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PCR kinetics
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Some of the problems with End-Point
Detection

Poor Precision due to onset of plateau effect

Onset of plateau effect may differ from sample to sample
Low sensitivity due to ethidium bromide based detection
Short dynamic range < 2 logs

Low resolution

Non - Automated

Size-based clear discrimination only

Results are not truly quantitative

Post PCR processing is required
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Real —Time PCR
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Detection methods in Real-Time PCR

W

Nucleic acid

Labeled probes/labeled
intercalating/bind abeled probes/labele

I primer-probes (Highly
ing dyes (Non- specific)

specific)

e.g. TagMan, Molecular
e.g2. SYBR Green

Beacons, Scorpions etc.
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Features of SYBR Green
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» Advantages:
v Relatively low cost of primers
v'No fluorescent-labeled probes are required

 Disadvantages:

v'Non- specific and can bind and fluoresce to any
dsDNA.

v Only primers determine specificity
v Requires extensive optimisation
v Multiplexing is not possible
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Gene expression quantitative analysis

o,
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Types of Reaction setup

Strategies of SYBR Green mediated Gene expression

analysis

Reaction steps

One step reaction

In single step Reverse
transcription and
PCR are done
automatically

Two step reaction

In first step Reverse
transcription and then
PCR is done
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Few important aspects of Real-Time PCR
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Thanks

11



