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PG AT Y A ﬂ._] , M Start >All Programs > Applied Biosystems > 7500

Advanced Setup.

Software >7500 V2.0 FF i #cfk . HE 32 FLif 5 % 4% Advanced Setup .
2. ERIAHEA Setup 11 Experiment Properties Sl
2.1 WAL A FR  (Experiment Name)

How do you want to identify this experiment?

* Experiment Name: | Untitled

Barcode (Optional): |

|
|
User Name (Optional): | |

Comments (Optional).

2.2 AU ER TS

Which instrument are you using to run the experiment?

[ ~/ 7500 (96 Wells) W [ 7500 Fast (96 Wells) ]

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

2.3 {ESZKZRAIN, #$E Quantitation-Standard Curve

What type of experiment do you want to set up?

[ ~ Quantitation - Standard Curve ] [ Quantitation - Relative Standard Curve ] [ Quantitation - Comparative Gt (AACT) ]

[ Melt Curve ] [ Genolyping ] [ Presencel/Absence ]

Use standards to determine the absolute quantity of target nucleic acid sequence in samples.

2.4 FEPFAFIFPAL

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

~ TagMan® Reagents SYBR® Green nts Other
S

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

N

2.5 s i

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

3. HEA Setup I Plate Setup Ftii, ZwiHER (Target) MAEA (Sample) :
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File Edit Instrument Analysis Tools Help

(5] New Experiment - (5 Open. |l Save « B Close J_“ Send Experiment to Instrument T{ Download Experiment from Instrument.. &% Export.. - S} PrintReport..

Expeniment Menu « | Experiment: Untitled 1 Type:- Standard Curve Reagenis- TagMan® Reagenis STARTRUN > J @

Define Tarqgts and Samples I Assign Targets and Sarrples ]
.1 L 32

I
" instructions:  Define the fargels o quantly and the samples fo test n the reaction plats.

Define Targets Define Samples

| Add New Target I Add Saved Target | ‘Save Target | Delete Target | ‘ | Add New Sample | Add Saved Sample ] Ve 2= F ‘
Target Name Reporter Quencher Color | Sample Name Color
[Target 1 | !FAM v;NFQ—MGB v v |sample 1 | v

E: Analysis

Define Biological Replicate Groups

I8 instructions:  For each biclogical replicate group in the reaction plate, click Add Biolagical Group, then define the biological group.

[ Aad Biological Group

| Biological Group Name Color Comments

| Assign Targets and Samples |

3.1 7| Define Targets and Sarmples i -4 [ K¢ o i [Ac ow Tormet [y
ML, FEAETarget Namerh 455 A 44 FR . ReporterflQuencher Hk £ b
1C I 26 v K IEHRT . X+ QuencherF1IEFE, W1 R EMGBIREL, 11
FENFQ-MGB; WA ETAMRAREL, THIEFTAMRA; W4 e HALE XM AE

WV KEEE (WBHQ) , iEEFENone,

Define Targets and Samples T Assign Targets and Sarmples ]

ﬂ Instructions:  Define the targets to quantify and the samples to testin the reaction plate,

Define Targets Define Samples

|| Add Mew Target I_ Add Saved Target | Save Target | Delete Target ‘ ‘ || Add New Sample I.Addsavecisample | o s Jelete 5 1€ ‘
—_— S = — — =
[ Target Name Reporter Quencher Colar ‘ Sample Mame Color
‘ |GAPDH | IFAM vJ NFG-MGB v[ v |sample 1 | I v
NFQ-MGE
None
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S T LA FE At e BT T V7R T 4 DR 4747 (Save Target) s
(Delete Target). il [ Ao New Samoe [y s i b A, JE2i B 5 44 7

32 fp ASIgn Targets and Sanples |y i chiyfe 4 o B O HEAR . T SRR 30 i
it N LAEHE S W AL, AR A 20 22 (KL DAL B FEAS , [RJ I A Task 150+

TR % SN LI RAY ( SACER bR I Bl s, U AR AR, N AQ
RPIVEXTH ) o

File Edit Instument Analysis Tools Help

[] New Experiment = 5 Open.. [d Save - [ Close | {3 Send Experimentto Instrument.. % Download Experiment from Instrument.. | & Exporl.. = & PrintReport

Experiment Menu & | Experiment- 96-Well Comparaliv. . Type: Comparative C1 (AACT) Reagenis: TagMan® Reagenis @l

Define Targets and Samples | Assign Targets and Samples }

| ) 8 instructions: To setup unknowns: Select wells, assign target(s), select U (Unknown) as the task for each target assignment, then assign a sample.
Experiment Properties " To setup negative controls: Select wells, 3ssign target(s), then salect "N” (Negative Control) as the task for each target assignment.
F Assign target(s) to the selected wells. < | View Plate Layout | View Well Table
Plale Setup i _ !
AR AR — p—
I 3 LR ? Select Wells With. |- Selectitem- ~|
Assign Target Task | | Bt B __
Run Method I P
| ‘HF’RT“ @ | | [0 showinweils v | ¥ view Legend ‘ able Ve v ‘ |
r y [ T |
Reaclion Setup O ‘ CDKN1B @ = 1
e — —— _ T ] 2] 3 [ 4] s [ e [ 7 [ & | a [0 1112 ]
A wixed [ Unknown [1]] Negative Control
[ [—— e Dl
Assign sample(s) to the selected wells. A E-IIE. m m m == 7= 3 mem
[ Assion Sample | v | vy | Kidney 1y Kioney iy Kidney Kidvay Kishmy Wisney | ki
4 | e R R 3 3 O
| 0 |ummnEssn |
1 Lung | Lung | Lung | Lung | Lung | Lung  Lung  Lung | Lung | Lung  Lung | Lung
| 0O i | || 1| | N N O N = s IO
Assign sample(s) of selected well(s) to biological group. | o P B e e e e o o e
o o Tyl
T 1 & [ [Te: 1]
[ T CENE [N I [ [ [T v Ju |
.
e .
[ Select relative quantitation settings.
Reference Sample: Kidney PPy A 4 "‘ G
Endogenous Control :F'GK‘\ ®EABER w:‘ -
Select the dye to use as the passive reference. o
Rox v weils: [ 86 Unknown [T 12 Negative Control 48 Empty

3.3 BLEbnMERIZ: AT bR AR B L LA R S AL GO T, B
BEREBEE =ARIL) » M ML, fETaskB I ik #ES, R)n
fEQuantity H 4 A5 DI F2 AT A1, 52 pahmtf il 2 H A A 5 i) B
BOCEBESM o

Assign target(s) to the selected wells.

4. 7F Setup NI Run Method JLiiFF, BEE SOV 44
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(2] New Experiment - = Open... d Save - 5 Close <# Export..- &) Print Report..

Experiment: Untitled Type: Standard Curve

Experiment Menu €

Run Method

B 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

Reagents: TagMan® Reagents @J

library.
Graphical View| Tabular View Vi ﬁﬂﬁﬁ?ﬂ;ﬁ
Reaction Volume Per Well| 50/ pL (] Expert Mode | 5
|MdS|a_ge'|MdStep'IDeleteSﬂeded‘ \‘CoﬂedDahi'J\‘QpenRunMeﬂ'lodJ B
Holding Stage Holding Stage Cycling Stage
Number of Cycles: 40 o
[] Enable AutoDelta
Starting Cycle:
100 95.0°C 95.0°C.
10:00 100% - p0:15
(e 0%
00%
woe A S 7] i
50 —|
02:00
100%
25 —|
o
Step 1 Step 1 Step 1
< >
Legend
L ata Collection On Data Collection Off 4 AutoDelta On 4 AutoDelta Off ‘

«

SEEAN

6. SEIEiWE, siidifr BRI Analyze 24,

File Edit Instrument Analysis Tools He\?

sk e g ik 47 1 Experiment Document Single Files (*.eds) #4528,

i, NV RIFIRIEAT .

AR RTINS "R R Y

‘}_“‘ Send

4% Export.. = 5} PrintReport AshER R

[i2] New Experiment » (5 open.. [d Save » B Close 1o B2, Download

Experiment Menu « | Experimeni- 96-Well Standar = Type: Standard Curve

FHEBRE RN A,

Plot Settings

PlotType:|ARn vs Cycle v | Graphi Type:|Log
! | |
Linear

~| PlotColor: Wl

[[] Save current settings as the default

from

K| View Plate Layout | View Well Table [ £ Faststone capture

> [eendiem- FILACHL

PP B mE

Amplification Plot 3R
Standard Curve e Amplification Plot
ufticomponent Plot ;
Raw Data Plot
01
| QC Summary et S
0.01
o c
Multiple Plots View |4

0001y
0.0001

0.00001

0.000001

R E R EEE R
Cycle

A B @c Hp Hc HF Hc HH

“Options A ¥t B

Target \135 vlanesnolﬂhMm | (] Auto Basal

Show: [] Threshold — [ Baselinesmn.}welll Target <~ Baseline End: Well /M Tary

CrUrCT.. Cr1, Cri. Cr1. Cr2, Cr2. Cr2, Cra. or

5

pi | ki Wells: [ 0 Unknown [5] 88 Standard [1]] 8 Negative Control 0 Empty
Analysis Summary:  Total Wells inPlate: 96 WellsSetUp:96  Wells Omitted Manually:0  Wells Flagged:8  Wells Omitted by Analysis:0  Samples Used:0  Targels Used: 1
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6.1 fEY I (L EED , nlalid B e Plot Settings Sk 284 34 K 1 2w
Jiae WRANE A BI{ELEELL, 1 Threshold & Basdline 4174 .
6.2 g ARk ki, AL i Plot Settingssk AR bt £k 1) 2 7 2K
B0 R R . RAMEACTARHE M 42 0 Ml w5 1m0 il 2 e R
FEAE0.99LL I,

Experiment Menu & | Experiment- 96-Well Standar _ Type: Standard Curve

aqMan® Reagenis

> =

(" Plot Settings Select Wells With: ESeleclllem— vJ
Target Al ~|  PlotColor Default ~| | T P —— ‘ _'
et _ | ShowinWells v | [ View Legen: -
the default FTRARAEHIERME R
: O 1 2 a4 & & 1 _# |
Amplification Plot 5 By & I
s ! SrYSESTHE TS s =T e I
Standard Curve # [ees] e = 10 sl
Slaﬂdamc'"ve CrUr Gt Crt. Crt. Cr.. c:rz crz Grz cr3 cr. 001
= |
ulticomponent Plot SEEASE H: @ BL :,s.lﬂ:. 1
don I o [1E8 E7 1Es 1E4 1E3 10 E"ﬁmﬁtl
CrUr Cr.. Crt. cri. e We CT2 Grl cra. GTB.,Mi - |
e
Hede. @ @ @ ELELLEL-L |
R o |18 1E7 |E6 1E5 1E4 1E3 100 1 '"ﬁmr’:ﬂ
. CrUrér . Cri Gr. Cri Cr2 Gr2. crLcra cr&uﬂt =B |
e .
uulumeles\new — . E,, s F SRS Fils s P ELBL.LEL 1
‘Ilp|1E8 9Er 1E6 1E6 1E4 1E3 100 10 1 SR |

T
N
B
o

ferr 6r. Brt Brt ot fr. Br2 £rd Era f;ra 2

e 5. EL@- ELEL.LE‘ ==
N

1E8 1E7 1E6

3
o
m

|
fenurer. en z;crz crz cra cr I
150 i
- SRS sSSP s NSt ELEL.LEL L
F|1EB | 1E7 1E6 1E5 1E4 1E3 100 1 cﬂﬂ
10.0 lerur 6r.. Gr. Gri.Cri. Gr2. Gr2. c;rz crz, crz, 001
& Eiss Bi EL@L.L 1. ISERS RS ENS Bk D
0 [ | ) s ‘,

lcr ci*,,cﬂ cﬂcr crz

ISEAS| LQLE&]L.LEELQLBL.LELé W
= y|1EB 1E7 1E6 1ES 1E4 1E3 100 10 1 il
Target: 185 Slope: -3.424 Y-inter: 31 msF 0.92 Eff: 95.804 Icrm{;‘_ 1. Or . Ont. Grz. Cr2. Or2. Era. ora. 001

[ standard [l uninown [ Unknown (Filagged: g
[ ‘lhl Wells: [0 0 Unknown [E] 88 Standard [1] & Negative Control 0 Empty

Analysis Summary:  Total Wells inPlate:96  Wells SetUp:26  Wells Omitted Manually:0  Wells Flagged:8  Wells Omitted by Analysis:0  SamplesUsed:0  Targets Used:1

001 L

aom G 0103 793 0@ W0 W N0 00 (0N e 1000
Quantity

6.3 X1 SYBR Green 75525, 1] LL7E Melt Curve FtIHIH A B Ffii 2k .

< [View Plate LayoutT View We\lTabIel
> =
Plot Settings Select Wells With: \ Selecttem - |
Derivati | | | = —
Plot Derivative Repo... v‘Targel Al v}(‘.olour Well ol 671 Show in Wells ~ | e View Legend J I I ‘
s as i
12 83 4 & 6 7@ [8[10][11]12]
=Y
A
Standard Curve Melt Curve
80
Melt Curve 5
Multicomponent ...
8o &
Raw Data Plot o
o«
J:/ in [ |
£
=3 o}
& 40
[ Multiple Plots View ! -
g
5 30 E
= i
20 4
= | =
10 -
00— ——r ) + ——
5.0 o 700 B0 830 850 870 800 810 830 050 —
Tm: 60
Temperature (°C)
Legr H
A B lMcC BD HE HF HG HH
Wells: [ 10 Unknown [5] 0 Standard [Z] 0 Negative Control 86 Empty
« Analysis Summary: Total Wells in P1...96 Wells Set ... 10 Wells Omitted Manua...0 Wells Flagg...2 Wells Omitted by Analy...0 Samples Us...5 Targets Us...1

6
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6.4 o2 QC Summary 454, n LLPUH A 5240 S AT I N A LA AE S 1
Dlo B =M IR LAARAT RO, 2 ACRAT IR S H A Ol
CABESRHE. PR B S k5 2 n] LIAE Flag Details HH AL .

File Edit Analysis  Tools Help

[2] New Experiment + [ Open.. [d Save - 5 Close g Send to 52, pownload from 4B Export.. -+ £} Print Report

Reagents: TagMan® Reagenis

> Select Wells With: |- Select ltem
Total Wells: 96 | Processed Wel.. 96 Manually Omitted Wel_.. 0 | Targets Used: 1
Wells SetU.. 96 | Flagged Wells: 8  Analysis Omitied Wells: 0 | Samples Use...0 V‘e'"‘”-eﬁef‘d|

Y T ]

stdsPlsEills BlisEilis
Slandard Curve

Flag: Name Freque.. | Wells A|1E8 1E7 1E6 1E5 1E4 1EB 100 0 1 04
Multicomponent Plot

‘Show in Wells v

in negative control Erikiers Bt Cntl Gnt e 2l G2 en 2! (Gea e s
Bad passive reference sianal .
Fluorescence is offscale
Figh standard deviation in replicate A11,B11,C11,D_|

o amplification B CT 3.
oise higher than others in plate CrlrGr.| Gri. Ori. Gri. Er2, Gr2 Crz, ora. Cra. 001,
oise spikes
o signal in well E,]u .1,1, silstillsiisiilisi @1
QC Summary . |Outlier in replicate group o 1E7  1E6 1!55 1E4 1E3 100 10 1 lora
algorithm failed CrUr €r... Cri1.Cr.. Cr1.Cr2. Cr2 Cr2 Cra. Cr& (10'1 &

Baseline algorithm failed
THOLDFAIL [Thresholding algorithm failed
CTFAIL [Cr algorithm failed

\ﬁ Muitiple Plots View

sCs dstlscdsr

1
6 165 B4 B3 100 10 1 o1 ||

2 Cra.
©rUs Cr.. Crd. Cri. GRi. Cr. G2, Cn2. Cra, Cna.(001
EE TS ur 1.6t Grl 2, €2, Cra. Cr3. (001
5% 57 57 5% 5F 52 B B B2 BEl. _ios
£|1EB 1E7. 1E6 1E4 1E3 100 10 1 s EH =l
Flag: HIGHSD—High standard deviation in replicate ol iw| el Feel] o] Corel] Ewiel] EiB| SR cna. b
group - -
Flag Detail: The Cr standard deviation for the replicate CAsEdscdisidis s s lsEls Ea L
group exceeds the flag setting F|1E8 1E7 1E6 1E6 1E4 1E8 100 10 1 H=s
= g Crlk €F. €. Sul enl. Cr2. Cr2. er2. cr.a_.cna. oot |<F
Flag Criteria: Cr standard deviation > 0.5 ni
Flagged Wells: A1, B11, C11, D11, E11, F11, G11, H11 sEstAscsolsclsElsE s 50 E’
View HIGHSD T Information « (SR S R R R S

lents er €rl Enl el €12, Cr2l €2 Cral Cl'ia_

RS ER S RS Rl s KX s Rl s B s ERY S RO 1 1

AR, TEERRTR. . |1E8 1E7 1E6 1ES 1E4 1E3 100 10 1 LE:;
erUr B €nl. Enl. €l €r2) Cr2, Cr2, Crd. Cra.j001 |7

Wells: [£] 0 Unknown [ 88 Standard [ 8 Negative Contral 0 Empty

Analysis Summary:  Total Wellsin Plate: 96 Wells SetUp:6  Wells Omitted Manually:0  Wells Flagged:8  Wells Omitted by Analysis:0  SamplesUsed:0  Targets Used: 1

\$ﬁZ):EI’J,n5'ﬁ, AJ LLR 32 b [ File>Export B g, 5 HH Excel % =X (1) 45 5
(ZEBD o« B a5 30, nT 5iEAE B i bk s i, ik PeSave As,

1 R IPEGH: A B (A ED

export one fle o e ~ o change
e expartiomatand o selectfeids o export Click Star Expart 1o export your data

Amplification Plot

™ 0

Export Froperties | _Custorrize Export_|

[ Sample Setup [l Resufts
[ Raw Data [ Muticompanent Data
1. Selectdata o export
] Ampiification Data 01
2. Select ane fie or separate fies: One File v s e ar. B
3. Enter expont fiie properies: &
S L
ExportFile Name: |96-Well Stancard Curve Bxamole_cata BBk X1 5 Fie Type %) (o) 0.001 )
Export File Location: | [\Applied Bioaystems\StepOne Software v2.2 Zexperiments W AT IR B | Browse
[] Gpen fieis} when export s complete L
0.00001
0.000001

] Save cument sstings 33 the defauit StatExport | | Cancet




