
31/01/2023

1

Real-Time PCR

Topic You Need to Know

1. What is real-time PCR?
2. Mechanism of Real-time PCR 
3. Types of Real-time PCR probes used 
4. Advantages
5. Disadvantages 

What is Real-time PCR ?

• A Real-time PCR is a laboratory technique of molecular biology based 
on PCR. It monitors the amplification of target DNA molecule during 
the PCR in real time & not at its end, as in conventional PCR.

• qPCR 

Mechanism of Real-time PCR

Types of Real-time PCR probes
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SYBR Green Dye Taqman Probe

Reverse Transcription PCR 
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Changes Need to Consider

1. Primers used: 
i. Oligo dT Primer

ii. Random Primer

iii. Gene Specific Primer/ Sequence Specific Primer

2. Reverse Transcriptase Enzyme used:
i. MMLV RT Enzyme

ii. SS III RT Enzyme

Colony PCR

• It is used for screening recombinants from transformation products.

• Procedure:
1. Transformation

2. Selection of colony

3. Put the colony in sterile water

4. Heat the mixture

5. Chilling on ice

6. Addition of PCR mix

7. PCR performed

Asymmetric PCR

• Asymmertic PCR is used to preferentially amplify one strand of the 
target DNA more than other.

• Asymmetric PCR is used to form single stranded DNA from double 
stranded DNA, which is then used for DNA sequencing etc.

• The whole PCR process is similar to regular PCR except that the 
amount of primer for the targeted strand is much more than that of 
the non-targeted strand.

• As the PCR reaction progresses the lower concentration limiting 
primer get used up. After the depletion of limited primer, linear 
synthesis of the targeted single stranded DNA are formed from the 
excess primer.
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Inverse PCR

Nested PCR
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