels of up to 6 bases, or QSY™-labeled
probes for multiplexing SNP assays.

Custom TagMan SNP Genotyping Assays
provide you with a complete service

that includes secure and confidential
ordering, assay design and manufacturing,
and quality-control testing for synthesis
accuracy and formulation completeness.
Additionally, custom human assays are
subjected to a functional test on 20 unique
DNA samples.

Use the free Applied Biosystems™ Custom
TagMan™ Assay Design Tool to input and
submit your sequence for assay design.
This easy-to-use online resource lets you
quickly submit your sequence information
and start the ordering process securely
and confidentially. Access the Custom
TagMan Assay Design Tool at

thermofisher.com/snpcadt

1

Combine sample with TagMan
SNP Genotyping Assay in plate

Figure 2. A simple workflow and reliable inst
confidence results.

Thermal cycle and read

Quality design and manufacturing
Probes and primers used in TagMan
SNP Genotyping Assays are designed
using our rigorous bioinformatics pipeline.
This proprietary group of algorithms has
generated millions of TagMan Assay
designs by utilizing heuristic design rules
deduced from both manufacturing and
assay performance data. All assays are
designed to perform under universal
reaction conditions, as calculated probe
and primer melting temperatures are
consistent and include contributions
from associated probe conjugates

(i.e., dyes and MGB).

After manufacturing, assay components
undergo extensive laboratory testing

at our state-of-the-art manufacturing
facility. Quality-control testing includes
mass spectrometry for sequence
verification and formulation assessments
of probe and primer concentrations.
Additionally, all human SNP genotyping
assays are functionally tested to ensure
allelic discrimination.

Simple workflow for quick results
TagMan SNP Genotyping Assays constitute
the simplest SNP genotyping technology
available. We deliver your ready-to-

use SNP genotyping assay at ambient
temperature in a convenient, single-tube
format. The rest is easy. Just combine the
assay with Applied Biosystems™ TagMan™
Genotyping Master Mix or TagMan™
Universal PCR Master Mix and your purified
DNA sample (Figure 2). There is no need to
optimize probe, primer, salt concentrations,
or temperature because all assays use
universal reagent concentrations and
thermal cycling conditions.

2 3
Analyze data

ruments combine to generate fast, high-



After generating an endpoint read using a
thermal cycler or real-time PCR instrument,
no transfers, washes, or additional
reagents are required, and the plate
remains sealed; just read the plate and
analyze the genotypes. This reduces the
chance of contamination, sample mix-up,
and sample loss. The simplicity of the
chemistry allows you to easily automate the
reaction for massively parallel genotyping
studies, readily increasing the number

of assays, number of samples, or both.
Additionally, the analysis software allows
you to auto-call genotypes, minimizing
manual intervention.

Reliable real-time PCR platforms

A suite of superior Applied Biosystems
instrument platforms is available for
processing and analyzing TagMan SNP
Genotyping Assays (Table 1). These
instruments, which meet all throughput
needs and budgets, include the 7500,
7500 Fast, 7900HT Fast, ViiA" 7,
StepOne™, and StepOnePlus™ Real-Time
PCR Systems, and the QuantStudio™ 3, 5,
6, 7, and 12K Flex Real-Time PCR Systems
(Figure 3). Following PCR amplification, an
endpoint read can be performed on any
Applied Biosystems real-time PCR system.
All of these dependable instruments

offer the advanced multicolor detection
capabilities required for highly accurate and
reproducible allelic discrimination assays.

Data analysis software

The sophisticated SDS software package
provided with all Applied Biosystems real-
time PCR systems facilitates experimental
setup, data collection, and assay
performance analysis. The SDS software
uses an advanced multicomponent
algorithm to calculate the distinct signal
contribution of each allele of a marker
from the fluorescence measurements of
each sample well during the assay plate
read. The multicomponent data collected
from the plate read are stored as SDS
files, ready for genotype determination

by the SDS software or optional Applied
Biosystems™ TagMan™ Genotyper Software
(Figure 4).

Table 1. Applied Biosystems instrument capacities.

Instrument

Capacity

7500/7500 Fast Real-Time PCR System

7900HT Fast Real-Time PCR System
ViiA 7 Real-Time PCR System

StepOne Real-Time PCR System
StepOnePlus Real-Time PCR System
QuantStudio 3 Real-Time PCR System
QuantStudio 5 Real-Time PCR System

QuantStudio 6 Real-Time PCR System

QuantStudio 7 Real-Time PCR System

QuantStudio 12K Flex Real-Time PCR System

96-well block (standard or Fast)

96- and 384-well blocks (standard or Fast)

96-well (standard or Fast), 384-well, and
TagMan Array Card blocks

48-well block (standard or Fast)
96-well block (standard or Fast)
96-well block (standard or Fast)
96-well (standard or Fast) and 384-well blocks

96-well (standard or Fast) and 384-well blocks

96-well (standard or Fast), 384-well, and
TagMan Array Card blocks

96-well (standard or Fast), 384-well, TagMan
Array Card, and OpenArray plate blocks

Figure 3. The QuantStudio 5 Real-Time PCR System (left) and the QuantStudio 12K Flex
Real-Time PCR System (right), which offers the highest throughput of all Applied Biosystems

real-time PCR instruments.
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Figure 4. TagMan Genotyper Software automatically determines sample genotypes and

displays data.



TagMan Genotyper Software is a great
resource for fast and accurate genotype
calling. It is a free SNP genotyping data
analysis tool for use with TagMan SNP
Genotyping Assays performed in 48-, 96-,
or 384-well microtiter plates or on Applied
Biosystems™ TagMan™ OpenArray™ Plates.
It has a state-of-the-art genotype-calling
algorithm, an intuitive user interface, and
enhanced study-based analysis features.
The software enables multi-plate data
analysis for high-throughput workflows
and improved accuracy in genotype
calling; versatile export features and
comprehensive quality-control features
facilitate streamlining of the entire
workflow. TagMan Genotyper Software
can be downloaded at
thermofisher.com/tagmangenotyper
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Simple ordering

Selecting and ordering TagMan SNP
Genotyping Assays is as simple as “point
and click.” Use SNPbrowser Software to
select the most informative SNPs for your
genotyping studies. As you identify SNPs
of interest, simply upload your selected
TagMan SNP Genotyping Assays to our
online ordering tool.

The TagMan Assay online ordering tool
(Figure 5) enables you to search, select,
and order from our catalog of over 7 million
made-to-order predesigned TagMan SNP
Genotyping Assays. You can search for
SNPs using any of several criteria: National
Center for Biotechnology Information
(NCBI) gene ID, NCBI SNP reference ID
(rs#), or gene symbol. You can further
refine your search by using SNP type (i.e.,
intragenic, 5" or 3" UTR, chromosome, etc.).
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Figure 5. Our TagMan Assay search and order tool makes online ordering easy. For convenient
online ordering and multiple search options for all our genotyping assays, including keyword, batch,
and location searches, visit thermofisher.com/tagmansnp

Our Custom TagMan SNP Genotyping
Assays supply you with SNPs that are
not available from our predesigned
assay collection, including those from
any nonhuman organism. This service
designs assays for all possible SNP, MNP,
and indel targets but without the up-
front bioinformatic preparation used for
the predesigned made-to-order assays.
Our complementary Custom TagMan
Assay Design Tool conveniently formats
your target sequence for submission

to our manufacturing facilities. To order
custom assays, simply prepare your
target sequence according to the Design
and Ordering Guide, and upload your
submission file at
thermofisher.com/snpcadt



Ordering information

Human Nonhuman . = . No.of5uL No.of25uL Assay mix

Assay type

assays assays reactions reactions .
y y SNPs formulation
(Cat. No.) (Cat. No.) (384-well plate)  (96-well plate)

Predesigned TagMan SNP Genotyping Assays for Human and Mouse

Small 4351379 4351384* >4.5 million 1,500 300 40X made-to-order
Medium 4351376 4351382* >4.5 million 5,000 1,000 40X made-to-order
Large 4351374 4351380* >4.5 million 12,000 2,400 80X made-to-order

Custom TagMan SNP Genotyping Assays

Small 4331349 4332077 ) 1,500 300 40X made-to-order
Medium 4332072 4332075 oo 5,000 1,000 40X made-to-order
Large 4332073 4332076 o 12,000 2,400 80X made-to-order

TagqMan Drug Metabolism Genotyping Assays

Small 4362691 NA 2,700 750 150 20X inventoried

All assays are quality-control tested using a mass spectrometer to verify sequence and yield. All assays have a VIC™ dye—labeled probe, a FAM™ dye—labeled probe, and two target-specific primers. All assays, excluding Custom TagMan SNP Genotyping
Assays, undergo bioinformatics evaluation of target SNP sequences.

Functional testing against 20 unique genomic DNA samples is performed on all custom and predesigned made-to-order human TagMan SNP Genotyping Assays. Validation testing against four populations (45 samples/population) was performed on all
160,000 validated TagMan SNP Genotyping Assays, and all TagMan Drug Metabolism Genotyping Assays.

* Over 10,000 mouse assays available
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Description
The items listed throughout this user bulletin are representative of available plastics and other
consumables. Choosing the correct plastic for your instrument is important for ensuring success. Use
the gPCR and PCR Plastics Selection Tool to find the right plastic for you:
http://www.thermofisher.com/findplastics.
PCR plate formats
Number of wells
96 wells 384 wells
Most commonly used. For use with high-throughput automation platforms.
ThermoFisher

For Research Use Only. Not for use in diagnostic procedures.

SCIENTIFIC
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PCR plastic formats
PCR plate formats

8 wells

Number of wells, segmented!'2]

24 wells

oﬂw,ﬂ'w

- 40802620 T = =

A segmented 96-well plate that can be broken into
8-tube strips.

A plate provided with 24 wells.

32 wells

48 wells

32-well plates.

A segmented 96-well plate that can be broken into three

A plate provided with 48 wells.

[l 8 and 32-well PCR plates often come as segmented 96-well plates that can easily be broken apart.

[ Convenient format allows for a lower number of samples.

Material

Polypropylene frame and wells

Polycarbonate frame with polypropylene wells

¢ (Can withstand rapid changes in temperature.

Minimizes absorption of reaction components.

Same polypropylene features but also contains a

rigid frame compatible with high-throughput robotic
applications.

Understanding the Differences in PCR Plastics Format User Bulletin




PCR plastic formats
PCR plate formats

Frame color

Available in various colors to provide visual organization and identification of samples.

Well color!!l

Clear or colored

White

Frosted

Recommended for end-point PCR
applications.

Ensures the highest level of
sensitivity for gPCR reactions.

Recommended for low copy
number samples.

Alternative to white plastic for
gPCR if the fluorescence detector is
oversaturated.

[ Refer to gPCR instrument manufacturer for recommendations on well color for proper plate calibration.

Skirt type

Skirted

Semi-skirted

Non-skirted

¢ Full height panel surrounding the
edge of the plate.

¢ Fits securely over a thermal
cycler with a raised block.

* Enhanced mechanical strength
for use with robotic platforms.

Short panel around the edge of
the plate.

Adequate support during
pipetting.

Mechanical strength for robotic
handling.

* No panel surrounding the edge
of the plate.

* Fits the block of most thermal
cyclers and real-time PCR
instruments.

* Not suitable for robotic
applications.

Understanding the Differences in PCR Plastics Format User Bulletin




PCR plastic formats
PCR plate formats

Automation compatible

e Skirted and semi-skirted plates provide a necessary side surface for grippers to grasp.
¢ Polycarbonate-framed plates are able to withstand the forces exerted by grippers.

Thermal block fit

96-well 0.2 mL (standard profile)

96-well 0.1 mL (low profile/fast)

384-well

* Most commonly used.

* 0.3 mL maximum well volume.

Reduced height reduces
evaporation and enhances
thermal conductivity.

0.2 mL maximum well volume.

¢ |deal for high-throughput
applications.

® 40 pL maximum well volume.

Alphanumeric labeling

Printed

Engraved/molded

@

High contrast, easy to read.

May improve sealing of the outer edges.

Deck type

Flat

Raised

¢ Facilitates sealing and handling.

* Universal fit with most thermal cyclers. .

instruments.

Required for some thermal cycler lids and

* Balances lid pressure without the need for adapters.

Understanding the Differences in PCR Plastics Format User Bulletin




PCR plastic formats
PCR plate formats

I
+

e TR Y2

A modified corner of a PCR plate that some instruments require for optimal fit.

Allows for easy recording and tracking of samples in high-throughput experiments.

Understanding the Differences in PCR Plastics Format User Bulletin 5



PCR plastic formats
PCR tube formats

PCR tube formats

To find the correct PCR plate or tube for your instrument use the gPCR and PCR Plastics Selection
Tool: http://www.thermofisher.com/findplastics.

Tube format

Single Strip tubes
Individual PCR tubes with separate or attached caps Offered in 8 or 12 tube strips with separate or attached
provide the flexibility to set up the exact number of caps.
reactions to run.
Well profile
0.1 mL (low profile) 0.2 mL (standard profile)
¢ Fits 0.1 mL thermal blocks. * Fits 0.2 mL thermal blocks.
* Reduced height minimizes air space above the * Most commonly used.
reaction to reduce evaporation and enhance thermal
conductivity.

Tube color

Available in various colors to provide visual organization and identification of samples.

6 Understanding the Differences in PCR Plastics Format User Bulletin
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PCR plastic formats
PCR tube formats

Cap type

Domed

Flat

* For end-point PCR applications.
* May be required for instruments with concave lids.

* For gPCR applications, use optical or ultra-cear
caps.

* May be required for instruments with flat lids.

Cap formatf']

Separate

Attached

Strip caps can be used with standard or low profile PCR
strip tubes and plates.

Can open and close tubes independently to prevent
sample contamination.

[ To ensure compatibility select strip tubes and caps from the same brand, Applied Biosystems™ or Thermo Scientific™

Understanding the Differences in PCR Plastics Format User Bulletin 7



PCR plastic formats
PCR sealing closures

PCR sealing closures

To find the correct PCR plate or tube for your instrument use the gPCR and PCR Plastics Selection
Tool: http://www.thermofisher.com/findplastics.

Closure type
Sealing films Sealing foils Strip caps
P
Creates a tight seal over wells Creates a tight seal over wells Seals securely with minimal pressure.
to prevent evaporation and cross- to prevent evaporation and cross- Can be used with strip tubes or PCR
contamination. contamination. plates.
¢ (Clear adhesive films—For PCR, * For use with light-sensitive ¢ Domed caps—For PCR.
economical and sticky. samples. * Flat caps—For gPCR
* Optical sealing films—For gPCR | ® Pierceable with pipette tip for applications, maximizes the
applications, non-tacky pressure sample transfer. passage of fluorescence signals
sensitive adhesive. and minimize distortion.

8 Understanding the Differences in PCR Plastics Format User Bulletin
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PCR plastic formats
How to use the PCR Plastics Selection Tool

How to use the PCR Plastics Selection Tool

1. Go to http://www.thermofisher.com/findplastics.

gPCR and PCR Plastics Selection Tool

Find the right fit, fast

Select your real-time PCR (gPCR) or thermal cycler (PCR) instrument from the drop-down menu, and easily find the plates,
tube strips, single tubes, caps, seals, adhesive films, and accessories compatible with your instrument.

1. Manufacturer Please Select »

2. Model

3. Block Format

Reset All Filters Display Results

Please choose a manufacturer, model, and block format first.

2. Select the instrument manufacturer.

1. Manufacturer Please Select v

Please Select -
Thermo Fisher Scientific / Applied Biosystems

2. Model Bio-Rad
Agilent
Analytik Jena / Biometra
3. Block Format Axygen
Bioer / Bulldog
Bioneer

3. Select the instrument model.

1. Manufacturer Thermo Fisher Scientific / Applied Biosyster v

2. Model Please Select s

Applied Biosystems MiniAmp -
Applied Biosystems MiniAmp Plus
3. Block Format Applied Biosystems ProFlex

Applied Biosystems QuantStudio 12k
Applied Biosystems Quant Studio 3

Understanding the Differences in PCR Plastics Format User Bulletin 9
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PCR plastic formats
How to use the PCR Plastics Selection Tool

4. Select the block format.

1. Manufacturer

2. Model

3. Block Format

Thermo Fisher Scientific / Applied Biosyster w

Applied Biosystems ProFlex v

Please Select v

Please Select

2x96x0.2mL
384 x0.02 mL

5. Click Display Results.

1. Manufacturer

2. Model

3. Block Format

Thermo Fisher Scientific / Applied Biosyster v
Applied Biosystems ProFlex v

96 x 0.2 mL v

Reset All Filters Display Results

10
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PCR plastic formats
How to use the PCR Plastics Selection Tool

6. Filter results using features in left-hand column.

Consumable Type 132 results found
Please Select v Product
Catalog # Product Name Size
Number of Wells
403012 MicroAmp™ Optical 96-Well Reaction Plate with Barcode & Optical 20 plates
Please Select v
Caps
Plate Skirt Type = o = :
4306311 MicroAmp™ Clear Adhesive Film 100 seals
Please Select v
4306737 MicroAmp™ Optical 96-Well Reaction Plate with Barcode 20 plates
Well Profile
4311971 MicroAmp™ Optical Adhesive Film 100 seals
Please Select v
4312063 MicroAmp™ Splash-Free 96-\Well Base 10 bases
Color
4313950 MicroAmp™ Multi Removal Tool 1 tool
Please Select v
4314320 MicroAmp™ Optical 96-Well Reaction Plate with Barcode & Optical 100 plates
Well Color Adhesive Films
Pl Select v
eAmg e 4316567  MicroAmp™ Optical 8-Tube Strip, 0.2 mL 125 strips
it 4316813 MicroAmp™ Optical 96-Well Reaction Plate 500 plates
Please Select v
4323032 MicroAmp™ Optical 8-Cap Strips 300 strips
Automation Compatible
4326659 MicroAmp™ Optical 96-Well Reaction Plate with Barcode 500 plates
Please Select N
4333183 MicroAmp ™ Adhesive Film Applicator 5 applicators
Reset filters
4360954 MicroAmp™ Optical Adhesive Film 25 seals

Note: To return to the full list of result, click Reset Filters.

Understanding the Differences in PCR Plastics Format User Bulletin 11



PCR plastic formats
How to use the PCR Plastics Selection Tool

Understanding the filter options

12

Consumable Type

* Choose between plate, tube strip, individual tube, cap strip, seal, and accessory.
Number of Wells

* Choose 8 or 12 for strip tubes and caps.

* Choose 8, 24, 32, 48, 96, or 384 for plates.
Plate Skirt Type

¢ Choose skirted, semi-skirted, or non-skirted.
Well Profile
¢ Choose between standard or low profile/fast.

Color

* Choose from the available plate colors. Common options include clear, white, black, and single or
assorted colors.

Well Color

® Choose from the available colors. Common options include clear, white, black, single and assorted
colors.

Barcoded
* Narrow options based on whether or not they have a barcode.

Automation Compatible

* Narrow options based on whether or not they are designed for use with automated robotic
applications.

Understanding the Differences in PCR Plastics Format User Bulletin



PCR plastic formats
Quality

Quality

Production

* The production process is carried out in a Class 100,000 cleanroom under ISO 13485 or ISO 9001
guidelines.

Materials
* All PCR plastics are manufactured using medical-grade virgin polypropylene.
Design

* Made with polished tools designed to produce chemical-free and ultra-smooth well surfaces that
help prevent inhibition and binding.

QC testing

* Each well is visually inspected and electrostatically tested for defects; samples of each lot are run
through a PCR cycling test to check for sealing and contaminants.

Understanding the Differences in PCR Plastics Format User Bulletin 13
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applied biosystems

MicroAmp™ plastic consumables compatibility chart for Applied Biosystems™ endpoint PCR systems

and genetic analyzers

Product
96-well 0.2 mL reaction plates

ProFlex, SimpliAmp™,

VeritiPro™, Veriti™ ProFlex, 3130, 3130xl,
ProFlex™ MiniAmpY"" il . Veriti , 3500, 3500xL,
Cat. No. MiniAmp VeritiPro 3730, 3730xI

Optical 96-Well Plate
Optical 96-Well Plate with Barcode
96-Well Plate with Barcode & Optical Caps

Optical 96-Well Plate with Barcode & Optical Adhesive Films

EnduraPlate Optical 96-Well Clear Plate

EnduraPlate Optical 96-Well Clear Plate with Barcode*
TriFlex 3 x 32-Well Reaction Plate

96-well 0.1 mL reaction plates

N8010560, 4316813
4306737, 4326659
408012

4314320

A36924

4483354, 4483352
A32810, A32811

Fast Optical 96-Well Plate, 0.1 mL
Fast Optical 96-Well Plate with Barcode, 0.1 mL
EnduraPlate Optical 96-Well Fast Plate

EnduraPlate Optical 96-Well Fast Clear Plate with Barcode*

384-well reaction plates

4346907

4346906, 4366932
A36930

4483485, 4483494

Optical 384-Well Plate

Optical 384-Well Plate with Barcode

EnduraPlate Optical 384-Well Plate

EnduraPlate Optical 384-Well Clear Plate with Barcode*
Strip tubes and caps

4343370

4309849, 4326270, 4343814
A36931

4483285, 4483273

Fast 8-Tube Strip, 0.1 mL

Optical 8-Tube Strip with Attached Optical Caps, 0.2 mL
8-Tube Strip with Attached Domed Caps, 0.2 mL
8-Tube Strip, 0.2 mL*

Optical 8-Tube Strip, 0.2 mL

8-Cap Strip*

Optical 8-Cap Strip

12-Cap Strip*

Single tubes

4358293

A30588

A30589

N8010580

4316567

N8010535, N8011535
4323032

N8010534, N8011534

Fast Reaction Tube with Cap, 0.1 mL
Reaction Tube with Cap, 0.2 mL*
Reaction Tube without Cap, 0.2 mL*
Optical Tube without Cap, 0.2 mL
Seals and covers

4358297, 4358293

N8010540, N8010612, N8011540
N8010533, N8011533

N8010933

Clear Adhesive Film

Optical Adhesive Film
96-Well Full Plate Cover
32-Well Clear Adhesive Film
Accessories

4306311
4360954, 4311971
N8010550
A32812

Splash-Free 96-Well Base

96-Well Support Base

96-Well Base

96-Well Reaction Tube/Tray/Retainer Set, 0.2 mL
* Multiple colors are available.

4312063
4379590
N8010531
403083, 403086

Note: Experiments using one or two 8-tube strips with attached caps require blank tube strips to balance lid pressure on the block or the use of the Applied Biosystems™ MicroAmp™ 96-Well Tray/Retainer Set
(Cat. No. 4381850)—hottom part of the tray only. For use with the 96-well block of the ProFlex, SimpliAmp, Veriti, VeritiPro, MiniAmp Plus, and MiniAmp thermal cyclers

ThermoFisher

Find out more at thermofisher.com/pcrplastics SCIENTIFIC
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blosystems

MicroAmp™ plastic consumables compatibility chart for Applied Biosystems™ real-time PCR systems

) o QuantStudio 3, 5, 6, 6 QuantStudio 5, 6, 6 Pro,
StepOne™ Q . s 7,7 Pro, 12K; StepOnePlus™ = Pro, 7, 7 Pro, 12K; ViiA 7; 7,7 Pro, 12K;
Product - " 7; 7900HT = 7900HT** ViiA 7; 7900HT

96-well 0.2 mL reaction plates

Optical 96-Well Plate N8010560, 4316813 . . 3

Optical 96-Well Plate with Barcode 4306737, 4326659 . . .

Optical 96-Well Plate with Barcode & Optical Caps 403012 . ] .

Optical 96-Well Plate with Barcode & Optical Adhesive Films 4314320 . ] .

EnduraPlate Optical 96-Well Clear Plate A36924 . .

EnduraPlate Optical 96-Well Clear Plate with Barcode* 4483354, 4483352 . .

Fast Optical 96-Well Plate, 0.1 mL 4346907 . . .

Fast Optical 96-Well Plate with Barcode, 0.1 mL 4346906, 4366932 ] ] .

EnduraPlate Optical 96-Well Fast Plate A36930 . . .

EnduraPlate Optical 96-Well Fast Clear Plate with Barcode* 4483485, 4483494 ] ] .

Optical 384-Well Plate 4343370 .
Optical 384-Well Plate with Barcode 4309849, 4326270, 4343814 o
EnduraPlate Optical 384-Well Plate A36931 N
EnduraPlate Optical 384-Well Clear Plate with Barcode* 4483285, 4483273 .
Fast Optical 48-Well Plate 4375816 .

Fast 8-Tube Strip, 0.1 mL 4358293 . . . .

Optical 8-Tube Strip with Attached Optical Caps, 0.2 mL A30588 © N °

Optical 8-Tube Strip, 0.2 mL 4316567 ] . .

Optical 8-Cap Strip 4323032 3 . . 3 . . 3

Fast Reaction Tube with Cap, 0.1 mL 4358297 . . .

Optical Tube without Cap, 0.2 mL N8010933 . .

Optical Adhesive Film 4360954, 4311971 . . o . . o o
48-Well Optical Adhesive Film 4375323 .

96-Well Tray/Retainer Set 403081 .

Fast 48-Well Tray 4375282 o

96-Well Tray for VeriFlex Blocks 4379983 3

Splash-Free 96-Well Base 4312063 . 3 . 3 3 .

96-Well Support Base 4379590 . . . . . .

96-Well Base N8010531 . . . . . .

* Multiple colors are available.
**7900HT (0.2 mL and 0.1 mL) instruments are not recommended for use with individual tubes or tube strips.

Note: Experiments using one or two 8-tube strips with attached caps require blank tube strips to balance lid pressure on the block or the use of the MicroAmp 96-Well Tray/Retainer Set
(Cat. No. 4381850)—nhottom part of the tray only. For use with the 96-well block of the 7000, 7300, 7500, and ViiA 7 systems, and the QuantStudio 3, 5, 6, 6 Pro, 7, 7 Pro, and 12K instruments.

Find out more at thermofisher.com/pcrplastics
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