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Assay sbul 9 iy e -1 --V

(10 s 9ua5) .39 ;L Design your experiment gaxiwo U S SIS New Experiment g9, o 1wl

H StepOne™ Software v23 = O X

File Edit Instrument Analysis Tools Help

DNewExpenmem 5 open. H B 3 send Experimentto Instrument.. 57, Download Experiment from Instrument.. | ) B

Analyze

QuickStart Analyze Experiment

=Q

Create Study

Save current display as the default

4 Home

StepOne/StepOne Plus ol&iws J1isl o pi (s plS (s4mio — 1 ) _p g
2SS ) Do 4 1) Oleubiis (15 s gua5) Experiment Properties (sasins )5 Guaw

Which instrument are you Using cuemsd )5 .3wle 3)l9 1) 395 j2ulojT b Experiment Name cuomd )5
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File Edit Instrument Analysis Tools Help

[E] New Experiment + 5 Open.. [d Save - CJ gluse| 37 send Experimentto Instrument... 57, Download Experiment from Instrument ‘ 4B Export.. ~ Print Report

Man® Reagenis

Experiment Properties

. . . " ~
Experiment Properties u Enter an experiment name, selectthe instrument type, selectthe type of experiment to set up, then select materials and methods for the PCR reactions and instrument run.

How do you want to identify this experiment?

* Experiment Name:

Plate Setup

b Run Method

Barcode (Optional):
Y Reaction Sety
! P User Mame (Optional)

. i Comments (Optional) ‘ ,.|

Which instrument are you using to run the experiment?

Setup, run, and analyze an experiment using a 4-color, 98-well system.

What type of experiment do you want to set up?

[ Quantitation - Standard Curve ] [ Quantitation - Relative Standard Curve ] [ + Quantitation - Comparative Ct (AACT) ]

[ Melt Curve ] [ Genatyping ] [ Presence/Absence ]

Use a reference sample and an endogenous control to determine the relative quantity of target nucleic acid sequence in samples

A Home Untitled 1 x| [ia] Ex 18.eds %

StepOne/StepOne Plus olKiws J1idl o i Experiment Properties sixio - | 5 uguai

TagMan s ;5 Which reagents do you want to use to detect the target sequence caomd ,>

(VY jsuas) .3uS ol 1) Reagents

I, standard 4 ;8 Which ramp speed do you want to include in the instrument run s >

B StepOne™ Software v2.3

File Edit Instument Analysis Tools Help

[2] New Experiment ~ (55 Open_ o Save + £ Close ‘ ‘TJ_“ Send Experiment to Instrument L?‘] Download Experiment from Instrument. | £ Export.. - Print Report

Experiment Menu « | Experiment: ex Type: Comj e C1 (AACT) Reagents: TagMan® Reagenis

Experiment Properties
~

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

Plate Setup
i ?
Run Method What type of experiment do you want to set up?
{ Quantitation - Standard Curve ] [ Quantitation - Relative Standard Curve } { < Quantitation - Comparative Ct (AACT) }
Reaction Setup -

{ Melt Curve ] [ Genatyping } [ Presence/Absence }
- Materials List

Use a reference sample and an endogenous control to determine the relative quantity oftarget nucleic acid sequence in samples

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

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

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

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

A& Home | [ Untiled 1 % | (& Ex 19.eds X

Disconnected

StepOne/StepOne Plus »(Kuws sl o i Experiment Properties saxio (stols/- |V yguai
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Plate Setup Cuomd ,>
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Swled Gy 25 1) 395 sladiges pb Define Samples cowd )3 5

B StepOne™ Software v2.3 - [m] x

File Edit Instument Analysis Tools Help

[E2] New Experiment ~ (55 Open_. o Save + £ Close ‘ ‘TJ_“ Send Experiment to Instrument L?‘] Download Experiment from Instrument. | £ Export.. - Print Report

Experiment Menu « | Experiment: ex Type: Comparative Ct (AACT) Reagents: TagMan® Reagenis @J

Define Targets and Sarnples Assign Targets and Samples l
|

kgl Instructions: Define the targets to quanlify and the samples to testin the reacion plate.
- Experiment Properties y
Define Targets Define Samples

stup
| Add Mew Target Add Saved Target | Save Target | Delete Target

Run Method TargetName

| Add Mew Sample | Add Saved Sample | Save Sample | Delete Sample ‘

Reporter ‘Quencher Sample Name Color
SMN1 FAM ~ [None ~ ~ Sample 1 ~|n
Reaction Setup | - ‘ . | P ‘
[ntemal control e ~ [none v v [sampte 2 | v

- Materials List

|Samp|e 3

Define Biological Replicate Groups

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

[ Asg Bioiogical Group

Biolegical Group Name Calor Comments

| Assion Targets and Samples

A& Home | [ Untiled 1 % | (B Ex 19.eds X

Disconnected

Define Targets and Samples  s4xéw Plate Setup Ciowd — 1A s guai
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9 StepOne™ Software v2.3 - [m] X
File Edit Instrument Analysis Tools Help

[52] New Experiment ~ 5 Open.. |dl Save ~ i Close

3 send Experimentto Instrument.. “F, Download Experiment from Instrument | £&® Export.. + £ PrintRepart

Experiment Menu & | Experiment: ex Type: Comparative Ct (AACT) Reagents: TagMan® Reagenis

Define Targets and Samples I Assign Targets and Sarnples 1
n Instructions: 10 S€tUP unknowns: Select wells, assign targei(s), select "U" (Unknawn) as the task for each targel assignment, then assign a sample
Experiment Properties " Tosetup negative contrals: Select wells, assign target(s), then select "N” (Negative Conirol) as the task for each target assignment
s 1 Assign target(s) to the selected wells. ~ <[ View Plate Layout | View el Table |
dlate Setup
4 Select Wells With: - Selectltem- | |- Selectltem-
Assign Target Task
Run Method
] ‘ CELE ‘ | [B67] show in Wells ¥ | View Legend ‘ Enable VeriFlex™ Block
Reaction Setup = Lin [ mi=
Mixed [ Unknown [ Negative Control 7 | 3 s | s 5 7 5 s | w0 | u | 12
. Materials List Assign sample(s) to the selected wells.
5 =1
Assign Sample
O Sample 1 c
E Analysis O Sample 2 Il
Assign sample(s) of selected well(s) to biclogi E
F
Assign Biological Group [
G
H
2 2 guan on setting ¥ | wels: [@ 0 Unknown [] 0 Negative Control 96 Emply
< >

& Home | [E& Untiled 1 % | [ Ex 19.eds X

Disconnected

Assign Targets and Samples s4xéwo Plate Setup Cuawd — 1 9 _u guai

Salz 4 1) OT s 390 SUg03 590 2 SulS L Assign sample(s) to the selected wells cuomd )3 upw 9

1wl 2345 0315 polaxs| Al Sal> 4 Sample 1.V« i 3 W .3uds olais| s bl

B StepOne™ Software v2.3 — [m] e

File Edit Instrument Analysis Tools Help

[E2] New Experiment ~ [55 Open.. | Save ~ £ Close

‘?5_“ Send Experiment to Instrument... L?l Downlead Expenmemfrum\nstrument...| £ Export. - 5 PrintReport.

Experiment Menu « | Experiment: ex Type: Comparalive Ct (A Reagents: TagMan® Reagenis

Define Targets and Samples I Assign Targets and Samples 1
a 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 Ta setup negative controls: Select wells, assign target(s), then select "N” (Megative Cantrol) as the task for each target assignment
Plats Setup Assign target(s) to the selected wells. * & | View Plate LayoutI View Well Table ]
Yate Set
4 Select Wells With: - Selectftem - + | |- Selecttem - v
Assign Target Task
Run Method
| ‘ Target ‘ | 9| showin Wells ¥ | View Legend ‘ Enable VeriFlex™ Block
- Reaction Setup = ‘ Imlm
wixed [ Unknown [] Negative Control i 2 3 7 5 5 B 3 3 w ] n 2
- Materials List Assign sample(s) to the selected wells. A | sample 1
Assign Sample E
Sample 1 C
] Sample 2 o
Assign sample(s) of selected well(s) to biologi E
F
Assign Biological Group [
G
H
& & guan gn =etting ¥ | welis: [I 0 Unknown [Z] 0 Negative Control 95 Emply
< >

& Home | [ Untitted 1 x | [E] Ex 19.eds X
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B StepOne™ Software v2.3

File Edit Instument Analysis Tools Help

[E2] NewExperiment + 5 Open.. [ Save ~ B Q\nse‘ 3 send Experimentto Instrument... ¢}, Download Experiment from Instrument ‘ £ Export.. - £ PrintReport

Experiment Menu < | Experiment: ex Type: Comparalive CT1 (AACT) Reagenis: TagMan® Reagenis

_[ Define Targets and Samples r Assign Targets and Samples ]

B instructions: 10 58P unknowns: Select wells, 3ssign target(s), select U (Unknown) 35 the task for each target assignment then sssion 3 sample
Experiment Properties To setup negative controls: Select wells, assign targetis), then select "N (Negative Control) as the task for each target assignment
Assign target(s) to the selected wells. <[ View Plate Layout ‘I View Well Table ]
Setup
Assign Target ? Select Wells With: - Selectflem - + | |- Selectitem-
. Run Method SMNA Il
o g | [07] showin wells ¥ | View Legend ‘ Enable VeriFlex™ Block B
Reaction Setup Intemal Control @E]
1 | oz [z [« [ s [ e [ 7 [ & [ @ [ 10 [ n
. Materials List wixed [ Unknown [ Megative Control A Imml @
Assign sample(s) to the selected wells. B
Assign Sample Ale
E‘ Analysis ‘ Sample 1 ‘ N
Assign sample(s) of selected well(s) to biological groupy £
Assign Biological Group F
G
H v
< >
Salactinsixt slquantitationisatting s ¥ | wens: [0 1 unknown [ 0 Negative Control 95 Empty
< >

A Home |[E Untitled 1 x| [E Ex 19.eds x

Disconnected

Sy G 4 LS 91> yolaisl il Jio - P ygai

S a5 NONE (59 1) i pd) S5y G 03905 J1 ST 395 S 903 ST ST (sl ) 3T
L @lae b IS ol 3w iy w5 1) 595 PCR STy 4ol 1 45 3948 g0 dialgs Lais jI RUN Method cowsd )5
Ozed 39d exbis Annealing 4> o (53, ki 2L Data Collection 45 suS <ds o> plul ¥ Jgo>
b3S S Start Run ST 59 g 9 3w les b5 il Sue Vo (59, |, Reaction volume per well

(rv )J,aw) .)))f )lcT PCR”.».«S"" lg

9 StepOne™ Software v2.3
File Edit Instrument Analysis Teols Help

[E] New Experiment « (5 Open.. [ Save + E5 C\use‘ :.5_1 Send Experiment to Instrument, L?, Download Experiment from Instrument. ‘ @ Bxport.. - £} PrintReport

Experiment Menu « | Experiment: ex Type: Comparative CT (AACT) Reagents: TagMan® Reagentis

Run Method

Experiment Properties u 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.

Graphical \ﬁew] Tabular View }

Plate Setup
Reaction Volume Per Well 20| pL
- Run Method ‘
Reaction Setup Holding Stage Cydling Stage ~
Number of Cycles:30__| &
. B I Rt Enable AutoDelta
Starting Cycle: [1__ &
100 — 95.0°C 95.0°C
N 20:00 100% 00:10
Analysis 75 | 720°C
B Tooss
00:20
T00%
50| 0%
25—
o v
atan 1 atan atan 3 aten

{*)| Data Collection On Data Collection Off A AutoDeltaOn A AutoDelta Off

A& Home | Untitled 1 % | [ Ex 19.eds %

Disconnected

.Run Method cuomd - ¥¥ uguai
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3. Rotor-Gene Q real-time PCR cycler; https://www.giagen.com/us/products/discovery-
and-translational-research/epigenetics/dna-methylation/methylation-specific-
pcr/rotor-gene-q?catno=9001640

4. StepOne/StepOne Plus Real-Time PCR Systems;
https://www.thermofisher.com/de/de/home/life-science/pcr/real-time-pcr/real-
time-pcr-instruments/step-one-real-time-pcr-
systems.html?gclid=Cj0KCQjw7Py4BhCbARISAMMx-
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