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Polymerase chain reaction; PCR
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Typical PCR mix

* In a thin wall Eppendorf tube assemble the following

Final Volume

PCR components Amount
Template DNA (50-1000 ng) 1 ul

2 uL
10 mM dNTPs (200 uM final) 0.4 uL
50 mM MgCI2 (1.5 mM final) 0.6 uL
10 uM forward primer (0.5 uM final) 1 uL
10 uM reverse primer (0.5 uM final) 1 ul
5 units/ulL Taq DNA polymerase (1 units) 0.2 uL
dH20 13.8 ul

20 uL
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PCR Inhibitors
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Gel Electrophoresis
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Gel Electrophoresis
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Gel Electrophoresis

e An agarose gel is prepared by combining
e agarose powder,

e safe stain

 buffer solution.

* TBE Buffer(10x)

* Tris base(121.14 g/mol) 890mM

* Boric acid (61.83 g/mol) 890mM

« EDTA(292.24 g/mol) 25mM
 Add H20 to 1000ml adjust pH to 8.
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Resolving DNA Fragments

Percent Agarose Gel (w/v) |DNA Size Resolution(kb = 1000)
0.5% 1 kb to 30 kb
0.7% 800 bp to 12 kb
1.0% 500 bp to 10 kb
1.2% 400 bp to 7 kb
1.5% 200 bp to 3 kb
2.0% 50 bp to 2 kb

Table 1: Correct Agarose Gel Concentration for
Resolving DNA Fragments
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Polymerase Chain Reaction (PCR)

PCR process

PCR components
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