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e Low throughput

Lane 3:420 fg

Lane 6: 0.42 fg
Lane 7: 0.042 fg
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Real-Time PCR System

To perform Real-Time PCR, start with a basic PCR mix.
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Real-Time PCR System

Add fluorescent labels to the PCR mix. A light source in the
Real-Time PCR instrument excites the fluorescence. A
camera captures the fluorescent signals.
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Polymerase Chain Reaction

With Real-Time PCR, there are three amplification stages:
1) Exponential, 2) Linear, and 3) Plateau.
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Polymerase Chain Reaction

In the Exponential phase, the reagents are in abundance and the
PCR product doubles every cycle.
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Polymerase Chain Reaction

In the Linear phase, the reagents begin to run out. The PCR
reaction slows down.
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Polymerase Chain Reaction

In the Plateau phase, the reagents are depleted and the
PCR reaction stops.
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Real-Time PCR System

If PCR efficiency is 100% — Y = X:2"

Y: #&nfacyclet%, PCR product 2 42 % &
X: Gene#e 4R E (R4 ERE)

e: Efficiency

n: PCR cycle number, Ct value
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Real-Time PCR System

Amplification plot (linear scale)

—®— Sample
—A— No Template Control
""""""" Threshold

Threshold

Rn ( Normalized reporter fluorescence)

‘ Baseline C ‘
-

] 5 10 15 20 25 30
PCR Cycle

35 40

appliedbiosystems 12




Real-time PCR signal detection: Exponential
phase

The same sample
simultaneous 96 Amplify
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Real-Time PCR System

Amplification Plot
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Real-time PCR
chemistries

. appliedbiosystens
Q.

Real-Time PCR Chemistries

Real-Time PCR systems from Applied Biosystems use
two main fluorescence detection formats.
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K SYBR® Green dye / TagMan® Probes
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Real-Time PCR System — SYBR® Green System

The SYBR® fluorescence format uses a dye called SYBR®
Green, which binds non-specifically to double-stranded DNA.

RN

SYBR® Green dye
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Real-Time PCR System — SYBR® Green System

The DNA-dye complex emits green light, which is recorded
by the Real-Time PCR instrument.

SYBR® Green dye
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Real-Time PCR System — SYBR® Green System
(Melting Curve)

Melt Curve Melt Curve

stive Reportr (-R)

o
s

£
o

Derivative

Single Tm peak

Melt Curve Melt Curve

\
nnnnnn i
y L
z S S
5w FEE
§ He

NE Derivative : ™

nnnnnn

Multiple Tm peak
: .\ - Contamination
nnnnnn o - Primer dimer

® e
TemperaweCC) T e o)

appliedbiosystems19

Real-Time PCR System

Real-Time PCR systems from Applied Biosystems use
two main fluorescence detection formats.

A

SYBR® Green dye K TagMan® Probes /

\
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Real-Time PCR System — TaqgMan® Probe
System

The TagMan® Probe fluorescence format uses:

Two primers
R Q
A probe with a fluorescent Probe

Reporter dye and a Quencher

won ARNARAY,

Polymerase a

TagMan® Probes
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Real-Time PCR System — TaqMan® Probe
System

The design of the probe is key. The TagMan® probe is an
oligonucleotide that contains a fluorescent reporter dye
bound to the 5" end and a quencher on the 3" end.

A probe with a fluorescent Probe
Reporter dye and a Quencher

onQr

Acceptor [\/\/\/\, /\/\/\/\_v

FRET

Ex/Em

Wavelength

TagMan® Probes

Fluorescence Resonance Energy Transfer (FRET) fodlbicsystems22
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Real-Time PCR System — TaqgMan® Probe
System

While the dye and quencher are intact, there is no fluorescence.

TagMan® Probes

appliedbiosystems23

Real-Time PCR System — TaqgMan® Probe
System

While the dye and quencher are intact, there is no fluorescence.

TagMan® Probes
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Real-Time PCR System — TaqgMan® Probe
System
When the polymerase elongates, it is able to cleave the probe, separate the

reporter from its quencher, and fluoresce. This fluorescent signal is captured
by Real-Time PCR.

IMIMINIMI f

TaqgMan® Probes
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Real-Time PCR System
(SYBR® Green | vs. TagMan probe system)

SYBR® Green |

Specificity * Highly specific * Less specific

* Probe Hybridization

Sensitivity « Very High * Very High
Flexibility * Multiplex PCR * No Probe is required
* SNP detection * Screening tool

* +/- application

Optimization . universal Guideline Universal Guideline

* Optimized 20x * Need to optimize PCR program ~ PCR
probe/primer mix efficiency
* PCR efficiency 100+10% * Need to check primer-dimer information
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Real-time PCR
Quantitation methods
and applications

O appliedtiossens
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Absolute Quantitation

€ %07 F Standard Sample#g 8 42 & ¢ 47
#| A 19 36 % K 43 Unknown Samplez ;& &
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000 Efficiency = (10 “Vslope —1) x 100
3,500 Target input s
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@ 10° i
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£ aomy [H el
% 1,500 uNTC 5 w0 V{;%
2 1,000 s ;
T Baseline fluorescence
T s Unknown Sample

o e o / / 20
il 75

j"i VUV ¥ ] thveshold ‘\
0 2 4 6 8 10121416 18 20 22 24 26 28 30 32 34 36 38 40 e

Cycle number S - _— o
B Unknown Sample ~” Log Quany

Taraet; RNase P Slone; -3.477 Y-mter: 40.768 nZ- 0.999 EM: 93.91

Problem Possible cause and solution [
Non-specific products. _ srangzn [l Uninown [0 Unincen Flaoged)
PCR Use melting curve analysis and gel electrophoresis to identify non specific
efficiency is | amplicons.
>110% Optimize your primer design to avoid such artifacts or use validated pre- Standard Sa mple

designed primers.

PCR inhibitors present in a reaction mixture.
Re-purify your template DNA.

PCR PCR conditions are suboptimal.

efficisricy s \;:in"f‘i:h:ezrilgn:’er concentrations. Verify storage conditions of qPCR master mix. ® The Optl mal effl cie ncy range: 90-110%
<80% Verify your primer design, use primer design programs or validated pre-

designed primers. Avoid designing primers in regions with high DNA secondary @® R-value should be >0.99

structure.

® When slope =-3.32  Efficiency = 100%
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Relative Quantitation (comparative Ct)

Reference sample
Calibrator

T=0hr T=12hr T=24hr T=48 hr
e — v Target gene: c-myc
: : : :
Total RNA Total RNA Total RNA Total RNA
s s . v  Reference gene
cDNA cDNA cDNA cDNA
ﬁ L /\ = (Endogenous control): GAPDH
v, ﬁ i ﬁ/ W (VARRY, v'Calibrator : T=0 hr
C-myc GAPDH C-myc GAPDH C-myc GAPDH C-myc GAPDH

Endogenous
control

AAC, Calculations (Comparative C,)

c-Myc GAPDH AC, AAC, | 244

step 1: Normalization to endogenous control

T=0 (calibrator) 25 10 15 0 1.0 Sample: Ct c-myc — Ct GAPDH = ACt sample
T=12hr 24 10 14 -1 2.0 Calibrator: Ct c-myc — Ct GAPDH = ACt calibrator
T=24hr 23 1M1 12 -3 | 8.0 step 2: Normalization to calibrator sample
T=48hr 28 10 18 3 [01] ,ctsample - ACt Calibrator = AACt

= 10 8.0

Ecs

&5 Wt=0

3% Ct=12h step 3: use the formula

254 Ht=24h

= X -

§o: = 2-AACt

0
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TagMan microRNA Assays

Mature microRNA Looped RT primer

RNA polymerase Il
transcription

Pri-miRNA

Microprocessor
complex

Step 1: Stem-loop RT

A 4
Nucleus
Mature miRNA
Wwithin RISC Translational
repression
;
Cytoplasm E Dicer A : -
Pre-miRNA mlﬁﬁplex N TENA comvagn Step 2 Rea"tlme PCR
v v

Forward primer

* Each assay contain: T

* human, mouse, rat, Drosophila, C. @ ©®  Reverse primer

. . TagMan® probe
elegans, and Arabidopsis etc. . .
available; coverage for miRBase v.21

miRNA-specific RT primer ~
miRNA-specific TagMan Assay

Front Cell Neurosci, Oct 2013 vol.7, article178
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TaqgMan Advanced miRNA Assays

* superior sensitivity in tissue, serum, and plasma

1 ng of total RNA from tissue or 2 pL of
eluant from serum or plasma

Have multiple miRNA targets from a single amplified sample

(]

TagMan Advanced miRNA Assays is compatible with
TagMan advances miRNA cDNA synthesis kit

appliedbiosystems31

TagMan Advanced miRNA Assays: workflow
} 5 — AAAAA::E::E:‘E

Ligase
5 —(AAAAAAAAAAA 3'

~ AAAAAAAAAAAAZ'
«—WV

Reverse

Transcriptase

Universal RT primer

Hot-start

miR-AMP DNA polymerase

Forward primer

3 R RARRRARRRRE

3
miR-AMP
reverse primer

Hot-start

DNA polymerase

Forward @ @

primer Probe
e, RS
3 5
¥ : s
e
Reverse
il
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What are Single Nucleotide Polymorphism
(SNP)?

* Diploid organisms — 2 sets of chromosomes
* Each person receives 1 alleles from each parent.

If both alleles are the same, the person is homozygous for
that gene.

If the alleles differ, the person is heterozygous for that gene.

(]

They occur once in every 300 nucleotides on average.

) ‘I\II., n i‘li i |}| .{fﬂ

1 L
SNP
[ 2

MO\ f'r'w?a. :fi‘&, i}a, 7

The rarer allele having a frequency of
at least 1%.
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TaqMan Probe System (Single Nucleotide
Polymorphism)

1. Assay Components and DNATemplate
x e B
T Probe Probe -
Forward primer Vi@ @ o @
A c
% . DNAtemplate /el &
S A A A A T AT
3 /6] 5
2. Denatured Template and Annealing Assay Components S'as - 2% LEGEND
o8 = ek, V. vicadye
[e Y e Bia Reverse primer
P e Y Vermrormror@ @@ @ Vo
Forward primer A e
\‘)JHIHHHHHH\||H|H1|H1|\\x‘HllurullLL/ @ Quencher
& /6l g Minor Groove
QUSB)  Binder
s - J——
3. Polymerization and Signal Generation E— . Ampirten Goids
~Roverso primer
e
Proba = Probe
@@
—— V. c == Primer
orward primer A gs
I 2
" JL o == Template
] T T e
T Extended Primer
match
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Allelic Discrimination Plot (SNP genotyping)

Allelic Discrimination Plot

@ Allele 1 Dyes Allele 2 Dyes Alele 1A Allele2A.. | PassRef | Call
VIC-NFO-MGE  FAM-NFQ-MGE 0048 0152 26179488 Negative Control
Homozygous C/C Heterozygous A/C VIC-NFO-MGB  FAM-NFQ-MGB 0.043 0186  3,784.867M Negative Contral
VIGNFG-MGE  FAM-NFO-MGE 0.887 033 4065746® Homozygous AR
VICNFQMGE  FAM-NFQ-MGE 0.202 2282 3774143® Homozygous CIC
VICNFQMGE  FAM-NFQMGE 0057 0392 4,004764® Homozygous AA
VICNFQMGE  FAM-NFQ-MGE 0782 15 3991571® Haterozygous AC
VICNFQMGE  FAM-NFQ-MGE 0716 1206  3042024® Heterozygous AC
T T VICNFQMGE  FAM-NFQ-MGE 0.815 1624  2956.00® Heterozygous AC
Homozygous A/A @ VIC-NFO-MGE  PAM-NFQ-MGE 0767 1526  3849215® Halerorygous AC
L] VIG-NFQ-MGE  FAM-NFQ-MGE 0748 1478 3,793905® Heterzygous AT
& B 2 & - VIC-NFG-MGE  FAM-NFQ-MGE o708 1086  3.820436® Heternzygous AC
- VIC-NFG-MGB  FAM-NFO-MGE 0738 1371 3945301 ® Heternzygous AC
117114 Unknown A e VIC-NFO-MGE  FAM-NFQ-MGE 0795 1528 4026385® Halerorygous AC
C_117114.. Unknown A o VIC-NFQMGE  FAM-NFQ-MGE 084 0364  2737.051® Homozygous AA
C_17114.. Unknown A o VICNFQMGE  FAM-NFQ-MGE 0.88 037 4009657® Homozygous A/A
C_117174.. Unknown A & VIC-NFQMGE  FAM-NFQ-MGE 0.139 2251 3542654 ® Homozygous C/C
C_ 117144, Unknown A & VICNFQMGE  FAM-NFQ-MGE 0.963 0421 3:226977® Homozygous AA
c_117114 Unknown A & VIC-NFQ-MGE  FAM-NFQ-MGE 0705 1418 3962397 ® Hatsrorygous AIC
C 117114 Uninown A & VIC-NFO-MGE  FAM-NFO-MGE 0729 1386 4048267 ® Helernzynous AIC
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Application of TagMan Assays and SYBR
systems

LIEC VY ERESTEVS SYBR Green

> Gene expression analysis
(ex: Genetically Modified Organism,
GMO)

» MicroRNA and noncoding RNA

analysis » Gene expression analysis

> Drug metabolism genotyping
» SNP genotyping
» Somatic mutation detection

» Pathogen Presence/ Absence

» Protein expression
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Design and Feature
o

The StepOnePlus Real-Time PCR System

i 2 = ER!

1. PCR +Optical sys. # %, 18 1B 45

2. Flash LED {581 7 B BL » #6452

3. Peltier effect A5 742 4% 8 A 44
4.USB 77 (X e Y FRE —EHE)
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Block Tch.  —>  Rampng  €—  Volume StepOne™ Plus Real-Time PCR System
oot Gt 1. Peltier effect 14k 1. R &% (0.1 mL) Fiters T 233 EA'n
. 4.6 °C/sec 96 well plate ° - Wavelength 00 c
R 8-tube strip 96-well » {r?m) i i
T oh o 2. BT EE single tube E"“S:C’”r: 2
Material A = E Fast : + 2.2 °C/sec *$6.4+ & 4 A "Optical” * 4 color SyStem Spect e o
eat 2 . o —_—
s Absorbed or HARRA Std: +1.6 °C/sec 2. RRB A (Taq Ma n MG B prObe) Dyes -52(‘]’; :;gm nm ~610 nm
Expelled £ A/ 2R . . . .
o ! REME 3. Auto delta 10-30 L Common Features G WG TR
Material B Wk E Time by cyclle o A lens
L2 7 Gl ¢ Fast and Standard ramping in the same block (1-100%)

Single LED excitation Cap

PCR vessel

Supported volumes are 10-30 pL

thermal

Standalone or co-located

Sa|

Remote monitoring - LAN

StepOnePlus
instrument VeriFlex™
Sample Blocks
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Supported Consumables

® for 0.1 mL Optical tube strip/single tube
VEFRETLHgRRETLEE
%, B &80 %k 8] PCRblock® vy 514

MicroAmp™

96-Well Tray —— MicroAmp™!

96-Well Tray

96-Well
Support Base

less than 48 reactions/run

ViERANRPEREE LA L BN
MicroAmp™ 96-Well Tray

VHBKE o B R mEAR EAEE S %
ATRY » ERAEMEGIRG -

more than 48 reactions/run

v'96-well plate +
Optical adhesive film
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EHAT/ i EER

VASHBE/MERATFERENR > BiRmeHKRL
BT EE o

vV EEIL T 5 reaction mixture R 23 E R BRI 0 B &
#.76 & 4 (Centrifuge the tubes for 2 min at less than 1500
r p m ) Correct Incorrect

KK AT D
vV E#EE > RIEE R BB L v @ @
VAT ~ AR HARARA oot . |+ Nt e
VAHET&B LTS FERSEBTRAELKER -
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2. PC controlled

Software
nePlus™ Real-Time F

or
E
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1. Start the run from the touch screen.
2. Download the file (.eds) to your PC. ( X # ¥ 7 & 1% — £ 4%

%)
3. Analyze your data.
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Sl Wiew Help

Hense oy Settings Ment

Experiments

Browse/New Experiments > New

Eile Visw Help

Eile ¥iew Help

( ﬁ) Create an Experiment

Template Experiment

l Folder

empl

@ Browse Last Accessed Experiments (4)

TagMan cONA Taghtan cDMA
[Fast) (Standard) B
7 7 Caperiment ' Tuider l Lasi basd wl

Taghvian St liy: 007 -04-19°

Create Mew Shuﬂcut
Experiment. ZO070401-LILY AB £007-04-13
Taghvian. Fast AB 2007-04-19-
Taghtan St AB 2007-04-08

20070707 |

ol @

Start Ru Mewr

sle| o)

ViewfEdit Copy Delete

Touch an experiment to select it, then touch
any of the buttons W perform an aetion,
Touch & colwmn title to sort the table.

Page

Folciol:
o

?)
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Last
Used

B |
— a
GTYPE_FST~ Template
Eile ¥iew Help
PRES_ABS FST Template Vs
( Edit Experiment: SYBR_GREEN
1.STP_RT_PER" Template
AB_RNASE P~ Template
@ | #*& protocol [ «[=]
Select

Touch a template experiment to select it, th
Select to make it the selected template exp|

‘ Step 1 ‘ ‘ Step 1 | ‘ Step 2 | | Step 1 | | Step 2 ‘ ‘ Step 3 ‘
-0
g 1) 34 o)
Add Delete B QOptions ) Save

Touch a stage or step to insert a stage/step. Touch a time or
temperature to edit it. Touch Options to create AutoDelta,
to show ramp rates, to add a melt curve or collection point.

Select Experiment - Save
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Eile View Help

|

Run Experiment: ISYBR,GREEN
Folder: Default Vv
Reaction Volume: |20

se Last Accessed Experiments (4)

Elle Yjow Halp

[ % Experiment Parameters

Reaction Volume: !20

1050
SYBA_GHEE|

Cover Temperature:

Experiment Name:

Enter a name, reaction volume, and choose a
folder for this experiment.
Touch "Save & Exit’.

lFoIdEr ILastUsed '] ch

Ity 2007-04-18
___ N AB 2007-04-18
Taghan_Fast AB 2007-04-18 Pf,gf
Taghlan_Std AB 2007-04-08

SYBR GREEN  Default  2016-0527
clel~le]l e

Start Run ew ViewEdit  Copy Delete

any of the buttons to perform an action.
Touch a column title to sort the table.

Touch an experiment to select it, then touch '

appliedbiosystems47

Touch each field then| Rk
to edit the contents. Whe
touch Start

A Mell Curve

2007-07-07

Helt Curve
95.0° 95.0°
0:15 50.0° n:ls
00
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( StepOnePlus X # & % 77 —E# £ SetUp
\ EHFRTRE, R R

o 1. PCfree 2. PC controlled
%;ﬁm? Settings Menu. Tools Menu = -
mei Bllom l Shoruui | | Sharlcut
Shorteut Sharteut Shomut I ‘ Shortcul:
5 [

FEAUSB > £ icon BRALE T A ° BP 7T ¥::¥ Collect Results e @
“gf a ﬁ#g'IUSB * QuickStart Advanced Setup

or
2016-5-27 1:30 PM m 9 =

plledb|osystems49 appliedbiosystems50

StepOne Software v2.3
wERFE

Login the software

f@w.-

Cannot connect to the instrument.

| B If your computer is connected directly to the instrument (colocated), check the instrument power and the instrument-computer connection, then click "Retr.”

3 N
A
/ ' Y
H your computer is not connected to the instrument, click "Continue without Connection.”

, | ,
/ \ //////IW\ ////////W To start the software next time without connecting, ga to Tools B Preferences, then change the selections on the Startup tab.
: |

i

I T-RT- N
v \*

| Retry | | Continue without Connection |

* Analyze data -> Continue without Connection
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B StepOne™ Softwar

File Edit Instrument Analysis Tools Help
[ |

[] New Experiment ~ (5 Open . Download Experiment from Instrument

‘ 3 send Experimentto instrument... [

Run Analyze

Design Wizard QuickStart Analyze Experiment

Advanced Setup Remote Monitor Create Study

Run the experiment

Run Experiment

Applied Bi
Real-Time FCf

appliedbiosystems

by Themo iaherScietfic

o
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Run (QuickStart) : Experiment Properties

B StepOne™ Softwar

File Edit Instrument Analysis Tools Help
[ |

[E] New Experiment - (5 Open. ‘ 3 send Experimentto Instrument.. [5¢} Download Experiment from Instrument kStart

Instrument  Anal

= ZQ @ Make sslections and define the rLn Method 10 1un & new experiment with no plate setup information. Load the reaction plate into the instrument, then click [7)
e “Start Run.

speriment -

Run Analyze

Experiment Properties I Run Method 1

Design Wizard QuickStart Analyze Experiment

Advanced Setup Remote Monitor Create Study

Enter Experiment Name and Location

* Enter Experiment Name: | Untitied = Location: |C:\Applied Intitied eds

Select Experiment Type

 Quantitation - Standard Curve Quantitation - Relative Standard Cunve GQuantitation - Comparative Ct (AACT)

Melt Curve Genatyping Presence/Absence

/ TagMan® Reagenis SYBRE Green Reagents (No Meit Curva) J l SYBR® Green Reagents (With Mait Cusve) J

Other

Run Experiment

« Fast (~ 40 minutes to complete a run)

RNA (1-Step RT-PCR) + CDNA (2-Step RT-PCR) or gDNA

Applied Bi
Real-Time FCf

cancel | L Disconnected
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Run (QuickStart) : Run Method

drument  Anal

) Make selections and define the run method to run 2 Lead the reaction piate into the instrument, then click

“Start Run.”

with no plate setup

Experirnert Properties | Run Method | %A&}Gﬂﬁ °
Graphical WSWIW | E;@'ﬁj E‘i l;ﬁ l&m#
20 ULZ

Add Stage ¥ ] Add sfep kp&selemu ‘
|'A

Reaction Volume Per Well

\‘ Collect Data v H Open Run Method | Save Run Method ‘

Helding Stage Cycling Stage
Number of Cycles: 40
[T Enable AutoDeita

Starting Cycle: |1

95.0°C

ata Collection On Data Collection Off A AutoDeltaOn A AutoDelta Off

pliedbiosystems57

Analyze the data

appliedbiosystems

by Themo iaherScietfic

e,

Analyze: Analyze Experiment

B Seponetso

File Edit instrument Analysis Tools Help

[ ]

] New Experiment + (5 Open i | G sen Expenimentto mstrument . (58, Downtoad Expenmenttrom instrument

Run Analyze

Design Wizard QuickStart Analyze Experiment

Advanced Setup Remote Monitor Create Study

Run Experiment

Template

Applied Bi
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B SEeone” sorvan

File Edit Instument Analysis Tools Help

[E2] New Experiment + (5 Open.

Design Wizard

Lookin:

the default

QuickStart

examples

[ | 89 senoEwenmentio mswument. 7, Downlosa Expeament rom inswurent

- @BEEE

Ell Comparative CT Example - €3 eds.
il Comparative CT Example eds

Bll Genotyping Example.eds

Bl Presence »

Comparative CT Study Example.edm
Genotyping Example eds

Muliplex Example eds

Presence Absence Example.eds

eds

Bl Relative Standard Curve Example.eds
II RNaseP Experiment eds
il Standard Curve Example.eds

Bl SYER Example eds
barative CT Exartpl - G ads
barative CT Example - C2.eds
rative CT Example - &8 eds
barative CT Example eds

barative CT Study Bio Replicates Example edm

RNase P Experimenteds.
Standard Curve Example.eds
SYBRExample.eds

i

R e ot ve Standard Curve Example.cds|

Files of type: Al SDS Files (ednn; eds; edt)

Analyze

Analyze Experiment

Applied Biosysterms Home

Real-Time FCR De
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Setup: plate Setup

- Define Targets and Samples & F{EIFYEE

it

File Edit

instrument Analysis  Tools Help

] New Bxperiment - 5 open.. [ Save - £ ciose | (I Sena xperimentto mstument.. (57} Downioad Bxpermentirom mstument.. | &9 Export. - £ PrntReport

Experiment Properties

Piate Setup

e
[ [—

Experiment Menu « | Experiment: Comparative CT Example

Define Targets and Samples

Assign Targets and Samples

Type: Comparative Ct (AACT)

Reagents: TagMan® Reagents

START RO )

and

(1] i D

Define Targets
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Experiment Menu & | Experiment: Comparative CT Example

Define Targets and Sampies | Assign Targets and Samples |

Type: Comparative Ct (AACT)

Reagents: TagMan® Reagents

START RUN ) ( Z’

@ nstructions:

Assign target(s) to the selected wells.

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 walls, assign target(s), then select™N” (Negative Control) as the task for each target assignment.
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Select relative quantitation settings. -

Assign sample(s) of selected well(s) to biologid
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o setup standards: click “Define and Set Up Standards:
& instructions:  To setup unknowns: select wells, assign targel(s), select “Unknown (double-click U lcon)” as the task for each target assignment, then assign a sample.
Tosetup negative controls: select wells, assign target(s), then select"Negative Control (double-Click N icon) as the task for each targst assignment
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Analysis: Melt curve (SYBR Green only)

3 Sopone i - -

File Edit Instument Analysis

Experiment Menu & | Experiment: SYBR Example

Amplification Plok
e
BN ver curve

Multicomponent Plot

QC Summary.

Multiple Plots View:

A& Home |

Tools

[E] New Experiment + (5 Open.. [ Save - B Close ‘ &

Help

%o

to Instrument

Type: Standard Curve

from Instrument. ‘&;Exuun ~ £} Print Report

Reagents: SYBR® Green Reagenls | Ans: @,

Plot Settings e ‘Select Wells With: |- Selectitem - | |- Select ltem
Plot Derivative Reporter v Target /Al ~| Color el =
I [0 showin Wells ¥ I B view Legend
Save curtent sstiings
HERERE—EY L o, o, o, o, o, o,
WL Surpie {0 carpi 1 2erpie 1 QO Sarpie 1 W Sarspie 10 Sarroie 1 W Secmoie s Q) Samcie
N Melt Curve Rnaser Jub e lul
A =P - el
(Slndgle peak) Cr24sa Cr2482 Cri2477 Cr248 Cr248 Cn2481 Cr2478 Cr2az2
o 7
i Sample{  Sample1  Samplei Samplei Samgle] Samgle]  Ssmplei  Ssmie
o | nese 1] v Roaser [ oaser [[naser [T naser
70000.0 C1:2467 Cr 2478 Cr.247 Cr2478 Cr2477 Cr2474 Cr2481 Cu2485
§ oo Sarrpia { @ Sarpla 40 Serpie 1 Sarple 1 Saris 1 Q0 Sarsie Q0 Suroe 1 4 Sarie 1
3 . Rnzser
& A Cr2473 Cr248 COrn.2485 Cr.2474 Cu2474 Cr2471 Cr.2476 Cr.2471
£ s
= Sarpie 1 serpie 14 Sarpie Q@ Sarpie ' Ssrvie 1 O Sarvie 1 @ Sarie
S oo p |[naser [ moaser [[fnsser [[ffnsser [[anaser [T Rnsser [0 rraser [T fnaser
Cr2474 Cr2485 Cro47s Cr2465 Cr2483 Cr2475 Cro472 Cr2469
2000
Sariie {40 Sarvie + W Surie 1 Sarie 1 Sarsple 140 Sarmcie 1 O Sarrpia 1 Sl 1
oo ¢ |oass? [T oser [0 rsep [T e frasep [ raser
= Cr2476 Cr.2468 Cr2477 Cr2483 Cr2478 Cr2477 Cr2474 Cro47a
w0 0 0 wa e ws wo
T tmss Ssrpie 1 ‘Sarope 140 Sample 10 Sarvple 1400 Sarrpis 140 Sarrpla 140 Sarmpte 1
Temperature (*C) o RnaseP 0
" 24, 24 Cr2474 24.9 2476 Cr.2478 Cr:2482 74
A W5 EC MO MC HF GREASS Crecei 4 Grakal| ores e Ce
weits: [T] 48 Uninown [ 0 Standard [T 0 Negative Conrol 0 Empty
Analysis Summary: Total Wells in Plate:48 Wells Set Up: 48 ‘Wells Omitted Manually: 0 Wells Flagged: 0 ‘Wells Omitted by Analysis: 0 ‘Samples Used: 1 Targets Used: 1
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Analysis: Standard curve
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5| ac summary

Multiple Plots View

Experiment: Relative Standard Curv...  Type: Relative Standard Curve
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Analysis Summary: Total Wells in Plate: 42 Wels Set Up:48, Wells Omitied Manuaily: 0 Wells Flagged: 4 Wells Ornitied by Analysis: 0 Samples Used:2 Targets Used:2

x |[:] Relative Stan..ve Example eds %

appliedbiosystems67

Analysis: QC Summary
- 1738 troubleshooting
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Flle Edit Instrument Analysis
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Standard Curve
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= Raw Data Piot

Qc Summary
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Experiment Menu « | Experiment: Relative Standard Curv.

o
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Type: Relative Standard Curve

Total Wells: 48
Wells Set Up: 48

Processed Wells:
Flagged Wells
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Flag Criteria: Cr standard deviation > 0.5
Flagged Wells: D7, D8, E1
View HIGHSD Troubleshooting Information

Flag: HIGHSD—High standard deviation in replicate group.

Flag Detail: The Cr standard deviation for the replicate group
exceeds the flag setting

Reagents: TagMan® Reagenis
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Analysis: Multiple Plots View

- Export to Excel or save as JEPG
B Septne™ Sz &

Experiment Menu « | Experiment: Relative Standard Curv.
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Analysis Summary:

Total Wells in Plate:48

Wells Set Up: 48

Wells Omitied Manually: 0
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Wells Omitted by Analysis: 0

Samples Used:2

Targsts Used:2
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