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Applied Biosystems™ StepOne™ and StepOnePlus™ Real-Time PCR System
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 StepOne / StepOnePlus Real-Time PCR System  
 

1.  

2. StepOne  StepOnePlus  

 

 

 

 

 

10  

 

4  

 

 

 
 

 

 

 

StepOne StepOne  StepOnePlus 

 

1. StepOne  

2. Login Guest User Name OK  

Guest 4  

 

3. Tools > Preferences Startup  

4. Connect to Default instrument  

5. OK  
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Standard Curve Method  : Design Wizard  
 

StepOne Design Wizard  

 

1. StepOne  

 
StepOne 15  

 

2. Login Log in as Guest

User Name OK  

 

 

 

 

 

3.  

Design Wizard  
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4. 1A. Define Experiment Properties  

- Experiment Name  

-  

 

 

- Which instrument are you using to run the experiment StepOne(48well) 

StepOnePlus(96well)  

 

- What Type of Experiment do you want to design Quantitation

 

 

Next>  
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5. 1B. Define the Methods and Materials  

 

Run Method  

- quantitation method :  

Standard Curve :  

Relative Standard Curve :   

  

Comparative CT ( CT) : CT  

- reagents :  

SYBR Green Reagents Include Melt Curve  

 

- ramp speed : Standard Fast  

 

- template :  

 

Next>  
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6. 2A. Set Up: Targets  

6a  

6b  

6c  

 

 

6d TaqMan™ SYBR™

 

6e TaqMan TAMRA™ TaqMan MGB

NFQ-MGB SYBR Green None  

StepOne TAMRA  

6f  

 

 
 

Next>  

 

 

6a 

6b 6c 6d 6e 6f 
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7. 2B. Set Up: Standard  

7a  

5  

7b  

7c  

7d  

- 1:5 1/5  

- X10 10  

7e Standard Curve Preview  

7f  

7g Negative Control  

 

  

    Next>  

 

 

7a 
7b 

7c 7d 

7e 

7g 
7f 
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8. 2C. Set Up: Samples  

8a  

8b  

8c Negative Control  

8d 8a Color  

 

 

8e 

 

8f Unknown Standard Negative Control

 

8g  

8h Negative Control  

 

 

Next>  

 

8a 
8b 

8c 

8d 

8f 

8e 

8g 8f 
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9. 2D. Set Up: Run Method  

9a Graphical View Tabular View  

Graphical View  

9b StepOne  StepOnePlus 10-30 L

 

50μL 31μL  

9c 

 

9d StepOne  StepOnePlus

 

1  

1  

9e Run Method Save Run Method Run Method

Open Run Method  

 

Next>  

9a 9b 

9c 

9d 

9e 

JP-886_本文_0707se.indd   10JP-886_本文_0707se.indd   10 15/07/08   17:3315/07/08   17:33



 

  - 12 -

10. 2E. Set Up: Reaction Setup > Reaction Mix Calculations  

10a Reaction Mix Calculations  

10b  

10c Assay Type  

Inventoried / Made to Order : TaqMan Gene Expression Assays

20X Mixture  

Custom :  

10d 1  

10e  

10f PCR Master Mix  

10g 10c Custom

 

10h 1 Print Reaction Setup Pre View

10o

 

10i  

10j ng g copies

 

10k  

 

 

 

10a 

10b 

10c 10d 10e 

10f 
10g 

10h 

10i 
10j 

10k

10h 
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10l Sample Dilution Calculations  

10m  

10n 10m

 

 

10o  

Print Reaction Setup  

10p Print Reaction Setup Instructions  

- Detailed Reaction Setup Instructions 

- Include Plate Layout 

- Use sample color 

10q Print OK  

 

Next>  

 

10l 

10m 

10n 

10o 

10p 

10q 
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11. 3A. (Optional) Order: Materials List  

11a PC  

Fine Assay Enter Gene Name Gene Name Accession No. Find 

Assay TaqMan Gene Expression Assay

 

11b Experiment Materials List

11a TaqMan Gene Expression Assay

 

11c TaqMan Gene Expression Assay

TaqMan Gene Expression Assay Add Selected to 

Shopping List  

 

11d Experiment Shopping List TaqMan Gene Expression Assay

Order Materials in List  

  
11e Order Materials – Log In User Name

Password  

 

Finish Designing Experiment  

 

11a 

11b 

11c 

11d 
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12.  

12a  

Return to the Wizard Design Wizard  

12b Save Experiment  

 
 

12c Save Experiment Save 1A Experiment Name

 

Applied Biosystems¥StepOne System v2.X¥experiments

Tools > Preferences

General Default Data Folder  

 

12d  

 

 

12a  12b 

12c 
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Finish Designing Experiment Save  

  

Design Wizard Designing Experiment Save Wizard

Design Wizard

Design Wizard

 

 

 

 

Setup
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Standard Curve Method  : Advanced Setup  
 

StepOne Advanced Wizard  

 

1. StepOne  

 
StepOne 15  

 

2. Login Log in as Guest  

User Name OK  

 

 

 

 

 

3.  

Design Wizard  

 

JP-886_本文_0707se.indd   16JP-886_本文_0707se.indd   16 15/07/08   17:3315/07/08   17:33



 

  - 18 -

4. Advanced Setup  

 
 

5.  

 
A : Experiment Menu 

 

B : Experiment Menu  

C : 

Home X

 

A 

B

C 
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6. Experiment Menu Experiment Properties  

6a How do you want to identify this experiment? 

Experiment Name  

 

 

 

6b Which instrument are you using to run the experiment? 

StepOnePlus (96well) StepOne (48well)  

 

6c What type of experiment do you want to set up? 

Quantitation  

Standard Curve :  

Relative Standard Curve : 

 

Comparative CT ( CT) : CT  

6d Which reagents do you want to use to detect the target sequence? 

SYBR Green Reagents Include Melt Curve

 

6e Which ramp speed do you want to use in the instrument run? 

Standard Fast  

 

 

 

6a 

6b 

6c 

6d 

6e 

JP-886_本文_0707se.indd   18JP-886_本文_0707se.indd   18 15/07/08   17:3315/07/08   17:33



 

  - 20 -

7. Experiment Menu Pate Setup  

Define Targets and Samples Assign Targets and Samples 2  

Define Targets and Samples  

 

Define Targets and Samples Define Targets Target  

7a Add New Target Target  

 Target Name  

 

 

 Reporter  

 Quencher TaqMan ”TAMRA” TaqMan MGB

”NFQ-MGB” SYBR Green ”None”  

StepOne TAMRA  

7b Target Library  

 Target Save Target

 

 Library Target Add Saved Target Target 

Library  

 Target Add Selected Target(s)

 

 

 

7 

7a 

7a  7a 7a

7b  

7b  

7b  
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Define Targets and Sample Define Samples Sample  

7c Add New Samples Sample  

7d Sample Name  

 

 

7e Sample Library  

 Sample Save Sample

 

 Library Sample Add Saved Sample

Sample Library  

 Sample Add Selected Sample(s)

 

 

 

 

7c 

7d 

7e   

7e   

7e   
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Assign Targets and Samples  

Target Task Sample  

7f View Plate Layout   

-  

- Control  

7g Assign target(s) to the selected wells Assign

Target  

 Task ”U”

3  

U : Unknown  

S : Standard  

Standard Define and Set Up Standards  

N : No Template Control  

 Quantity Standard  

 Quantity Define and Set Up Standards

 

7h Unknown Sample Unknown Assign sample(s) to the 

selected wells Assign Sample

 

7i Show in Wells  

7j StepOnePlus VeriFlexTM

(59 ) 

 

 

7f 

7g 7g  7g  

7h 

7i 

7j 

7g  
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Define and Set up Standards Standard  

Define and Set up Standards Standard

 

i Standard Target  

ii Standard  

- 5 3  

iii Standard  

iv Standard  

v  

- 1:5 1/5  

- X10 10  

vi  

- Automatically Select Wells for Me  

- Let Me Select Wells  

vii Standard  

vi Let Me Select Wells  

viii  

Rows Columns  

ix Apply Standard Sample  

x Target I iX  

Close  

 

i 

iii 
ii 

iv 
v 

vi 

vii 

viii 

ix 

x 
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8. Graphical View Tabular View  

Graphical View

 

8a StepOne  StepOnePlus 10-30μL

 

50μL 31μL  

8b 

 

8c StepOne  StepOnePlus

 

1  

1  

8d Run Method Save Run Method Name

Save  

 

 

8e Run Method Open Run Method

Select Run Method Run Method OK

 

 

 

8a 

8c 

8d 

8e 

8b 
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9.  

 
 

9a Save  

 

9b  

 

File Name Save  

Applied Biosystems¥ StepOne Software v2.X¥experiments

C: D:

Tools > Preferences Defaults Default Data 

Folder  

 

9c Template

Save Save as Template  

File Name Save  

 

 

 

Template

Home Setup Template Template  

Template D:¥Applied Biosystems¥StepOne Software v2.X¥config¥templates

Home Setup Template Template  

Template

Template  
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StepOne System 
   

MicroAmp Fast Optical 48-Well Reaction Plates 4375816 A 
MicroAmp Optical 48-Well Adhesive Film 4375323 G 
MicroAmp Fast 8-Tube Strips 4358293 E 
MicroAmp Optical 8-Cap Strips 4323032 D 
MicroAmp Fast Reaction Tubes with Caps 4358297 F 
MicroAmp Fast 48-Well Trays 4375282 B 
MicroAmp 48-Well Base Adaptor 4375284 H 
MicroAmp 96-Well Support Base 4379590 C 
MicroAmp Adhesive Film Applicator 4333183 - 

8 Flat  

4

 

 

StepOnePlus System 
   

MicroAmp Fast 96-Well Reaction Plate 4346907 A 
MicroAmp Optical Adhesive Film 4311971 G 
MicroAmp Fast 8-Tube Strips 4358293 E 
MicroAmp Optical 8-Cap Strips 4323032 D 
MicroAmp Fast Reaction Tubes with Caps 4358297 F 
MicroAmp 96-Well Tray for VeriFlexTM Blocks 4379983 B 
MicroAmp 96-Well Support Base 4379590 C 
MicroAmp Adhesive Film Applicator 4333183 - 

8 Flat  

16 A-H 2 3-10 2
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Optical Reaction Plate Adhesive Film

 

1. Optical Reaction Plate 96-Well base 48-Well Optical Reaction Plate 

96-well Base  

 StepOne System          StepOnePlus System  

2. Optical Adhesive Film

 

 

3. Film

 

 

 

4. Reaction Plate

Optical Adhesive Film

 

 

 

5. Applicator Optical 

Adhesive Film

Cover Plate

 

 

6. Applicator Cover

 

 

7. 5 Applicator

 

8. Applicator Applicator

 

                              

9.  
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1.  

1a StepOne 

 

1b Open  

1c Open experiments  

 

1d Open  

 

 

 

1d 

1c 
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2. StepOne  StepOnePlus  

100

 

 

 

 

2a  

 

2b  

-Reaction Plate A1  

-Tube Tray  

StepOne 4 StepOnePlus

16 A-H 2 3-10 2  

 

2c  
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3.  

3a StepOne START RUN  

 

START RUN 2

 

 

Setup  

 
 

RUN  
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4.  

Experiment Menu

 

4a Setup  

4b Run STOP RUN Stop Run

 

- Stop Immediately :  

- Stop after Current Cycle / Hold : Cycle Hold

 

- Cancel :  

4c Amplification Plot :  

4d Temperature Plot : Sample Block Heat Cover  

4e Run Method : Run Method

Melt Curve  

Melt Curve Stage  

4f Notification Setting :  
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5. StepOne  StepOnePlus  

100

 

 

5a   

5b  

5c  

 

 

 

6. StepOne StepOnePlus  

StepOne StepOnePlus

 

 

StepOne StepOnePlus
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Standard Curve Method  
 

 

 

1. Analyze  

 

 

 

2. Experiment Menu Analysis>Amplification Plot

 

 

2a Experiment Menu Analysis Plot

 

Setup  

2b View Plate Layout Well Table  

3. Amplification Plot   

Target Baseline  Threshold Line  

Plot  
View  
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StepOne Amplification Plot Baseline

Threshold Line  

 

 

 

 

 

Amplification Plot

StepOne Baseline(p-31) Threshold Line(p-32)

Amplification Plot Baseline Threshold Line

 

 

Omit

43  

 

a :  
b :  
c :  
d :  
e :  
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Baseline  

3a Graph Type Liner  

3b Target  

3c show: Baseline  

 

Baseline 0 Start Stop

0

 

 

 

Baseline Manual

Baseline  

Manual Baseline Target

 

 

 

 

 

 

 

Plot Options Threshold Auto Auto 

Baseline 2 Amplification 

Plot

 

 

 

 

 

 

3a 

3b 

3c 
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Threshold Line  

3d Graph Type Liner Log  

3e Target  

3f show: Threshold

 

 

Threshold Line

Threshold Line

 

 

 

 

Threshold 

Line Manual Baseline

Manual Threshold Line

 

Plot Options Threshold Auto

Amplification Plot Threshold 

Line

Threshold Line

Options Threshold

 

 

   

3e 
3f 

3d 
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4. Standard Curve  

  

4a Experiment Menu Standard Curve  

4b Target All  

4c Plot Color Default  

4d Show/Hide the plot legend  

4e Target Slope R2 Eff%  

-Slope : PCR Eff% 100% -3.32  

- R2 : CT 1.00 R2 0.990

 

- Eff% : PCR Slope  

 

 

 

 

 

 

 

 

 

4b 4c 

4a 

4d 

4e 
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5. Melt Curve  

SYBR Green Melt Curve  

 

5a Experiment Menu Melt Curve  

5b Plot Derivative Reporter  

5c Target  

5d 

 

5e Target 1  

 

 

 
 

 

 

5a 

5b 5c 

5d 
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6. View Well Table CT  

Well, Omit , Flag, Sample Name, Target Name, Task, Dyes, CT

Threshold Line , CT Mean CT , CT SD CT SD , Rn

, Rn , 

Quantity , Quantity Mean , Quantity SD

SD  

6a View Well Table  

6b Group By Replicate  

6c CT 8< CT <35  

CT Threshold Line 8

35

CT 35  

 

 

 

7. View Well Table  

- Group By  

- Omit Analyze  

 

7a Experiment Menu Analysis Plot

 

7b Setup  

 

8. Save Save

 

 

 

6a 
6b 

6c 
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9.  

- Export Export View Well Table

Excel Text

 

 

- Export Send to Slides PowerPoint

 

PowerPoint PC  

PowerPoint

PowerPoint PowerPoint

 

 

- Plot >Save As JPEG  

 

-  

PDF CutePDF Writer

PDF  
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QC Summary  

Analyze View Plate Layout

 

QC Summary

 

 

1. Experiment Menu QC Summary  

2. Flag Summary  

3. Flag Details Frequency Wells

 

4.  

 

  
 

1 

2 

3 

4 
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Standard Curve Method  

  
AMPNC  
BADROX  
BLFAIL  
CTFAIL CT  
EXPFAIL  
HIGHSD  

MTP Tm  
Melt Curve  

NOAMP  
NOISE  
NOSIGNAL  
OFFSCALE  
OUTLIERRG  
SPIKE  
THOLDFAIL Threshold  

 

 

Omit Well 

 

View Well Table 40 7 View Plate 

Layout  

 

1. View Well Table

 

2. Omit  

3.  

4. Reanalyze

 

5. Include
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Baseline  

Baseline

Baseline

Baseline  

 

1. Amplification Plot Baseline Start Stop

 

2. Analysis Settings Analysis Analysis Settings

Analysis Settings  

3. Advanced Settings  

4. Baseline Baseline

 

5. [Use CT Settings Defined for Target] [Automatic Baseline]  

6. Baseline Start Cycle: End Cycle:  

7. Apply Analysis Settings Baseline

 

 

 

3 

4 

5 

6 

7 
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Relative Standard Curve  : Advanced Setup  
 

Advanced Setup Relative Standard Curve   

Standard Curve Standard Curve

  

Experiment Properties   

”What type of Experiment do you want to set up?” Quantitation – Relative Standard Curve   

 

Plate Setup  

Define Target and Samples  

Sample Define Biological Replicate Groups Relative Standard Curve
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Assay Targets and Samples  

“Select relative quantitation settings.”   

1. “Select relative quantitation settings.”   

2. Reference Sample

”1”   

3. Endogenous Control Target

Target   

4. Endogenous Control Multiple Controls Target

Target

OK   

 

2 

3 
4
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Relative Standard Curve   
 
Advanced Setup Relative Standard Curve   

Standard Curve Standard Curve

  

Relative Standard Curve Analysis Gene Expression  

Amplification Plot  

Baseline Threshold Line  

Standard Curve  
 

Gene Expression  

Target Sample   

1. Plot Type ”RQ vs Sample” ”RQ vs Target”

  

2. Graph Type   

3. Orientation  

4. View Replicate Results Table   

 ”Normalized Qty Mean”   

 ”RQ” Plate Setup Reference Sample Reference Sample RQ

”1”   

     

321 4
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Comparative CT ( CT)  : Advanced Setup  
 

Advanced Setup Comparative CT ( CT)   

Standard Curve Standard Curve

 

Experiment Properties  

1. ”What type of Experiment do you 

want to set up?” Quantitation - Comparative CT ( CT)   
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Plate Setup  

Define Target and Samples  

1.  Sample  

 

Option: (Biological Replicate*) Biological 

Replicate  

 Define Biological Replicate Groups Biological Replicate  

Comparative CT ( CT) Study Standard Curve

Relative Standard Curve Biological Replicate  

a.  Add Biological Group Biological Group   

b.  Biological Group Name Color  

 
 

Biological Replicate  

 

 

a 

b 
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Assign Targets and Samples Target Sample  

1. Assign target to the selected wells : Unknown NTC  

2. Assign sample to the selected wells: Target  

3. Assign sample of selected well to biological group: option: Biological Replicate 

 Assign  

4. Select relative quantitation settings:  

a. Reference Sample  

b. Endogenous Control

Multiple Controls

 

 

 

4a 

4b 

3 

1 

2 
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Comparative CT ( CT)  :  
 

Standard Curve Standard 

Curve   

Comparative CT ( CT) Analysis Gene Expression Gene Expression

Target Sample   

Amplification   
Baseline Threshold Line  

Gene Expression  
1. Plot Type ”RQ vs Sample” ”RQ vs Target”

  

2. Graph Type   

3. Orientation   

4. View Technical Replicates  

 Endogenous Control CT CT  

 CT  Reference Sample CT  CT  

 ”RQ” Reference Sample Reference Sample RQ ”1”   

 

 

 

 

1 2 3 4
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Comparative CT ( CT)  : Study  
 

Comparative CT ( CT) Study   

Standard Curve Standard 

Curve   

Comparative CT ( CT) Study Comparative CT ( CT)

1

  

Comparative CT ( CT) Study

  

 

1. Create Study  
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Study Properties   
Create Study Study Properties Study

Comparative CT ( CT)   

1. “Study Properties” Study Name

 

  

2. “Set Up Experiments” Add Experiment(s)   

3. Open Comparative CT ( CT) Open

Comparative CT ( CT)   

4. Properties

Sample Target   

 

1 

2 

3
4 
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Define Replicates   
Define Replicates Biological Replicate Group  Comparative CT ( CT)

Biological Replicate

Comparative CT ( CT) Biological Replicate

  

1. Add Biological Group Biological Group

  

2. Edit Biological Group Biological Group

  

1 2 [Relative Standard Curve and Comparative CT Experiments Getting 

Started Guide]   

3. Properties Sample Target

  

 
 
 
 

1 2

3
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Analysis Settings 
Analysis Settings Analysis Analysis Settings…  

Relative Quantitation Settings   

1. Reference Sample(s) 

”1”  

I. Biological Replicate Group Reference Sample  Biological 

Replicate Group  

II. Technical Replicate Group Sample Reference Sample 

  

2. Endogenous Control(s) Target

Target Endogenous Control Multiple 

Controls Target

Target   

3. Efficiency Target PCR Target PCR

PCR Relative Standard Curve 

  

4. RQ Min/Max Calculations Confidence level 

Standard Deviations   

5. Analyze   

 

1 

2 

3 

4 

5

I II 

JP-886_本文_0707se.indd   54JP-886_本文_0707se.indd   54 15/07/08   17:3315/07/08   17:33



 

  - 56 -

Amplification Plot   
Study Menu Amplification Plot   

1. Experiment Data Comparative CT ( CT)

Comparative CT ( CT) Plot View

 Target Threshold Line Baseline

  

2. Well Results Data View Well Table View Plate Layout

View Well Table Omit   

 

 

1

2
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Gene Expression   
Gene Expression Sample Biological Replicate Group 

View Plot   

1. Plot Type ”RQ vs Sample” ”RQ vs Target”

  

2. Graph Type   

3. Orientation   

4. Replicate Results Data ”RQ” 55 1 Reference 

Sample Reference Sample RQ ”1” Technical 

Replicates Biological Replicates 

  

5. Endo Controls Ref Sample 

Sample Biological Replicate   

6. Sample Biological Replicate 

Omit   

 

1 2 43 5 

6
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Compare Settings   
Compare Settings 2 Analysis Settings 

  

1. Settings Comparison Comparison Analysis Settings Edit Analysis 

Setting   

2. Results Comparison ”1” ”2” Settings 

Comparison ”1” ”2”  

3. Use Comparison Analysis Settings 

 

 

 

1 2 3 
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Appendix A : StepOnePlus System VeriFlex  
StepOnePlus 6 6 PCR 6

 

 

 

1. Experiment Setup Plate Setup Assign Targets and Samples View Plate Layout

15 [Edit Plate Layout]

 

2. 96 Enable VeriFlex Block  

3. [Are you sure you want to change the VeriFlex block setting?] WARNING

YES 6  

4. Setup Run Method  

 

 

1 

2 

3 

4 
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5. Set Temperatures  

6. [Set different temperatures for one or more zones] (Zone)                

5  

7. OK VeriFlex  

 

 

8. Zones  

 

  

 

 

 

 

6 

5 
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Appendix B :  
 
PC StepOne  

 

1. StepOne PC  

2. StepOne Send Experiment to instrument …  

 

3. Send Experiment to Instrument  

 Browse  

 Send Experiment StepOne  

 
4. Main Menu Browse / New Experiments  
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5. Browse Last Accessed Experiments  

Copy Template

Template Save & Exit Template

 

 

6. StepOne Start Run  

 

7. Main menu USB Collect Results

OK USB PC

 

 
 

PC (Template )
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Template   

 

1. Main Menu Shortcut Configure Shortcuts 

3 Create New Experiment Done

2.  

 
2. Main Menu Create New Experiments  

 
3. Create an Experiment Select  

 
4. PCR Save  
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5. Reaction Volume Save & Exit  

 
6. Browse Last Accessed Experiments StepOne 

Start RUN  

 

7. Main Menu USB Collect Results

OK USB PC

 

 

StepOne

 

PC Template 61

 

JP-886_本文_0707se.indd   63JP-886_本文_0707se.indd   63 15/07/08   17:3315/07/08   17:33



 

  - 65 -

Appendix C : 
 

 StepOne StepOnePlus  

 

PC PC

 

 

Stop

 

 

2  

 

StepOne  

 

1.  

2. PC  

3.  

4. Download Experiment From Instrument  

 
5. 2 Browse Download Experiment  

 

6.  

 

7.  
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USB  

 

1.  

2. USB USB  

3. Collect Results

 

4. OK USB  

5. StepOne PC  
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