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—i5% / Fisi% RT-PCR

Add RT-PCR
master mix
—

RNA template cDNA synthesis
and PCR in 1 tube

Add RT Transfer cDNA aliquots
master mix to PCR master mix
e —
PCR

RNA template cDNA synthesis
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reverse-transcription







RNAKEHR : Total RNA, miRIMA
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FastQuant RT Kit

1200

gDNase(3 min)

Quant (18 min)

Traditional RT
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DNase | (30 min)

gDNAZBR
B/ R {5iRiE 4 4k (40 min)
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v

gDNA-Free RNA

RT M-MLV (70 min)

v

gDNA-Free cDNA
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1. EHERRNATE K _E#2%;5%gDNA Buffer. FQ-RT

Primer Mix. 10xFast RT Buffer. RNase-Free
ddH207E = 8(15-25°C) K, i 5 e ML iE & F K
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HDNAHRY EBR1Z
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3. RIAER2H ¥R R N1 R ECH0R &8

T2 R¥EFRRMIER
2B R RX 53

10 X Fast RT Buffer

RT Enzyme Mix
FQ-RT Primer Mix
RNase-Free ddH,O N EZE10 pl
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4. FR¥RRNFHIMIX MBIgDNAXBRZZERN K
NRH, 7538 S

5. 42°C,iE5& 15 min.

6. 95°C,i¥F3 minz 5l F7K_E£,52IAIcDNATR] A
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guantitative PCR
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Template: cDNA (1pg -100ng),
Primer: control vs target (0.2 yM),

SYBR Green Mix: DNA polymerase, dNTP

(IWES
ABI 7500 Real-Time PCR Systems,
Roche LightCycler 480 ||
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1. IR FIPCRENER. (£: EHZPMRNIN, 15A
ZHPTME10%HFRE, URBIRIRK)

2 X PowerUp SYBR Green Master Mix 10 pl
E@5|9F k=519

cDNA #4 ddH,0” - -

. IF. RE3IMIERE 5200 nM
. 5K 7L FACDNA 1-10ng
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% 7500 Software v2.0.6
File Edit Instrument Analysis Tools Help

New Experiment ~

Open.. = Save v 3 Close &9 Export.. ~ £} PrintReport...

Type: Standard Curve Reagents: TagMan® Reagents

G 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.

Experiment Menu <« | Experiment: Untitled

Experiment Properties
Experiment Properties

Plate Setup How do you want to identify this experiment?

* Experiment Name:  |Untitled
Run Method

Barcode {Optional):

i Reaction Setup User Name (Optional):

Comments {Optional):

Which instrument are you using to run the experiment?
-/ 7500 (96 Wells)
Setup, run, and analyze an experiment using a 4- or 5-color, 96-well system.
What type of experiment do you want to set up?

-/ Quantitation - Standard Curve tation - Re

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

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

-/ Standard (~ 2 hours to complete a run) ‘

For optimal results with the standard ramp speed, Applied Biosystems recommends using standard reagents for your PCR reactions.
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Experiment Menu <« | Experiment: Untitled Type: Relative Standard Curve Reagents: SYBR® Green Reagents Q_)j

Experiment Properties

Enter an experiment name, select the instrument type, select the type of experiment to set up, then select materials and methods for the PCR reactions and instrument run.
Experiment Properties Q P typ typ p p s

How do you want to identify this experiment?
* Experiment Name: :Untitled

Barcode (Optional):

User Name (Optional):

Comments (Optional):

Which instrument are you using to run the experiment?

~/ 7500 (96 Wells)
Set up, run, and analyze an experiment using a 4- or 5-color, 96-well system.
What type of experiment do you want to set up?

Quantitation - Relative Standard Curve

Use standards, a reference sample, and an endogenous control to determine the relative quantity of target 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 SYBR® Green | dye to detect double-stranded DNA.
Include Melt Curve

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

-/ Standard {~ 2 hours to complete a run)

“ Home
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Define Targets and Samples Assign Targets and Samples

0 Instructions: Define the targets to quantify and the samples to test in the reaction plate.

Define Targets Define Samples

Plate Setup
I SURRNETAE TGS Add Saved Target | Save Target | Delete Target - Add New Sample | Add Saved Sample | Save Sample | Delete Sample -

Target Name Reporter Quencher Color Sample Name Colar \

Target 1 SYBR v Sample 1 v

v

“Q;x Reaction Setup




B 2 NERR&E—Target/Sample

Define Targets and Samples Assign Targets and Samples

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

Experiment Properties

Define Samples
Plate Setup

Add New Target | Add Saved Target | Save Target | Delete Target - | CGRNNEEEET T Add Saved Sample | Save Sample | Delete Sample -

Target Name Reporter Quencher Sample Name

N . Target1 SYBR Sample 1
=, Reaction Setup

Target 2 SYBR v - Sample 2
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Assign Targets and Samples

) TD spt up Ctanriq nd Set Up Standards."
0 Instructions: ot sign target(s), select"Unknown {double-click U lcon)" as the task for each target assignment, then ign a sample.
assign target(s), then select"Negative Control {douhle-click N Icon)" as the task for each target ass |_;nm»=nt

v

Plate Setup ig : A i , Yiew Well Table

i [ = Select Wells With: L Select ltem - v/ |- Select ltem - v/
L Run Method Assign Target Task . L J

[l I_l (=]
"Q;\ Reaction Setup

Materials List
- Mixed m Unknown |5 . Standard D Negative C

‘ \ Define and Set Up Standards m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m co... m R m (=) m (=

Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2 Sample 2

ASSin sample(s) to the selected wells. m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m co... m 00... m co... m co...

’ Assign Sample

Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1 Sample 1

Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3 Sample 3

D Sample 2 m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m Tar... m co... m co... m co... m co...
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Reaction Valume Per Well 20| pL  [] Expert Mode
Run Method

Add Stage ¥ | Add Step ¥ | Delete Selected | Undo"Set Hold Time" Collect Data ¥ Open Run Method | Save Run Method ...

“Q';‘ Reaction Setup

- Holding Stage Holding Stage Cycling Stage
Materials List
Number of Cycles:

[[] Enahle AutoDelta

Starting Cycle: [0 |

95.0°C
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Plate Setup

Run Method
Reaction Setup

. Materials List

Reaction Mix Calculations

Sample Dilution Calculations

»Select T?” Reaction Yolume PerWell: 20: HL Excess Reaction Volume: 10 %

Target 1
Target 2
control

Reactions for Target 1

Master Mix Concentration: | 2.0| X

Forward Primer Starting Concentration (20.0

Reverse Primer Starting Concentration iZD.U
Component

Master Mix (2.03)

Total Yolume

:pmoIIuL v Forward Primer Final Concentration :200.0

|[pmolipL v|  Reverse Primer Final Concentration |200.0

Volume {pL) for 1 Reaction

:nM

|

Print Reaction Setup




Amplification Plot
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Melt Curve
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