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Applied Biosystems™ QuantStudio” 12K Flex SLB}EE PCR ¢

WEREEW B , ZcMStart > All programs > Applied Biosystems >

| Software |

QuantStudio 12K Flex > QuantStudio 12K Flex SoftwareFFigiktt. AT R EGF

1E£F “Experiment” THJ “Create”,
2 QuantStudio™ 12K Flex Software v1.2.2 NG

File Edit Analysis  Tools Help

[&] New Experiment ~ 5 open... [l & L 4 Create Sic B

QuantStudio™ 12K Flex B Hhsyetems

e
OpenAmay® @g P4  Expressionsuite
Sample Tracker Open OpenArray® Software
Software

Nﬂ E Cie
ﬂ Instrument ¥ Q 06/384/Array ke TagMan
Create Genotyper
Console Cards
Software

N - -

9 € :
= ReadiA; — Create From o= DigitalSuite
np Template Software

2. #HAN “Setup” THY “Experiment Properties” #H.

Fle Edit Instrument Analysis Tools Help
[&] Mew Experiment .‘ 5 open.. [l Save - glnse| L_‘r Import... - S Create Slide... & Print Report...

E] Experiment: 2014-04-29 102946 Type: Comparative Ct (AACT) Reagents: TagMan® Reagents
> How do you want to identify this experiment?
g—\ Setup * Experiment Name: |2014-04-29 102946 Comments:
Barcode:
nt
Properties User Name: .

Define

‘Which block are you using to run the experiment?

[ 384-Well ] [ Array Card ] ‘ e 96-Well (0.2mL) | [ Fast 96-Well (D.1mL) ]

[ standard Curve ] [ Relative Standard Curve ] ‘ ' Comparative CT (AACT) | [ Melt Curve ]

@

g [ High Resolution Melt ] [ Genotyping ] [ Presence/Absence ]
il

m | TagMan® Reagents | [ SYBR® Green Reagents ] [ Other ]

I
4 "E_ What properties do you want for the instrument run?
Export
N 1 Standard 1 Fast \

2.1 AR ZFR (Experiment Name).

Applied Biosystems™ QuantStudio™ 12K Flex S£A7ZZ PCR X
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File Edit Instrument Analysis Tools Help

5 open... [d Save ~ £ Close L{'L Import... ~ &% Create Slide... £ Print Report...

New Experiment -

B Experiment: 2014-04-29 102946 Type: Comparative Ct (AACT)
o -1' S How do you want to identify this experiment?
\\ S * Experiment Name: | 2014-04-29 102946 Comments:
: Barcode:
Bperment
User MName:

Properties

-

1%EFEBlockZE!,

Which block are you using to run the experiment?

( 334-Well J Array Card ] [# 96-Well (0.2mL) ] ( Fast 96-Well (0.1mL)

EIFEX EE LW AR, “Comparative Cr”

What type of experiment do you want to set up?

[ Standard Curve ] [ Relative Standard Curve ] | s Comparative Ct (AACT) | [ Melt Curve

[ High Resolution Melt ] [ Genotyping ] [ Presence/ Absence ]

KT ML, Tagman #HREHEEF “Tagman Reagents”, SYBR %%k 1%F
“SYBR Green Reagents”,

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

v TagMan® Reagents | L SYBR® Green Reagents J | Other J

EFZITRN . HiRi5fi%EFE “Standard”, RIRIXFIERE “Fast”

What properties do you want for the instrument run?

v Standard Fast

T “Setup” THY “Define” Fl, wEEERZMR (Target) & &R
(Sample).

File Edit Instrument Analysis Tools Help
[E] Mew Experiment -‘ 5 open.. [l Save - glnse| [, tmport... ~ 4® Create Side... & Print Report...

-
u'\ Setup

Experiment: 96-Well Fast Comparative ... Type: Comparative Ct (AACT) Reagents: TagMan® Reagents

Target Name Reporter Quencher Color Sample Name Color
Experiment
Properties GH1 FAM - [nFQ-MGB vh + || [Bram i -

LP1NL FAM ~ [NFQ-MGB v_ + || [Heart _ -
Assign TGFBL FAM ~ [nFQ-mae vh « | |uver | -

L1PC FAM - [nFQ-MGB vl - |Lung _ -
Run Method

ACTB FAM  |NFQ-MGB VF -

CCKAR FAM * [NFQ-MGB vl -

£ “Targets” Tmd “New”, SRMFMERE. £ “Target Name” HiREBEEEZ
R, “Reporter” 1 “Quencher” HIEIFMIFICHRABERANRZFRERA. XF
“Quencher” BYiX#E, 20 EMGBIREr, FHIXENFQ-MGB; 1R ETAMRALR
£, FEFETAMRA; MRBHMARNAIER SR RER, NiEENone,
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Targets

Mew  Sawetolibrary  Import from Library
Target Name Reporter Quencher Colar
GH1 Fam * |MFQ)-MGB v_ -
LPIN1 FAM = |NFQ-MGB vh -
TGFE1 FAM = |NFQ-MGE v_ -

3.2 7 “Samples” Tmi “New”, FM#FMNHH M. £ “Sample Name” HémiEHE M
2

Samples

My Save to Library Irnport from Libreary Delete

Sample Name

Brain

Heart

Liver

Lung

3.3 £ “Analysis Settings” TiE#¥F &1EH “Reference Sample” (xfBE# &) #0
“Endogenous Control” (RE&ERA),

Analysis Settings

Reference Sample: Brain -
Endogenous Control (LP1MN1 v:

4. i£FFE “Setup” THY “Assign” FEMEFMMN. MHBFRESHE RLUEZFERN
fl, REAREMHMERRER, ERE “Task” EHFIEEZR NFLEIZER (U
RRARAER, NKRAMITER).,
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File Edit Instrument Analysis Tools Help
[E] New Expenmentv‘ & open... o Save - B gosa‘ LE Import... - 4% Create Side... & Print Report...

@ Experiment: 96-Well Fast Comparative ... Type: Comparative Ct (AACT) Reagents: TagMan® Reagents 3

o Well Table
N Setup

Experiment
Properties

2 [ s [ 4 [ s [ & [ 7 [ & [ o [ w | u [ 1
[ uec upc!
. y : " - .
[ uec L
. [ 11ec upc!
N [l uech | [ uect
Liver Liver Liver Liver Liver Liver
£ Muech | Muee [Jesed
—
Biological Groups ———— (&) g _Lver Liver a Liver Liver 0 Liver O Liver
[ [0 M m U
AT — ey il i i iy i
Liver Liver Liver Liver Liver Liver
“ Dol @ e (s
——
Liver Liver Liver Liver Liver Liver
i . s I s e

%% “Setup” T “Run Method” EME, #RiBEITERME.
> g Run Method
"W ] Reaction Volume per Well: 50 | UL ilpr— ﬁk&mﬁt /E{

E3

. Setup

Graphical View
Experiment
Properties

Add Stage W Add Step W Delete Selected Undo Redo Collect Data W Open Run Method Save Run Method
Define
P Hold Stage PCR Stage

Number of Cycles: 40 =
TTened Enable AutoDela
| Starting Cycle: |1

100 *C_|
95.0 °C 95.0 °C

I b -. N

75°C_| / 1.71 °C/s

/ N
*\,60.0 °C

.05 °C/s 3] ’ﬁ(!iﬁﬁﬂﬁ&ﬁﬂ‘llﬂ — oz

/ Ef

= HSERIEFSRE

0*C| — — —
Step1 Stept Step2

«

Legend
Data Collection On ~ = Data Collection Off A AutoDefta On A AutoDefta OFf

% “Run” THY “Amplification Plot” R, mdF “Save As” REXH, REs
& “Start Run” HFIHEIE1T.
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I viiA™ 7 Software v1.2.2
File Edit Instrument Analysis Tools Help
(] New Experiment = 5 Openll. [ Save -

I y 1% ﬁj{f Create Side... £} Print Report...

B Experiment: 2014-04-29 102946 Type: Standard Curve

0

Run Status

Run Status: Not Started

P PLrabiy =

Temperature Plot

Amplification Plot

Run Method

Notification
Settings

Yiew Run Data

LWBITERRE, #HAN “Analysis” R, SALAKN “Analyze” R HETE
HEFYWER,

Fle Edit Instument Analyss Tools Hep

] New Experiment « | 5 open... [ Save £ Close | B} Import... - &B Create Side... &) Print Report...

m Experiment: 96-Well Fast Comp... Type: Comparative Cr (AACT) Reagents: TagMan® Reagents #nslyze | Analysis Settings
SR 9 2R B 5K

‘, Ampliification Plot L
i Plot Settings
Plot Type: ARn vs Cycle «| Graph Type: log | Plot Color: well - 4 E 5] (_-‘

Save current settings as the defauk S 10 1

S EEEEEEEEEEE
Amplification Plot
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Options |

10

4
g

=
0.171002
gt [
QC Summary ,ﬁé%ﬁi}ﬁfﬁ%

Multiple Plots View

o

o

14

Gene Expression ,‘— ﬁﬁ%ﬁt{ﬁ{ @

QC Plot

m

Bl

Target: [All | Threshold: [ | Auto Auto Baseine & Uver Uver Lver Liver Liver Uiver

= HHNCEe O %] o o o %] %]
Show: [¥| Threshold — || Baseline Start: Wel M Target 4 Baseline End: Wel W Target
. 2 ¢ ’ wels: [ 60 [ 36 0 Empty ‘

WERLMFEZL: WEHESNER “Auto” ThHEEHINE ERELMFEL . EEHE
e Hik. RREEESENERE, EshowFH “Threshold” & “Baseline” %%
16, #EhkE S HIAN R TEEMEESZ.
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[v] Auto Baseline
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Cycle

Legend
s me mcmo me mr mc mH

2= Auto

Options K
Target: |[ACTB v | Threshold: []Auto |0.171002 I hAuto Baseline

Show: [¥] Threshold — [¥] Baseline Start: Well M Target & Baseline End: Wel (W Target.

m

< | . | »

7.2 =i “Gene Expression” &EEEEFRIAFIRE.
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Gene Expression View Biological Groups
Plot Settings >
Plot Type:|RQ us Sample = | Graph Type: inear v |Orientation: [vertical Bars =
# | Omit Sample Target CT Mean  ACT Mean ACT SE AACT
[C] Save current settings as the default 1 B Heart GHL 32.802 7.008 0.162 -1.05
, N — 2 Brain GHL 33.02 8.066 0.206
A L a iy 2 © 3 Heart LP1NL 25.884
4 Brain LPINL 24.955
RQ vs Sample 5 M Heart TGFB1 26.814 0.93 0.047 -0.90
a5 6 Brain TGFBL 26.793 1.838 0.113
: 7 [  Heat LiPC 32.015 613 0.061 -0.55
Aralysis 80 8 Brain L1PC 31.637 6.682 0.147
a5 - 9 [  Heat ACTB. 21.898 -3.986 0.108 1.35
Amplification Plot 10 Brain ACTB 19.613 -5.342 0.083
80 II 11 [l Heart CCKAR 37.599
75 12 Brain CCKAR 32.836
Multicomponent 13 [ Lung GH1 33752 7.429 0.351 -0.63
Plot e 14 [ Lwer GHL 36.761
Raw Data Plot 85 i: t::? b‘:mi e
o0 17 [] lung ToFAL 2512 -1.203 0.033 204
QC Summary 55 ;|| 18 & Liver TGFB1 27.198
5o Hl e O g L1PC 34.204 7.881 0.177 1.19
: i g 20 [ Liver L1PC 24.431
Multiple Plots View 45 21 [ Lung ACTB 20.044 6.279 0.031 0.3
40 22 [ Liver ACTB 20.308
23 0] Lung CCKAR 38.765
28 24 [ Lwer CCKAR
30
QCPlot
25
20 zluiz 1877 1815
= S REC
15 1.486
10 1 1 1 1 II
- = II m
wll B 1
oo .* = s
& ] E
Sample
e
W acTs M GH1 Liec [l TorBL
« i ’

7.3  XIFSYBR Greensk3y, 7£ “Melt Curve Plot” FRE T EEFKHREZ.

Melt Curve Plot
Plot Settings >

Plot |Derivative Report... v | Target |All | Color |sample -

D Save current settings as the default

Melt Curve Plot

Derivative Reporter (—Rn

65.0 70.0 750 en.0 85.0 .o 85.0

Temperature (*C)

Legend

. Sample 1

74  &F “QC Summary” %R: RNILEEREERN, SHMEE=A, HF1 K
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RE—MIER, 2 RREBWIFER, K. FHEIRBRFTREALE “Flag
Details” #H&EE.

Fle €de Instument Analyss Took Heb
2] New Experiment - | @F Open... kdl Save - E§ Close | B import... + 4B Create Side... &) Print Report...

96-Well Fast ( v (AACT)

wells
|a12, B12, C12 -

Freque...

quh reltive nose
High standard deviation in repkcate g.... A1l 11, Ci1 E...

|No ampification o
Howse higher than others n pate 0
Noise spkes

o signai in wel
\G__|Outher in replcate group
Exponental al nlll.hm faded
gaceme sgomhm

The --nprxr-m faied F3 A1 A3, ATL, Al

olding
Je sorsnm =
Flag: AMPNC—AMpification in negative control
Hultiple Plots View Flag Detall: A sequence ampified in a negative control
reaction.

Flag Criteria: C1 < 35.0 J BEMBRTE
Flagged Wells: A12, 812, C12 /

Qc Plot T I

K

Fulticomponent
Plot

Raw Data Plot

5

Gene Expression

8

&

%

H
.@@ﬂ

Total Wels: 96 | Processed Wels: 96 Manualy Omitted VWels: 0 | Targets Used: 6
Wels Set Up: 96 | Flagged Wels: 32 Analyss Omated Wels: 0 | Samples Used: 4

wets: [[] s0 [ 36

8. HIESH: £ “Export” FE FNSHEZNVEIE.

Auto Export Format : QuantStudio12KkFlex - Export Data To: @ One Fie ©) Separate Fies [¥] Open file(s) when export is complete

Export Fie Location: | D:\Applied Biosystems\QS 12K\experiments

R LE

Export Fie Name: :andard Curve Example_QuantStudio_export Fie Type: |F] (=txt) =

Select Content
1 All Fields = Well Well Position Omit Sample Name Target Name Task Reporter Qu
AR 1A1 il 5K RiiaseP UNKNOWN FAM NFC -
@) wel 282 ] 5K RMaseP UNKHOWN FAM NFC
3A3 @] K RifaseP UNKHOWN FAM NFC
[¥] well Posttion 4 A4 1 SK RMNaseP UNKNOWN FAM NFC
545 : 5K RitaseP UNKNOWN FAM NFC
¥l Ok 6A6 5K RhaseP UNKNOWN FAM
i 747 8 5K RiiaseP UNKNOWN FAM NFC
&1 sample Name 8A8 ] 5K RilaseP UNKNOWN FAM NEC
@ Target Name 949 | K RitaseP UNKHOWN FAM NFC
10A10 | 5K RNasepP UNKNOWN FAM NFC
) Task 11A11 B K RifaseP UNKNOWN FAM NFC
) 12A12 | 5K RiNaseP UNKNOWN FAM NFC
[¥] Reporter 1381 Fl 5K RMNaseP UNKNOWN FAM NFC
= 1482 | 5K RifaseP UNKNOWN FAM NEC
8 Quencher 1583 A 5K RifaseP UNKHOWN FAM NFC
@er 1684 | 5K RitaseP UNKNOWN FAM NFC
1785 A 5K RiNaseP UNKNOWN FAM NFC
7] Ct Mean 1886 B 5K RiaseP UNKNOWN FAM NFC
1987 A 5K RiiaseP UNKHOWN FAM NFC
Miceso 2088 5K RhaseP UNKNOWN FAM NFC
2189 A 5K RiNaseP UNKNOWN FAM NFC
B Quantty 22810 5 5K RifaseP UNKHOWN FAM NFC
] Quantty Mean 23811 F 5K RifaseP UNKNOWN FAM NEC
24812 5K RiaseP UNKNOWN FAM NFC
7] Quantty SD 25¢1 | 5K RifaseP UNKNOWN FAM NRC
) .2 ] K RiaseP UNKNOWN FAM NFC
] Automatic Ct Threshoid 7a B 5K RhiaseP UNKNOWN FAM NFC
. 28¢4 5K RiiaseP UNKNOWN FAM NFC
W cxihvestiold 2905 ] £ RiiaseP UNKNOWN FAM NFC
] Automatic Baseine 306 § 5K RiaseP UNKNOWN FAM NFC
My . LS DMN3cal 1 IMWMOWARE £am NES
31 Bnrnbnn Coack ~ | " i3

74 Start Export Save Export Set As | Load Export Set elete Export Set
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