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1. XL B s ﬂ-_] , B\ Start >All Programs > Applied Biosystems > 7500

[

Software > 7500 V2.0 JF it HEA 51 5 4% Advanced Setup = |,

2. BRIABEN Setup FI¥) Experiment Properties 5tifii
2.1 By NSZER A B (Experiment Name)

How do you want to identify this experiment?

* Experiment Name: ‘Untmed

Barcode (Optional): ‘

User Name (Optional): ‘

<[>

Comments (Optional):

2.2 WIAMXER S

Which instrument are you using to run the experiment?

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

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

2.3 S22 A, ¥ $¢ Quantitation-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 to determine the relative quantity of target nucleic acid sequence in samples.

2.4 FEPFRFIFPA

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

{ + TagMan® Reagents ] [ SYBR® Green Reagents } [

The PCR reactions contain primers designed to amplify the target sequence and a TagMan® 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 R Plate Setup Fti, ZwmiHFEA (Target) MAEA (Sample) :
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File Edit Analysis  Tools Help

L_‘r’ Download from I & Export. ~ £ PrintReport

[5x] New Experiment - [ Open... [d Save - £ Close F send o

Experiment Menu « | Experiment: Untitled 1 Type: Standard Curve Reagents: TagMan® Reagents STARTRUN 3> @l

Define Targets and Samples ] Assign Targets and Sarriples ]
3.1 L 3.2

e @ instructions: Define e trgels 1o quantly and the samples to test 1 he reaction plate.
Experiment Properties .
Define Targets Define Samples

| Add New Sample | Add Saved Sample ‘ v , |

Plale Setup
- | Add New Target | Add Saved Target | Save Target | Delete Target I

- thod —
R a TargetName Reporter Quencher Color Sample Name Color

en = v}NFm—MGE v[ v [sample 1 | v
- Materials List

Run

[Target1 | EFAM

Define Biological Replicate Groups

a Instructions:  For each biological replicate group in the reaction plate, click Add Biological Group, then define the biological group.

Add Biological Group

Biological Group Name Color Comments

Assign Targets and Samples |

3.1 ¢ Define Targets and Samples iyt 1 b i (A28 Tooe Ly
B, JF/ETarget Namerf 448 3L K 4 F%, ReporterfliQuencher
HERE DT AR I B 9GRS KA. X T-Quencherfik+e, Willie
MGB#tt, iHIEFENFQ-MGB; WAL TAMRALE, IHIEFTAMRA;

AR A B AR PO KL B (WIBHQ) |, 1ii%#ENone.

Define Targets and Sarnples I Assign Targets and Sarnples }

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

| ||_ Add New Sample LMdSavedSamp\e | |

|| Add New Target l Add Saved Target | Save Target | Delete Target |

Target Name Reporter Quencher Color I Sample Mame Color
|caPDH \IFAM :] NFQ-MGB vi w [sample 1 |[ v
NFQ-MCE

None

A n] DA A 42 2 A s IR 285 R B AT ORAT (Save Target) sl
(Delete Target). FJH A“““ewsam”‘e|iﬁbﬂﬁfﬁﬁ’9ﬁ2|§, TR AT A4 FR o
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32 ¢ ASSION Targets and Samples | .y s 51 Rzt
S LI FER AL, 485 A MR RE DR SR AR, [ €5 Task K330

TR XN ALHIRA (U ACRARFIFEA, NACKHIPEX D .

File Edit Instrument Analysis Tools Help

[2] New Experiment - 55 Open... [dl Save - =} Close 3 send Experiment to Instrument L? Download Experiment from Instrument.. 5% Export. - ) PrintReport

ent: 96-Well Comparativ.. Type: Comparative C1 (AACT) Reagenis: TagMan® Reagenis

Experiment Menu & | Expe
| -

Define Targets and Sarrples | Assign Targets and Samples ]

To setup unknowns: Select wells, assign target(s), select "U” (Unknown) as the task for each target assignment, then assign a sample.

Experiment Properties

Plaie Selup

D instructions: J
To setup negative controls: Select wells, assign targe(s), th

Assign target(s) to the selected wells.

Target

Assign

| HPRT1 @
O |ooass mE |

Mixed [I] unknown [1] Negative Control

Assign sample(s) to the selected wells.

Assign Sample
Kidney 4]
O Lung HFEFFAE R
.| Brain

v

Assign sample(s) of selected well(s) to biological group.

Assign Biological Group

[ Select relative quan on settings.

o S

Reference Sample: laaney  PEIER BIHEAR

Endogenous Control: PGK1 BRI NS ERA ¥

Select the dye to use as the passive reference.

en select "N” (Negative Control) as the task for each target assignment.

<| View Plate LayoutT View Well Table }
>

Select Wells With: - Selectitem -+ |

| [0 | show in Wells ¥ | B view Legend ‘

L
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Kidney | Kidney | Kidney

Lung Lung Lung
Brain Brain Brain

wells: [1] 36 Unknown [1]] 12 Negative Control

48 Empty

4. 1F “Select relative quantitation setting”
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5. #EA Run

strument A
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Help
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iment = 5 Open... kd Save - J Close <@ Export. - £ Print Report...

Experiment Menu &«

Platc Setup
] Run Method

B Reaction Sewp

. Malerialks List

Experiment: Untitled

Typa: Standard Curve

@ Review the reaction volume and the thermal profile for the defaull run method. I needed, edit the defaull un method or selecta run method from the

TagMan® Reagents 9

Run Method

«

library.
Craphical View| Tabular View y. t&hgﬂﬁ
Heaction Volume Per Well| 50/ pl [ Expert Mode | SCCUVIeW RIS
| Add Stage ¥ I Add Step ¥ I Delete Selectad I {nothing to Unda)  (nothing 1o Redo) 1| Gollect Data > I|| Open Run Method I B
Holding Stage Holding Stage Cycling Stage
Number of Cycles: 40 =
[ Enable AutoDeita
Starting Cycle: |1
00— 95.0°C $5.0°C
1000 100% oy .
/ N
= / 100%
/Tmm
- _B00°C
woe L7 RN F ] i
*7] Nz
-
B /Anms ’
28—
Tl DA B o P B A R R
BUGRUEfR 5 ] 3 AR
N e Stap 1 Htep 1 step 2
L] |
Legend
" Data Collection On Datay Collection Off & AuloDelta On & AutoDelta OFF ‘

6.

it W sae - , SO AE L Experiment Document Single Files

o it oun e - | . s s

(*.eds) #%

| New Experiment = 5 Open... | bl Save <[ L0 Close 49 Expor.. = £} Print Report...
Experiment Menu « @)
| Setup Run Method

Laperiment Frog... | Q ;e:;‘wmemmonvdmemdwwmﬂnmﬂeformddﬂhmn method. f needed, edit the default run method or select a run method from the
. Plate Sewp Graphical Vlc_-w] Tabular View ]
Run Method z

Reaction Volume Per Well 50| pL [ Expert Mode | Scicoiiicw
Reaction Selup -

| mmvl MWvI mml nothing 1o Lindo)  (nothing 1o Redo) 1| SColect Data ™ I|| wﬁunml B
- Malterials List

— Holding Stage Holding Stage Cycling Stage.
Number of Cycles: 40 2
[ Enable AutoDelta
Starting Cycle: [/
100 95.0°C 95.0°C
/! 1000 1o 0015 ™,
“
75— / %
0% .
., 50.0°C
50.0°C oron
a0 —]
'//' 0200
_~ioow
=
o
Slop 1 ETX Slep 1 Stop 2
i |
Legend
L Data Collection Cn Data Collection Off & AutoDelta On & AutoDelta OF
<«
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7. SEEESRE, ARSI EAAE Analyze #H, AR 4 o S0 5 B

£# Export.. » B PrintReport s

B o
£ | View Plate Laycui] View Well Table }

E&E%E%fﬁ i Select Wells With: E:—Se\ec[llem— b iSe\chlem—r-v.;

Fiot Type: aRnvs Cycle v| Grapn Type:|Log v/ FiotColor [well v
S e - . | [0 show in welis ¥

[i2] New Experiment + 5 Open.. [ Save - [ Close 3 Send Experimentto instrument.. (', Download Experiment from Instrument

Experiment Menu « | Experiment: 96-Well Compar_.  Type: Comparative Ct (AACT)  Reagents: TagMan® Reagents | A

Plot Setings

= |

[] Save current settings as the default v
2P A 4 i 2 8] +[5 6|
Lo :
[Jee [Jec [Jec
| ﬁ}r}ﬁ]ﬁ%%% Amplification Plot A ““PH CrUr Cr:Ur C:Ur
i
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B 1] e el @{He
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2 & 8 & Wz woww ™ oH > F
Cycle
D lc Hr Hc HH
G
Target HPRT1 | Thgatola: [ Auto | "
Show: [¥] Threshold — [¥] Baseline Start Inrew TargetA Baseline End: Well (B Targ

7.0 ey (L EED R S Plot Settings R iR 1 KW WoR Ty
o WHRAEF BIELEIEL, 1 Threshold & Baseline #1772 .

7.2 EANT RIS RS JAT, FIH Plot Settings 337, AJ LALLUAS [A] 75 202 /s Al
X RIE LR

[i] New Experiment - (5 Open.. [dl Save -

Close JI_‘I Send Experiment to Instrument. L}j, Download Experiment from Instrument... &# Export. - £ PrintReport..

Expeniment Menu < | Experiment: 96 Well Compar... Type: Comparative Ct (AACT)  Reagents: TaqMan® Reagents

Plot Seftings HEERA A id | ShowIn Table ¥ ‘
Plot Type:[RQ vs Sample v | Graph Type: |Linear | Orientation: [vertical Bars v % | omr Sample || Target CTMean | ACTMean | ACTSD | Aad
| Kidney HPRT1 2316 2207 o012 |
[ Save current settings as the default 2 Kidney CDKN1B 2299 2037 0028
3 Kidney BCL2 25.866 4913 0.016
B \g = 4 Kidney PGK1 20953
g 5 [0 Lung HPRT1 23.801 27 0034 |
RQ vs Sample 6 [l Lung CDKN1B 219 08 0018 |
T 7 O Lung BCL2 26976 5875 0008 |
8 Lung PGK1 21.101
e 9 O Ban HPRT1 21919 0,646 0.016
10 [O Bran CDKN1B 21.701 0428 0.024
300 n 1 [0 Brmin BCL2 26.444 5471 0.01
L] e Brain PGK1 21273
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7.3 X}F SYBR Green vA5L25;, 7] LALE Melt Curve Fit i+ & 5 14 fift Hh 2k

Met Curve < [View Flate Layout| View wei Tabie |
=== H
(Pt Settings | Select Wells With: - Select ltem - =
Plot Dertvative Repo... « Target Al ~ Colour \Well - | B Showin Welks * | o L | B | (3] | R:l

1 2.3 4 5 B 7 8 8 10 112

AL ML A 30 A3 M

e (0- die 0 i e 0 e e e gie e

o o o G G B BT ST R BT BT 8

2 O3 £ £ ) 0 £ O £ 0 £
E [ [F 0= OF [OF O [0 M= [ 0OF 0=
H WF1 WF1 WF1 WF WFZ  WFl  WFI  WF2  WF1 WFl  WF3 | WF
; Gl D e %Egmm L
e o e o G e e G o
.»l Ll Y AF1 AR AF3 L) el
g " [" " o o e " " "]
1 Ll [aal #F1 1 a3 FFZ FFL FFL FF3 [as] FFY FF3
‘A
-
1] L1 " L1 850 ..' "o "

Termparature (°C) L WED | WEI WE1 WEH WFD  WRZ | WER W2 WRD  WR WD | R
T d [x=] =
[-ﬂ BMC ND NE BF BG HH

weills: [I] 96 Unknown [ 0 Negative Control 0 Empty

Melt Curve

)

Cerbvativs Reperter |

&« Anatysle Summary: Total Wells in PL..96 Welle Set ... 96 Wells Omitted Manua... 0 Wells Flagg...4 Wells Omitted by Analy... 0 Samples Us... 12 Targets Us...2

7.4 fill QC Summary £ 4L, R DLPRIE A Se 46 o2 15 AT SN FLAFAE S H
Do SO = A I DAGRAT — Pl A 00, 2 AURAT A Bl 3 3 1 L
PAUCRHE. PRI B Rl k5 5 n] LAAE Flag Details H7& £

File Edit Instrument Analysis Tools Help

[] New Experiment - (5 Open.. [d Save - [ Close %7 Send Experimentto 52, Download from Instrument | &# Export.. - £} Print Report

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

i Salact Walls With: |- Selecttem - v - Salecttem - |
peC o, [Selectitam - g -Selectiiem - B
Total Wells: 96 | Processed Wel... 48 Manually Omitted Wel... 0 | Targels Used: 4 = - = =
Wells SetU...48 | Flagged Wells. 1 Analysis Omitied Wells: 0 | Samples Use.. 3 ‘ [0 showinwells v | [ view Legend | B2

L f—— T = [ & [« [5 [ [7 [5[s[m[nfe]
Freque.. = Wells [ e e e
GeneExur&ision L B A CrUr Cr: Ut Cr:Ur

0

is offscale 0 e n <
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k3d Multicomponent Plot High Siandard deviation inl repiicate L v o o [b Doy (v (b
o amplification B A ~
CrZ. Cr2 Cr2.
oise higher than olhers in plate

Raw Data Plot
oise spikes
o signal in well Lung Lung Lung Lung

Lung | Lung | Lung | Lung | Lung  Lung Lung | Lung
QC Summary OUTLIER __|Outlier in replicate group o (KRS LU L EI O I L &l [Ma: [ [T [T [T
EXPFAIL Exponential algorithm failed Cr2 Cr2 Cr2.

\z Muitiple Plots View THOLDFAIL [Threshelding algorithm failed Brain | Brain  Brain | Bmin | Brain

i Brain  Brain | Brin Bamin  Bain | Brin | Brain
- |l el - -
D ;
2, > cr2.cr2 crn2.
FEE Flagie 41 1 4 N
Flag: AMPNC—Amplification in negative control E
Flag Detail: A sequence amplified in a negative control -
reaction.
Flag Criteria: C1 < 35.0 F
Flagged Wells: B1 |
View AMPNC Troubleshooting Information
G
dAid ke, HEERLAE -
H

8

T2 G S S, AT LUR) S B i) File>Export Zhg, 5 HY Excel #& 20K 45 5
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Export Data

FXT RE B SE B R 5y B AR AR

(%)

a Select the fype of data to expon, select whether o export one file or separate files, then enter export file properties. (Optional) Click "Customize Export o change: @

the export format and fo select fields i export. Click “Start Export to export your data.

Export Properties T Custornize Export ]

[[] sample Setup [ Results
[] Raw Data ] Multicomponent Data
1. Salect data o axport
[0 Amplification Data Melt Region Temg
2. Select one file or separate files: One File w  Salect ip export all data in one fils or in separats fes for each data hpe.
3. Enter axpor file proparties:
Export File Name:  |96-Well Standard Curve Example_data 9 g W 45 File Type: %] ("xis) |»
Export File Location: DAApplied Biosysieme\StepOne Software v2.2 Faxpariments Eﬂtj{ﬁ:ﬁ.ﬂﬁﬂ | | Browse |
[[] Open file(s) when expart is complete
[] Save current settings as the default | startExport | | cancel
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