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PCR Stratagene

SYBR®Green | PCR

Brilliant Il FAST SYBR® QPCR Master Mix
Brilliant Il SYBR® Green QPCR Master Mix
Brilliant Il SYBR® Green QPCR Low ROX Master Mix
Brilliant Il SYBR® Green QRT-PCR Master Mix, 1-step

Brilliant Il SYBR® Green QRT-PCR Low ROX Master Mix, 1-step
Brilliant Il SYBR® Green QRT-PCR AffinityScript Master Mix, 2-step

Brilliant SYBR® Green Core Reagent Kit

PCR
Brilliant Il FAST QPCR Master Mix
Brilliant Il QPCR Master Mix
Brilliant Il QPCR low ROX Master Mix
Brilliant Il QRT-PCR Master Mix, 1-step
Brilliant Il QRT-PCR low ROX Master Mix, 1-step
Brilliant Il QRT-PCR AffinityScript Master Mix, 2-step
Brilliant Il QRT-PCR Core Reagent Kit, 1-step
Brilliant Multiplex QPCR Master Mix

SideStep

SideStep SYBR® Green QPCR Master Mix

SideStep Il SYBR® Green QRT-PCR Master Mix, 2 Step
SideStep Il QRT-PCR Master Mix, 1-step

SideStep Il QRT-PCR Master Mix, 2-step

SideStep Lysis and Stabilization Buffer

SideStep Cell Lysate Analysis Kit

SideStep Il QPCR cDNA Synthesis Kit

cDNA &

AffinityScript QPCR cDNA Synthesis Kit

AffinityScript Multiple Temperature Reverse Transcriptase

Mx3000P & Mx3005P Real-Time QPCR System

Cat# 600843
Cat# 600828
Cat# 600830
Cat# 600825
Cat# 600835
Cat# 600834
Cat# 600546

Cat# 600845
Cat# 600804
Cat# 600806
Cat# 600809
Cat# 600837
Cat# 600827
Cat# 600810
Cat# 600553

Cat# 400904
Cat# 400909
Cat# 400917
Cat# 400918
Cat# 400900
Cat# 400916
Cat# 400908

Cat# 600559
Cat# 600107

400
400
400
400
400
400
400

400
400
400
400
400
400
400
200

400
400
400
400
10 ml
100
50

50
50
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RNA
Stratagene QPCR Reference Total RNA, Human
Stratagene QPCR Reference Total RNA, Mouse

Universal Human miRNA Reference RNA

miRNA
High-Specificity miRNA QRT-PCR Detection Kit
mMiRNA QPCR Master Mix

MiRNA QRT-PCR First strand cDNA Synthesis Kit

High-Specificity miRNA QPCR Core Kit

QPCR
Alien QRT-PCR Inhibitor Alert

Alien Reference RNA QRT-PCR Detection Kit (FAM-detection)
Alien Reference RNA QRT-PCR Detection Kit (VIC-detection)

RNA
Absolutely RNA Miniprep Kit
Absolutely RNA Microprep Kit
Absolutely RNA Nanoprep Kit
Absolutely RNA 96 Microprep Kit
Absolutely mRNA Purification Kit
Absolutely RNA FFPE Kit
Absolutely RNA miRNA Kit

Mx3000P Mx3005P

Mx3000P / Mx3005P Replacement Bulb Assembly

96-Well QPCR Plate, Semi-Skirted

96-Well QPCR Plate, Non-Skirted

Mx3000P / Mx3005P Strip tubes

Mx3000P / Mx3005P Optical Strip Caps
Single PCR Reaction Tubes (Without Caps)

MxP Perfect Frame

Mx3000P & Mx3005P Real-Time QPCR System

Cat# 750500 25ug

Cat# 750600 25ug

Cat# 750700 10ug

Cat# 600580 200

Cat# 600583 200

Cat# 600036 50

Cat# 600545 200

Cat# 300600 400

Cat# 300602 100

Cat# 300604 100

Cat# 400800 50

Cat# 400805 50

Cat# 400753 50

Cat# 400793 2 plates

Cat# 400806 10

Cat# 400809 50

Cat# 400814 50

Cat# 401411 1 bulb

Cat# 401334 25 plates

Cat# 401333 25 plates

Cat# 401428 120 strips

Cat# 401425 120 strips

Cat# 410023 1 bag

Cat# 401421 1 frame
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Brilliant master mix

Brilliant 2.5 mi
Reference dye (ROX 1mM) 0.5ul
ROX Reference dye DW 200
20ul 0.3ul
ROX
20pl
SYBR Green
2x Master Mix 10uL 10uL
Primer XML XuL
Probe none XML
Template XML XuL
DW Up to 20uL Up to 20uL
Mx3000P/Mx3005P PCR 10ul  60ul
standard curve QPCR

Mx3000P/Mx3005P

Mx3000P & Mx3005P Real-Time QPCR System

ROX
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Mx3000P/Mx3005P /

Mx3000P/Mx3005P ON Mx3000P/Mx3005P
PC ON

Mx3000P/Mx3005P

96 well

Optical cap

Mx3000P & Mx3005P Real-Time QPCR System S)
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96 well

Mx3000P/Mx3005P

Mx3000P

Mx3000P & Mx3005P Real-Time QPCR System
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MxPro Ver.4.10

MxPro m
rd-

MHew Options
Select experiment / project bpe _DK Mx Pro
Real-time:
£+ iQuantitative PCR [Multiple Standards] Cancel |

(™ Comparative Quantitation [Calibrator)

7 SYBRR Green [with Dissociation Curve]
" Ewvalireen? [with Dizzociation Curve]

" Allele Dizgcrimination ¢ SHF's Feal-Time

" Molecular Beacon Meling Curee

Flate read Multiple Experiment Analysis Mx3000P/
" Quantitative Plate Read
™ Plate Read ¢ Allele Discrimination Mx3005P PC
Project type:
" Multiple Experiment Analysis — =—— PC
[+ [~ Don't show this again *I

Quantitative PCR (Multiple Standards)

TagMan probe  Molecular Beacon

Standard curve
Mx3000P Mx3005P QPCR

Dissociation curve

Comparative Quantification (Calibrator)

Ct

Standard

TaqgMan probe SYBR Green
Dissociation curve Standard curve
QPCR

SYBR Green (with Dissociation Curve)
SYBR Green

Dissociation curve

Mx3000P & Mx3005P Real-Time QPCR System 7
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EvaGreen (with Dissociation Curve)
SYBR Green EvaGreen
Stratagene High Specificity miRNA Detection kit

Allele Discrimination / SNP’s Real-Time
Molecular Beacon amplification plot SNP

Molecular Beacon Melting Curve
Molecular Beacon

Quantitative Plate Read

Standard curve
SYBR Green PicoGreen RiboGreen EvaGreen

Plate Read / Allele Discrimination
TagMan probe SNP

Multiple Experiment Analysis
Standard curve

Mx3000P & Mx3005P Real-Time QPCR System 8
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Mx Pro Setup Run Analysis Multiple Experiment Analysis

Project

Setup
Setup Plate Setup Thermal Profile
Thermal Profile

Run
Run Thermal Profile Status Raw data plots
Mx3000P/Mx3005P
Analysis

Analysis Analysis Selection / Setup Results

Project
Project Project Setup Project Results

Mx3000P & Mx3005P Real-Time QPCR System 9
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Plate Setup

Experimental type

Quantitative PCR (Multiple Standards) SYBR
Green (with Dissociation curve) mpot.. | Detauts ||
Buick Setup |
Import mxp welupe: [Urkooun M
Show Well Names |

Defaults

Hefelencegpe:|<mne> vI Bl wells |

Aizzign dszay Hames... |
Standard quantity: IEYE vI I

QUiCk Setup futarIhcrement: 10x '|
Standard units: Im

|dentify replicate

Replicate spmbal: |<none> 'I
Autorlnerement |

Clear Selected Wells |

Mx3000P & Mx3005P Real-Time QPCR System
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Well type Wiell type: | Unknown |

<blank:
——iUnknown
Caollect flu Buffer
Well type - CY5 Hgg
[ ROX [MTC
Standard
Mo RT
Show Well Names REIETEng ot in Lise
C¥'5 Negaliye Control
Well Information Well Name s egative ol
Slemdkrd @ egat!ve okl
FAM Megative Control
5 Pogitive Contral
R0 Positive Control
HE* Positive Contral
Standard ul Fat Positive Control

Collect fluorescence data

Mx3000P/Mx3005P
MxPro
Mx3000P/Mx3005P
v
Reference dye Reference dye T—
‘el annatation
Meme: [
Comments:
Assign Assay Names Well
Information Well name Comments P
[ng]
Assign i
Fishd
[ Use for all wells
Remowe Assays, ‘

Standard Quantity Standard template
Auto Increment
Standard Units  Standard template
Identify replicates Replicate symbol replicate well
Threshold line Minimum Ct spread algorithm

replicate symbol

Clear Selected Wells

Mx3000P & Mx3005P Real-Time QPCR System 11
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Comparative quantification (Calibrator)

Well type

Normalizing assay

Association symbol

Comparative quantification

Calibrator

wWwiell type: |L|nkn|:|wr‘|

<blank>

[k nowin

Collect fll Buffer
cys |MAk

MNPC
[ ROX [NTC

A efeg Eaullbratnr >

Mat in Uze

C'5 Megative Contral

Mormalizin R Megative Control
Bl HE Meqative Control

SYBR Megative Contral

gl C'5 Poszitive Cantral

R0 Pogitive Control

. |HE* Positive Control

|dentify 195 R R Positive Control

Impart... ‘

Defaults

Huick Setup

Well type: |5Unknown

Show Well Names

Collect fluorescence data
[~ CYS [~ HEX
[ ROX [ SYBR

Azzign Azzay Mames.

Marmalizing aszaw: | <none:

Standard quantity: | J |

Reference dve: |<noner «

Identify replicates

Clear Selected wWells

Replicate symbal; <nongx w
Auto-lncrement

Identify azzociations

Agzoc. symbal: <nong: w

Auto-lncrement

SYBR Green

Mx3000P & Mx3005P Real-Time QPCR System

Unknown

Ct

Normalizer

Normalizer

Association symbol

12
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File  Edit Instrument Toolz Options  Section  Miew  Window  Help

0@ -E & o 0 [2] Za @ | [Mx3000P (4 fitter < =]

L)

MxPro ver.4.1

&
=
% ON % 20
K}

Undo Redo
@
On/ Off /
@ )
?
PC  MxPro
EI Replicate Wells treatment setting
Eﬂ Analysis Term Setting Threshold line Baseline
ﬂ') ﬁ Amplification plot  Chart
|M:-:3EIEI5F' 5 fiter set plate) = | Mx3005P  Mx3000P

IS

M 3005P [5 fiter set platel

Mx3000P & Mx3005P Real-Time QPCR System 13
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Plate Setup Quick Protocol

Mx3000P & Mx3005P Real-Time QPCR System

14
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Plate Setup Quick Protocol (SYBR Green )

DNA SYBR Green | PCR
SYBR Green PCR PCR
standard template 10° 10 10°
NTC

Sample # Gene Well type Filter Conc. Well

1 A unknown SYBR e A1-A3

2 A unknown SYBR —_— B1-B3

3 A unknown SYBR —_— C1-C3

4 B unknown SYBR e A4-A6

5 B unknown SYBR e B4-B6

6 B unknown SYBR e C4-C6

7 A standard SYBR 108 A7-A9

8 A standard SYBR 10° B7-B9

9 A standard SYBR 10 C7-C9
10 A standard SYBR 10° D7-D9
11 A NTC SYBR e E7-E9
12 B standard SYBR 108 A10-A12
13 B standard SYBR 10° B10-B12
14 B standard SYBR 10* C10-C12
15 B standard SYBR 10° D10-D12
16 B NTC SYBR e E10-E12

Mx3000P & Mx3005P Real-Time QPCR System 15
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SYBR Green ~ Select experiment ¢ project type—————————

R eal-time:
SYBR Green (with Dissociation Curve  Quantitative PCR [Multiple Standards) Cancel |
g L Ive Luanhtation [all

& ISPBRR Green [with Diszociation Curvel
" Eve Tefreiblbinaaaath €

" Allele Discrimination # SNP's Real-Time

" Muolecular Beacon Melting Curve

Plate read:

" Quantitative Plate Read

" Plate Read / Allele Discrimination
Praject wpe:

 Multiple E4periment Analpsis

| Tum lamp on for warm-up?

Well type unknown

Clear Selected Wells

F
G Plate setup comments:
H
FullScreen Plate | New> |
Assays shown types =h |
i [ ||
Assion Well Type and Assays to selected wells. The Ctil key selects multipls wells_ [Door Cleeed [ Lamp OF =

Mx3000P & Mx3005P Real-Time QPCR System 16



b) unknown
SYBR
fluorescence data

STRATAGENE

An Agilent Technologies Division

SYBR

ROX

Reference dye

Collect
ROX

™

-

@

=

Flate setup comments:

Clear Selected Wells

Full Sereen Plate |

types =h

Uniknom

IrAssays =hown |

Assign Well Type and Assaps to selected wells. The Cul key selects multiple wells.

[ Door Closed [

Lamp Off

Fiter SYBR

Collect fluorescence data

v

SYBR

Mx3000P/Mx3005P

PC Mx3000P/Mx3005P

FAM

PC

Mx3000P & Mx3005P Real-Time QPCR System

Impart... |

Defaults | hd |

Buick Setup

wllupe: [man

Show wiell Mames

Reference dye:

Aszsign Az
Standard quariity: E
o

Standard units: IE
|dentify replicates —|
Replicate syrbal:

Collect fluarescence data

Clear Sele

T | el |

==
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SYBR Green FAM SYBR
SYBR SYBR Green FAM
FAM SYBR Green
SYBR Al 2 3
ROX  REF

Well A4 C6

DSF-B0NS o - @ SN W L~ T [R50 e Gog) B | dnoes]
o L

al 2 3 i 5 4 1 [ v n 0 12 o e | oy i
et Seh |
A b ] .
[T |
[F e r—r——rrr
e T
B = = v
Pbvrcn e (R =] Aleshs
Sy fic R
c Saried mariy [ -] |
o Lkl i
Poapl sle ssofud F'—'— *]
Ssesti]
L ]
E .... e
’ ........... o
FullScreen Plate | New> |
Assays shown types sh |
|V RO SYBR | Unknowm J
Assign Well Type and Assaps to selected wells. The Ctl key selects multiple wells. Joon Closed. | Lamp Off (&

Mx3000P & Mx3005P Real-Time QPCR System 18
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standard #7 #10

well A7
D9
e) Well type
Standard
Standard
f) SYBR ROX

ROX

Reference dye

Mx3000P & Mx3005P Real-Time QPCR System 19



STRATAGENE

An Agilent Technologies Division

9) #11 NTC
wellE7 E9
Well type NTC
SYBR ROX
ROX Reference dye

L 1
Clear Selected Wells

F
e} Plats setup comments:
H
FullScreen Plate | New> |
Assays shown types =h |
[ RO SYBFR ” [ unknown [ NTC | stand=rd ||
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. [Deor Closed. [ Camp Ot =]

Mx3000P & Mx3005P Real-Time QPCR System 20
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i) Replicate symbol well
A1 A3 well B1 B3 Replicate
symbol

Replicate #1 well A1 A3
Replicate Symbol
Auto-increment

Replicate symbol

Mx3000P & Mx3005P Real-Time QPCR System 21
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)

copies

Standard Units
Copies
#7 #12 10° copies

DE-B0& o - 2 GO B .2~5 T R0 o T T

]| ThemalPrctie Seae

i Set |
winllng | lardws -
e il Hmy |
[T pe—y
reom. . Cmx
i U & vAm
Pabsrca @ [prre .I il iy
T e 1

Gustom

Flate setup commerts:

Full Sereen Plate | Ne> |

|

Assign Well Type and Assaps to selected wells. The Ctil key selects multiple wells. [ Door Cloged [ [amp. o (B

Mx3000P & Mx3005P Real-Time QPCR System 22
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A7 A12 |mpart.... | Defaults

Auto-Increment -10x el sl
el type: IStandard
Show well Marmes
Collect fluorezcence data
[~ cys ™ HEX
MROX _ WSER

-

Heferenceﬁpe:lggx vI Al wells |

Azzign Aszay Names... |

Standard quantity: |<a||> ~| 1000000 ——

I'.uto—Increment: -0 -

\ZN
L9
B
10

all -2x

—dx

=hix

e o

Custom..

Auto-Increment

L [

Standard quantity

SYBR

SYBR

Standard units:
|dentify replica
Replicate spmk

Auto-Increment Auto-

Increment

10° copies 1/10 -10

#3  #13 10° copies

Auto-Increment

Auto-Increment

Mx3000P & Mx3005P Real-Time QPCR System 23
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triplicate standard

vy s
=T = Wi

o

Colgey Flaniatanis  F
lear Selected Wells : :

- Clear Selected Wells
Export to PowerPoint®

Export to Image File

Prinit.
Print Screen.

Plate setup comments:

Fulbcreen Plats | News |
Assays Wizl types shown |
IVIT [~ sver ’7| Unkrewm | HTE | Stendard ||
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. [Toor Closed [ [amp O, ==
Rep“cate #1#3 [WEII Information ]
#7 #11 A —Wwhell annotation
Mame:
Well Comments:
Information...
SYBR Assay

—hzzign azzays within selected wells

Assay Color Dye |  Assay | Assaw Color |

Assay A Assay Color ngg

HE»

[ Use for all wells

Remove Assg

Cloze

Mx3000P & Mx3005P Real-Time QPCR System 24
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#4 #6 #12 #16 B

B siFin - ol B | ST dlseas -~ Tism apes imiin b g ] =R

DE-E0& e 2 oT%8 2 T i GEg) B | |

Thesal Presle Seg |

i Sot |
il -
e il s |
------- ey s

=T _F: WEm

el barm et . I T . § 1
il L 1-1J i Ay L RO v I ]'
L 1 . |

Commments: Clear Selected Wells

Hssign assays within selected wells

Assay | AssayColor

Plate setup comments

FulScreen Plate | New> |
Assays shown types sh |
[| RO I # I B || [ unknown | NTC | standard ||
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. [oon Clesadl] Tamp. O (e

Mx3000P & Mx3005P Real-Time QPCR System 25
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Plate Setup Quick Protocol (Probe

TagMan probe  Molecular Beacon PCR
Hew Options %
MxPro &
Select experiment / project type oK
rclect e o |
. . . {+ Uuantitative PCR [Multiple 5tandards} Cancel |
Quantitative PCR (Multiplex Standards) T e =
" SYBRR Green [with Dissociation Curve]
(" EvalGreen? [with Dissociation Curve)
Taq Man probe Molecular beacon ™ Allele Discrimination / SHP's Beal-Time
™ Molecular Beacon Melting Curve
Plate read:
" Buartitative Flate Read
™ Plate Read / Allele Discrimination
Project type:
™ Multipls Experiment Analysis
I I Don't show this again
Simple assay
TagMan probe PCR
FAM TagMan probe A
VIC TagMan probe B
standard template 10° 10
NTC

103

Mx3000P & Mx3005P Real-Time QPCR System 26
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Sample # Gene Well type Fileter Conc. Well

1 A unknown FAM —_— A1-A3

2 A unknown FAM —_— B1-B3

3 A unknown FAM —_— C1-C3

4 B unknown HEX —_— A4-A6

5 B unknown HEX —_— B4-B6

6 B unknown HEX C4-C6

7 A standard FAM 108 A7-A9

8 A standard FAM 10° B7-B9

9 A standard FAM 10 C7-C9
10 A standard FAM 10° D7-D9
11 A NTC FAM E7-EQ
12 B standard HEX 106 A10-A12
13 B standard HEX 10° B10-B12
14 B standard HEX 10 C10-C12
15 B standard HEX 10° D10-D12
16 B NTC HEX — E10-E12

A unknown
triplicate

Well type

unknown AN

Mx3000P & Mx3005P Real-Time QPCR System 27
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b) unknown
FAM TagMan probe
Collect fluorescence data FAM ROX ROX

Reference dye ROX

B [ deweser Dok (pios e e Eniee GeR
OF-B0 & « - @ S5 W 2o T [Hacuwoidmme
[ Fasip )| TheolFrothSes |

Al 1 2 3 i 5 L T ] ¥ i1} 1 Fa
A
B “ ==
i J
E Clear Selected Wells
) ........... o
Full Sereen Plate | N> |

Assays shown types sh |
[ ROX FAM | Unkndsm
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. [Door Closed [ [amp Off e

ROX REF

Mx3000P & Mx3005P Real-Time QPCR System 28
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c) FAM
TagMan probe VIC TaqgMan probe FAM
HEX VIC HEX

Well A4 C6

Clear Selected Wells

F
3 Plate setup comments:
H
FullScreen Plate | New> |
Assays shown types =h |
[IT [ Fam [ rmex ” [ Onknown ||
Assign Well Type and Assayps to selected wells. The Ctil key selects multiple wells. [ Door Closed | [amp Off [e¥m
d) #7 #11 standard NTC
standard #7 #10
well A7
D9

Mx3000P & Mx3005P Real-Time QPCR System 29



STRATAGENE

An Agilent Technologies Division

e) Well type
Standard
Standard

f) FAM ROX
ROX

Reference dye

9) #11 NTC
wellE7 E9
Well type NTC
FAM  ROX
ROX  Reference dye

Mx3000P & Mx3005P Real-Time QPCR System 30
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h) 12 16
(e) (9)
FAM
HEX
i) Replicate symbol well
A1 A3 well B1 B3 Replicate

Clear Sele

Plats setup comments

FullScreen Plate | New> |
Assays shown |
[ ROX FAM HEX ||
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells_ [Door Cleeed [ Lamp O [

Mx3000P & Mx3005P Real-Time QPCR System 31
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Replicate #1 well A1 A3
Replicate Symbol
Auto-increment

Replicate symbol

Clear Selected Wl

F
G Plats sstup oommsnts
H
FulScreen Plate | New> |
Assays shown types sh |
|V RO Fam HE: || Unknowm Standard NTC
Assign Well Typs and Assays to selected wells. The Chi key selects multipls wells_ Toor Cloeedl . Tamn OF [

i) FAM HEX

Import. | Defaults | - |

12

Buick Setup |

‘whell type: ISlandard ‘I
Show Well Names |

Collect fluorescence data
I~ cvs [~ <mixed>
¥ ROX : r ﬂmileﬂb:

Reference dve: [pop vl All wells

ﬁamdard quantity: | <ally 'I

Buto-Increment: 10x ¥
Standard units: Iconies ‘I

[all]

12

Autod nerement |

Clear Selected Well: |

Mx3000P & Mx3005P Real-Time QPCR System 32
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Auto-Increment
Shiow el Wames

Collect fluarezcence data

[ cvys r <mixed>

-

v ROX [~ <mixed=

-

Reference dye: IFH:IK TI Al wells

Azsign Hzzay Mames. .

An Agilent Technologies Division
Standard quantity Standard units
Standard units copies relative milimole
Standard quantity FAM HEX
Standard quantity all
Replicate #7(well A7 — A9)
Replicate #13 (well A10 — A12) standard
all
|rpart... | Defaultz | - |
Gluick Setup |
Auto-Increment -10x

Wwiell tupe: IStandard ;I
|

| S

Standard quarntity: |<all> ;I |1EIEIEIEIEIEI <+

Standard units:
|dentify repliga
Rephcate spmk

Cle

Standard

Mx3000P & Mx3005P Real-Time QPCR System 33
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FAM
A HEX (VIC) B SYBR Green
Well information FAM
FAM standard standard curve FAM HEX (VIC)
Well information FAM  HEX (VIC)

Well information

Well information
FAM SYBR Green Eva Green

FAM
SYBR Green
unknown standard
Well
information
Well information SYBR Green

Mx3000P & Mx3005P Real-Time QPCR System 34
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Multiplex assay
FAM HEX VIC
Multiplex
Sample # Gene Well type Filter Conc. Well
1 A/B unknown FAM & HEX A1-A3
2 A/B unknown FMA & HEX B1-B3
3 A/B unknown FAM & HEX C1-C3
4 A/B standard FAM & HEX 108 A4-A6
5 A/B standard FAM & HEX 10° B4-B6
6 A/B standard FAM & HEX 10 C4-C6
7 A/B standard FAM & HEX 10° D4-D6
8 A/B NTC FAM & HEX o E4-E6
Multiplex
a) unknown
A1 C3 Well type unknown
FAM HEX ROX Reference dye ROX
e = =
Assign Wall Type snd Assays bo sebectnd wolls. The Tl kay sedects multipln wells. I S | ElTE IE. )
Mx3000P & Mx3005P Real-Time QPCR System 35



b) Standard
D6

Well type

ROX
Dye ROX

c) NTC

Well type

ROX
Dye ROX

well A4 -

Well A4 — D6

standard
FAM HEX
Reference

Well E4 — E6
Well E4 — E6

NTC
FAM HEX
Reference

d) Replicate symbol

STRATAGENE

An Agilent Technologies Division

IHD-I—!—I—'I—--J—I—H

Mx3000P & Mx3005P Real-Time QPCR System
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e) Standard

Standard Units Standard

Quantities
Auto-Increment

Simple

Multiplex assay Well information

Well information

Multiplex assay

Mx3000P & Mx3005P Real-Time QPCR System

~ figsign assays within selected wells
Dye | Aszgay | Assay Color |
Cvh

ROx
HEX

]
FAM A

™ Use for all wells

Remave Aszays... |

Clase

37
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Plate Setup Quick Protocol ( )

SYBR Green
SYBR Green
A B
(b-actin) A B
RSq
NTC
20ul 3
Sample # Gene Well type Filter  Description Well
#1 A calibrator SYBR A1-A3
#2 A unknown SYBR B1-B3
w3 A ___unknown SYBR Cc1-C3
#4 B calibrator SYBR A4-A6
#5 B unknown SYBR B4-B6
#6 B unknown SYBR C4-Co6
#7 b-act calibrator SYBR A7-A9
#8 b-act unknown SYBR B7-B9
#9 b-act unknown SYBR C7-C9

Mx3000P & Mx3005P Real-Time QPCR System
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Sample # Gene Well type Filter  Conc. Well

#10 A standard SYBR 1x D1-D3

#11 A standard SYBR 1/10x E1-E3

#12 A standard SYBR 1/100 x F1-F3

#13 A standard SYBR 1/1000 x G1-G3
A ANC SYBR .. HIHS
#15 B standard SYBR 1x D4-D6

#16 B standard SYBR 1/10 x E4-E6

#17 B standard SYBR 1/100 x F4-F6

#18 B standard SYBR 1/1000 x G4-G6

#19 B NTC SYBR H4-H6

#o b-act standard SYBR 1x D7-D9
#21 b-act  standard SYBR 1/10 x E7-E9

#22 b-act  standard SYBR 1/100 x F7-F9

#23 b-act  standard SYBR 1/1000 x G7-G9

#24 b-act NTC SYBR H7-H9

MxPro

Comparative Quantification (Calibrator)

Quantitative PCR SYBR

Comparative Quantification

Green

Mx3000P & Mx3005P Real-Time QPCR System

Mew Options

R eal-time:

Select experiment / project tupe
- | . By arc

(" EwalGreen? [with Diszociation Curve)
(" Allele Discrmination / SNP's Real-Time
" Molecular Beacon Melting Curve

Flate read:

" Quantitative Plate Read

(™ Plate Read / Allele Discrimination
Project type:

(" Multiple E xperiment Analysis

= [ Dan't show this again
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a) #1 #1 well A1 A3 A
Calibrator

Well A1 A3 well type Calibrator

Comparative quantification Multiplex
50
SYBR ROX |mpot... | Defaultz | - |
Reference dye ROX WellA1 A3 Quick Setup |
Wwiell type: |Calibratc-r ;I

Show Well Mames

Reference dyer - | Allwels |

Aszigh Aszay Mames... |
Maormalizing agsay: |<n0ne> 'l
o Standard quartity: ICYS vl I

Guto=Tncremert: 105 v|
SYBR Green p1 7 p1 8 ~Idertify replicates— |

Replicate symbal: I <noner w I
Autolncrement |
— |ldentify associaions——————————————

Agzoc. symbol: |<n0ne> vl
Auta-lncrement |

Clear Selected Wells |

Mx3000P & Mx3005P Real-Time QPCR System 40
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b) #2 #3 #2 #3 Al ! 2 3
wellB1 C3 A Unknown

a WellB1 C3 A
Well type Unknown SYBR ROX

Reference dye ROX

c) #4 B Calibrator #5 #6
B Unknown Reference dye
A
All 1 i 3 4 g g

d) normalizer #7 #9

a Cc

#7 b-actin Calibrator #8 #9 b-actin
Unknown

Al 1 2 3 4 3 i 7 B v

Mx3000P & Mx3005P Real-Time QPCR System 41
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e) #10 #13 Standard #14 NTC
#10 #13 Well D1 G3
Well type Standard SYBR ROX Referencedye ROX

Ed e pewemart Tk (pioen Genon Mew Eede 0

DE-B0& o - 2 GO B .2~5 T R0 o T T

[ Pomsoup )| TheelfroteSes |

Clear Selected Wells

Plate setup comments:

FullScreen Plte | News |
[WIW | [ Onknown [ stencard | Galibrator ||
Assign Well Type and Assaps to selected wells. The Ctil key selects multiple wells. [ Door Closed | [amp Ofif [emm
Well H1  H3 #14 NTC
Well H1  H3 Welltype ~ NTC D
(No Template Control) SYBR ROX

ROX Reference dye

Mx3000P & Mx3005P Real-Time QPCR System 42
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f) #15 #19
B Standard
NTC #20 #24 . .
b-acti T T e o
Standard NTC e
#15 #19

Well D4 H6 #20 #24

Well D7 H9
9) Replicate symbol

Association symbol

@

Plate setup conments:
.

=

Full Sereen Plate | New> |
Assays shown types sh |
[ RO STBR | [ unknawn [ NTC | stendard [ calibrator
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. [Door Closed | [amp. Off |5

Mx3000P & Mx3005P Real-Time QPCR System 43
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h) #1 #3 #10 #14

A Well information A

#1 #3 #10 #14 Well A1 Well H3

Well information

| —
= ==

oy — A (T p——y

SYBR T nT |
SYBR Assay —wiell annotation
A Assay Color Mame: |
LComments:

—Asgigh assays within selected wellz

Dye |  Assay | AssapColor |
CyE
RO
HE,
SYBR A ]

[ Use for all wells

Remove dazays... |

Cloze

Mx3000P & Mx3005P Real-Time QPCR System
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#4 #6 #15 #19 B #7 #9
#20 #24 b-actin

Well information

n' U T T Ll (Rl v, Py o ey PV e | g i) ety et | =i 5d
De-a m_:_s_r_:-- waar_'ml,«ﬂtrmmwm BEz] 8o | sotes]
__ Pinbs Boiup 3 Ther=al Frotis Senc
al o wo| o 12 el 5 oo
et Seh |
A wnligm -
T LT |
¥ o (gt 1]
8 (-4 18] =5
(5
o J Be | - -
[y [T ) ]
| |dentify assosiations ——————
E fxram, ) e 3
0.00e+000 |0.00e+000 +00 Assign assays within selected wells Autorlnoremert
Dye |  Assap | AssayColor
Y5 Clear Selected wiells
F ROX
HEX
SYBR bact
I~ Use for all wells
G Plate sstup comments:
0.00e+000 |0.00e+000 (0.00e+000 Remave Assaps..
H
Full Sereen Plate | New> |

Assays shown types sh |
[l RO I A I B I ||| Calibrstor | Unknown | standsrd [ NTC

Assign Well Type and Assaps to selected wells. The Cul key selects multiple wells.

[Door Closed ™[ Lamp Off [

Mx3000P & Mx3005P Real-Time QPCR System 45
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i) Standard

Well D1
Standard quantity 1

Well D9

#10 #15 #20

0.00e+000 |0.00e+000 |0.00e+000

@

..... Oy EEHEEnnD EEOHEERND
..... EEHEEnnD EEHEEnnD Il

=

Full-Screen

Plate setup conments:

Plate | New> |

types =h
[ caliorater [ unknown [ stanasra | NTC

Assays shown
[l RO I A I B I |

Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. [Door Closed [ [amp Off [=m
#11 #15 #21 1/10 #12 #17 #22  1/100 #13
#18 #23 1/1000 Auto
Increment
Standard
D
1.00e+000 |1.00e4000 (1.00e+000
£
1.00e001 |1.00e-001 (1.00e-001
F
1.00e-002 |1.00e-002 (1.00e-002
G
1.00e-003 |1.00e-003 (1.00e-003
46
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j) b-actin Normalizer Normalizer Well type
b-actin #7 #9 Calibrator #7 #7
Well A7 A9 Normalizing assay b-act

W My MxzOoooe

Fﬂ“mmﬂlﬂﬁm“
Dﬁnﬂaﬂ“'@%-;&ﬂ? W 3000F 4 fiter < =
o Sowp ) |

Full Sereen Plate st » ]
| I.m"-o:.-.l ] I [] ] :":::_:‘*T WIC | Stmssard | Cobiemior
Axnign Wall Typa snd Aurays bo wslecied welle. The Dl key snlscty meliipls wells, U C [ 1:[] A
Well A7 A9 b-act NORM Unknown
#8 #9 Normalizer
7 B 9
Normalizer Well type

Calibrator  Unknown

Mx3000P & Mx3005P Real-Time QPCR System 47
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normalizer

MxPro version 4.10 Normalizer

. GAPDH GAPDH g..-.-.
... GAPDH GAPDH g..-.-.

BRCA Replicate #1 4 GAPDH
Replicate #5 8 18S Replicate #9 12 GUS Replicate #13 16 Normalizer
i 7 EAY ol AMBE Y T e
Normalizing assay ¥ GAPDH 18S GUS Mormalizing azzay: IIF 185 "I
Normalizer Standard quantity: I': ;;ﬂé‘:‘:

Ct Ct [ ROX 1|:|H|'|

Fdentify replicate v GAPDH

v GUS

Replicate symbo
%
ooy st e Gmbutoluciemant, |

Normalizer

Mx3000P & Mx3005P Real-Time QPCR System 48
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k) Association
#1 A #4 B #7
b-act WellA1 A9 Well A1
A9 Assoc. Symbol A

13Ty associations

Assos. symbok

=
K

o
E
1.00e-001 [1.00e-001 [1.00e-001
Clear Sele
F b BesrEEEy
1.00e-002 [1.00e-002 |1.00e-002
Flate setup comments: ~
1.00e-003 [1.00e-003 |1.00e-003

3 A5 = L

b ToTmMoOn

Full Sereen Plate | New> |
Assays shown types= sh |
[l ROX I A I E I | [ unkngwn [ NTC | standard [ calibrator
Assign Well Type and Assays to selected wells. The Ctil key selects multiple wells. Joon Closed. | Lamp Off [

A Well B1 B9 Well C1 C9

Al 1 2 3 il g i 7 i g

Mx3000P & Mx3005P Real-Time QPCR System 49
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Standard Association symbol Standard
Standard curve Relative quantity to Standard
Multiplex Cy5
b-actin FAM A VIC B
normalizer b-actin association
B e Tl | e s sl Baiipies T Lot s mgid | =
0SB E 80 0 0n 8t T (el 8o | srum]

VIC Multiplex
b-actin
SYBR Green

Association

Mx3000P & Mx3005P Real-Time QPCR System 50
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normalizer

Multiplex normalizer

LIMS

N Edit  Instrument  Taools  Options  Section  Wiew  Window

MxPro version 4.10 LIMS New. SHiN

Open...
(Laboratory Information Management System) e —
Save As. CtrkA

Mew Project { Multiple Experiment Analysis)

Tmport Well Mames
Import LIM File..

LIMS

Export nstrument Data
maet Chart Data
Export Text Repor

LIMS
ASCII Eomt o i oo

Gonvert to New Experiment Type.

E-Mail Experiment

Print Page Setup..

Print. CtrkP
Print Screen Gtk T
Print Repart

Print Preview

1 Comparative Quantitation Separate Well Example.mzp
2 Comparative Quantitation Multiplex Example mxp

3 Quantitative POR 4-Plex Example mp

4 SYER Green 2-Fold Example.mxp

5 Quantitative FGR 10-Fold Example.ma

6 modified 03-25-2009_1_4eenes.msp

Exit

Mx3000P & Mx3005P Real-Time QPCR System o1
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Thermal Profile Setup Quick Protocol

Quantitative PCR (Multiple Standards) Comparative Quantification (Calibrator) Thermal
Profile

F [ Jawemers Tk Oplos Gemag Yew Bades  Hel
D@-H0 & o -2 G les ¥ e i Gog) Bn | s

Thermal Profile

SYBR Green Eva [ Pew

Green P
Dissociation b St

SYBR _
B ]
Green Comparative | Chmisinive ||

o
5
B
T a0
g
£
5
z

quantification

Dissociation curve
Thermal profile comments:

Dissociation curve  profile

Segment 1 Segment 2
1 Cycle 40 Cycles

Ful Screen Profie | Statfon |

To edit, select plateaus, ramps or segment boundaries. [Door Closed | Lamp Off | =

Quantitative PCR Comparative Quantification Experimental type
Thermal Profile

Thermal Profile et | | Defauiis |+
T Tofile Design
& Standard
& Customn

— Pre-Melt # BT Segmentz]
Thermal profile [ T Flateau

2 Plateaus |

3 Plateaus |

— Amplification Segment

Thermal Profile Design Standard — |
asl ep

Pre-Melt / RT Segment(s) Normal 2 Step |
Amplification Segment Dissociation / Melt Segment e

— Dissociation / Melt Segment

Dissociation / Melt |
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Thermal Profile Design Custom

Add Segment Plateau with Ramp
Data collection marker by dragging All point End point
Thermal Profile

Plateau

Import... Defaults -

Themal Profile Design
" Standard

f* Custom

Add

Segment |

Flateau with B anmp |

[ata collection marker by dragging:

All points: Endpaints:
b Selection
Al pmnts. Ramp Ramp Edit Properties... |
Ramp Delete |
0.2 scan Ramp
Dissociation curve
Plateau Ramp
E ndpointz; Plateau
Selection Plateau Ramp Segment Property
Import Thermal Profile Import
Custom
Defaults Thermal Profile
Mx3000P & Mx3005P Real-Time QPCR System 53
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Thermal Profile
Plateau
Plateau
Ramp
Segment
Segment Plateau Thermal Profile
Data collection marker Data collection marker
Thermal Profile
Data collection marker Plateau Ramp
Ramp All point Data collection marker Ramp
0.2 scan

Mx3000P & Mx3005P Real-Time QPCR System o4
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Running the Experiment Quick Protocol

PCR

Lamp Ready Lamp Start-up
Run FDGERCIESEE | Lamp Starf-up G

RUN Run Status — Stopped

Mx3000P/Mx3005P ot l
Fause
Turn lamp off at end of run ks |
Start Run Time remaining:
Temperature:
Run Status — Stopped geglrﬁentt
yele:
MX3000P/MX3005P [ IFL_ Turr lamp off at end of run

Warming Up MxPro - Mx3005P - Pre-Run Lamp Warm... E|

18 minutes 1 seconds remain for the suggested
pre-fun lamp warmi-up time [20 minutes tatal)

Do you wish to continue and run the expenment?

FlmNuwI Rur After Warm-Up Cancel |

20

Run After Warm-Up
20 Run Now 20

Thermal Profile

Mx3000P & Mx3005P Real-Time QPCR System 95
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Raw Data Plots
Raw Data Plots
Raw Data Plots
Show Plots

well

Analysis

et e T s et 2 Phtwma 7 =]

T iy e
Hrwnas

s
s
= —
==
St Pt
Haght Pt )
[

Assays shown types sh |
[| cva [ Rox | HER [ Fam || HTC Standard

Double-click on a well to bring forward a real-time amplification plot. Joon Closed. | Lamp Off (&

Mx3000P & Mx3005P Real-Time QPCR System 56
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Mx3000P/Mx3005P Run Status —
|

Running Abot
Pause I |

Add CyC|e Add Cycles |
Thermal Proﬂle Time Remaining: 02:05:11

Temperature: 945
Segment; 2
Cycle: 4 of 40
Plateau #: 1
v Turmn lamp off at end of run

E-mail experiment at end of run... |

PCR

Add Cycles

Run Status Mumber of cycles to extend the cumently running segment;
Add cycle =

[ ok | Cancel |

Pause Run Pause Run Status - Running

Thermal profile Run
Abart |
Fause [ |
r‘\":‘
Add Cucles |

Time Remaining; 02:05;11
RuUN Continue TemperaFure: 94 5
Segment; 2
Continue Cocle: 4 of 40
Flateau #: 1

[ Turm lamp off at end of ruen

E-mail expenment at end of wn...

E-mail experiment at end of run... Run

Mx3000P/ Mx3005P PC

Mx3000P & Mx3005P Real-Time QPCR System o7
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Data Analysis Quick Protocol

Analysis / Selection Setup

Quantitative PCR (Multiple standard) Analysis Analysis

Selection / Setup

Al 1 S e colieton (e Sieean
[ vmpite, s [ T gt 1 Fraiwma 1) =]
[TPrepr— |
A Faglcaes
™ Vi watbonbiaaly
— A Ve e
Mg pri g
B b et Peetial
Lt e
¥ g renan.
¢ et T Grtrgr |
bt kgpettes Tt |
1]
E
r
8
Analysis comments
H
|'|“SSEVZ::DW”I ROX | REx | FAM || %lm J
Analysis Selection/Setup [oor Closed [ [amp O e
Select data collection ramp/plateads;
Amplification D ata[Segment 2 Plateau 2]L|
Select data Exclude Aszaps |
Collection ramp / plateau ~ Replicates
 Treat individually
' Treat collectively
— Algaorithm enhancementz
Exclude Assays v Amplification-based threshold
v Adaptive baseline
¥ Moving average
Analysiz Term Settings |
Adv. Algorithr Settings |

Mx3000P & Mx3005P Real-Time QPCR System 58
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Replicates

H

Treat individually Treat collectively
Algorithm enhancements Amplification-based threshold Adaptive baseline
average Zp Analysis Term Setting

Analysis Term Setting

Adv. Algorithm Settings Data Collection Marker
Average
SYBR Green Select data collection
ramp/plateau: Dissociation curve

Dissociation Data

Dissociation curve

Mx3000P & Mx3005P Real-Time QPCR System

Moving

Select data collection ramp/plateau:

I.-'i'-.mplificatiun DataSegment 2 Plateau E]LI

IDissl:nciatil:un D ata[Seament 3.8 amp 3] LI

Exclude Azzays

— Replicatesz
7 Treat individually

* Treat collectively

— Algorithm enhancements
v Amplification-bazed threshold
v fdaptive baseline
¥ Moving average

Analpziz Term Settings

Adv. Algorithr Settings
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Results

Results Analysis / Selection Setup

I Customized Tool bar

Mx3000P & Mx3005P Real-Time QPCR System
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Amplification plots

Area to analyze

Show Standard Curve

Amplification plot  Standard curve

Last cycle Amplification plot  endpoint

Fluorescence R (Multicomponet view) dR Rn

dRn

Threshold fluorescence Threshold line
Threshold line

Threshold line
Setup

Analysis / Selection
Threshold line

Select amplification plots to display

Mx3000P & Mx3005P Real-Time QPCR System

Area to analyze
o 3 ion plots

" Plate sample values
" Standard curve

" Initial ternplate quantity
(" Dual color scatter plot
(" Text report

(" Conzolidated reparts

Show Standard Curve |

Last cycle; |40

Fluorezcence:

| dRin |

Threshald Huorescence

v Cv5 0.097 3: L, Recal
v Fa 0.196 EI 4 Recalc

- 32|

[ E|2|

Select amplification plots to dizplay

Rep... | Azzay | Tupe | Ct |.A.
4 Cv5 Standard Mo Ch

4 RO Standard  Ref...

i Cv'5 Standard 3561

] RHES Standard  Ref...

G Cv5 Standard 3212 |2
G RO Standard  Ref...

7 Cv'5 Standard  28.74

7 RHES Standard  Ref...

a Cv5 Standard 2526

a RO Standard  Ref... |

9 Cv'5 Standard  21.79

9 RHES Standard  Ref...

10 Cv'h Standard  18.40

10 RO Standard  Ref...

11 Cy'5 Standard  15.03

11 RO Standard  Ref...

12 RO Standard  Ref...

12 HE Standard Mo Ct

13 RO Standard  Ref...

13 HE Standard  35.E5

14 RO Standard  Ref...

14 HE Standard  33.02 ]
1R (=T Chamdzrd  Baf 7

Select All Dizable Azzaps
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Fluorescence

Show Standard Curve Amplification plot ~ Standard curve
Standard curve RSq Eff amplification plot  threshold line

Mx3000P & Mx3005P Real-Time QPCR System
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Plate sample values

Ct
Standard Curve " iroa 1o by
" Amplifization plots
Show Amplification Plots
Standard curve  Amplification ™ Initial template quantity
Plots " Dwal color scatter plat
" Tegt report
" Consolidated reports
Show confidence interval: S haow Amplification Plots |
confidence interval Ct based o
| dRr B3
[™ Show confidence interval
Lewel [Z]: 199.0 -
— Threzhold fuorezcence
Cyv'h IDDE? 3: Recalc
HEx ||:|-|:|53 3: Recalc
Fisfd 0196 2 Recals
e [ = Reca
i Iﬁ Fecalc
Threshold fluorescence Standard curve — Initial template quantity calculator
threshold line Select assa_l,l:lc‘r’E ;I Ct I
Interpolated gty: I
Initial template quantity calculator Ct -~ Amplification efficiency calculator
Sln:npe:l Eff. [Z]:

Amplification efficiency calculator Slope Eff

Mx3000P & Mx3005P Real-Time QPCR System 63
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Initial template quantity

Text Report

standard curve
Ct

[ e
. ]

ety e El e
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Gew el =
e i i e ket
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v Proasid 7 Sargied s
ekl s mey
™ Dl b oo el
=
7 Tirvmkieted nety
gt = by Shams e Lpenin | bl
[Tl — Lo i (43
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FoIT & Bl -1m B et T
e ErErce Fefersnce  Feference  Reference B Fepicate
Frint Preyiem 2627 5 0e+004 0999 3464 OIF Last
rence Reference  Reference  Reference
1 Quantitative PGR 10~Fold Example.mxp 160 £ 00e+ 005 [ s O R Last
2 New Praject2mupri erence Reference  Refersnce  Reference OIRnLast ol
3 Emp 2179 5002+005 0999 -3464 S
erence Reference  Reference  Reference
g :‘fﬂtp’j’““‘m"p” 206 5 0105 0898 3464 Sekectal | Defalts |
5 erence Reference  Reference  Reference -
83 mp 1856 500e006 0999 “ad60 tocisicoinng
rence Reference  Reference  Reference Har Contents | Contents Orly
Exit 1827 5 (e+006 0999 3468
GF T ROR T Stangard Iy FIETETErCE T Reference Reference  Reference  Reference
G5 Y5 Standerd 10 00969 1836 5 00e+008 0599 3464
G5 ROX Standard 10 Reference  Reference Reference  Reference  Reference
Hi  CYS  Standard 11 00969 1526 50024007 0999 -3.464
He  ROX Standard 1 Fieforence  Riference Reference  Reference  Reference
H5  CY5  Standard 11 00969 1527 500e+007 0999 3461
HE  ROX Standard 11 Reference  Reference Reference  Reference  Reference
HE  GYS  Standard 1 00969 1464 5002+007 0999 3464 L
H6  ROX Standard 1 Reforence Rsference Reference  Reference  Feference
A7 ROX Standard 12 Reference  Reference Reference  Reference  Reference
&7 HEX  Standard 12 00530 3047 5002+000 0999
A8 ROX Standard 12 Feforence Rsference Feference  Reference foe
A8 HEX Standard 12 00530 Mo Gt Mo Gt 0999 -3.420
a9 ROX Standard 12 Feference  Refersnce Feference Feference
89 HEX Standard 12 00530 Mo Gt Mo Gt 3420
B7 ROX Standard 13 Reference  Reference Referenpe” Reference  Reference
E7  HEX Standard 13 00520 3656 5007001 0999 -3.420
B3 ROX Standard 13 Feforence  Riference ference  Refersnce  Riference
BS  HEX Standard 13 00530 54 500e+001 0999 3420
Reference  Reference  Reference
well types shown |
H [ e [ swendee

[Door Closed| [amp Off: B

File

Power Point
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Export Inztrument Data
Export Chart Data
Export Text Feport
Export to PowerPoint®
Export to Image File..
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amplification plot

amplification plot

[Dumstitative PCR A4-Plex Fxampls, mupe]

Fila Edd badumeni Toch Opfera Secion View Window  Hel

- oS -
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MxPro Ver.4.10
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" Tawbreren

Fluorescence (dRn)
Fluorescence (dRn)

Data view type: |ECRE S I

Areas per page: [4 S

T4 6 B OID12 14 16 18 X I 24 26 1 30 32 M4 I ¢ 4 T4 6 B oID 12 14 16 18 0 22 M % M W
Cycles Cycles

By assay By experiment Consolidated Assay per page

Project Results

['Door Closed! | Lamp Off 5]
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Standard curve

File Edit Ihstrument Tools Options  Section  Wiew Window Help

D@-"HES <o @R E LR 7 |[Wanr @i setp | Run | anapsis| [Broject]
1]

| 1. Normalizer | 2.3 zamples
Project Setup Project Results |

Area to analyze

€ Amplification plots

" Dissociation curye

" Plate sample valuss
" Standard curve

" Relative quantity plate
" Relative quantity chart
" Text report

Data view bype:

Areas per pags: |1 -

\.

0.0000000001 0.000000001 0.00000001 0.0000001 0.000001 0.00001

Initial Quartity frefative)

Project Results

[Door Closed [ Lamp Gff [efm

Relative quantity chart

File Edit Ihstrument Tools Options  Section  Wiew Window Help

D@-HES oo |®@FE

| 1 Normalizer | 2 3samples

|ﬁ>ﬁ>‘ ? | Mx=3000P (4 fitter < ~ Setup | Bun | Analyswsl ErO\eotl
J_,l

Project Setup Project Results |

Areato analyze

" Amplification plots

" Dissciation curve

" Plate sample valuss
" Standard curve

" Relative quantity plate
@ Relative quantity chart
" Text repart

Daka view bype:

Areas per page: 4 -

Relative Quantity (dRn)
Relative Quantity (dRn)

A A
Replicateriel 10

38 48
Replicate/\lell 1D

Relative Quantiy (Rn)

——
4-C 4nc 4xc 4“4
Reeplicate/miell 1D

Project Results

[Door Closed [ Lamp Off [
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=

Lo =]

Options

1. Normalizer 2 3samples

Project Setup

Section

Wiew Window Help

ERAN

Project Results 1

STRATAGENE
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B |[M<3000P (2 flfer < -]

ion

Bun ‘ Analysws‘ EFO\ECT‘

Experiment | Well Name | Well Typs | Replicate_|_Threshold WRn) | Gt @R.. |_Rel Quant to Norm Ave. @R} | Rel Guant. to Gal. Ave. @R |
1. Normalizer sample 01 Calibrator 1 omz 208 Hormalizer Hormalizer
1. Normalizer sample 02 Linknown 2 om 2126 Hormalizer Hormalizer
1. Normalizer sample 03 Linknown 3 om 297 Normalizer Normalizer
1. Normalizer sample 04 Linknown 4 omE 2217 Hormalizer Hormalizer
1. Hormalizer sample 05 Linknon 5 ool 2258 Hor malizer Hor malizer
1. Hormalizer sample 06 Linknonn & om 22n Hor malizer Hor malizer
2.3 samples sample 01 Calibrator 1 00259 2558 Calibrator Calibrator
2.3 samples sample 02 Linknown 2 005l 247 0752 229
2.3 samples sample 03 Linknown 3 00258 2682 0316 0964
2.3 samples sample 04 Lnknoan 4 002s 23 314 56
2.3 samples sample 05 Linknon 5 00250 2402 267 B4
2.3 samples sample 06 Linknonn & 0020 264 0813 243
2.3 samples sample 01 Calibrator 21 00258 2168 Galibrator Galibrator
2.3 samples sample 02 Linknown 22 002ss 2162 0184 144
2.3 samples sample 03 Linknown 23 00258 2138 0363 263
2.3 samples sample 04 Lnknonn 24 0o2s 2103 0552 430
2.3 samples sample 05 Linknon % 002s ks 0472 368
2.3 samples sample 06 Unknown 26 0oss 2087 0554 432
2.3 samples sample 01 Calibrator 4 00301 2889 Calibrator Galibrator
2.3 samples sample 02 Linknown 42 00301 2830 208e-003 212
2.3 samples sample 03 Linknown 4 000 2606 183e-002 187
2.3 samples sample 04 Lnknonn 44 0UE 43 436e-005 446e-002
2.3 samples sample 05 Linknon 45 sl 2696 296e-002 302
2.3 samples sample 06 Unknown 4 0o 27 657e-003 &7

Project Results

Areato analyze

€ Amplfication plots

(" Dissociation curve

" Plate sampls valuss

(" Standard curve

" Relative quantity plate
¢ Relative quantity chart
(% Text report

Column ~

Ot v, Treated Ind.

[t =D Treated Ind.

[ rel. Quant, to Marm. {(dRn)

[ rel. Guant, to Marm, &vg. (dRn}
O rel. Quant, to Marm, SD (drn)
O rel. Guant, to Marm, Cv (dRn)
Orel. Guant, to Cal. (dRn)

O Log Fold change to Cal, (dRn)
M rel. Guant, ta Cal. Ava, (dRn)
CIrel. quant, ta Cal. SD (dRn)

Multiplate Comparative assay

Mx3000P & Mx3005P Real-Time QPCR System
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Quantitative Plate Read Analysis Quick Protocol

Set Read properties
SNP Set Read Properties

Thermal eycling Read temperature: |25 j 1] |
Mumber of reads: m Cancel

Set Read Properties

Instrument data

Plate Read Start Options Pre-Read Post-Read :
Plate Read Start Options ['5_(|
Pre-Read Post-Read :
Pre — Post Please zelect read type
v Pre-Read
" Post-Fead

OF. | Cancel |

Pre-Read [\ |

Post-Read |

Run Status - Stopped

Time remaining:
Temperature:;
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Plate Setup

PCR

~

DF- B0 &0 @ GO0 T ] [Sehp) fun | anayss|
[ PlomSewp )|
Y T I O ] ) [ T = I
F : Drack Sehap
{ i v, ) 3 3 Weltgr [Slandwd =]
Show el Hame: |
Colect Ruweserce daia
IF i I ioys
¥ svim I~ HEs
Refoorcades (B =]  Alwels
danign sy Hamen |
Suandwd quartty [cab =] [S00ee000
Aakobocrement 10 |~
Standerd undy rogaa -
\denity peplcafes
Prgicsenmgat [1 v
_Hircmert |
Cleas Selected el |
St Flmad Progemsors |
H.lu-pg—t
Fult BesmenPiste | |
an Wl Type and Assaps o seloctod walls The Chil koy snlects mndtipls well Mo [ T i
Well type Unknown Standard NTC
Collect fluorescence data
Reference dye ROX Reference dye
Assign Assay Name Well information
Standard quantity Standard
Replicate symbol Replicate
Import Quick Setup
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Run
Plate Setup Read properties S5et Read Properties
Fead temperature; |25 j ok |
o5 99 Mumber of reads: 1 _|:| Cancel
RN Start Run Plate Read 5tart Options E'

Pre-Read Post-Read

Fleaze select read type
* Pre-Read

" Post-Read

0k, | Cancel

Data Type
Pre-Read Post-Read Rpre
Rpost
Rn,pre
Rn,post
Rpost-Rpre
Rn,post—-Rn,pre
Rpost'Rpre
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Raw data plot

Raw data plot Raw data

W MxPro - Mx3000P (Standalene) Plate Read f Allele Discrimination - [Allele Discrimination Plate Read Example.mixp]

Fie Edt Indtrument Took Oplions Section Wiew ‘Window Help
De-B0& - @ Sz @ 2L T s =] Setwp | [ Bun | analysis
[ Funw Dintn Plots s ) |
Al 1 2 El 4 5 [ T B 9 m 11 12 Selaci 1ampplatome
[ Amgfication DiatalS egment 1 Flsteau 1) = |
A _— | O T—
0 Ji
o = — = —= Masimen
B5535 —J
< ] — — — — Plod contoly
— — I~ Consoldale plots
oy Shaow Plats |
— g Piots |
Ep _— Cleas Sefection |
F —
G
H
P ——— Wall typas Bhawm -
= I e | FAM | I «w EThwe | FAM heg
Double-chck on & well 1o bong lorwasd a real-time amplhcation plod. or Llosed amp Of =l
Raw data Show Plots

 Fluorescence for Well A2 ¥ Fluorescence for, Wells A2, B2, CZ and D2

L]
5]
c
()
i)
n
Ll
[
=]
=]
[TH

Pre-read Post-read

Fluorescenoce

FTTFT

Pre-read Post-read
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Analysis Selection/Setup
1 Shift Ctrl
2 individually collectively
Adv.Algorithm Settings

Analysis Results Analysis Selection/Setup

-y
]
a0
-
;.'.
L
b8
il
P
00
o
oom 4

Plate sample values Standard curve Initial template quantity Dual color scatter plot Final
call results Text report Consolidated reports

Plate sample values well Ct

Standard curve Standard well Ct

Unknown well
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Dual color scatter plot
Ct

Final call results

Ct

Text report
Column

well
(+)
Final call Ct
(+)

Mx3000P & Mx3005P Real-Time QPCR System

well
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Mx3000P/Mx3005P Allele discrimination/SNP’s

Mx3000P/ Mx3005P QPCR TagMan® probe Allele discrimination
/ SNP’s MxPro Real time PCR Advanced End point

Allele discrimination/SNP New Options oot et ot 30
elect experime projes L} _OI{
Allele Discrimination / SNP’s Real-Time Realtime: -
¢ Quartitative PCR (Multiple Standards) Cancel
Plate Read / Allele Discrimination " Comparative Quantitation (Calibrater)
" SYBRR Green {with Dissociation Curve)
raGreen 7 (with Dissociation Torvs
' Allele Discrimination / SNP's Real-Time
Allele Discrimination / SNP’s Real- P[]f‘e read:
Cuantistse—Fate-ead
Time (" Plate Read / Allsle Discrimination
Project type:
" Muttiple Experimert Anatysis
-
TagMan® probe SNP/Mutation
A/G  SNP/Mutation SNP/Mutation TagMan® probe
A T TagMan® probe FAM G C TagMan® probe
VIC DNA PCR SNP/Mutation
SNP/Mutation TagMan® probe

A-homozygote FAM

G-homozygote |

VIC heterozygote '
FAM VIC

IF | FAM(+) homozygous :
: ; : @ heterozygous

Dual color plot

L)
&,
o
I
&
]
o
2
=
oL
w

| VIC(+) homozygous |

Negative control R ST T T T e
NTC

VIC label probe
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Allele Discrimination/SNP’s Real-Time

unknown: triplicate FAM VIC TagMan probe
SNP MxPro SNP/Mutation
NTC (No template control) NTC
FAM probe VIC probe
SNP NTC FAM
VIC
Mx3000P/Mx3005P VIC HEX
HEX VIC
20ul 3

Sample # Well type Filter Description Well

#1 VIC positive FAM/VIC VIC positive cont. A1-C1
LA FAM positive | FAMVIC ___ FAMpositvecont  D1-F1

#3 unknown FAM/VIC Patient #1 A2-C2

#4 unknown FAM/VIC Patient #2 D2-F2

#5 unknown FAM/VIC Patient #3 A3-C3

#6 unknown FAM/VIC Patient #4 D3-F3

#7 unknown FAM/VIC Patient #5 A4-C4

#8 unknown FAM/VIC Patient #6 D4-F4

#9 NTC FAM/VIC No template A5-C5

SNP PCR 96

well plate / tubes  Mx3000P / Mx3005P

MxPro
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Hew Options
Allele Discrimination / SNP’s Real-Time SelenimmeE ToEE GE
Feal4ime:
OK " Quartitative PCR (Multiple Standards)

" Comparative Guantitation (Calibrator)

" SYBRR Green {with Dissociation Curve)
" EvaGreen? (with Dissociation Curve)
—4—p+ Allele Discrimination / SMP's Real-Time
" Molecular Beacon Melting Curve

Plate read:

" Quantitative Plate Read

{” Plate Read / Allele Discrimination
Project type:

™ Multiple Experiment Analysis

o

Cancel

[x
_ cenes |

VIC positive (Allele 1) FAM positive (Allele 2) Unknown NTC

Plate setup

VIC HEX HEX VIC

| MxPro — Mx3000P (Standalone) Plate Read / Allele Discrimination — [New Experiment . mxp*]

File Edit Ihstrument Toolz Optiohs Sectiogmmdow Help

- D& oo

WM EA B o o T [Wa000p dfiter <]

Optics Configration
Optics Gonfiguration : . &3
Dyes & Filters Dye fssignment I Scan Orderi Ihstrument Selection'
~Optical path dve azzienments - —
Excitation Emizgion
Dive Filter =t waveleneth thm.) wavelength hm)
1 CYE b CYS Filter Set 635 665
2 ROX Filter Set 585 610
—JOE Filter 535 it}
e Filter Set 402 516
SRl —T
AR rmation |
Fism
SYBR

Mx3000P & Mx3005P Real-Time QPCR System
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HEX-JOE Filter HEX VIC
HEX VIC
Collect fluorescence data———————————— Collect fluorescence data
[~ CYs ™ HEX reys rvie
[~ ROX [ FAM MROX T FAM

b) WellA1 C1  VIC positive

c) WellA1 B1 C1 Well type VIC positive

LEE
] & | el

d)
VIC FAM ROX
ROX Reference dye

Mx3000P & Mx3005P Real-Time QPCR System 101
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e) D1 F1 FAM positive
WellA5 C5 NTC

WellA2 F4

f)

Replicate Symbol Auto-increment

Mx3000P & Mx3005P Real-Time QPCR System
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g) Thermal profile
Thermal profile m

Thermal Pr

(Estimated Run Time

Temperature
[y
[

e oyds 0 Cyeles
Thermal profile PCR
h) Real-Time PCR Run
Run PCR

p55
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Plate Read / Allele Discrimination

SNP PCR 96
well plate / tubes  Mx3000P / Mx3005P

MxPro

Plate Read / Allele Discrimination —

Select experment / project type
OK Heal-ti:':‘ntal::I e e
" Quantitative PCR (Muttiple Standands) Cancl
" Comparative Quantitation {Calibratar)
" SYBRR Green (with Dissociation Curve)
" EvaGreen? {with Dissociation Curve)
{* Allele Discrimination / SNP's Real-Time
" Molecular Beacon Metting Curve
Plate read:
" Quantitative Plate Read
— 1 Plate Read / Allele Discimination
Project type:
" Multiple Expermert Analysis

LI £

-

VIC positive (Allele 1) FAM positive (Allele 2) Unknown NTC

Plate setup

Plate Setup Allele Discrimination / SNP’s Real-Time
Plate Read Amplification plot End point Mx3000P/Mx3005P
PCR  Mx3000P/Mx3005P

Thermal cycler
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Plate Read

Run
Post-Read

Mx3000P/Mx3005P

Pre-Read

&
-
[ ]
&a
.,
wn
o
Sk
o

S | arpeplate s i dubh ee ekl

[ r—e—
T e i
Howns
u ...l
T
[t _J
Pt el &
17 Comumbdate oty

S Pk !
Hoghe Pt I

Fre-Read I

.E Run Status - Stopped

Post-Read |

Assays shown types =h
[l RO I VT I FA ||| VIC Pos | Unknown [ | FaM Pos

Time remaining:
Temperature:

Double-click on a well to bring forward a real-time amplification plot.

[Door Closed [

Lamp Off [ i

Mx3000P & Mx3005P Real-Time QPCR System
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MxPro SNP

MxPro Allele Discrimination /SNP’s

Allele Discrimination / SNP’s Real-Time

Plate Read / Allele Discrimination

Plate Read / Allele Discrimination

Amplification plot

Area to analyze

Mx3000P & Mx3005P Real-Time QPCR System

Area to analyze

" Amplification plats

" Plate sample values
{* Dual color scatter plot
" Final call results

" Text report

" Conzolidated reparts

Area to analyze

" Plate sample values
{+ iDigal calor scatter plot
" Final call results

" Text report

" Conzolidated reparts

Allele Discrimination / SNP’s Real-Time
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Allele Discrimination / SNP’s Real Time
Amplification plot Real-Time PCR
a)  Analysis Selection/Setup
b) Results Amplification plot threshold line
Fds [d¢ fovussnl Tooks Opfora Section View Window el
DE-BE& -~ o AP LLT T T Sotwp | Bun | [Enabeid]
Analysis Sebcion/Senp T R
- -~ dspale
=
- Lagie ¢ Bt
™ Dsal ekl deamer plet
™ vl gioll iy
1™ Tt gt
| 1 Conscikdated gt
i Dl Cokor S s Pt
oo [
[0 £
* Theethid mesteres
P [0 3]0 ek
N
i I Y |
Fue [T & fes|
Fue [T 8 e
“Srkoed gl gber cuds P drmesy
] R L0
1 MEX  Urknoen A2
1 FaM  Unknosn 4200
z R WUrbremers Aol
F MY Uskresn M6
F FaM Unkrosn M101
] R WUrbremers Rl
3 HEX  Unkrown JHET ¥
Select 4 Diabie miagn |
Heums ) — B
Results Amplification plot Amplification plot FAM

VIC amplification plot

FAM  amplification plot

FAM

VIC  homozygote

FAM-
Negative
Threshold line
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negative
VIC amplification plot

FAM homozygous
VIC  negative

B
[
2
3
g
4
2
c

negative
threshold line

Threshold line FAM
VIC amplification plot

204 8 B 0 2 M @B % MW B oM B B W B W ¥ B L L 4 & 8

c) Dual color plot

e Toww Opiors Gefes Ve Wb Sl

C ST EAS Y
[ — —]
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Dual color plot
cycle

allele discrimination

Amplification plot  Dual color plot

Dual clor plor line

amplification plot

Last cycle Last

Dual color plot

Show

Last cycle

Amplification plot

File Edd Fodument Tock Opfors Secion View Window Ml

De-das -~ 2SR EBLL T [
Finsults

Analysis Selecton/Tukp i 1

e g

i L oy

s vl Codor Soafier P
Lack cycler [7 =i
Fhursicers -

[n =]
Theeshoki fusescence

Fw [ 3; A Flecak
Fram 075 <oy A

[T pr— [ ——
FAM: Thiebeld 0 AIF0R

Plate Read / Allele Discrimination

Plate Read / Allele Discrimination experiment type SNP

Real-time
Negative threshold line
End point Dual color plot

Real-time PCR

Mx3000P & Mx3005P Real-Time QPCR System

PCR

SNP

End point
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Dual color plot Real-Time PCR Plate Read
Dual Color Scatter Plot
Dual Color Scatter Plot allele

Alele A: IA homozygote
Allele B: |G homazygote
Bath: IW
Cancel

Dual Color Scatter Plot FAM TET
FAM TET
FAM TET
Aallele FAM G allele TET
A homozygote
G homozygote heterozygote
wild-type  mutant-type

Dual color plot plot
Allele discrimination positive control NTC  plot
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Plate sample value

Real-Time

Last cycle

Amplification Plot

Display the values for...

Plate Read

Fluorescence

Dual color scapter plot

[

R

e e e e e

D#aag LB AS Y
[P— . —

——— e
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Dual color plot

Ct
Rpost Rpre
Genotype
Rectangle
i st o |

| Bename Allele/Genotymes ]|
P
Al b [ homoryte
Bt petraronrd
I -

Mx3000P & Mx3005P Real-Time QPCR System

—fArea to analyze
" Amplification plote
% Plate zample walues
" Dual color scatter plat
™ Final call results
 Tewt report
" iConzolidated reports

Lazt cycle: |3E ﬁ

— Digplay the values for

* Fluorescence

IdHn Last ;I

™ Ct uzing

| dRn =l

Area to analyze

" Dual color scatter plat
" Final call results

" Test report

" Consolidated reports

Fluorescence:

I Rpost ;I

Area to analyze
" Plate sample values
& ‘Dual color scatter plot;
" Final call results

 Text report
" Consolidated reports

Fluorezcence:

|F||:u:|st ﬂ

Allele azzociations

Allele & ITET vI
Bllels B: IF,é-.M vI

Both: TET and Fakd

Rename Alleles/Genotypes

FRezet Genotypes

Show Al Genatypes
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Allele associations
Allele

Rename Alleles/Genotypes

Dual color scatter plot

Genotype
rectangle

Rename Alleles/Genotypes

'Rename Allele/Genotypes [ |

allele A |Fkllele A
Allele B: I-"'-"E|E E
Both: IEh:uth

............................... Cancel |

Rectangle

Mx3000P & Mx3005P Real-Time QPCR System

Reset genotype
Rectangle Show all genotype

Genotype

Area to analyze
" Plate sample values
¢ Final call results
" Test report

" Consolidated reports

Fluorescence:

Rpozt ;I

Allele associations
bllele &: [TET -

Allele B: IFﬁM vI

Both: TET and Fak

Fiename Alleles/Genotypes |

Fieset Genotypes |

S Show All Genotypes 2|
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confidence

m MxPro - Mx3000P (Standalone) — Plate Read 7 Allele Discrimination — [Mew Experiment.mxp*]
File  Edit Instrument Toolz Options  Section  Wiew Walp

NE -|ESE v 0D E 20 2| [ diier s

Analyzis Term Settings — Plate Read

Confidence level for calls [ %] IEIE‘ _q Defaults |~ |
Q. I Cancel |

Final Call Result VIC FAM NTC
positive
Text Report Final Call
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Allele Discrimination / SNP’s Real-Time Experiment Type

Molecular Beacon probe

Molecular beacon SNP
allelic composition
Molecular beacon
beacon
A/IG  SNP A
Allele

Aallele molecular beacon

Molecular beacon (MB)
Molecular beacon + matched oligo (MBO)

Molecular beacon + mismatched oligo (MBMO)

Molecular beacon

Molecular Beacon Melting

Curve Experiment Type

allele

allele molecular

Molecular Beacon Annealing Range
E o ae

MBO Molecular beacon
beacon
MBMO Molecular beacon  SNP
MBO

Mx3000P & Mx3005P Real-Time QPCR System
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SNP 60
MBO MBMO

MBO MBMO 55 PCR

threshold line
Minimum Ct Spread algorithm
MBMO  amplification plot
MBMO  Ct

SNP allele

Molecular beacon

Molecular beacon

Fluorescence (dRn)

2 4 [} il 10 1 14 16 13 20 22 24 6 28 a0 3z 34 36
Cyeles

38 40
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FAM TET FAM-MBMO TET-MBMO threshold
line FAM TET Molecular beacon
Ct
FAM A-allele TET G-allele Molecular beacon

heterozygote

Fluorescence (dRn)

2 4 B 2 10 12 14 16 12 20 22 24 26 28 20 22 24 26 28 40)

Cycles

Heterozygote

Molecular beacon

unknown
Threshold line
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Dual Color Plot

Rpost for FaM

4000 5000 600D Foon

2000 opon 10000 1100)

Rpast for TET

Amplification plot  SNP endpoint amplification plot

Molecular beacon  Melting
curve MxPro
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Molecular Beacon Melting Curve Analysis Quick Protocol

Analysis Selection/Setup
1 Shift Ctrl

2 Select data collection ramp/plateau
3 individually collectively
Adv.Algorithm Settings

4 Results

5 Area to analyze

Annealing range
(MBO)

(MBMO)

Melting curves/temperature Tm

Mx3000P & Mx3005P Real-Time QPCR System 118
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Beacon Designer

L S )] 1'

Designer

http://www.premierbiosoft.com/molecular_beacons/index.html
or

http://www.premierbiosoft.com/stratagene/stratagene.htmi
Beacon Designer
Windows Mac CD

Mac MacOSX safari MS IE

19 the new

STRATAGENE GRADIENT CYCLER

— state of the art in amplification technology.

Heibdity — imterchanpeable hlocks

Spaad — fast oycling capabilities

Comveniencs — preloaded protoonts and & USB pon
Redizbilivg— B pakiers provide unitonm resuis

Mx3000P & Mx3005P Real-Time QPCR System
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Mx3000P Mx3005P

1000 2000

Cat# 401411 Mx3000P Real-Time PCR System Bulb ¥ 48,000 2008

Mx3000P / Mx3005P OFF
Mx3000P / 3005P
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1)

2)
3)
4)

5)
6)
7)
8)
9)

Lamp Reset and Utilities

~ Timer
Tatal time:

Last date reset: I 3/08/2003  mm/dd/ywyy

STRATAGENE
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Lamp Reset and Utilities

I 003 hemin

Lamp use iz within operational limits.

Mx3000P & Mx3005P Real-Time QPCR System

121



STRATAGENE

An Agilent Technologies Division

Dye and Quencher choice

. Black Hole Quenchers
Filter Set ExWavelength - Em Wavelength ) (Biosearch Technologies):
Alexa 350 350 440 BHG-1 A80-580 nm
BHG-2 550-650 nm
FAMUSYBR Green| 492 516 BHQ-3 620-730 nm
TET 1 538
* lowa Black
HEX/JOEMC 535 555 (Integrated DNA Technologies)
lowa Black-FQ 420-620 nm
___ __ ___ lowa Black-RQ ~ 500-700 nm
TAMRA 555 580
ROX/Texas Red 585 610
CY5 635 665
R 640 492 635
R ROX 492 610
R CY5 492 665
Ct .,
( l+E fi) oI
Rel. Q to Norm. =
) ) Ct orm
(1+Eff) “~
(Ct Calibrator — Ct sample )
(1+Eff) o,
Rel. Qto Cal. =
( l + E f'f) (Ct Calibrator — Ct sample )
Norm
Efficiency = [10""/StoPe)]_1
MxPro PCR
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