
PCR Amplification

AIM: Amplification of given sequences

● For 25ul reaction(10ng)

Q5 Mastermix:                     12.5 ul
10mM Forward Primer:        1.25 ul
10mM Reverse Primer:        1.25 ul
DNA template:                      variable
Nuclease Free Water:          upto 25 ul

● For 15ul reaction(10ng)

Q5 Mastermix:                     7.5 ul
10mM Forward Primer:        0.75 ul
10mM Reverse Primer:        0.75 ul
DNA template:                      variable
Nuclease Free Water:          up to 15 ul

● For 400ul reaction (10ng)

Q5 Mastermix:                     110.5 uL
10mM Forward Primer:        21.25 uL
10mM Reverse Primer:        21.25 uL
Nuclease Free Water:          182.75 uL

Separate 20uL for negative control
To the rest 320uL, add 10 uL template and add 70 uL of nuclease free water to make it up till
400 uL.

Run the PCR for 35 cycles with the following conditions:

1. Initial Denaturation 98°C 2 minutes

2. 25–35 Cycles 98°C 10 seconds

3 60°C 10 seconds

4 72°C 6 seconds

5 Final Extension 72°C 2 minutes

6 Hold 4–10°C




