QIAsymphony® RGQ-protokollblad

Installningar fér att kéra artus® CT/NG QS-
RGQ-kitet (Rotor-Gene® Q-program 2.1)

A Kontrollera om det finns ndgra nya elekironiska mérkningsrevisioner pé

www.qgiagen.com/products/artusctnggsrggkitce.aspx innan testet utférs. Nuvarande

revisionsstatus anges av utgivningsdatumet (format: mé&nad/ér).

Allman information

C€ artus CT/NG QS-RGQ Kit Version 1, LREF] 4569365

0197

Viktigt att ténka pa fére start

B To dig tid att bekanta dig med Rotor-Gene Q innan du startar protokollet. Se instrumentets
anvandarhandbok.

B Se dven artus handboken fill artus CT/NG QS-RGQ-kitet (CT/NG QS-RGQ Kit Handbook)
och relevant Application Sheet (applikationsblad) pé

www.qgiagen.com/products/artusctnggsrggkitce.aspx.

[ | Kontrollera att de positiva/negativa kontrollerna liksom minst en negativ kontroll (NTC,
medfdlier i kitet och pipetteras av AS-modulen) &r inkluderade per PCR-kérning. Eftersom

artus CT/NG QS-RGQ-kitet &r en kvalitativ analys medfélier inga kvantifieringsstandarder.

Procedur

1. Placera PCR-réren i Rotor-Gene Q:s 72-brunnsrotor.
2. Placera tomma PCR-rér med lock i tomma rotorpositioner.

Detta garanterar en optimal temperaturférdelning i Rotor-Gene Q.

3.  Lés rotorn med lasringen.

4. Overfor cyklerfilen fran QlAsymphony AS till Rotor-Gene Q-datorn.
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5. Oppna dialogrutan “New Run Wizard” (Guide fér ny kérning) (figur 1). Markera
rutan “Locking Ring Attached” (Lé&sring féast) och klicka pé “Next” (Nésta).

New Run Wizard i x|

Welcome to the Advanced Run Wizard!

— Rotor Type
36-Well Rotor

[V Locking Ring Attached

Figur 1. Dialogrutan “"New Run Wizard".

6. Valj 25 fér PCR-reaktionsvolymen och klicka pé “Next” (figur 2).

MNew Run Wizard x|

Thiz box displays
help on elementz in
the wizard. For help
ah ah item, hover

Thiz zcreen dizplays mizcelaneous options for the run. Complete the fields,
clicking Mext when you are ready to move to the next page.

Uperator : IQIﬂ.GEN| pour mouse over the
N ; itern for help. Yiou
otes cah also click on a

combo box bo dizplay
help about itz
available settingz.

Reaction o =
1 Walume [pL): I =
Sampla Layout : |1, 2.3 j

SkipWizard | <« Back I Mest 3> I 2

Figur 2. Instdllning av allménna analysparametrar.

7. Klicka pé knappen "Edit Profile” (Redigera profil) i nasta “New Run Wizard”-
dialogruta, (figur 3). Programmera temperaturprofilen s& som visas i tabell 1, med

véigledning av skdrmdumparna som visas i figur 3-5.
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New Run Wizard x|

Temperature Praofile :

Click thiz button to

]— Edit Prafile ... I

Chanhel Setup :

miove to the nest
page in the wizard. |f

it iz dizabled, you
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an operation on this
page befare

M=
LAY UL vt

Mame | Source | Detector | Gain | Create Mew... I

Green 470nm  B10nm
Yelow B30nm  BBBAm
Orange  585nm E10nm
Red E2Bnm  BEOnm
Crimzon  B80nm F10hp

24 Gain Optimization. .

3 =
R 33 Edit... |
3.33 Edit Gain... |
e Remaove |

Reszet Defaults |

Skipwizard | << Back s |

Figur 3. Redigering av

profilen.

Tabell 1. Temperaturprofiler fér artus CT/NG QS-RGQ-kitet

Hall

Hall 2

Cycling

Temperatur: 95 grader
Tid: 15 min.

Steg krévs inte

45 gdnger

95 grader for 11 sek.

60 grader fér 20 sek.

72 grader fér 20 sek.
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P B~ I =

Mew Open  Save As Help

The run will take approximately 106 minutelz] to complete. The graph below represents the run to be perfarmed :

Click on a cycle below to maodify it :

1 .P Insen she... |
]
Inzert befare. .. |

Remave |
Hold Temperature : |
2 i =

Haold Time :

15 Iming 0 |secs

Figur 4. Férsta aktivering av enzym med varmstart.

x
P L | @

Mew Open  Save As Help

The run will take approximately 106 minute(s) to complete. The graph below represents the run to be performed :

Click on a cycle below to madify it :

Insert after... |
Inzert befare... |
Remove |

2 Thig cycle repeats iltime[s].

3 ick oh one of the steps Delow to modify i, or press + or - to add and remove steps For this cycle.

Timed Step
95 deq.

11 zeconds

95 deq. for 11 secs

Mot Acquiring

72 deq. for 20 secs

I~ Long Range
I Touchdown

Figur 5. DNA-amplifiering.
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8. Detektionsintervallet fér  fluorescenskanalerna maste  faststéllas  enligt
fluorescensintensiteterna i  PCR-réren. Klicka p& "“Gain  Optimisation”
(Optimeringsférstérkning) i dialogrutan “New Run Wizard” (se figur 3, sida 3) for att
6ppna dialogrutan ”“Auto-Gain Optimisation Setup” (Instéllningar av automatisk
optimeringsférstérkning). Stall in kalibreringstemperaturen pé 60 sé att den stémmer

6éverens med amplifieringsprogrammets kyltemperatur (figur 6).

Auto-Gain Optimisation Setup il

— Optimization :
Auto-Gain Optirmization will read the fuorezence on the inzerted sample at

5 ; - o] :
g™ different gain levels unbil it finds ane at which the fluarescence levels are
acceptable. The range of fuorezcence pou are looking for depends on the

chemiztry you are performing.

1—ﬁ Set temperature to ﬁﬂ +I| degrees.l

O ptirnize Al I Optimize Acquiring I

[ Perform Optimization Before 13t Acquisition
[ Perform Optimisation &t 60 Degrees At Beginning OF Fun

— Channel Settings :

' o e |

M arne | Tube Position | tin Reading | b 5= Feading | Min G ain | b & G ain Edit... I
Green 1 1FI 10FI 1 10
Orange 1 1FI 10FI 1 10 Bemove |

Yelow 1 1FI 10FI 1 10 Remove &1 |

4| |
Start I Manual... Cloze Help I

Figur 6. Justering av fluorescenskanalsensitiviteten.

9. Justera  forstarkningsoptimeringen. Vélj et  “Target Sample  Range”
(Mélprovsomréade) frén 1 Fl upp till 10 Fl och ett “Acceptable Gain Range”
(Acceptabelt forstérkningsomrade) fréan 1 till 10 (figur 7, exempel visas fér kanal

Green). Dessa justeringar méste goéras for alla kanaler (Green, Yellow och Orange).
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Auto-Gain Optimisation Channel Settings x|

— Channel Settings :

Channel : Green Tube Position : I'l ﬂ

1_* Target Sample Range: | A Flupta (10 = Fl.

H o 10 ﬂ
3 ‘ Cancel | Help

Figur 7. Justera forstérkningsoptimeringen fér kanal Green. Dessa justeringar méste géras

L

2_* Acceptable Gain Fange:

foér alla kanaler (Green, Yellow och Orange).

10. Klicka pé& knappen ”Start” for att starta optimeringsférstarkning. Nér
optimeringsforstarkningen ér avslutad trycker du pé “Close” (Stéing) fér att atergé till

kérningsguiden (figur 8).

Auto-Gain Optimisation Setup ﬂ

— Dphirmizatiorn :
T Auto-Gain Optirmization will read the luoresence an the inserted sample at
™ different gain lewels until it findz one at which the fluorezcence level: are

acceptable. The range of fluorescence you are looking for depends an the
chemizty pou are perfarming.
Set temperature to k0 ﬁ degrees.

O ptirnize Al I Optimize Acquirng I

[ Perform Optimisation Before 1 st Acquisition
[ Perform Optimization &t B0 Degrees &t Beginning Of Fiun

— Channel Settings :

| o s |

Mame | Tube Position | tin Reading | &= Reading | Min Gain | tax Gain Edit... I
Green 1 1FI 10FI 1 10

Orange 1 1FI 10F 1 10 Bemove |
Yelow 1 1FI 10FI 1 10 Fremave Al |

4]
1 -l Start I kanual. . |I Cloze I Help I 2

Figur 8. Férstérkningsoptimering.
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11.

anges i det sista menyfoénstret i programmeringsproceduren (figur 9). Klicka pé& ”Start

Run” (Starta kérning).

Mew Run Wizard

x|

Surrnary ;
Setting | Walue |
Green Gain 3
Orange Gain b33
Yelow Gain B a3
Fiatar T2well Rotor
Sample Lapout 1.2.2...
Feaction VYolume (in microliters) 25

Once vou've confirmed that your in zettings are corect, click Start Bun to
beqin the wn. Click Save Template to zave settings for future runz.

[ ot
Save Template |

Skip Wizard ¢ Back

De forstarkningsvérden som faststélls av kanalkalibreringen sparas automatiskt och

-1

Figur 9. Start av kérningen.

12. Nar kérningen har startats ska du importera informationen frén cyklerfilen genom

att klicka pé knappen

)

("Open”) (Oppna) eller redigera proverna manuellt.

13. Fér tolkning av resultat, se anvéindarhandboken till instrumentet och det relevanta

QIAsymphony RGQ-applikationsbladet

www.qiagen.com/products/artuscingqsrgqkitce.aspx.

o

pa

Uppdaterad licensinformation och produkispecifika friskrivningsklausuler: se respektive QIAGEN-
kithandbok eller anvéndarhandbok. QIAGEN-kithandbécker och anvéndarhandbécker finns att
tillgd pd www.giagen.com eller kan bestéllas fran QIAGEN teknisk support eller fran lokal

aterforsaljare.

Varumdérken: QIAGEN®, QlAsymphony®, artus®, Rotor-Gene® (QIAGEN Group).

© 2013 QIAGEN, med ensamréitt.
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