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Specificity

Sensitivity

Flexibility

Optimization
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TagMan® Probe

Highly specific
Probe Hybridization

Very High

Mutiplex PCR
SNP detection
+/- application

Ready to use 20x primer/probe mix
- no need to optimize

Gold standard for MAQC
PCR efficiency 100% £10%

SYBR® Green 1 Dye

Non-specific

Very High

No Probe is required
Screening tool

* Need to optimize PCR program

Need to check primer-dimer info
Need to check PCR efficiency

© 2009 Applied Biosystems. All Rights Reserved. 5
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% % =_¥ ( Absolute Quantitation) ot ffe o

To determine the actual number of copies of a
target nucleic acid within a sample with statistical
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0 ¥ T_% ( Relative Quantitation) A‘;j‘z;j:f:;‘:

To determine fold differences of a target nucleic acid
In a starting material with statistical confidence.

-- 1. AACt analysis (most common) -- UB2

-- 2. Relative standard curve
+ Need endogenous gene normalizes the amount of sample added
Endogenous control (ex. 18S rRNA, GAPDH, B-actin........ )
+ The most powerful and widely used method
+ Check primer PCR efficiency first if using SYBR !!

PA0sec —p v QD WD s
PaSlp —F s G D i

IQSD — e G G
Bacit b g mmy wuw Wer s
control ] 3 50 100 (uhd)
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Comparative Ct Method it L e

step 1. Normalization to endogenous control

Sample: Ct Target gene — Ct Endogenous control = ACt sample
Reference: Ct Target gene — Ct Endogenous control = ACt reference
step 2: Normalization to calibrator sample

ACt Sample — ACt Reference = AACt

step 3: use the formula

Z-AAC’[

A reference sample is a sample to which unknown samples
are compared (ex. untreated sample or control).

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 8
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Comparative Ct Method it L e

Comparison of the c-myc expression level
in T=0, T=12, T=24, T=48 time course study

» time
t=0 t=12 t=24 t=48
total RNA total RNA total RNA total RNA Spectrophotometer measure RNA quantity
A 4
cDNA cDNA cDNA cDNA o
Reverse Transcription: Ex. 5 ug RNA/ 50 uL =100 ng/uL
O\  \ <\ W
C-myc GAPDH C-myc GAPDH C-myc GAPDH C-myc GAPDH l

i i i i i i i i Real Time PCR
Unknown samples( 50 ng): T=0, T=12, T=24, T=48

Ct=305 Ct=23.6 Ct=27 Ct=22.6

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 9
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A AC, Calculations (Comparative C))

c-Myc GAPDH AC, AAC,  244C

T=0 (calibrator) 25 10 15 0 1.0
T=12hr 24 10 14 -1 20
T=24hr 23 11 12 -3 8.0
T=48hr 28 10 18 3 0.1
> - 8.0
S.E 8 Jt=0
G g6 Jt=12h
O —
= 24 M t=24h
O L
&J “6 2 .t=48h
0.
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MIRNA: a new gene expression regulator

X NUCLEUS

Drosha 1 i
Exportin 5dnduced
processing * Nuclear Export
3

CYTOPLASM

Transcription FL3

Dicer
processing

Mature miRNA
within RISC

* Assay include: 812 Human;
583 Mouse;
349 Rat;

CPCPPOCOO000 ZPG)CCP oOc

2011/07/05
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MIRNA < T(:ACACD

Looped RT primer

step 1: RT

o )

l step 2: PCR

o p Sy s /
Forward primer

o
é mse

primer

62 Arabidopsis thaliana
74 Caenorhabditis elegans
76 Drosophila melanogaster
* 46 endogenous controls (small nuclear RNASs)

* Each assay contain: 1 RT primer, 1 TagMan Assay
50x RT reaction and 150 real time reactions (20ul /rxn)

11
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TagMan® SNP Genotyping Assay Overview Y

1. Assay Components and DNA Template

— jG® c®
Forward primer Vi Probe Probe

Reverse primer

G A
S
5 3
DNA template [G/A]
7 T v
" wll L P
C/T
3 [cm 5

v

2. Denatured Template and Annealed Assay Components LEGEND
whllistil,
Reverse primer V vIC® dye

GB Ge
Probe )& Probe 7&f
Vﬁ-rrrrrrr"grr?r@ e'rrrrrrrrﬁlr_n'r@ e FAM" dye
Forward primer \ \ / 0 Quencher

bW ]

‘ [CT] , Minor Groove
3 5 @B Binder
i i - AmpliTaq Gold®
3. Signal Generation . Dmﬂ L;ﬁnfgrgse
GB
Probe )Nl’
= Probe
\Yj A
Forward primer ~ B
B . e G MG &= Primer
Ry j[ ]prrrrrrrrrrrrrrrnrrn
c ———  Template
Match

==  Extended Primer

20 © 2009 Applied Biosystems. All Rights Reserved. 12
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Allelic Discrimination (SNP) data A‘;ﬁ'ﬁ;‘fj?jﬁ?j_

Allelic Discrimination Plot
2.5 }
20 1 HOM S AA
Heterozygous-GA
A 1.5
10 e 20 Pass.Ref Call
0.152 3,617.94cM MNegative Contral (MC)
HO mozZ 0.186 3,784.865M Megative Contral (MC)
04 0.334 4,068.745® Homozygous 1/1
2,282 3,774.144® Homozygous 2/2
B 0.392 4,004.767® Homozygous 1/1
1.5 3,991.875® Heterozygous 1/2
oA 0.3 "t 0.7 0.8 1.206 3,942.024® Heterozygous 1/2
G 1.624 3,956.087® Heterozygous 1/2
Sample 15 C__11711420_30 A I WVIC-MFQ... FAM-MNF.. 0.767 1.526 3,849.214® Heterozygous 1/2
Sample 16 C__11711420_30 . A C WVIC-MNFQ... FAM-NF.. 0.748 1.478 3,793.905® Heterozygous 1/2
Sample 17 C__11711420_30 A I WIC-MFQ... FAM-NE.. 0.703 1.086 3,820.435® Heterozygous 1/2
Sample 18 C__11711420_30 A C WIC-MFQ... FAM-NFE. . 0.736 1.371 3,945.303® Heterozygous 1/2
Sample 19 C__11711420_30 A I WVIC-MFQ... FAM-MNF.. 0.795 1.528 4,026.388® Heterozygous 1/2
Sample 2 C__11711420_30 A C WVIC-MNFQ... FAM-NF.. 0.84 0.364 3,737.053® Homozygous 1/1
Sample 20 C__11711420_30 A I WIC-MFQ... FAM-NE.. 0.888 0.37 4,099.657® Homozygous 1/1
Sample 3 C__11711420_30 A C WIC-MFQ... FAM-NFE. . 0.183 2.251 3,643.652® Homozygous 2/2
Sample 4 C__11711420_30 A I WVIC-MFQ... FAM-MNF.. 0.963 0.421 3,826.976® Homozygous 1/1
Sample 5 C__11711420_30 A C WVIC-MNFQ... FAM-NF.. 0.705 1.418 3,982.397® Heterozygous 1/2
Sample 6 C__11711420_30 A I WIC-MFQ... FAM-NE.. 0.723 1.386 4,048.287® Heterozygous 1/2
Sample 7 C__11711420_30 LA C WIC-MFQ... FAM-NFE. . 0.918 0.393 4,015.545%® Homozygous 1/1
Samnle 8 O 11711420 30 A [ WIC-MED — FAM-MNE N3 1437 3797 601 ® Hetarnzvonus 172




2 Applied
A‘% Biggystems-ﬂ-

CNV Importance prtor Ll echologes

* Redon et. al. defined copy number variation
(CNV) as a deletion or duplication event

JARIATIONS IN OUR GENOMES involving >1 kb of DNA
Chiomosome — An important polymorphism
» — ~20,000 identified CNVs
o — Corresponding to >6,000 unique
L) cleence regions/locus in human genome assembly

— Associated with diseases or genomic disorders
such as cancer, immune diseases, and
hearton (LY 1A neurological disorders, etc.

* Gene dosage effects can be phenotypic

— CYP2D6 is associated with drug metabolizing
ANl 1 11 A B © W phenotype
— CCL3L1 affects the susceptibility to HIV/AIDS

Deletion A |

Inversion 4 R

Segmental B4 NS ECH A NE O

duplication

Source: “Global variation in copy number in
the human genome.” Richard Redon, et. al.
Nature 444, 444-454 (23 November 2006)

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 14
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Workflow of TagMan® Copy Number Assays partt Life technlogie

ig FAM™-labeled | 1 CopyCaller
T~ TESTASSAY A B
=5 -]
Standard TagMan protocol
VIC®-labeled X
c% CONTROL ASSAY g
l*-:::j (i.e.: RNase P)
gDNA 3 W ——i—
1 ng/uL PCR rxn
‘ gPCR
F TagMan 4 — =
g 11
=E Master Mix
4 replicates

per gDNA sample

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 16




CopyCaller™ Software-i& £: & ¥ CNV

. .
> 1.6M Pre-Designed TagMan Co Number Assays available
.
X CopyCaller™ Software v =] £
File Tools Help
=2 = = P
Applied Biosystems CopyCaller™ Software v1.0 - Assay Selection
i Fils: Copy Number Experiment_1 txt, Target: CN_Assay_1, Calibrator: Sample_09 + [ File Name | Paemn | Target | refe
2. File: Copy Number Experiment_2txt, Target: CN_aAssay_2, Calibrator: Sample_59 =1 ¥ Copy humber Expenment T ExE FERET ] TH_Assay 1 o
2 ¥ CopyNumber Experiment_2, txt AS03YRMN CH_assay_2 RH:
[ 3 ¥ CopyNumber Experiment_3 txt AZOSKZKU CH_hAssay_% RH:
T 4 | ¥ CopyMumber Experiment_ txt AZ04TWAZ CH_Assay_4 RH:
a
41 |
3 wiell Table | analysis Summary | Statistics Chart |
Smit | #* well I Sample Flag I FAM T VIC CT acT <on
[} 1 272 Sample_16& 27.1013 26,0333 1.068 =
.l 1 153 Sample_17 26.5857 25.9627 0.625
| \ml 1 154 Sample_17 26.5452 26.0206 0.5246 1
| 1 177 Sampls_17 26,4858 26.0 0.4858
I 1 178 Sample_17 26,5573 26.101 0.4563
[ ] 1 251 Sample_16 27.221 26,1108 1110z
] 1 252 | Sample_18 27.1103 25.977 1.1333
[m] 1 275 | Sample_18 27.1713 25.8605 1.3108
1 - 1 276 Sample_18 27.1857 26.0467 1.139
[m] 1 295 | sample_19 27.1812 26,1046 1.0766
[ ] 1 254 | Sample_15 27.4781 26,0675 1.4106
] 1 317 | Sample_io 27,0054 26,0455 1.0499
[ ] 1 318 | Sample_19 27.1409 26,0193 1.1216
° [m] 1 249 | Sample_z0 27.0039 25.9464 1.0575
A e E L e T Y e e | i 1 250 | Sample 20 27.0542 | 259202 1.134
P P P e — 1 273 | Sample_z0 27.0951 25.9425 1.1526
EEEEEEEEEEECEEEEEEEEECEEEEEEEEEEEECEEECEEEEEEEEEEEEEREEERER [ 1 274 Sampls_20 27.034 25,9275 1.1065
EREEEE AR R EEEEE AR REEEAARA AR RARREERRRRRaERlEEaE8808888 = 0 385 | Sempls_=1 Err e 247 e
4] | < i |
Copy Mumber Copy Number . » Replicate Replicates FAM CT VIC CT
Hide | # | Sample Target Reference Plate ID o e Confidence 12-5core| iy amalyeod oty i ACT Mean T (acT)
] T Sample_l7  CN_Assay_L Rase P AS03MVEL 2.97 3 >=0.99 0.04 4 + 26.5435 26.0211 0.5224 007 o
— 1 Sample_18 | CN_Assay_L RNase P A303MYEL 1.89 2 >0.99 0.53 4 + 27.1721 25.9988 1.1733 0.09
— 1 Sample_19 | CN_Assay_L RNase P AS0ZMYKL 1.9 2 >0.99 0.11 4 + 27,2247 26.06 1.1647 0.17
— 1 Sample_20 | CN_Assay_L RNase P ABDIMYKL 1.57 z >0.99 0.07 + + 27,0465 25,9342 1.1127 aod
] L Sample_21 | CN_Assay_L FlNase P ABOIMYEL 311 3 >0.99 0.43 + + 26.6123 26,1557 0.4588 0.08
- L Sample_22 | CN_Assay_L RNass P ABOIMYEL 0.95 1 =0.99 0.03 + + 28,2072 26,0622 z.1251 0.08
- 1 Sample_23 | CN_Assay_L RNass P ABO3MYEL 191 2 =0.99 0.24 + + 27.0758 25,9184 1.1574 0.06
— 1 Sample_24 | CN_Assay_L RNase P ASO3MYKL 1.95 2 =0.99 0.08 + + 27.2559 26.1228 1.1331 0.03
— 1 Sample_25 | CN_Assay_L RNase P AS0EMYEL 1.98 z >0.99 0.03 4 + 27.0528 25.9411 1.1117 0.07
— 1 Sample_26 | CN_Assay_L RNase P AS03MYEL 1.96 2 >0.99 0.06 4 + 27,3863 26,2637 1.1226 0.1
— 1 Sample_27 | CN_Assay_L RNase P ASOZMYEL 1.94 z >0.99 0.1 + + 27.1957 26.0558 1.1399 0.07
] 1 Sample_25 | CN_Assay_L RNase P ABOIMYKL 2,17 z >0.99 1.03 + + 27,1145 26,1369 0,975 0.1
] L Sample_28 | CN_Assay_L RNass P AZOIMYEL 517 3 0.57 0.57 + + 26,6558 26,2303 04255 0.13
] 1 Sample_30 | CN_Assay_L RNass P A303MYEL 2.0 2 =0.99 0.07 4 + 27.2417 26,1452 1.0965 0.04
— 1 Sample_31 | CM_Assay_L RNase P ASOIMYEL 2.9 3 =0.99 0.09 4 + 26.6959 26.1579 0.558 0.11
— 1 Sample_32 | CN_Assay_L RNase P A303MVEL 1.9 2 >0.99 0.04 4 + 27.1205 25.9994 1.1211 0.1z
— 1 Sample_33 | CN_Assay_L Rlase P AS0EMYEL 1.86 z >0.99 0.99 4 + 27.1272 25.9251 1.202 o4 =]
< |
. 2
,.$ 54 Z » /2 () g
* Flexible % 4 ¢ iz kb e & &% contro
) =
-
* Free &% © {0478k
(Y F‘ L
° EA k‘ ;\ =] é; "\ ’ A= Z]
5 7L A o
—
— 3+
* Results with confidence value s ¥ p 22
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castPCR: Competitive Allele-Specific TagMan PCR

A pair of assays:
Allele-1 assay (wildtype)
— Allele-1 specific primer (ASP*1)

— Allele-2 Specific MGB blocker (ASB2]

— locus-specific TagMan probe (LST)

— locus-specific PCR primer (LSP)
Allele-2 assay (mutant)

— Allele-2 specific primer (ASP*2)

— Allele-1 Specific MGB blocker (ASB1)

— locus-specific TagMan probe (LST)
— locus-specific PCR primer (LSP)

Allele 1 - specific PCR

\_ASP:1 @ LsT @
Ll

A T T T 17
ASB2 MGB LSP
BRERER

G

Allele 2 - specific PCR

\ ASP*2 @ sT®

b T 11117
LSP

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 18




Assay Specificity AR, Applied

- Biosystems®
Conventional AS-PCR vs. e Aol
Conventional AS-PCR castPCR
Primer base at 3’ Primer base at 3’

gDNA template
gDNA template

Ave. ACt (Ct,,., —Ct ) =4.1 Ave. ACt (Ct,, —Ct ;) =21.1

castPCR Is Much More Specific!

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 19
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Fixed Set of Tagman Mutation Detection ASsays o Lifeumages

* A fixed set of RUO assays for detecting and quantifying the mutation
status
* 68 Assays:

» wild-type and mutant assays
14 KRAS mutations: codon 12, 13, and 61
« 1 BRAF mutation: codon V600
« 29 EGFR mutations: Exon 18, 19, 20, and 21

» One specialty assay detecting 19 deletions on EGFR Exon19
* Three Reference assays

Mutation
> EGFR_Ref Gene
> KRAS_Ref
> BRAF_Ref -—_— S
* |PC control kit Mutation M

. Mutation Region with
Free Region Numerous Mutation Loci

 www.appliedbiosystems.com/KRAS

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 20
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AVAILABLE NOW!

New TagMan*® Gene
ExXpression Assays

3

New Name, Same Chemistry

illion More SNPs

Available NOW!
TagMan™ SNP
G enotyping Assays

P

<l :

NS —"
Custom TagMan Assays
Service

2011/07/05
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TagMan Gene Expression Assays
>1,100,000 i = K32 RIzFEen §oren
A FT RPN

R. norvegicus

C. familiaris (Dog)

M. mulatta (Rhesus Macaque)
A. thaliana

B. taurus (Cow)

G. gallus (Chicken)

* TagMan SNP Genotyping Assays/ CNV Assays
» Ready-to-Use Assays, single tube formulation

o PRLEMT BT APM 2 P T
» Updated Human Genome information

o A %z 7+ for SNPs and Gene Expression
— All-in One tube TagMan-based Assay

* Primer Express Software

09 Applied Biosystems. AII H|ghts Reserved.

O. cuniculus (Rabbit)
S. scrofa (Pig)

C. elegans

D. melanogaster

D. rerio (Zebrafish)
E. caballus (Horse)
O. sativa

22




How to Search ABI TagMan Gene AR Applied

Biosystems*
Expresson assay?? ot Lo e

www.appliedbiosystems.com.tw

Applied
EIDS}‘S‘tEms &i& [Chanae] ® Store Log In 8}.} My Account ¥ @r My Baskets/Ordars - D Caick Crder
EE’@E EmnlkE B i 3 3
 Catalog What's New . .
Log In ¢ All Categories V|
= Cell Biology * Mass Spectrometry # Mew Products
« Chromatography = Microarrays = Zpecial Offers
M # Cuztom Primers & Probes # MicroRMNA Analyziz A s h
A + DM Sequencing by Capillary # Marthernf=outhern Blotting & §5a¥ Searches
Electropharesis Ribonucleaze Protection Assays e Silencerd siRMAS =
« DN& Seguencing by Ligation « PCRIRT-PCR » TogMan® Custom Array :' tharis FRHTEREE D)

e DMA Synthesis * Peptide synthesis » Taghan® Gene Expression Azzays o EEEASTFRMErA1REET,
-éi‘\ « DMARMA, r-.-1|:n:.1|f||:aF||:un & Labeling . F'rl:nte.:ln Sequencing . o TagMan® MicroRMA Sssays E & ambion b S ETRNE
ot el o DRARMA Purification = Cluality & Safety Testing « Taghan® SNP Genotyping Assays ot cell R "

el ¢ Fluorescence Spectrophotometry * Real-Time PCR . =) (Sl [REEEETE
_%gﬂ" « Gene Exprezsion o RN AR A & Total Solutions for gene
é s Genotyping . Services gxpression with real-time PCR
« Human ldentification & Forenzic DMA  « Tranzcription & Tranzlation e TagMan® MicroRMA Assays
| Information Management systems
EmRAliEal " EHHAR
2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 23




TagMan® Array Gene Signature Plates AB EBEysems

part of ,&{6 technologies”

http://www3.appliedbiosystems.com/AB_Home/products/guides/PlateGuide/index.htm

Plate Guide

Which TagMan® Array Gene Signature 96-Well Flate is right for you? Simply select a species and disease or pathway below.

Stem Cell Pluripotency Plate, Human

Find Plates: 14-3-3 Induced Intracellular

Signaling Plate, Human Diseases,/Pathways: Biomarkers Related Pathway, Cancer, Cell

) Cycle Proliferation and Regulation, Development and Stem Cells,
By Species Meurclogy, Reproduction
® All Species Signal Transduction Pathways Plate, Human

) Human Signaling in GAP Junctions Plate, Human Plate Description

O Mouse SMAD Signaling Network Plate, Human The TagMan® Array Human Stem Cell Fluripotency 96-well Plate

contains 92 assays to stem cell associated genes and 4 assays to

) Rat Sperm Motility Plate, Human candidate endogenous control genes.

By Disease/Pathway The panel of assays in this plate was selected in cooperation with
Al Diseases/Pathways ] th_e Internatjcnal Sten Cell Initiative (2007 Nature Biotechnology.
e e Stem Cell Pluripotency Plate, Mouse 25:803-816). The assays target genes which are validated as
Apoptosis markers for the characterization of human embryonic stem cell

. T-Cell Receptor and CD3 Complex Plate, Human  jentity, and which assess variations between embryonic stem cell
Biomarkers Related ) isolates, Genes are included based on the following criteria:
Fathway Telomere Extension by Telomerase Plate,

Cancer e

Zell Cycle Proliferation a 1 2 3 4
Regulation H=99999901_=1  [H=99999905_m1  |H=99999309_m1  |H=59999308 mi
Development and Stem

Cellz

ECM Matrix and Adhesior

Endogenous Controls

Immune System and
Inflammation

Meurclogy

Reproduction

Signal Transduction

Taowxicology and Drug
Metabolism

OO0O0O0OO0OO0O0O0 ODO000®




Pathway Study (ll): AB Blosyltls?t%ms-*
GeneAssist™ Pathway Atlas ptof Aefe echnotogies

BRC A1 Palthway

Radiatiof

Provides >350 interactive, signal
transduction, metabolic and disease state
cell pathway maps

* Incorporates information form publications
& bioinformatics

* When a protein is selected, additional gene
information appears along with the

recommended Silencer® select siRNAs
and TagMan® Gene Expression Assays N e Gl

Expression

PLK1

nnnnnnn

tTM Pathway A“as Close Window

GeneAssis

BRCA1 Pathway contains total of 64 proteins listed below.

Gene Sifencer® Selectf &
m Sfl'l'lhﬂl EoiffermEe ) G SR

51697, s1698, s1696 /

ATFL ATFL activating transcription factor 1 41923, 42010, 115615 HsO0270896_ml
. . . 51710, 51709, 51708 /
ATM 472 aTM ataxia telangiectasia mutated 214707, 118231, 111164 HsOO175892_ml
. . . 5534, 5535, 5536 v /
ATR 545 ATR ataxia telangiectasia and Rad3 related 82 v, 83 v, 103302 Hs00169876_ril
BTE and CHZ homology 1, basic leucine zipper 51859, s1860, s1858 /
BACHL 571 BACHL AR ! ! Hs00895421_ml
transcription factor 1 3Ze4, 1151388, 3170 -
2011/07/05 F ' ’

nanc = Canco Do i CTrs o P s1887 1886, 1885
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&y Applied
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Primer Expresse®

Software
for Real-Time PCR

Version 3.0

Inztallation Readme

Inztall Primer Express®
About Primer Express®

E it

®Copyright 2004, Applied Biosystems.
All rights reserved.

O
'Science
\\.-.- -.../‘_.
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7 ¥ P r2 e TagMan Probe & Primer 3% 3+ &

TagMan Probe

Primer

Probe $# Primer $7RE 8% 2 dL A0 ¥, PCR. & 40 X /]

HEA 50150 bp BEAE

FHC% & 30-80 %

HMEFEAFHNER - LES L4 ERECHER

13~25 bases (Taghfan MGE probe)
13~30 bases (Taghlan probe)

T A8 68707 (Quantification assay) Tm {4 58-607C
65-67 (Allelic Discrirmination assay)
Probe & A Primer & K :

20 bases (Optirnal)

BhiEgoE ANEIEE

S E—EFFRRESE G
(o FEETAM-dve 4 T3 B —EBAFFHERESE O

#4E C B G 34y strand B E probe®

BH MM 4 EEFFMESE SEAMLEG
(GEEF-MMEB-3 or GEAG-MMGE-32

%, probe 81 ¥ BEM-4FH 2 R4 b5 CC di-nuclectides *

373 & AT EABLAF P AT R AE ARG 2 {8 C+ G

2412

2073

1,728

a: &t #f Taghdan MGE probe
b B EERT L

1.402

1.065

0729

0392

0.035

2011/07/05 © 2009 Applied Biosystem=zi

200 bp amplicon

500 bp amplicon

2.190

1.883

1.580

1.274

0.963

0.664

0.358

LT : H ’ ‘. ¥ #@MHHMHHH

0.053

R ERRE T T T
12 5 7 9 11131517 19 21 23 25 27 23 31 33 35 37 39 41 43

-0.252

13 5 7 9 11131517 1921 23 25 27 29 31 33 33 37 39 41 43
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SYBR Green experiment procedure st Lfe ctisis

1. Primer conc. Optimization
— Primer Final conc. 100-300 nM
— No primer dimer or non-specific product involved

2. PCR Primer Efficiency Validation
— Sample serial dilution to run standard curve for target gene and
endogenous control gene

3. Real sample run for each gene

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 28




. . AR £50 < s
Primer Express 3.0 Operation kot

Eﬁ"ﬁm&r Express 3.0

arn Sea
@Ee fram D‘GET‘EEDDD human, mouse and rat TagMan® Gene Expression Assays

catshdaneptimizadassAsamRlbIechinghiRadyae-use single tube format

Learn Search
Maore

Have Custom TagMan® Gene Expression Assays for any genome generated !

Learn
More

Have Custom TagMan® SHP Genotyping Assays for any genome generated

Learn
More

lzeful Links

AB
Store

[_| Don't show this again Continue with Primer Express Quit

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 29
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Prlmer Express 3.0 Operation ot Ll e

E || Primer Express 3.0 r— ”'I:I |r5_<|

File  Edit Yiew Toolz Window Help

JBH .....

Type: | Taghlan® MGE Quantification

Tagan® MGE Quantification
T agian® Quantification

Tagan® MGE Alelic Dizcrimination
Tagtan® allelic Dizcrmination

Farameters:




E Frimer Expressz 3.0
File Edit “iew Toolz ‘Window Help

DO S YROX /b B\E >¢H HE H o =

EX TagMan® MGE Quantification # 1

Lence!| Parameters | Primers / Prob

[i]] File Name | FEXwatt

Length 333bp.  Selechd .

1. Add DNA file or Copy & Paste
EWAGCCATCA CCCCAGCCTT GTATAECCETE TOTCCCCAGE GGCAAGHCGE 5 A
CAGTGCTGTG CCTTTCCTAC CAACCTGATA TCCTGGTGAC TGGTACCTAT 100
GACAAGAAGG TOACCATCTA TGATCCCAGA GOTGAGCCTT TAATCCCAGT 150
GCOTAGAAGE CAARGGGAAG CAGATCTCTA AGTTCAAGAT CAGCATGGGC 00
TACATAGTAA ATTCTAGHCC AGCTAGGGCT ACACAGTAAG ATCCTGTCAC 250]
AARAAAACTC AATAAACAAA ACACAACARA ABACAAAAGE AAGGAAACAC 20
BACACARCAG AAARGAGUAT GRGGHECAGEA THCAGHGGCT GAAAAMGATGE 250
CTCAGCAATT AAGRACGCTE GTTGOCCTTE CBY 03

T o find Primerz & Probesz, click the "'Find Primers/Probez" buttan

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 31




Result AR Applied

systemS“—-‘*
X TagMan® MGB Quantification # 1 AlE

Sequence | Parameters Fi"meSf’F'fUhBS, Order |

[] - Candidate Primers & Probes

I11¢E] wd Start d Len.. |;-|-| Tm wd %60 1. Stat  |[Rev Len.. Hev Tm ev EAE cnbe Start cnbe Le... rcnbe Tm cnbe 60 .-.1 Tm mp #60 |;-|- Ta rn|:| Len
2 |48 18 4] k1 112 26 R 46 &7 18 ] 44 a1 h2 B0 3]
3 |48 18 1] k1 112 2 R 46 ] 18 70 44 a1 h2 B0 E5
4 |48 18 1] k1 112 2 R 46 il 16 B9 R0 a1 h2 B0 E5
B 2 22 ] Gl 1687 2 R a8 145 15 b ] 7 48 R BE
B 5 2 R4 b2 119 A A 44 7 19 b R3 a0 49 R &7
7% 5 A8 44 161 2 R Gl 121 17 B9 ] a0 49 AR &7
| % A ] 44 161 2 R Gl 123 16 b B3 a0 49 R &7
A 21 1] h2 1687 2 R a8 143 17 70 R3 7 48 R &7
10 1241 21 1] b2 1687 2 R a8 144 16 B9 s 7 48 R &7
11 |9 % A8 42 161 2 R Gl 123 16 b B3 a0 49 AR &7
12 141 22 1] Gl 1687 2 R a8 144 16 B9 s 7 48 R &7
13 122 22 ] Gl 168 27 ] | 145 15 b ] a0 49 R &7
14 |48 18 1] k1 115 A R 48 &7 17 B9 47 a1 53 B0 ]
15 |48 18 1] k1 115 A R 48 &7 18 B9 44 a1 53 B0 ]
16 |48 18 1] k1 115 A R 48 ] 18 7l 44 a1 53 ] ] 1
£ | ¥
[*] - Location
1 i 2
5 ] w
[*] - S econdary Stucture
: I]Iiﬁu [ Lenﬁth | Hairpin . Self Dimers| Cross Dimers
() Forward Primer 18 ‘ Mozt Btable Structure Found
() Reverse Primer 26 TOACHGC 5"
(") Probe 17 ‘ | ‘ |

TOTGCCTTT 3
Forward Primer

' Reverse Primer B

| CACCTTCTTGTCATAGGTACCARTCA |
'F‘r_cube

| CTACCAACCTRATATCE '\




. A.% Applied
Design Parameter oy

kﬁTaqManﬁ MGE Quantification # 1

Sequence; Farameters | Primers / Probes | Order

[ Parameter Walue

| Max Frimer Lengrn 40
Optimal Primer Length 20

| (=] Prirnier Compositican

| Max Primer G Fepeats 3
b ax Mum Ambig Besidues in Primer 0

| Prirnier Secondary Structure

| Max Primer Conzec Base Pair 4
hdax Primner Total Baze Pair o]

|[E Primer Site Unigueness

| Max % Match in Primer h
b ax Conzec atch in Primer 9
M ax 2" Consec katch in Primer 7

| Probe T

| bin Probe Tm [
bl 2% Probe T 7o

| Probe GC Content

| Win Probe %GC Content an
M ax Probe ZGC Content 20

|[=] Probe Lenath

| Min Probe Length 13
W ax Probe Length 25

|E] Frobe Compositiarn

| Max Probe G Bepeats 3
bl ax Murm Ambig Besidues in Probe 0
Mo G at 5 End in Probe [w]
Select Probe with more C's than G's F]

| Probe Secondary Structure
iz Probe Congsec Baze Pair 4
hi ax Probe Tatal Base Pair 2

& Amnplicarn
hin Amplified Begion Tm 0
b ax Amplified Region Tm 0

Min Armplified Begion Lenath

W ax Amplified Region Lenath

=] General \ /
2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. — 33




- AR e55ysems
Check Tm of primers e

File  Edit Yiew BEEEN Window Help

A=Y |

Batch Process Toal... Ctrl+EB
Caorveert ...

Primer Pro

Ophioks...

E Frimer Frobe Test Tool

~Parameters

Document Tepe: | Taghlan® MGE Quantification w | Parameter:  |Default w

rPrimers and Probes

%GC | |Length
Fid Primer | ACTGATCGATCAGCTACGCATC

A0 22
2GE | Length
Rev Primer | TCGATCGATCGATCGATGO 3 19
%#GC| Length
Probe 1 a0 0 q
Tm | [%GC | |Length
Probe 2 a0 o 0

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 34
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part of Aﬁ'z‘ technologies”

1. Start the run from the touchscreen

2. After run, download the file (.eds)
to your PC

3. Analyze your data

2011/07/05

35
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StepOnePlus™ Real-Time PCR System A Yord v
The Basics prtor Life echnolgies

96-Well Block
- One block, 2 speeds

Fast cycling: 40 cycles in under 40 minutes
Standard cycling: 40 cycles in under 2 hours
10-30 pl reaction volume

00:40:00
Filters
Wavelength
(nm)
Emission
Spectra
Dyes ~520 nm ~550 nm ~580 hm ~610 nm
* FAM * JOE * NED * ROX
* SYBR Green e+ VIC * TAMRA

2011/07/05 © 2009 Applied Biosystems. All Right:




StepOnePlus™ Real-Time PCR System AR ahelied s

The BaSiCS part of,&'{"t‘technotogies"

Veriflex™ Block
One block, Six Zones

The same “Better than gradient” feature from Veriti™
96-well Thermal Cycler

*Image from Veriti
2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. Thermal Cycler




StepOnePlus™ Real-Time PCR System AR ahelied s

The Basics it Ll

Supported consumables:

P/N 4346907

Fast 96-Well Reaction Plate (0.1 mL) -10 plates
P/N 4360954

Optical Adhesive Film - 25 films
P/N 4358293

Fast 8-Tube Strip (0.1 mL) - 125 strips
P/N 4323032

Optical 8-Cap Strip - 300 strips

UUUUUUUU

% Place the tray containing the tube, Load at least 16 tube 38
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part of lﬂ# technologies”

The flat edge of an applicator is rubbed back-and-forth along the length of
the plate with a significant downward pressure to form a complete seal on

top the wells

Downward pressure applied \
in back-and-forth motions
across the top of the plate

GR2515

Note: Pressure Is required to activate
the adhesive on the optical cover

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 39
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The end of an applicator is rubbed around all the outside edges of the plate with a
significant downward pressure to form a complete seal around the outside wells

\ ( } \\\\
\\ /‘ 1

Downward pressure
applied in small
back -and - forth motions

along all the edges 2 _ O 9 . >
P .

GR25186

Note: Pressure is required to activate the adhesive on the optical cover

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 40
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StepOnePlus™ Operation Notes el

* Directly load fast optical 96-well plate into the instrument

v If using the fast individual tubes or 8-tube stripes, load
the tube with fast 96-well tray

» Save your data by a USB device after each run (standalone)
* Do not mark any labels on the consumables

v This may increase the background signal
» Avoid bubbles when pipetting into each well

v" Centrifuge samples

Correct Incorrect

* No Screen Saving during the run

_|| — —_ — —

Liquid Is at the » Not centrifuged with enough force, or
2011/07/05 © 2009 Applied Biosystems. All Rights Rese | bottomof the well. | o not centrifuged for enough time
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Standalone Operation (X 3% iv) Lt

* Soft power button on the LCD touchscreen

&2 Applied
A'B Bigspystems

@ Applied Biosystems StepOne™ Reaal-Time PCR System

2011/07/05 © 2009 Ag
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part cf,@fﬁ technologies”

Eile Wiew Help

Browse/New Experiments: New

Browse [ New
Experiments

Settings Menu

Tagkan cDMNA
{Fast)

Create New
Experiment

2011/07/05

Taghan cDMNA
{Standard)

Shortcut
(4]

2007-07-07 |

_ ) _
Eile Wiew Help

:-' ﬁ, Browse Last Accessed Experiments (4)

Experiment IFoIder ‘LastUsed " @
.TaqMan_Std il Z007-04-19
200704071 -LILY &8 Z007-04-19
Taghan_Fast AB 2007-04-19 F;af‘f’
Taghdan_Std AB 2007 -04-08

ol @l sl®] 8]

Start Ru ViewfEdit Copy Delete

any of the buttons to perform an action.

Touch an experiment to select it, then touch
Touch a column title to sort the table. ? '
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Select Experiment : Save

File Yiew Help

part cf,@fﬁ technologies”

( ﬁ, Create an Experiment
. Last
Template Experiment Folder Used v
Eile Wiew Help
=YBR_GREEM*
GTYPE_FST* o ( Edit Experiment: SYBR_GREEN
PRES_ABS FST™ Ten
Stage 1 Stage 2 kMelt Curve
1 STP_RET _PCE* Ten x| 1 x| 40
Al s [ Tet 95.0 95.0 95.0 95.0
\ 60.0 \ 60.0 T
10:00 0:15 — 0:15 0:15
1:00 1:00
Select
Touch a template experiment to Step 1 Step 1 Step 2 Step 1 Step 2 Step 3
Select to make it the selected 1
Y @ | 33
oo A +0 A G
Add Delete Options Save
Touch a stage or step to insert a stagefstep. Touch a time or
temperature to edit it. Touch Options to create AutoDelta, ?'
2011/07/05 to show ramp rates, to add a melt curve or collection point.




File Wiew Help

( Save Experiment

A% BIOS

Run Experiment:

Folder:

Reaction Yolume:

SYBR_GREEN

File Wiew Help
Default ﬁ-’ Browse Last Accessed Experiments (5)
20

pplied
ystems*

part ofliﬁ technologies”

Experiment IFoIder ‘LastUsed 'l @

5YBR_GREEN

Enter a name, reaction volu
folder for this exp
Touch "Save &

2011/07/05

Tagkdan_Std @ Warning

Z00704071-LIL There are uncollected results.

Do you want to collect them now?
Taghdan_Fast

Taghdan_5td Collectl Cancell
(B | ] & (uy
Start Run Mew View/Edit Copy Delete

Touch an experiment to select it, then touch
any of the buttons to perform an action.
Touch a column title to sort the table.

Page
111

Selected:
1

?)




FEile Yiew Help

: ﬁ, Experiment Parameters

Reaction Volume: 20
Cover Temperature: 105.0
Experiment Mame: SYBR GREEN

Touch each field then
to edit the contents. W
touch Start

2011/07/05

File ¥iew Help

( Sample: Stage 1
Experiment: SYBER_GREEN
Stage 2
A o40

[ C
95.0" I5.0" 95.0°
1000 0:15 % £0.0° 0:15

1:00

T

Ard kMelt Curve

2007-07-07 12:02:37 PM : Run started.

Applied
Biggystems&'

part cf,&# technologies”

AR

Time Remaining: l

Melt Curwve
X1
[
95.0°
60.00 I::]:j.E
1:00




AB Blosylfls?tgmsg'

StepOne Plus #5325 7 H“@T“‘ — [ it il i

* 775  USB, # icon (il £, SI R Collect Results
iKAEI BV TU USB Hl

File ¥iew Help

Browse f New . Collect
Experiments I Settings Menu I Tools Menu I B osuilts H
SYER Green
TagMan cDNA TagMan cDNA (Standard)
{Fast) (Standard) e RMaseP Wizard
kelt Curve

Shortcut I Shortcut I Shortcut I Shorl:cut I
> [ 7

@ 2007-04-08 | 3:39 AM ® Q ; ?'
2011/07/05 47
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StepOn eTM V21 SOftwal’e 1280x1024 pixel resolution
- BT LS E 2 AR

2 ¥ = & Quantification - Standard Curve

# % & Quantification — Comparative Ct (A ACt)

46 %+ %8 Quantification - Relative Standard Curve

* Melting Curve Analysis

* Genotyping

StepOne”
( P rese n Ce/Abse n Ce ‘Fjeajl.:ije PCR System

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 48
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1. Run: QuickStart ot L oD

File Edit Instrument Analysis Tools Help

[&] Mew Experiment » 5 Open = ) .“_—I Send Experiment to Instrument. _E Download Experiment from Instrument ] B

Analyze

Design Wizard Analyze Experiment

=
M

QuickStart

=Q

Save current display as the default

*Home
2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 49




B hepise
Blosystems-'-"-
part of,&(e technologies”

2. Setup: Experiment Properties

* Enter * -
Experiment Location | D:\Applied Biosystems\StepOne System\experiments\AB. eds | Browse |
MName:

b.:Z #& Experlment Type

What type of experiment do you want to set up?

" Quantitation - Standard Curve | [ Quantitation - Relative Standard Curve ] [ Quantitation - Comparative CT (AN CT) ]

-_

Melt Curve ] [ Genotyping ] [ Fresence/Absence ]

C._’;gﬁ f% * ':\L:}"“L sk ,;2\ f‘fb

Select Reagents

‘ v TagMan® Reagents ‘ [ SYBRE Green Reagents (No Melt Curve) ] [ SYBRE Green Reagents (With Melt Curve)

[ Cther ]

“d.i% # Ramp Speed

Which ramp speed do you want to include in the instrument run?

|./Standard (~ 2 hours to complete a r.| [Fast (~ 40 minutes to complete a mn}]

EH R &R SAN

What type of template do you want to use in the real-time FCR reactions?

| cDNA (complementary DNA) |[ RNA ][ gDINA (genomic DINA)
2011/07/l_ - essssssss—— |




3. Setup: Run Method

Plate Setup

Run Method

Reaction Setup in volume and the thermal profile for the default run method. If needed, edit the default run method or select a run method from the library.

p
. Materials List abular View

A

Applied
Biggystems-'-"-

part of,&'fe technologies”

Add Stage ¥

e( 20 pl.)
Ne—r”

Add Step ¥

Collect Data v

QOpen Fun Methad

Save Eun Method ...

Holding Stage

Cyeling Stage

Melt Curve Stage

F
v

Mumber of Cycles: |40
[JEnable Auto A
Starting Cycle:

100 —|

75 —

a0 —

25 —

35.0°C




plied
5. Setup: Plate Setup % & A Flir# & & 4 ABB'Z?“M

I

=1 Setup
Define Targets and Sample

Ef Experniment Prop... = B Reagents: TagMan® Reagents START ... B @9

Flate Setup Define Targets and Samplewm Samples ]

u Instructions: Define the targets to quantify and the samples to test in the reaction plate.

Run Method

Define Targets DCefine Samples
Reaction SEtUp Add Mew Target | Add Saved Target | Save Target L Add New Sample | Add Saved Sample =
Target Mame Reporter Quencher Co... Sample Name Co...
[Target | I‘FAM v [NFa-MGE v| v‘ [Sample 1 |‘ v‘
l | Assign Targets and Samples
v
Fab 3 =N 2 ) £ Foy
I ' F[ ‘J 73/ 1H; Ste I ' C l

B AT ‘

A& Home Untitled =

2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 52




6 1 Setup Plate Setup AR o ems

part of,&(e technologies”

| Assign Targets and Samples |

Define Targets andMAssign Targets and Samplels

To set up unknowns: select wells, assign target(s), select "Unknown (double-click U lcon)" as the task for each target assignment, then assign a

a Instructions: sample. . , ) .
To set up negative controls: select wells, assign target(s), then select "Negative Control {double-click M lcon)" as the task for each target
assignment.
Assign target(s) to the selected wells, {|View Plate Layout] Wiew Well Table
>
CORL Target Task Select Wells With: |- Select ltem - % | |- Select lkem -+
= lun | [mllm=l [~ , — sl Wl e
r i i A AT
Mixed [ Unknown [2] MNegative Control EI sz o =lis VIEW Loz
Assign sample(s) to the selected wells. 1 Z I 4 I 6 [ 7 I |
A
Assian Sample
| | 4 - [ B
Select relative guantitation settings. c
Mample: \\> O
\M' .| ELER R Y, e 32
R ‘729_]“2—51 3;[ L pd
,\ ﬂ = A Y
A *ptlﬁl EPEEE (EREEY
ROX ¥ .
wells: [0 0 Unknown [ 0 Megative Control 48 Empty




/. Analyze

INIEWAIES

Analysis

-

L "

Amplification Plot
. Gene Expression

Amplification Plot

1.

3. Analyze or Re-analyze

pplied

A% Blosystems

part of,&(e technologies”

2... TagMan® Reageni

Multicomponent P...

@

Analysis Settings

ew Plate LayoutI Wiew Well Table

Colar;

Graph Type:|Log v

Select Wells With:

- Select tem -

Raw Data Plot

= QC Summary

L

Multiple Plots View

PP al

Amplification Plot

/
IRV S, AR DAy Ny O\
2-’--3.310121-11-313213222&2%32333323&3333-:-3&2

Cycle
Legend
[-A Il c o ENEF =

Options |

2. Auto or Manual

Target: |RMase F

~ (|IThreshold: [+ Auto

i

Show: [¢] Threshold

— [JBaseline Start:

4_Check Tt

D Show in Wells » View Legend
1 2 B 4 a (4] 7 a

[rrsa [ ess [ Tesa [ sapon [ caroH [ saro [ trsa | [ Trsa
Ct: Unde: Ct: Unde; C1: Unde, C1: Unde. C1: Unde. Ct: Unde., Cr: 30 1 Cr: 30
[[frrsz  [I] cerod [ carou [ carod [ tesz [ 7ess [ trsz [ caPoH
Crdelly. . Oty 3 Crsetely 3 s § Crssly . § Crsdin . § Crsiy . & Crses |
[0 caroH [0 saron [ trsz - [ tesz [ tesz [0 sarou [ caroH [ saroH
Crely pCrmsnls 3 Crsly & CT=iy . § CTREIN . § CTegeEn 3 CTsEy | & Cresn |
Is: [0 18 Unknown [ 6 Megative Control 24 Empty

s Flagged: 0

Wells Omitted by Analysis: 0

. All Rights Reserved.

Samples Used: 3

Targets Used: 2

54
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How to Set the Threshold”? Auto or Manual Threshold?

10

a. Plateau phase

Rz b. Linear phase

., Threshold //
| / c |¢. Exponential

ARn | //
' ]
0.01 : I'1/ d. Background
{f / e. Baseline
00014 Bl e |
B e d
1 .:; .'I
(4w AR |
| L LA |
0.0001 -.. I -I '.-" | . - - - = I - S £ : : - S
u = - a o 10 12 14 [ 15 i ¥¥ .E. W £ W (v} it W £+ Ly &3 e
Cycle

Manual threshold could be used to set fixed

threshold when doing run to run comparison
2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 55




= ApPpliec
1 = : ) -
D
ANa 2pa /
Group By Exp
Target Name
) | Sample Mame
View Flate Layout |View Well Table Tusk
[ Replicate
Select Wells With: |- Select tem -« { Diye
Flag
Show in Table * | Group By * Expq CT
| Comments
# Well Omit Flag Sampl.. = Target.. Task Dyes CT CtMean C1SD C!uanti‘q.f[ Well Position (Row)
= RNase A~ STANDRRD - 10000.0 | g Well Fosition (Column)
4 B2 O Rhase F STAMNDA.. FAM-NF... 26.874498 26.85865 0.022 10,00( None
] B3 A Rhase F  STANDA.. FAM-NF... 26.834158 26.85865 0.022 10,000
6 B4 O Rhase F STANDA.. FAM-NF... 26.867296 26.85865 0.022 10,000
=l RMase H- STANDBRD - 1250.0
7 C3 O Rhase F STANDA.. FAM-MNF... 29.93595 29985449 0.059 1,250
B8 C4 A Rhase F STANDA.. FAM-MNF... 29.9701  29.985449 0.059 1,250
g Ca O Rhase F STANDA.. FAM-NF... 30.050293 29985449 0.059 1,250
=l RMase H- STANDBRD - 2500.0
10 E& O Rhase F STANDA.. FAM-MNF... 28.973732 28981377 0.021 2,800
11 1 O Rhase F STANDA.. FAM-NF... 29.005375 28.981377 0.021 2,800
12 c2 l FMase P STAMNDA.. FAM-MNF... 28,965023 28981377 0.021 2,500
= EMase H- STANDRRD - 5000.0
13 =13) ] FMase P STANDA.. FAM-NF... 27.843782 27894386 0.045 5,000
14 =13 ] RMase F STAMNDA.. FAM-MNF... 27.907658 27894386 0.045 5,000
15 B7 ] FMase P STAMNDA.. FAM-NF... 27931719 27894386 0.045 5,000
= EMase - STANDRRD - 625.0
16 Ch ] FEMase F STAMDA.. FAM-MF... 31.05255 31.04659 0.01 625
17 ci ] FMase F STAMNDA.. FAM-MF... 31.052055 31.04659 0.01 625
18 ca . FMase P STAMNDA.. FAM-MF... 31.035166 31.04559 0.01 625
=l nAnl Z Rhlaca B _ 1IN RTTWA b
< »
2011/07/05 © 2009 Applied Biosystems. All Rights Reserved. 56




Analysis : Gene Expression

' Applied
AR 558 sems:
part of,&'ﬁ technologies”

i Aﬂﬂly!il Plot Type: RQws Target | Graph Type: Linear | Orientation: Vertical Bars b
N
a & I
Amplification Plot
_— RQ vs Target
ﬁ e a7s
_ﬁ Gene Expression 150
325
Multicomponent P___ .00
2758
250
Raw Data Plot 2.25
o 200
- 1.75
QC Summary 10
1.25
8 Multiple Plots View 1.00
0.75
0.50
0.25
. 0.00
Replicate Results Tabl]a ,@"@
Target
Show In Table ¥
# Qmit Sample Target CT Mean ACT Mean | ACTSD ACTSE MACT RQ R& Min Ra Max
1 ] Liver TP53 30.69 5.015 0.03 0.017 -1.47 277 2.68 2.863
2 ] Kidney TFS3 30.696 5.807 0.073 0.042 -1.677 3.198 2.948 3.469
3 ] Brain TFS3 30.312 7.484 0.083 0.048 0 1 0.312 1.097




6-2. Setup: Plate Setup A%a.os;';'&%mse-

for Standard curve ot L i

| Assign Targets and Samples |

~.

Define Targets and SMAssign Targets and Sampl

To set up standards: Click "Define and Set Up Standards.”
a Instructions:  To set up unknowns: Select wells, assign target(s), select "U" (Unknown) as the task for each target assignment, then assign a sample.
To set up negative controls: Select wells, assign target(s), then select "MN" (Wegative Control) as the task for each target assignment,

Assign target(s) to the selected wells, <|View Plate Layout| View Well Table
>

Select Wells With: |- Select ltem - »| |- Select tem -+

Assign | Target Task Quantity

= [ ‘|L5 ‘ @@@ ‘ ‘ @ | show inWells v | FE View Legend

Mixe
(ﬁ Define and Set Up Standar@ A

L~ —_—
B ‘
Assign sample(s) to the selected wells, :

d [0 Unknown [5] Standard 1 2 3 4 5 B 7 g

Assign Sample

— ] Sample 1 ‘

ctthe dye to use as the p:
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eAutomatic Standard Curve Setup o Lo

| £, Define and Set Up Standards X

Select a target from the list of targets in the reaction plate. Define the standard curve, select wells for the standards, then click Q
"Apply." Repeat for each standard curve in the reaction plate, then click "Close" to return fo plate setup.

Select a target = Required

* Select a target for the standards |IL5

Define the standard curve = Required | Standard Curve Preview
| * # of Points: | 5 5 Fecommended
‘ + # of Replicates: | 3 3 Fecommended 1E2 \,/\f
‘ * Starting Quantity; | 100.0 Enter the highest or lowest standard quantity for the standard curve. EE% f\/\
| * Serial Factor: |1:5 ¥ | Select a value from 1:10 to 10x 1'B_E‘1 /\f’\
5 Puoints X 3 Replicates = ... Required Wells

Select and arrange wells for the standards

Use Wells: & Automatically Select Wells for Me

1 2 3 4 5 B 7 8

15 Required Wells / 15 Selected Wells
—4 — — — — — -4 | B8,C1,C2,C3,C4,C5CR,C7,C8,D1,D2,03,04,D5,D6

mmoo[m =

| Arrange standards in; © Columns @& Rows

2011/0} [ ‘Apply | Reset Fields | | Close | 59
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Analysis : Standard Curve kot

T

it Color |Default
a g [z =
Raw Data Plot
Standard Curve
s_n QC Summary
Fi#d Multiple Plots View
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