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NanoDrop, Qubit, TapeStation
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NanoDrop

e Spektrofotometrie
e Koncentrace a Cistota
* DNA, RNA, proteiny

Light source

o ég &

; Quantity and Quality of
SR é DNA measured
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* Nukleové kyseliny - Cistota
* A 2607280 = 1,8 - 2,0
* A 260/230 = 1,8 = 2,2
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NanoDrop 3300 Fluorospectrometer

* Koncentrace

* Bilé LED svétlo

* Excitacni spektrum 460 — 650 nm
* Blank, standardy

* Nukleové kyseliny — dsDNA, RNA
* Proteiny

Na
"ODRoP 3309
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e Jednoducha obsluha
* Nizka spotreba vzorku

* Méreni Cistoty
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NanoDrop

* Neni selektivni

* Nepresnost pfi nizkych
koncentracich
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* Detekce fluorescence

* Koncentrace

e Standardy -> kalibracni krivka
e dsDNA, ssDNA

* RNA, miRNA

* Protein

* HighSensitivity kity

* Pracovat v Seru
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Qubit RNA 1Q assay

* Integrity & Quality
@ RNA Integrity & Quality
2 barvy | ey
* Velka, neporusena, strukturovana RNA
 Mal3, degradovana RNA

e RNA IQ skore: 1-10

@ RNA Integrity & Quality

M ¥ Saved

f RNAIQ §

8.9

® 15% small RNA
® 85% large and/or structured RNA

® 74% small RNA
26% large and/or structured RNA

Read tube Read tube
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Qubit™ reagent

Qubit™
buffer

_

* where n = number of standards plus number of samples

Babak Myeloma Group
% Department of Pathophysiology
Faculty of Medicine, Masaryk University

Ensure all reagents are
at room temperature

199 x n pL* \/

Qubit™
working solution

Standards from kit

ouL\, \, 104

-1

Final Qubit™ tube volume is 200 pL

User samples

180-199 pL

1-20 pL \, 1-20 uL\, 1-20 uL\,

TV

Final Qubit™ volume tube is 200 pL
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e L.ze merit nizké koncentrace

e Selektivni vazba fluorochromu
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Qubit

* Potreba pripravit vzorky

* Nestanovuje Cistotu
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NanoDrop vs Qubit

* Qubit
e Citlivy
* Specificky
* NanoDrop
* rozpozna kontaminace

e |dedalné kombinace
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Qubit DNA HS
Qubit DNA BR

UV absorbance (NanoDrop)

108

Qubit RNA HS
Qubit RNA BR
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m Qubit dsDNA BR Assay

Qubit BNA BR Assay
® NanoDrop ND-1000 DNA
m UV spec DNA

10:0 10:5  10:10 10:20 10:30 10:40 10:50 10:/5 10:100

DNA:RNA ratio (hg/ulL)
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TapeStation

 Kapilarni elektroforéza
* Kontrola kvality vzorku

* koncentrace, velikost, integrita -
* RIN — RNA Integrity Number
 1-10 ScreenTape device
* DNA, RNA Tip holder
Sample block
LED
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Agilent D1000 ScreenTape

* DNA 35 - 1000 bp

* Citlivost 0,1 ng/ul

 Kvantitativni rozmezi 0,1 — 50 ng/ul

* 16 vzorku, <20 min; 96 vzorkl, =100 min

(

1 UL DNA 3u|_ D1000
or Ladder Sample
Buffer

D1000:

Vortex 1 min
\ Spin down
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Agilent High Sensitivity D1000 ScreenTape

* DNA 35 - 1000 bp

* Citlivost 5 pg/ul

 Kvantitativni rozmezi 10 — 1000 pg/ul

* 16 vzorku, <20 min; 96 vzorkl, =100 min

f

ZULDNA ZULD“]UO
or Ladder Sample
Buffer

High Sensitivity
D1000:
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Vortex 1 min
Spin down
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Agilent RNA ScreenTape assay

* Eukaryotni/prokaryotni RNA

e Citlivost 5 ng/pul

 Kvantitativni rozmezi 25-500 ng/ul
* Denaturace vzorku

1 uLRINA guLRINA

sample or ample <

RNA Ladder Buffer Heat at 72° C
\ for 3 minutes

S g Vortex 1 min Place on ice \/

Spin down for 2 minutes
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* D5000 ScreenTape

100 - 5000 bp; 0,1 ng/ul; 0,1 — 50 ng/ul
* HS D5000 ScreenTape

e 100-5000 bp; 5 pg/ul; 10— 1000 pg/ul

* Genomic DNA ScreenTape
e 200 bp az >60 000 bp; 0,5 ng/ul; koncentracni rozmezi 10 — 100 ng/ul

* RNA ScreenTape
* Eukaryoni/prokaryotni celkovd RNA; 5 ng/ul

* HS RNA ScreenTape
e Eukarytni/prokaryotni celkovd RNA; 100 pg/ul

* P200 ScreenTape

* Protein
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Central European Institute of Technology
BRNO | CZECH REPUBLIC

Lid

ScreenTape device
Tip holder

Sample block

LED
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Ladder Meedle Change Transport About
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Sample Descriptions
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D1000 ScreenTape O Agllent Techaologies
I0: 00-502%-010105-99-138699 Ewpires 23-0ct-2013

Ready
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QC: Sizing (175 — 600 bp)

D1000 ScreenTape assay
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Sample Intensity [FU]
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Bl: cDMA Libranes
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TapeStation

* Sudy pocet vzorku
* Pfiprava vzorku CO3
*ScreenTape

* Napsat datum otevreni, pocet vzorku
e QOtevrena max 2 tydny

* Na CEITEC
e ISIC, USB
e Strip se vzorky + ScreenTape
* Spicky, rukavice

* \Vysledky ulozit v programu na PC (plocha->UPF) + PDF
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