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Jak muze Spatna kvalita RNA znehodnotit
namerené vysledky

degradace a indukce exprese
- relativni kvantifikace, expresni profily

chemicka inhibice (lipidy, hem, etc.)
- faleSné negativni vysledky

proteinova kontaminace
- muze také inhibovat RT nebo qPCR,

kontaminace genomovou DNA
- absolutni a relativni kvantifikace, expresni profily

kontaminace
- (single cell gPCR, faleSné negativni vysledky)



Reseni
degradace: odbér vzorku a uchovani, disrupce, homogenizace, izolacni
metoda, kontrola kvality.
inhibice a proteinova kontaminace: Cisténi vzorku, kontrola kvality.

gDNA kontaminace: oSetfeni Dnazou, -RT reakce.

kontaminace: laboratorni praxe, oddélené prostory pro RNA izolaci, RT +
gPCR a post-PCR praci.



Reseni
degradace: odbér vzorku a uchovani, disrupce, homogenizace, isolacni
metoda, kontrola kvality.
Inhibice a proteinova kontaminace: Cisténi vzorku, kontrola kvality.

gDNA kontaminace: oSetfeni Dnazou, -RT reakce.

kontaminace: laboratorni praxe, oddélené prostory pro RNA isolaci, RT +
gPCR a post-PCR praci.



Gelova elektroforéza

A. Gel analysis of RNA B. Northern blot
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Elektroforetické metody

Kombinace mikrofluidni technologie a kapilarni elektroforézy

Agilent 2100 Bioanalyzer BioRad - Experion
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RNA integrita (Agilent Bioanalyzer)

Conc. 110 ng/ul
Ratio: 2.5
RIN: 10
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Conc. 30 ng/ul

Ratio: 2.7
RIN: 9.1
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Conc. 110 ng/ul
Ratio: 2.5
RIN: 10

Conc. 62 ng/ul
Ratio: 0.0
RIN: 2.4
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Conc. 43 ng/ul
Ratio: 2.6
RIN: 9.5
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in different tissues and cell lines
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N liver (n = 22)

B heart (n =17)

=3 spleen (n =17)

[ lung (n =22)

EE rumen (n =23)

B reticulum (n =26)
/3 omasum (n =17)
1 abomasum (n =17)
EE ileum (n =17)

EE jejunum (n =20)
B colon (n =19)

EE caccum (n =16)
I lymph node (n =26)
B kidney cell (n = 3)
EE corpus luteum (n = 5)
N granulosa cell (n = 5)
B oviduct (n = 5)

= WBC (n =5)
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Potencialni efekt RNA degradace (RIN) na Ct
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Vliv kvality celkové RNA na qPCR

IL-1: Crossing Point

# Reticulum (E) Lymph nodes (E) & Lymph nodes (P) Colon (P) ¢ Lung (B)
¢ Corpus luteum (P) & Caecum (P) # Spleen (P) ¢ Abomasum (P)
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Data od: Michael Pfaffl and Simone Fleige, Freising




Kvalita RNA a stabilita genové exprese

referenénich genu

- Rozdily v hodnoceni referenénich genu

Step® Degraded RNA Intact RNA Degraded RNA Intact RNA

(CRS samples) (CRS samples) (NP samples) (NP samples)

! HPRTI - HPRTI YWHAZ

2 YWHAZ YWHAZ ACTB B2M

3 B2M RPL3IA RPL31A RPL3TA

4 TBP B2Mn GAPD UBC

5 RPL3IA UBC TRP GAPD

6 UBC HPRTI YWHAZ HMBS

7 ACTB TBP HMBS HPRTI

8 - ACTB SDHA SDHA

9 HMBS- SDHA HMBS- SDHA B2ZM- UBc AUTE-TBP

Perez-Novo et al., Biotechniques, 2005




Degradace RNA v case




Degradace RNA v case
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Mechanizmus mRNA degradace

Translating mRMNA
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MRNA

cytokeratin

alfa-tubulin




Déekuji za pozornost!

www.tataa.com

WWW.img.cas.cz/ge




