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Reverzni transkripce

* Narusila centralni dogma molekularni

biologie ; | . s
* Reverzni transkriptazy - 5‘
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Nobelova cena za fyziologii a lIékarstvi, 1975

* D. Baltimore — zkoumal 2
onkogenni viry-virus mysi leukémie
a virus Rousova sarkomu, objevil
reverz. transkriptazu a retroviry

*H. Temin — zkoumal virus Rousova
sarkomu, popsal reverzni
transkripci a izoloval reverz.
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Photo from the Nobel Photo from the N‘obel Photo from the Nobel
Foundation archive. Foundation archive. Foundation archive. . V4
David Baltimore Renato Dulbecco Howard Martin Temin tra nSkrl ptazu
Prize share: 1/3 Prize share: 1/3 Prize share: 1/3 .
* R. Dulbecco — zkoumal onkoviry,
Ve .
ucil H. Temina
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* Studium RNA
* cDNA knihovny
* RT-gPCR

*Viry
* Bakterie
e Zivocichové a rostliny
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RT-qPCR
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Reverse transcription-PCR

1. Isolate RNA
RMA
2. Anneal Oligo(dT) primers
RMNA
3. First-strand synthesis
RMA
cONA e
4. First cycle PCR synthesis
cDMNA
cDMNA

5. PCR amplification

| AAAA
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Quantitative real time — PCR (gPCR)

1. Isolate DMA
D,

DM

¢

2. Denaturation
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3. Primer annealing and Extension
DA
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4. DNA synthesis and fluorescence detection
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Unbound dye
Bound dye

Reverse transcription quantitative real-time PCR
(RT-gPCR)
1. Isolate RNA

|

2. Anneal Oligo(dT) primers

{

AAAA
3. First strand synthesis
RMA ¢ AbAA

cONA e

}

4, Denaturation

:
:

RMA,

cONA —

{

5. Primer annealing and Extension
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6. DNA synthesis and fluorescence detection
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Unbound dye
Bound dye
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cDNA knihovny

 Studium RNA — porozumeéni aktivné exprimovanym genum a jejich
funkcim

* cDNA jako templat pro microarraye a sekvenovani

* Reprodukce genetické informace bez nekddujicich oblasti

* Exprese eukaryotickych genu v prokaryotickych organismech

* Funkcni klonovani pro identifikaci genu na zakladé proteinu
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High-Capacity cDNA Reverse Transcription kit
Thermo Fisher Scientific

* Schéma ndhodnych primeru T
igh Capacity cD
* mMRNA a rRNA . E;Li;;gigranysgrigﬁn Kt
T %
*20 ng - 2 ug RNA , 4| T et

* ss cDNA vhodna ke gPCR i kratkodobému T e ——
Ci dlouhodobému uskladnéni . =0 i

appliedbiosystems
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TagqMan Advanced miRNA Assays
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Applied Biosystems

*1—-10 ng RNA nebo 2 ul plazmy (i
séra

* Specifita-jen zralé miRNA a
rozliSuje mezi homolognimi
MIiRNA

* Senzitivita-60 kopii vlozené
MIiRNA
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TagMan miRNA TagMan Advanced miRNA

RT chemistry |miRNA- specific RT Universal RT

Throughput Best for 1-10 targets Best for > 10 targets

205 species available,
Coverage coverage for miRbase
v.21

Focused on human miRNAs;
coverage for miRbase v.21
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Reverse Amplification using Real-time PCR with

transcription universal miR-Amp TagMan Advanced
primers mMIiRNA Assays

Poly(A) tailing

, > :
: = v
.
5" adapter ligation

30 min 145 min 35 min 40 min

Figure 1. The TagMan Advanced miRNA Assay workflow.

https://www.youtube.com/watch?v=bsYQowaktOE
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https://www.youtube.com/watch?v=bsYQowakt0E

