QIAsymphony® RGQ-protokolark

Indstillinger til kersel aof artus® CT/NG QS-
RGQ-kittet (Rotor-Gene® Q-software 2.1)

A Kontroller, om der er nye reviderede udgaver aof elekironisk maerkning pé

www.qgiagen.com/products/artusctnggsrggkitce.aspx, inden testen udferes. Den

aktuelle revisionsstatus er angivet med udstedelsesdato (format: mé&ned/ar).

Generel information

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

0197

Vigtige anvisninger for start

[ | Brug tid pd at blive fortrolig med Rotor-Gene Q, fer protokollen startes. Se instrumentets
brugervejledning.
B Se ogs& Handbog til artus CT/NG QS-RGQ-kit (artus CT/NG QS-RGQ Kit Handbook) og det

relevante applikationsark pd www.qgiagen.com/products/artusctnggsrggkitce.aspx.

B Serg for, at de positive/negative kontroller samt mindst en negativ kontrol (NTC, er vedlagt
kittet og pipetteres af AS-modulet) er med i hver PCR-karsel. Fordi artus CT/NG QS-RGQ-

kittet er en kvalitativ analyse, medfalger der ingen kvantificeringsstandarder.

Procedure

1. Anbring PCR-rerene i rotoren med 72 brende pé& Rotor-Gene Q.
2. Anbring de tomme PCR-ror med ldg pé de tomme rotorpladser.

Dette sikrer en optimal temperaturfordeling i Rotor-Gene Q.

3. Lés rotoren med laseringen.

4. Overfor cycler-filen fra QlIAsymphony AS til Rotor-Gene Q-computeren.
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5. Abn forst dialogboksen “New Run Wizard” (hjeelp til ny kersel) (Figur 1). Marker i

feltet “Locking Ring Attached” (l&sering vedhzeftet) og klik péd “Next” (naeste).

New Run Wizard i x|

Welcome to the Advanced Run Wizard!

— Rotor Type
36-Well Rotor

[V Locking Ring Attached

Figur 1. Dialogboksen “New Run Wizard”.

6. Velg 25 for PCR-reaktionsvolumen, og klik 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

Figur 2. Indstilling af generelle analyseparametre.

7. Klik pé knappen “Edit Profile” (rediger profil) i den nseste dialogboks “New Run
Wizard” (Figur 3). Programmer temperaturprofilen som vist i Tabel 1 vha. de

vejledende screenshot, som vises péa figur 3-5.
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Mew Run Wizard

Temperature Praofile :

]— Edit Prafile ... I

Chanhel Setup :

M ame | Source | Detector | Gain |

Create Mew... I

Green 470nm

Yelow 530mm
Orange  585nm
Red E2Brm

Crimzon  B80nm

24 Gain Optimization. .

B10nm 3
B55nm 533
E10nm 533
BE0nm A
T10hp a

Edit.. |

Edit Gain... |
Remove |
Reset Defaults |

x|

Click thiz button to

miove to the nest
page in the wizard. |f
it iz dizabled, you
may need to perform
an operation on this
page befare
cantinuing.

Skip Wizard |

<< Back

I Mext>>  J

Figur 3. Redigering af profilen.

Tabel 1. Temperaturprofiler for artus CT/NG QS-RGQ-kittet

Hold

Hold 2

Cycling

Temperatur: 95 grader

Tid: 15 min.
Trin ikke pékreevet

45 gange

95 graderi 11 sek.

60 grader i 20 sek.

72 grader i 20 sek.
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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. Indledende aktivering af hot-start enzymet

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. Amplifikation af DNA'et.
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1—ﬁ Set temperature to ﬁﬂ +I| degrees.l

Detektionsomrédet for fluorescenskanalerne skal bestemmes efter
fluorescensintensiteterne i PCR-rerene. Klik pé& “Gain-Optimisation” (gain-
optimering) i dialogboksen “New Run Wizard” (se Figur 3. side 3) for at ébne
dialogboksen “Auto-Gain Optimisation Setup” (opseetning af automatisk gain-
optimering). Indstil  kalibreringstemperaturen til 60 for at matche

amplifikationsprogrammets afhserdningstemperatur (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.

O ptirnize Al I Optimize Acquiring I

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

— Channel Settings :

| ~ Ak |
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 10F] 1 10 __ Bemove |
Telow 1 1FI 10FI 1 10 Femove &) |

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

Figur 6. Justering af fluorescenskanalens felsomhed.

9.

Juster gain-optimering. Veelg en “Target Sample Range” (prevemélomrade) fra 1 FL
op til 10 FL og en “Acceptable Gain Range” (acceptabelt gain-omréde) fra 1 til 10
(Figur 7 viser f.eks. kanalen Gren). Disse justeringer skal foretages for hver kanal

(Gron, Gul og 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. Justering af gain-optimering for kanalen Gren. Disse justeringer skal foretages for

L

2_* Acceptable Gain Fange:

hver kanal (Gren, Gul og Orange).

10. Klik pé knappen “Start” for at starte gain-optimeringen. Néar gain-optimering af
feerdig, skal man klikke pé “Close” (luk) for at vende tilbage til kerselsguiden (Figur
8).

Auto-Gain Optimisation Setup ﬂ

— Dphirmizatiorn :
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 ﬁdegrees.

3
s

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. Gain-optimering.
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11.

Gain-veerdierne, der bestemmes af kanalkalibreringen, gemmes automatisk og
angives i det sidste menuvindue af programmeringsproceduren (Figur 9). Klik péa

“Start Run” (start kersel).

MNew 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

o -1

Once pou've confirmed that your run settings are corect, click Start Burn bo Save Template |
beqin the wn. Click Save Template to zave settings for future runz.

Skip Wizard ¢ Back

Figur 9. Start of kersel.

12.

13.

Nar en kersel er blevet startet, importeres informationen fra cyklusfilen ved at klikke

.

pa

For at f& anvisning i tolkning af resultaterne se instrumentets brugervejledningen og

knappen (“Open”) (&bn), eller ved at redigere preverne manuel.

det relevante QIlAsymphony RGQ-applikationsark pé

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

For opdateret licensinformation og produkispecifikke ansvarsfraskrivelser henvises der til den
aktuelle handbog eller brugervejledning fil QIAGEN-kittet. QIAGEN kit-hdndbeger og
brugervejledninger kan findes p& www.giagen.com eller kan rekvireres fra QIAGENSs tekniske

serviceafdeling eller den lokale leverander.

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