List protokolu QIAsymphony® RGQ

Nastaveni pro spusténi sad artus® CT/NG QS-
RGQ (software Rotor-Gene® Q verze 2.1)

A Pfed samotnym testem si ovéfte dostupnost novych revizi elektronického znaceni
na adrese www.giagen.com/products/artusctnggsrggkitce.aspx. Souc€asny stav

revize je vyznacen datem vydani (format: mésic/rok).

VSeobecné informace

Ce€ artus CT/NG QS-RGQ Kit verze 1, 4569365

0197

Dulezité body pred zahajenim

[ | Pfed zahajenim protokolu si najdete €as a seznamte se s pfistrojem Rotor-Gene Q. Viz
uzivatelska pfirucka k pfistroiji.

[ | Viz také PFiru¢ku sady artus QS-RGQ (artus CT/NG QS-RGQ Kit Handbook) a aplika¢ni list
na adrese www.giagen.com/products/artusctnggsrggkitce.aspx.

[ | Zajistéte, aby do jednoho béhu PCR byly zahrnuty pozitivhi/negativni kontroly spole¢né s
nejméneé jednou negativni kontrolou (NTC, dodava se v sadé a pipetuje ji modul AS).
Protoze je sada artus CT/NG QS-RGQ kvalitativni analyzou, nedodavaji se zadné

kvantitativni standardy.

Postup

1. Vlozte zkumavky PCR do 72 jamkového rotoru Rotor-Gene Q.
2. Umistéte prazdné zkumavky PCR s viky do prazdnych pozic v rotoru.

Tim se zajisti optimalni teplotni rozdéleni v Rotor-Gene Q.

3. Uzamknéte rotor zajiStovacim prstencem.

4. Preneste soubor cykléru z pristroje QlAsymphony AS do RotorGene Q poditace.
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5. Oteviete okno ,,New Run Wizard“ (Privodce novym chodem) (obrazek 1). Zaskrtnéte
ramecek ,Locking Ring Attached“ (Pfipevnén pojistny prstenec) a kliknéte na ,,Next"
(Dalsi).

New Run Wizard L x|

Welcome to the Advanced Run Wizard!

— Rotor Type
36-WWell Rotor

[¥ Locking Ring Attached

Obrazek 1. Dialogové okno ,,New Run Wizard“.

6. Zvolte 25 jako objem PCR reakce a kliknéte na ,,Next“ (obrazek 2).

New Run Wizard x|

Thiz bow displays
help on elements in
the wizard. For help
an an item, hover

Thiz screen dizplayz mizcelaneous optionz for the run. Complete the fields,
clicking Mext when vou are ready ta move ta the next page.

Operatar : [QIAGEM your mouse over the
N ; itern for help. You
otes can also click on a

combo box to display
help about itz
avallable settings.

Reaction o5 =
Walume [pL): I =1
Sample Layout : |1, 2, 3. j

Skip Wizard | <« Back I New > I 2

Obrazek 2. Nastaveni obecnych parametra analyzy.

7. Kliknéte na tlacitko ,,Edit Profil“ (Upravit profil) v dalSim dialogovém okné ,,New Run
Wizard“ (obrazek 3). Naprogramujte teplotni profil podle tabulky 1 pomoci snimku
obrazovky uvedenych na obrazcich 3-5, které slouzi jako pravodce.
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Mew Run Wizard

Temperature Praofile :

]— Edit Prafile ... I

Chanhel Setup :

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 |

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.

Skipwizard | << Back s |

Obréazek 3. Uprava profilu.

Tabulka 1. Teplotni profily pro sadu artus CT/NG QS-RGQ

Drzet

Drzet 2

Cyklovani

Teplota: 95 stupfid

Cas: 15 minut

Krok se nepozaduje
45krat

95 stupnt po 11 sekund

60 stupni po 20 sekund

72 stupnt po 20 sekund
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x
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

Obréazek 4. Pocatecni aktivace Hot Start enzymu

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

B0 deq. for 20 secs

Obrazek 5. Amplifikace DNA.
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1—ﬁ Set temperature to ﬁﬂ +I| degrees.l

Méfici rozsah fluorescenc¢nich kanall je tieba uréit podle fluorescencni intenzity v
PCR zkumavkéach. Kliknéte na ,,Gain Optimisation“ (Optimalizace zesileni) v okné
menu ,New Run Wizard“ (PrGvodce novym béhem) (viz obrazek 3, strana 3) pro

otevieni okna (Nastaveni optimalizace

»Auto-Gain  Optimisation  Setup“
automatického zesileni). Nastavte kalibraéni teplotu na 60, aby odpovidala

reasociacni (annealing) teploté amplifikaéniho programu (obrazek 6).

Auto-Gain Optimisation Setup il

— Optimization :
Y Auto-Gain Optirmization will read the fuorezence on the inzerted sample at
|\% 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 :

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

4] | »l
Start I

Manual... Cloze Help I

Obrazek 6. Nastaveni senzitivity fluorescenénich kanalt

9.

1_* Target Sample Range: |

2_* Acceptable Gain Range:

Uprava optimalizace zesileni. Vyberte , Target Sample Range* (Cilovy rozsah vzorku)
z 1 Fl az do 10 FlI a ,,Acceptable Gain Range* (Pfijatelny rozsah zesileni) od 1 do 10
(obrazek 7, priklad zobrazen pro kanal Green (Zeleny)). Tato sefizeni se musi provést
pro kazdy kanal (Green (Zeleny), Yellow (Zluty) a Orange (Oranzovy)).

Auto-Gain Optimisation Channel Settings x|

-

:AFIuptn 1M =Fl

dtu 1Dﬂ

— Channel Settings :

Channel : Green Tube Pasition

L

‘ Cancel | Help

Obrazek 7. Sefizeni optimalizace zesileni pro kanal Green. Tato sefizeni se musi provést pro
kazdy kanal (Green (Zeleny), Yellow (Zluty) a Orange (OranZovy)).
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10. Kliknutim na tlacitko ,,Start“ (Spustit) spustite optimalizaci zesileni. Po dokonéeni
optimalizace zesileni kliknéte na ,,Close“ (Zavrit), abyste se vratili do pravodce béhem
(obréazek 8).

Auto-Gain Optimisation Setup ﬂ

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

acceptable. The range af Huarescence you are looking for depends on the
chermiztry pou are perfarming.
Set temperature to k0 ﬁ degrees.

Ophimize Al I Optimise Acquinng I

[ Perform Optimisation Before 15t Acquisition
[ Perform Optimisation &t 60 Degrees At Beginning OF Fun

— Channel Settings :

| o ew |

Mame | Tube Position | tin Feading | b ax Feading | Min Gain | M ax Gain Edit... I
Green 1 1FI 10FI 1 10

Orange 1 1FI 10F 1 10 Bemove |
velow 1 17l 10F1 1 10 Remowve Al |

1| | >

] -I Start I M anual... |I Cloze I Help I 2

Obrazek 8. Optimalizace zesileni.
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11. Hodnoty vysledkii determinované kalibraci kanali se automaticky ulozi a jsou
uvedené v seznamu v poslednim okné programovaci procedury (obrazek 9). Stisknéte
»Start Run® (Spustit béh).

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

Obréazek 9. Spusténi béhu.

)

12. Po spusténi béhu importujte informace ze souboru cykléru kliknutim na
(,Open” (Otevrit)) nebo upravte vzorky manualné.

13. Informace o interpretaci vysledkli naleznete v uzivatelském navodu k pristroji a
pFisluSném aplikaénim listu QIAsymphony RGQ na adrese

www.giagen.com/products/artusctnggsrggkitce.aspx.

Aktualni licenéni informace a odmitnuti odpovédnosti specificka pro vyrobek jsou uvedeny v
prirucce pro sadu QIAGEN nebo pfiru€ce uzivatele. Pfiru¢ky a uZivatelské navody sady QIAGEN
jsou k dispozici na strankach www.giagen.com, nebo si je Ize vyzadat u Technickych sluzeb
QIAGEN nebo svého lokalniho distributora.

Ochranné znamky: QIAGEN®, QIAsymphony®, artus®, Rotor-Gene® (QIAGEN Group).
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