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1. XL B s , mi M\ Start >All Programs > Applied Biosystems > 7500

[re -

Software >7500 V2.0 JF i #cfF. HEA 5 941 7 % Advanced Setupl .
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: |Unmled

Barcode (Optional): |

User Name (Optional): |

Comments (Optional):

L1>

2.2 HX s

Which instrument are you using to run the experiment?

[ ~ 7500 (96 Walls) ] [ 7500 Fast (95 Wells) ]

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

2.3 RSz 2RAI, 6P Quantitation-Standard Curve

What type of experiment do you want to set up?

[ ~/ Quantitation - Standard Curve } [ Quantitation - Relative Standard Curve ] [ Quantitation - Comparative C1 (AACT) }

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

Use standards to determine the absolute 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 ] [ Other

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

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. ik Setup T Plate Setup Fiifi, 2w (Target) MAEA (Sample) :
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File Edit Instrument Analysis Tools Help

. BY) Download from £ Bxport. - ) PrintReport..

[i] MewExperiment - 5 open.. [ Save - 5 Close (i Send to

Experiment Menu « | Experiment: Untitled 1 Type: Standard Curve Reagents: TagMan® Reagents START RUN > @

Define Targets and Samples I Assign Targets and Sarnples ]
3.1 I 32 I

L N —u Instructions:  Define the targets to quantify and the samples to test in the reaction plate.
Experiment Properiies
Define Targets Define Samples

Plate Setup
| Add New Target ] Add Saved Target | Save Target | Delete Target ‘ | | Add New Sample | Add Saved Sample | ‘
Target Name Reporter Quencher cotor | | | | sample Name Golor
[Target 1 | EFAM v?NFQ—MGB v! vi [sample 1 | v
|

E: Analysis

Define Biological Replicate Groups

B 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 i i 45 i i B o 60 L2 Tareet ey o

(WA, JffETarget NameH 4u4E 3L K 44 5K, ReporterfQuencher L £ bx
9L A K e KL . %F T Quencher ik #¢, 1 J2MGBHER, i3
FENFQ-MGB; WA ETAMRARED , IHEFETAMRA; a2 A E 1R

PR IER (WBHQ) , ik None,

Define Targets and Sarmples T Assign Targets and Sarrples ]

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

|l Add New Sample l.ﬂddsavedsample |

|| Add New Target lmdsavedTarget | Bave Target | Delete Target ‘

Target Name Reporter Quencher Color Sample Name Color
|caPDH |iFAM » |NFQ-MGB v[ - [sample 1 |[ -
NFQ-MGB
None
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0 LA AR LR 2 w0 E I JE R 31T R A7 (Save Target) sl il 5

(Delete Target). %'JFH'A"“NEWSM'E|‘2?§7JD%‘J?EI‘J7I‘¥2|K, H-Gm i e S AR

3.2 . Assion Targets and Samples |y i e B AR O FEAT o P LB B3
S O LSRR S AL AR5 2 DM (9 R LR KRR AR, RIS E Task B350

TR % SN FLINRAY (S AR ARHE Mt i, U ARERARFFEAR, N AR
RPIVERTH ) o

Experiment Menu « | Experiment. Untitled 1 Type: Standard Curve Reagents. TagMan® Reagents START RUN | @
Define Targets and Samples [ Assign Targets and Samples
To set up standards: X
I instructions: o sl up unknoare
Ta sy
Assign target(s) to the selected wells. 4 I
Rl = = | St Wisdes Wil |- Salrt Bom - % Setoc o - s
=] lmnn | @@H | |E3m|n|msv| Eﬁmmqma| [] Enabia VenFiex™ Block |$§'|§5|E‘£I
Ay i B[ R a 4 5 3 7 [ e [ 3 10 | a2
I ieea [T unkneown [ Standars [Z] Negative Cor
| M4, efine and setUp standarss
Assign sample{s) to the selected wells.
Assign  sample
[# Sample 1
- o
A R
Assign sample(s) of selected well{s) to biologica) E |
Azgign Blalogical Group el
|
o
H
|
ROX v |
- S | e 1 3 unsnown [ 0 standara [Z] 0 Megative Control B3 Empty

3.3 BEbrElhZ: AU BUbR L B R AR S AL RGO T, B
BRI E =L MR 222 MIFIHE D, fETask B IH L £ES, R)a
fEQuantity H 4 AFE DI, F2 AT R, 50 pobn itk il 2 H AR i) B
BOCEBES MR o

Assign target(s) to the selected wells.

Assign Target Task Cluantity

| Target 1 #| EI | | 9

7F Setup R Run Method St A7, ¥55E S V4414
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-| New Experiment + .Z Open... i Save - i Close 48 Export..~ &) Print Report..
Experiment Menu | Experiment: Untitled Type: Standard Curve  Reagents: TagMan® Reagents t_),,'

B Review the reaction volume and the Wermal profile for the defaull run melhod. I needed, edit the defall run method or select a run method from the
library.

|Graphical View| Tabular View . 4 B B 4R

Reaction Volurme Per Well 50 pl O Expen Mode

| Add Stage v | Add Step + | Delete Seteced | ; Collect Data * ||| Open Run Method | EI
Halkding Stage Hokding Stage: ___ Cyciing Stage
Number of Cycles: 40 2
[1 Enable AutoDelta
Starting Cycle:
o 950°C 95.0°C
T 100% (30 "
™ — _" “‘N‘*
100%
iy ~, B00°C
. 0 P B ] i —m
80 = - —
7 0z00
P ’
AT B g O R SRR,
AR £ 5 1 A A 8
° Step 1 ETH Stea 1 Step 2
< >

Legend
L Data Colection On Data Collection Off & AutoDefta On & AutoDefta Off ‘

<«

5. i S SRk 47 B Experiment Document Single Files (*.eds) #%X,

shir e I +:41, %% B AT

6. SIS, st LA Analyze 1281, BATH WoRSEE 45

File Edit Instument Analysis Tools Help
Id save - B close 3 sendE o ¢, Download & tfrom 4@ Export - ) PrintReport Sl

[&] MNew Experiment - (25 Open

Experiment Menu « | Experiment: 96 Well Standar... Type: Standard Curve Reagents: TagMan® Reagents | Aualy: 4 “""’“5"“"9‘

<| View Plate Layout | ViewWell Table |4 raststone Capture -
Plot Settings EHEABETAA P SelectWells With: |- Selectitem - w1 B i1 41 |
Plot Type:[aRn vs Cycte | Graph Typez|Log | Plot Colorwell g 2 l ]
- &
[ Save current settings as the default  |-128" & E
B P & im & = 1 2 3 4 5 [ 7 8 9 10 112
Amplification Plot B s B/
gu EL E1 .L]Eii, .LE! EL ELBL}&% e
100 01 i
A ) )
Standard Curve = : Al Ao : : CrUrcr C'ri cr1 Cr crz Crt: cr2 cra. or.. 001 i
Multicomponent Plot E:'iu Ec_ (SEASEA SRS Sk S P Eal_ EL 1 e
/ 5 1E6 1E5 1E4 1E3 100 10 (S5

e B R 001

[SEAs s s e ELELELELEL B4 N
cl1E8 1EF 1E6 1E6 1E4 13 s By
CE Crl Gnls Ghu CRIE ER2 ‘(:‘rfl 61'2 ‘(a‘ra ont UJ‘H

" & 1 / y
fi] Muttiple Plots View b | | 3 EH= e He B B B @0 He B EL 1 s
A 3 ‘||ofie8 1E7 1E6 186 1E4 1E3 100 10 1 IS [l
Crircr I BrLCr LBl Gt pr oo G'ra lm1

H=H- He B B B« @ He B B o 3
(18 1E7 1E6 1EB 1E4 1E3 100 100 1 01 E Aaﬂ
CrUrCr.. Crntl.Cr1.Cri. Cr2. Cr2 Cr2. Crd. ora. mn e

[E]

m

0.000001

OeQeOe e e @eQegeBeBe 0 g
g« Hy

I EEEEEEEEE EE EEEEE ) [1EB. 1EF 1E6 1E5 1E4 1EA. 100 100 1
Cycle Crl Crs B Ol Bl G2, Cu2: en2: Cng: G‘ra llm

-

A 6 Mc WD He HrFr Hc HH

o

“Options | AF LB FRIAZA.

rat s | ool am [ e -0 B0 T g;
ICrlr CrL. Crl: Crl Cr i Cr2. Cr2. en2. _craera ity

Show. [¥] Threshold — [] Baseline Start: Well B Target 4~ Baseline End: Well (B Targ -

£ | 2l wells: [ 0 Unknown [ 88 Standard [1]] 8 Negative Control 0 Empty

Analysis Summary: Total Wells in Plate: 96 Wells Set Up: 96 Wells Omitted Manually: 0 Wells Flagged: 8 Wells Omitled by Analysis:0  Samples Used: 0 Targets Used: 1

5
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6.1 fEYEF (UL EED , mlE B o Plot Settings >k e84 #4 B 1) o
T WA G B(ELEEEL, 15 Threshold & Baseline 17,
6.2 ErAbRAERNLZEIT, NIEL T Plot Settings kAR bRHE #h £k (1 oy 2K
E6R S R . RO ACIARUE M2 (500 A5 [0 i £ (et P
HEE0.99L) |

>

(" Plol Settings | Select Wellis With: - Selectilem -
Targat Al Ll Fiot Color DafauR v

[0 snow inwens v | [FL] view Legena ol s =z
: Y 1 I TR TR N TR N TN TN | e | W 3
B %‘.E? E; % % E.' % Ea |1;|‘ |3. AT
SEEFdArd ATV * [olr O B, B, G Gt b Bl o e oot Om:
H-=E:-E:- 3 3 3-8 3 Ei' 53' o LI
- o|1EE 1E7 1E6 TES TE4 1ES W0 10 =l

h CrUr Cr.. Cx 1, Cnd, Cri. CT2, wz.cre.om wa.w

o A A = A = L = = s e

QCSumm::ry ek 1EE 1E7 1EG 1ES 1E4  1ER 100

o 10 Gra..
e CTUr CT.... CT:1, CT... CT1. CT2, wz.cre_om wa.w
ot - -
h it EXCHE Mo 250 ; [SECY SIS EW S B S P SR QLE'-.L.L o
‘Ilp|1E8 1E7 1E6 1E5 1E4 1E3 100 10 1 Cl=l
225 CT:Ur CT:.. CT1.Cri.Crl. Cr. Cr2. Cr2. GrLCra 001
200
BHa 1 W
; o
s & CERRlS £
¢ ora oo e
150 o
o HeHr-H Hi- Hx Hr .LELEL.L i E'~
FI1E8 1E7 1E6 1E5 1E4 1E3 100 (SEH
100 Crli O Cro Grli Gl Cre. orz. crz crLcra 001 e
eE ISECYSEM SEMSEMS s Fls FAl) O
- L] o |1E8 | 1E7 E5 1E4 1E3 100 10 1 01 ]
CrUr Cr.. €ri. Cri. Cri. Crz €rz Cr2. Cr3. Cra. | E
wom oo 0102 7 23 0@ W0 w0 00 (0N oo 1m0 :
Quantity .
ISl s Es EM s B IS RS B s LELILIL b T
= yI1E8 1E7 1E6 1E5 1E4 1E3 100 RS B
Target: 18S Slope: 3J24YJMEP31176F0992E"% 95.894 S G Gt B el bt Bag) crz cra cra 001 cra.
|i5ﬂnaard W uninown [ Unknown (F\agned;hl g
Wells: [ 0 Unknown [E] 88 Standard [1] & Negative Control 0 Emply
Analysis Summary:  Total Wells inPlate:96 ~ Wells SetUp:96  Wells Omitted Manually:0  Wells Flagged:8  Wells Omitted by Analysis:0  Samples Used:0  Targets Used: 1

< |View Plate LayoutT View Well Table ]
>
Plot Settings Select Wells With:
T
Plot ‘Denvallve Repo... V| Target ‘AH V| Colour ‘WeH V‘ | Show in Wells * ?@
1 | 2 I
e b =
A
Standard Curve Melt Curve
80
Melt Curve 5
7.0
. Multicomponent ...
a0 o
Raw Data Plot -
[id
T ow B
£
2 D
o3
5 © 4n
Multiple Plots View = —
?
= a0 E
a8
20
E
10 —
G
oo
750 7o 780 810 830 85.0 870 8e.0 2910 93.0 850 —
Tm: 60
Temperature (*C)
tegeng H
A B EC HD HE HF HG HH
Wells: [ 10 Unknown [ 0 Standard [2] 0 Negative Control 86 Empty
« Analysis Summary: Total Wells in PL..96 Wells Set ... 10 Wells Omitted Manua...0 Wells Flagg...2 Wells Omitted by Analy...0 Samples Us...5 Targets Us...1
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6.4 frfx QC Summary g5 4%, w] DAPRIHE A B S0 R 5 A ) N LA AE 7
o O =AM AT LR P R o, 2 ARRA IR O
DLULSRHE. VEAIME B Ak vk J7 20T LAAE Flag Details &% o

File Edit Instrument Analysis Tools Help

2] New Experiment » 5 Open.. [d Save - i Close | ¥ Send to 2, Downtoad from &9 Export. + £ Print Report

Type: Standard Curve Reagents: TagMan® Reagenis

d Select Wells With: |- Select tem - v

Wewl_egenu| ‘II@]]

riay sunmnary |
Total Wells: 96 | Processed Wel.. 96 Manually Omitted Wel... 0 | Targets Used: 1
Wells SetU...96 | FlaggedWells: 8 Analysis Omitted Wells: 0 | Samples Use...0

e Flag Details 1 2 3 4 5 6 7 e | ¢ [ 10 L1 ] 1z |
Ampllﬁmtlunl'—'lot

s s s stds EL-LEL_LEL Qe

| [@7] snowin weiis ¥

Flag: Name Freque.. | Wells A|1EB 1E7 1E6 1ES 1E4 1E3 100 10 1 bl
Standard Curve in negative control o Grli Goyl 6ot Gl Grol G2l Gh2l 6n2) Codl Gro %
Bad passive reference signal
Fluorescence is offscale
Multicomponent Plot Tiiah Standard deviaton i repheate. 11,511, C11,0.. E" |.E," {EEB" [E,)" E;‘ [E;’ %" [E" {E" E" W
o amplification B CT: 3.
oise higher than alhers in piate c":u' CE En SR B3 BR (Erd CRat BT SR
Raw Data Plot L
oise spikes
o signal in well sisEs s s s s Es RS LS L W
QC Summary Outler in replicaie group c|1E8 1E7 1E6 1ES 1E4 1E3 100 10 1 01 e
algorithm failed CrTUr Cr.. Ch1 Cr.. Ch1/ CT2. Cn2. Cr2. Cra. crs.[ol
Baseline algorithm failed 0 E
@4 Muliple Plots View [THOLDFAIL [Thresholding algorithm failed o | ST LS ols s IS st ds s s [s |
CTFAIL___[Ct aigorithm failed 0 Ulo|tea fer fes s des fea 00 0 1 | od N
Cr:3.
Culi cnl Gutl cutl Gutl ol Grzl ozl Caal eralfos
HHMGFAER
S| B.i-.i.E! sEsE .1- sEsEs B N
3 £ |1EB. 1E5 1E4 1E3 {0k o1 |[E 5
Flag: HIGHSD—High standard deviation in replicate Crur Cr,* (:r:t, et e cr,z cr2 cra craloor |SR3
group ~
Flag Detail: The Cr standard deviation for the replicate [;im sElsEds s s Eils ilis s g N

|EI 1E6 |1E5 1E4 1E3 100 10 1 o1 |EH%
o y cr,u: Ern Grs ER 1 Cutl Gn2l Gh2 En2l Cna crallan
Flag Criteria: Cr standard deviation > 0.5 2

Flagged Wells: A11, B11, C11, D11, E11, F11, G11, H11 ST s s s s Fs s T T T AN e
View HIGHSD Troubleshooting Infc 1E8. 1E7 1E6 1E5 1E4 1EZ 100 10 1 01 L i
CrlUr Cr.. Cr1. Cr1l. Cr1l. CrnZ! Cn2 Cr2. cra.! cral|0ol

[Em dsidsids i hs s siisi] [EL LI
|Ef 1E6 1ES 1E4 1E3 100 10 1 [Ei_ i
CT:UI Cr.. Crn1.Cr1.Cr1. Cr2. Cri2. Cr2. C1:3.. CT:Q_ 0.01

-

group exceeds the flag setting.

[

ARRRE, TEERRAR.

T

wells: [{] 0 unknown [5] 88 Standara [I] & Negative Control 0 Empty

Analysis Summary:  Total Wellsin Plate 96~ Wells SetUp:86  Wells Omitted Manually:0  Wells Flagged:8  Wells Omitied by Analysis:0  Samples Used:0  Targets Used: 1

T G s R, a] LUR) S8 rb i File>ExportThfig, 5 HIExceltg 245
(ZEED o« BRI g5 50, ol e A s bR 8, ¢ Save As,

HIPEGHS I e CHIED

exportone fie or thens < o changs ig
the export format and 1o sejact fisids 0 export Click “Start Export in export your data L7

Export Properties | Custormize Export

[ Sample Setup [ Resuts

[] RawDats [C] Multicomponent Data
1. Select data o export
[ Ampiification Data

2. Select one fie or separale fles: [One File -
3. Enter export e propaties =

]
Export File Name: | 96-Well Standard Curve Example data W BT fF 2 File Type: ) (*xis) 0.001 N

Export Fie Locaton FHIAFROE (e
L
0.0001 | zoom In
[] Open fie(s) whan export is completa
Zoom Out
0.00001 I : " L ‘ Save As... |
i : Print... Sa

0.000001

4 8 & 0 12 1 18 18 M 2 4 M M W P M M MW 4

[ Save cusrent seftings as he default Start Export | | Cameel |
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o ezl % : 8008208982/4008208982
FiR L HFIRA: cntechsupport@lifetech.com
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