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Applied Biosystems™ 7300/7500 & %5|SEAtEE PCR %

W & R | E R :%_J , By MStart > All Programs > Applied Biosystems >

7500Software > 7500 V2.0FF Bk, #HAE B HE/GEEAdvanced Setupl = 1,

ZRINFE A Setup THYExperiment Properties A H o

HMINSLIEZ R (Experiment Name)

How do you want to identify this experiment?

* Experiment Name: ‘Unmled

Barcode (Optional): ‘

User Name (Optional) ‘

Comments (Optional):

AR S

Which instrument are you using to run the experiment?

[ ~ 7500 (96 Wells) ] [ 7500 Fast (36 Wells)

Setup, run, and analyze an experiment using a 4- or 5-color, 96-well system.

AESEIEH A, #%$FQuantitation-Comparative Cr (AACy)

‘What type of experiment do you want to set up?

[ Quantitation - Standard Curve ] [ Quantitation - Relative Standard Curve } [ +/ Quantitation - Comparative CT (AACT) }

[ Melt Curve ] [ Genotyping } [ Presence/Absence }

Use a reference sample and an endogenous control fo determine the relafive quantity of target nucleic acid sequence in samples.

=R EUES

Which reagents do you want to use to detect the target sequence?

[ ~ TagMan® Reagents ] [ SYBR® Green Reagents ] [ Other ]

The PCR reactions contain primers designed to amplify the target sequence and a TagMan® probe designed to detect amplification ofthe target sequence.

HIABITIRR

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

[ -/ Standard (~ 2 hours to complete a run) ] [ Fast (~ 40 minutes to complete a run)

For optimal results with the standard ramp speed, Applied Biosystems recommends using standard reagents for your PCR reactions.

rS—

#N Setup Y Plate Setup FH, #iEEE (Target) KA (Sample):

Applied Biosystems™ 7300/7500 & %l/stA1Z& PCR X
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e [ Define Trgets and Sarmples | gy ch i ¢ 2 e B o 0 L2 T | o g gy
&, H1ETarget NameREEREFE ZFR, ReporterfQuencherdiZFEFririd AU A
BRI RZERER., 3 FQuencherd)iktk, MRIEMGBIRET, iHi
RETAMRARE, 1EIX

IEENFQ-MGB;
BETAMRA; MNRZ2HMBERBIERAZRER (ABHQ),

1H1EENone.

Define Targets and Samples T Assign Targets and Sarnples l

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

Define Samples

[| 20anew sampie | Addsaved sampte | e carpie D e e |

|| Add New Target | Add Saved Target | Save Target | Delete Taret | |

Target Mame Reporter Quencher Caolor Sample Name Caolor
|cAPDH | [FAM :J NFQ-MGB v v [sample 1 | [ v
NFQ-MGB
MNone

AR F A B iz 2 BIE R ERE#HITIRTE (Save Target) Ziffifk (Delete
Target). *'JFH|A"" “Ewsamp‘e|uj“7]l1¥ﬁl§l’l1‘$zli H BB TR

E Assign Targets and Samp|es 1 %Eq:iﬁ?f*il%*}iﬂqﬂtxﬁo ﬂﬁﬁ ﬁ*ﬁifﬁﬁiﬁ
BLLUEER NFL, RARAEAMNNEERER, EIETaskitlinfi5EZ R ML
KA (URFRARIER, NREREAMEXTER).

Applied Biosystems™ 7300/7500 & Z/SCA7E £ PCR X
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File Edit Instrument Analysis Tools Help

[i] New Experiment + [5 Open.. | Save » [ Close f)_“ Send Experiment to Instrument.. LT’: Download Experiment from Instrument.. &% Export.. ~ Print Report.

Experiment Menu « | Experiment: 9 Comparativ___ - Comparative Ct (AACT) Reagents: TagMan® Reagenis

Define Targets and Sarnples | Assign Targets and Samples ]

a I clions: 10 S8tup unknowns: Select wells, assign target(s), select “U” (Unknown) as the task for each target assignment, then assign a sample.

Experiment Properties To set up negative controls: Select wells, assign targat(s), then select "N” (Negative Control) as the task for each target assignment

Assign target(s) to the selected wells. £ | View Plate Layout T View Well Table 1
] 2 7 >
Tin it Assign Target Task
‘HPRH E - | [0 showin wells v | [FE] view Legend | Enable VeriFlex™ Block ‘
Reaction Setup O ‘ CDKN1B @ :

wixed [I] unknown [1]] Negative Control
Materials List

Plate Setup

Select Wells With: |-
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Assign sample(s) to the selected wells.

LEELL FEIE Kidney  Kidney Kidney Kidney Kidney Kidney Kidney Kidney Kidney Kidney Kidney
Analysis 2 R [ 0 O 0+ s
= ] Lung B FEFERE IR
(] s L (s L [ e L e L
O e ! | 1| | I = s 1 I

Assign sample(s) of selected well{s) to biological group. g | e | o | | | e | o | o | oo | e | ot | o
guv (v ju ju Ju o JubSuESuso o o |

Assign Biological Group

E

Select relative q n settings.

Reference Sample: |KJdney fiz:Sog itz v| .
Endogenous Control: |F‘GK1 ®ERSER v| -

Select the dye to use as the passive reference.

wells: [I] 36 Unknown [1] 12 Negative Control 48 Emply

7£ “Select relative quantitation setting” Fi&ERSERERLITBH#ER (ILEED.

HFARuUN Method R, 1&EKRMNEHERE M.

File Edit Instrument Analysis Tools Help

[-] New Experiment - | Open... k=l Save - & Close £# Export... - Print Report...

Experiment Menu<« | Experiment: Untitled Type: Standard Curve  Reagents: TagqMan® Reagents Q_))

Run Method

ﬂ Review the reaction 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 ok R R

Graphical ViewT Tabular View ]

Reaction Volume Per Well uL [ Expert Mode |

|Md5|age"|AddStep'|DeleteSeleded‘ \‘ColedDala"l‘QpenRunMemod‘ EI
Holding Stage Holding Stage Cycling Stage
Number of Cycles: ll_lo £
[ Enable AutoDelta
E} Analysis Starting Cycle:
100 —| 95.0°C 95.0°C
10:00 100% 00:15
78 100
00%
e RS R I ] i
50 —|
02:00
100%
25 —|
AT B
RS 5
° 7 Step 1 Step 1 Step 1 Step 2
< >

Legend
L Data Collection On Data Collection Off 4 AutoDelta On A AutoDelta Off ‘

«

SE g sae- , EXHGEER Experiment Document Single Files (*.eds) #&3,
RIETE Run RHEIZT BTN 1541, & BEIFFIRHTT,

Applied Biosystems™ 7300/7500 & )/5tA7.Z 52 PCR X
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File Edit Instrument Analysis Tools Help

&1 BA R 3 R E 4R RS

[=] New Experiment - J Open...

Print Report...

Experiment Menu <

oo
Experiment Prop...

Plate Setup
Run Method

'\\ Reaction Setup

. Materials List

Exi

«

KRG

[2] Mew Experiment ~ [25 Open

Expenment Menu «

Mutticomponent Piot

Raw Data Plot

[ muitivie Fiots view

Save Ctrks

Save As...
Save As Template...  CtrHT

Run Method

library.

Graphical ViewT Tabular View l

ype: Comparative Ct (AACT) Reagents: TagqMan® Reagents @

a Review the reaction volume and the thermal profile for the default run method. If needed, edit the default run method or select a run method from the

Reaction Volume Per Well pL [ Expert Mode |

MdSIage'|MdStep'|DeleleSelecled‘ \‘ Colechaia'M QpenRunMemod‘ Izl
Holding Stage Holding Stage Cycling Stage
Number of Cycles: ED E:
[ Enable AutoDelta
Starting Cycle:
o 95.0°C 95.0°C
10:00 100% 00:15
i Toa%
00%
60.0°C
50.0 °C 01:00
50 —| v
02:00
T00%
25 —|
o
Step 1 Step 1 Step 1 Step 2
< >

egemd
Dala Collection On

Data Collection Off 4 AutoDelta On 4 AutoDelta Off

RiEFHEA LAAnalyzetzill, KRS BERLEER:

[ save - i close {7 Send Experimentto Instrument.. B}, Download Experiment from Instrument

Experiment: 96-Well Compar_.  Type: Comparative C1 (AACT)

Amplification Plot

Reagents: TagMan® Reagenis

4B Export. ~ £} Print Report sz g

< | View Plate LayoutT View Well Table }

SelectWells With: |- Selectitem - v [ Selectite - v |

\

EIE

3 | 4 [ s [ 6 [ 7 ] 8 e [w]n[12]

Kidney Kidney |Kidney Kidney | Kidney Kidney Kidney Kidney Kidney KJdnEy Kldney

[Jec [Jec [Jec

CrUr Cr.Ur Cr:Ur
el s e O
Cr2.Cr2.Cr2.

Lung | Lung | Lung Lung Lung | Lung
[Me! [Me M= T I T
Cr2.Cr2.Cr2.

Brain Elaln Bmm

.B_.B_ .n_ L1]
Cr2a.Cr2.Cr2.

Plot Seffings FERERFA 4
~
Plot Type:[ARnvs Cycle | GraphType:llog |+ | PlotColor: \Well B & = -
| | ‘ ‘ ‘ | = | Sh(ymeeHs v \newLegem!
[] Save current settings as the default v
pranr: ||[HB
o 8 S
T W ol el
i
7 = B
1 . 2t o il
0.378442
Lung' Lung Lung | Lung
|- / goJo Joim e o
- 7
5 /
B Brain  Brain  Brain | Brain | Brain
oo o il
E
F
G
Target HPRT1  »| Thga€hold: [] Auto "
Show: [] Threshold — [v] Baseline Start I.Neul Target & Baseline End: Well (M Targ | |

Y EEH (L EED, FRIEEK Plot Settings kKT EEMERAR. R

BEEREL S EL,

FIFPlot Settingsizx

154% Threshold & Baseline 374 .

&1, AILAAARRI AR ERENRIEE

BERXRILE L RAT,
HZER. ;F=BLabelly—MIEAERIEAR,

Applied Biosystems™ 7300/7500 & ZSLATEE
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[i&] New Experiment - [5 Open_ [d Save - £ Close [IJ_“ Send Experiment to Instrument LT’L Download Experiment from Instrument . 5% Export.. - S Print Report

Experiment Menu « | Experiment: 96-Well Compar . Type: Comparalive Ct (AACT)  Reagents: TagMan® Reagent:

kR m AR | Snowmn Tabie v
Plot Type: |RQ vs Sample || Graph Type: |Linear || Onentation: vertical Bars  »| £ | omit Sngie | Towgel Cilican || ACTMean | ACISD | A
1 Kidney HPRT1 23.16 2207 0012
[] save current settings as the default 2 Kidney CDKN1B 2299 2037 0.028
3 Kidney BCL2 25 866 4913 0016
Amplification Plot a iy = 4 Kidney PGK1 20952
5 [] Lung HPRT1 23.801 27 0.024
RQ vs Sample 6 [ Lung CDKN1B 219 08 0.018
Gene Expression S Q P 7 O Lung BCL2 26976 65875 0.008
8 Lung PGK1 21101
i 58 9 [] Erin HPRT1 21919 0646 0.016
Multicomponent Plot 0 O Brain CDKN1B 21701 0428 0024
300 1 [  Brain BCL2 26.444 5171 0.01
2 Brain PGK1 21273
275
250
225
2.00
g 178
1.50
126
1.00
075
0.50
025
0.00
o ‘\““
Sample
Leger
{ ecl2 [l coknie [l HPRT ‘

7.3 XJTFSYBR GreeniASLiy, FJLA#EMelt Curve X EHEFBRIL .
' Setup : View Plate LayoutT View Well Table l

Plot Settings Select Wels With: |- Select ftem - v |
Plot iDerivalive Repo... V|Target EAII v‘O:)Iour}WesH v! | Showin Wells * | ViewLegend ‘ | 5
B W
Melt Curve

Multicomponent ...

Meilt Curve

Raw[)maPlot

AF1 AF1 AF| 1 AF:I AF3 AF3 AF3

Derivative Reparter (-Rn‘)
4

ol il ol
CF1 | CF1 | CF1 | CF1 | CF2 | CF2 | CF2 | CF2 | CF3 | CF2 | CF3 | CF3
= ol o S S S
5.0 700 750 80.0 850 00.0 850
resERRee WF1 | WF1 | WF1  WF1 | WF2 | WF2 WFZ | WF2 WF2  WF3  WF3 | WFZ
A B MC HD HME HF HG HH

Wells: [ 96 Unknown [2] 0 Negative Control 0 Empty

« Analysis Summary: Total Wells in PI...96 Wells Set ... 96 Wells Omitted Manua...0 Wells Flagg...4 Wells Omitted by Analy...0 Samples Us... 12 Targets Us...2

7.4 &M QC Summary R, AIUREEEXLRPRESERNILGEFEBR. BE=
BEYHET LARE—MRERR, 2REEFRMEEER, LUREHE. F4E
B R R RAILUFE Flag Details F&EE,

Applied Biosystems™ 7300/7500 & Z/SCA7E £ PCR X
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File Edit Instrument Analysis Tools Help

[2] New Experiment - (5 Open.. ld Save - £ Close lj Send Experimentto Instrument.. 5} Download Experiment from Instrument... | 4@ Export - £} Print Report..

Fiay sumimary |

Type: Comparative Ct (AACT)  Reagents: TagMan® Reagents

4 SelectWells With: |- Select tem - v ‘ ‘- Selectltem - v

Total Wells: 96
Wells SetU_ 48

Processed Wel... 48 Manually Omitted Wel... 0 | Targets Used: 4
Flagged Wells: 1 Analysis Omitted Wells: 0 | Samples Use... 3

View Legend

|snowmwansv ‘ll@l

Amplification Plot

Flag Details

7 [ 8 [ 8 [ 10 ] 11 ]1z]

[T = [s]s[s]56]
[Jee [Jec [Jee
A Cr.Ur CrUr CT:Ur

Flag: Name Freque.. | Wells
Gene Expression [AMPNC amghﬁrahmm negative control 1 IB1
BADROX _|Bad passive reference signal 0
s JOFFSCALE |Fluorescence is offscale 0 Kidney Kidney Kidney Kidney Kidney Kidney Kidney| Kidney Kidney Kidney Kidney
Multicomponent Plot HIGHSD _ |High standard deviation in replicate __ |0 K 5 0] = = = [
NOAMP No amplification 0 B Cr2 Cr2. Cra.
MNOISE Moise higher than others in plate 0 - > :
MNoise spikes 0
Mo signal in well 0 Lung Lung Lung Lung Lung Lung Lung Lung Lung Lung Lung Lung
= ac summary . |Outlier in replicate group 0 - 1] [T} & M= = I
algorithm failed 0 Cr2. Cr2 Cr2.
™ Baseline algorithm failed 0
Multiple Plots View THOLDFAIL [Thresholding algorithm failed 0 | e | e | | | | e | | | o | o |
CTFAIL \CT algorithm failed 0 ] lL & m [T
Cr2.Ccr2 cr2.
3 o
HEHEFagEHFEL

Flag: AMPNC—Amplification in negative control

Flag Detail: Asequence amplified in a negative control
reaction.

Flag Criteria: Ct <350
Flagged Wells: B1
View AMPNC Troubleshooting Information

s hEEE, HEM BT E

DZENER, ATUFBIEEhEFle > ExportThgs, SHExcell& LR, &
BERERER, TEEEER LR TRAARE, ®HFSave as, FRIPEGIEAY

Fo

- Export Data rg

the export format and 1o select fields 1o expart. Click “Start Export to export your data.

Export Properties ] Customize Export |

Select the type of data to export, select whether o export one file or separate files, then enter export file properties. (Optional) Click *Customize Export” fo change

L))

[[] sample Setup [¥] Results
[] Raw Data
[ Ampiification Data

L] Mutticomponent Data
1. Select dala lo export

3. Enter export file properties:

Export File Mame:  96-Well Standard Curve Example_data 3?:35{5{ ﬁ-w'?-
Export File Location: | D\Applisd BiosystemsiStepOne Software v22 Zexperiments 39 o 32 PFF7 0 FE B

[[] Open fileis) when export is complete

a1

0.01

=
o 0.001
[] Save curment settings as the datauit =]

0.0001

0.00001 - ,'

2 Select one file or separaia files:  One File ¥ Salect in export 2l d2t3 in one (e or in separafe filas for aach daia Hpe.

File Type: &) ("xis) +

| Browse

Amplification Plot

Zoom In
Zoom Cut

| Sawve As... |

T

| Print...

0.000001

-&10121‘41.&1&2]22282;32&3]

Cycle

Applied Biosystems™ 7300/7500 & )/5tA7.Z 52 PCR X
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