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Software 기본설정1
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StepOnePlus software

<Software 사용 순서>

1. 장비와연결된 PC 켜기

   LOG IN: INSTR_ADMIN (PW: INSTR_ADMIN)

2. PC 화면이켜지면장비 전원켜기 (장비후면스위치) 

3. 장비화면이켜지면소프트웨어열기

<Software Download>

구글에 ‘StepOnePlus software’ 검색, 또는
아래 Thermo Fisher 사이트에서다운로드가능

개인컴퓨터에설치하여결과분석등에사용가능합니다. 

https://www.thermofisher.com/kr/ko/home/technical-resources/software-downloads/StepOne-

and-StepOnePlus-Real-Time-PCR-System.html 

https://www.thermofisher.com/kr/ko/home/technical-resources/software-downloads/StepOne-and-StepOnePlus-Real-Time-PCR-System.html
https://www.thermofisher.com/kr/ko/home/technical-resources/software-downloads/StepOne-and-StepOnePlus-Real-Time-PCR-System.html
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Home

기기와 software의연결상태

새로운실험을시작할때

Advanced Setup

저장해둔 template 파일을열때

Template
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Setup – Experiment Properties

Home 화면에서 ‘Advanced setup’을 클릭했을때첫화면입니다.

1. 파일제목입력

2. 사용하는장비클릭

(장비와연결된 pc의경우자동설정)
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Setup – Experiment Properties

3. 진행할실험타입

(Application) 설정

정량분석 

   - 절대 정량: Standard Curve

   - 상대정량: Relate Standard Curve, Comparative Ct

정성분석: Melt Curve, Genotyping, Presence/Absence
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Setup – Experiment Properties

4. 사용하는 Chemistry

TaqMan / SYBR Green 중 선택 

5. 사용하는 Master Mix의사양에따라

Standard/Fast 중 선택 
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SYBR Green, 

Comparative Ct(ddCt) 설정2
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Setup – Experiment Properties

진행할실험 type: Comparative Ct

Chemistry: SYBR Green  선택

사용하는 Master Mix의사양에따라

Standard/Fast 중 선택 
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Setup - Plate Setup

추가 기능

 - Save Target: 자주쓰는 Target 저장

 - Add Saved Target: 저장한 Target을 불러오기할수있음

 - Save Sample: 자주쓰는 Sample 저장

 - Add Saved Sample: 저장한 Sample을불러오기할수있음

Target 추가 Sample 추가
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Setup - Plate Setup

1. ‘Assign Targets and samples’로이동

2. Well 지정

(드래그후 target, sample 클릭)

 

3. Negative control 입력

(해당 well 드래그후 Task에서 N으로변경)
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Setup - Plate Setup

4. 하기 내용입력 

 - Reference Sample: 상대정량의비교기준이되는 sample 선택

 - Endogenous control: Housekeeping gene 선택 

 - Passive Reference: Master Mix에포함되어있는 dye 선택
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Setup – Run Method

사용하는 Master Mix의 User guide에맞춰

각 step 별시간, 온도, Cycle 수설정

실험 Reaction Volume 입력

(96 well, 0.1 ml block의경우권장 volume 20 ul, 

/10-30 ul 실험가능)

SYBR Green 실험의경우

PCR stage와 Melt curve stage 마지막 step에

Data collection 켜져있는지확인
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Setup – Run Method

변경을원하는 step 클릭후 (노란색)

Add Step 클릭 -> Before/After 선택

추가하고싶은 Stage 선택

(Holding, Cycling, Infinite Holding 중필요한것선택)
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RUN

RUN 으로이동

‘START RUN’  클릭 -> 장비시리얼넘버클릭 -> 

저장위치설정후저장(eds. 파일) -> RUN 시작됨
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Template 파일저장

Save -> Save As Template -> edt. 파일로저장됨

(지금까지설정한 properties, Plate setup, Run method 내용들)

Home -> Template 오픈하여간편하게실험가능
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TaqMan, 

Comparative Ct(ddCt) 설정3
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Setup – Experiment Properties

진행할실험 type: Comparative Ct

Chemistry: TaqMan 선택

사용하는 Master Mix의사양에따라

Standard/Fast 중 선택 
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Setup - Plate Setup

Target 추가 Sample 추가

Reporter, Quencher 선택
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Setup – Run Method

사용하는 Master Mix의 User guide에맞춰

각 step 별시간, 온도, Cycle 수설정

실험 Reaction Volume 입력

(96 well, 0.1 ml block의경우권장 volume 20 ul, 

/10-30 ul 실험가능)

PCR stage 마지막 step에

Data collection 켜져있는지확인
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Standard curve 설정4



Page 23

Setup – Experiment Properties

진행할실험 type: Quantitation – Standard Curve 

Chemistry: TaqMan 또는 SYBR 선택

사용하는 Master Mix의사양에따라

Standard/Fast 중 선택 
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Setup - Plate Setup (수동 입력방법)

1. ‘Assign Targets and samples’로이동

2. Target well 드래그, 지정

Task – S로입력

Quantity에 standard sample copy 수또는농도

적어주기 (단위없음)
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Setup - Plate Setup (수동입력방법)

3. Unknown sample: Target, Sample 입력 – U 선택

4. Negative control: Target Task – N 선택
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Setup - Plate Setup (자동입력방법)

Target 아래에

‘Define and Set Up Standards’ 

클릭

최소 5 point

최소 3반복

Standard sample 중가장높은 Quantity 입력

Standard sample 희석비율선택

세로 (Column) 또는가로(Rows)로

자동 Well 지정해줌

‘Apply’하면

실제 well에지정됨
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TaqMan,

SNP Genotyping 설정5
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Setup – Experiment Properties

진행할실험 type: Genotyping

Chemistry: TaqMan만가능

사용하는 Master Mix의사양에따라

Standard/Fast 중 선택 
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Setup - Plate Setup

Create New Assay나 Edit을통해

Allele 1/2 각각의 Reporter/Quencher dye 입력
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Setup - Plate Setup

Sample, Task 지정

Target Task에서 Negative control, Positive control Allele 1/Allele 2 지정

Genotyping 실험시주의사항

 - Task: 1/1, ½ , 2/2 - 각각의 control이필요합니다.
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결과분석6
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Home

실험 결과확인
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Analysis – Amplification plot

Graph type 변경:

Log / Linear

Threshold, Baseline 

확인및변경

Table형식으로도확인가능

Well 

확대/축소

Target

Sample

Ct value

-well에서확인가능한정보
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Analysis – QC summary

자주발생하는 QC flag

 - HIGHSD: 반복실험 well끼리 Ct값의차이가 0.5이상날경우

 - MTP: Melting curve에서 peak 여러개생길경우

 - AMPNC: Negative control에서 Ct값이 35 미만일경우

 - NOAMP: sample에서증폭이일어나지않은경우

(노란 삼각형표시) 해당 well에서발생한

문제를왼쪽표에서확인가능
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Analysis – Gene Expression (ddCt)

(좌) 설정한위내용을바탕으로계산된 Gene Expression 그래프 

(우) 실험결과수치적으로확인가능
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결과분석 – Melt Curve Plot (SYBR Green)

 - SYBR Green 실험에만나오는결과 tab

 - 실험자가원하는 product만증폭이잘됐는지확인가능

 Troubleshooting

 - Peak가 2개이상발생하는경우, 메인피크외의

   불필요한 peak의위치를통해문제점파악
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결과 분석 – Standard Curve

Standard curve 그래프위에서
각각 Standard sample의위치 (dot) 파악가능

그래프정보확인가능

( 𝑹𝟐, Eff% 확인필요)
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결과 분석 – SNP Genotyping

1/1

2/2

1/2

NTC 해당샘플이어디위치하는지확인

가능
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Export7
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Export - Excel

3. 저장위치선택

2. 필요한 data 선택

(‘Result’만선택해도

결과해석에는충분)

4. Start Export 클릭

1. Export 클릭
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Export – PPT/PDF 

PPT

PDF
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Export – Graph download

2. 이미지위에서

마우스우클릭 – Save as 로

그래프저장가능

1. Save 버튼으로그래프저장
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Delivering Growth – in Asia and Beyond.

Thank you for your attention
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