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Molecular Biology Methods
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Polymerase Chain Reaction (PCR)
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Thermal Cycles

A. Double strand DNA

B. Denature

C. Anneal primers

D. Polymerase binds & extends



PCR Product Visualization
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DNA Sequencing

4 x PCR (+ one dideoxynucleotide)

sequencing
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Conventional PCR-RFLP

Restriction site

—— T~ T
/

PCR primers

Markers PCR, restrict PCR, restrict

GENE CLONING AND DNA ANALYSIS. TA Brown, 2010



PCR-RFLP (New)
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PCR-HRM
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PCR-HRM

Mutated DNA
Normal DNA _e.g.agctacgcracgegatgetagetacgetacg

e.g. agctacgctacgetatgetagetacgetacg

Fluorescence

55C o 95C

100

Normeized Fluorescence

Beginners Guide to High Resolution Melt (HRM) analysis 76 762 764 766 768 71 772 714 776 718 78 782 784 736 723 79 792 794 786 788 B0 12 814 816 B3 B B2 814 BI6 BI3 R 622 834 325 828 B3 832 &AM S



TagMan Genotyping
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https://www.researchgate.net/figure/Schematic-picture-of-TaqMan-genotyping-The-upper-panel-depicts-the-reaction-components_fig2_267401642

MLPA

https://bitesizebio.com/41396/mlpa/

1 — Denaturation; 2 — Hybridization

PCR primer sequence

PCR primer sequence v
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3 — Ligation

4 — Amplification

C SeessseseeseeseEEESSS——————T 9
S eeaEEeeeeeElEEEESS——————T
L

5 — Fragment separation and Data analysis
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Real-time qPCR (SyberGreen)
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Fluorescent Signals after gPCR
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Real-time gPCR (TagMan)
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Western Blot (Immunoblotting)

Sample Transfer to
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https://www.genscript.com/\Western-Blot- Antibody-Troubleshooting.html
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https://www.expedeon.com/resources/applications/western-blot/
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Western Blot (Immunoblotting)
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D. Immunoblotting (Western blot)

Burmester, Color Atlas of Immunology © 2003 Thieme
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