Stanoveni poctu plazmidu na bunku
(PCN) pomoci QPCR
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- PCR multiwell plate

- u¢innost PCR musi byt u vSech vzorku stejna

- amplifikacni prah (Ct) musi lezet v exponencialni fazi (linearni ¢ast krivky)

- zajiSténa vazbou fluorescencniho interkalacniho bariva na DNA (SyberGreen), pouzitim
hydrolyza¢ni sondy apod.

-sledujeme zménu fluorescence v ¢ase vici pozadi
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-u€eny na zakladé hodnoty fluorescence pozadi, kvantitativni vystup pro kazdy vzorek
- udava pocatecna mnozstvi kopii templatu, definovany v exponencialni fazi PCR

- ¢im mensi Ct, tim vétsi pocet kopii templatu na zaCatku reakce

- rozdil 1 Ct — dvojnasobné mnozstvi templatu 21= 2

- desetinasobny rozdil v mnozstvi cykll odpovida

- ucinnost PCR je 100% jen vyjimeclné
- béZzné rozmezi E = 1,60 - 2,10, R2> 0,989



Urceni poctu kopii plazmidld na bunku (PCN)

size of chromozomal DNA (bp) * amount of plasmid DNA (pg)

size of plasmid DNA (bp) * amount of genomic DNA (pg)

Quantitative real-time polymerase chain reaction for
determination of plasmid copy number in bacteria
(Chai Lian Lee et al,2006)

® plazmidova DNA - gen tetK
¢ plazmidovd DNA- gen blaZ
y =-3,4435x + 27,971 A celogenomova DNA - gen mecA

R? =0,9992 —— Linearni (celogenomova DNA - gen mecA)
—— Linearni (plazmidova DNA- gen blaZ)
—— Linearni (plazmidova DNA - gen tetK)

y =-3,5463x + 28,839
R? =0,9997

=-2,9645x + 23,566
R =0,9933




Plasmid copy number in bacterial cell

& plasmid DNA-gene blaz
A genomic DNA - gene mecA
—— Regression line of plasmid DNA (gene blaZ)

— Regression line of genomic DNA (gene mecA)

y = -3,5463x + 28,839
R?=0,9997

y = -3,4435x + 27,971
R? = 0,9992

log ¢ [pg]




2,809.10¢* 6,69.10" y
= 45 kopii

4,4.103 * 927

pUSA300HOUM 2,809.106* 1,04.103
R (27,041 kb) PCN (pT181) = — 1,2 kOpiI'
2,7.104* 927




